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1
LANTIBIOTIC BIOSYNTHETIC GENE
CLUSTERS FROM A. GARBADINENSIS AND
A. LIGURIAE

Matter enclosed in heavy brackets [ ] appears in the
original patent but forms no part of this reissue specifica-
tion; matter printed in italics indicates the additions
made by reissue.

RELATED APPLICATIONS

The present application is a U.S. National Phase Applica-
tion of International Application No. PCT/GB2007/000138
(filed Jan. 17, 2007) which claims the benefit of Great Britain
Patent Application No. 0600928.6 (filed Jan. 17, 2006), each
of'which is hereby incorporated by reference in their entirety.

FIELD OF THE INVENTION

This invention relates to characterisation of the biosyn-
thetic gene cluster for the lantibiotic actagardine, identifica-
tion of a novel variant of actagardine and its biosynthetic
cluster, and methods of production and use of actagardine, a
novel actagardine variant produced in a strain of A. liguriae,
and variants of both of these produced according to this
invention, utilizing genes from the characterised biosynthetic
gene clusters.

BACKGROUND OF THE INVENTION

Lantibiotics are peptides having antibiotic and other activi-
ties, produced by Gram-positive bacteria. They contain,
among other modified residues, the thioether amino acids
lanthionine and methyllanthionine, which cross-link the pep-
tide chain into a polycyclic structure. They have been classi-
fied into two classes, type-A and type-B, though such classi-
fication is not unproblematic. Type-A lantibiotics are
generally elongate amphiphiles that are capable of forming
pores in bacterial and other plasma membranes. Examples are
nisin and subtilin. Type-B lantibiotics, by contrast, are globu-
lar, conformationally defined peptides that inhibit enzyme
functions. Examples are cinnamycin and duramycin.

Activities ascribed to type-B lantibiotics such as cinnamy-
cin include antimicrobial activity (providing potential appli-
cation as antibiotics), inhibition of angiotensin-converting
enzyme (providing a potential application in blood pressure
regulation), immunomodulation via inhibition of phospholi-
pase A2 (providing a potential application as anti-inflamma-
tories), and interference with prostaglandin and leucotriene
biosynthesis.

Type-B lantibiotics appear to exert their activity by inter-
fering with enzyme activities by blocking the respective sub-
strates. For example, type B lantibiotics such as mersacidin
and actagardine have been found to inhibit biosynthesis of
peptidoglycan; transglycosylation was identified as the target
reaction. The substrate for this reaction is the lipid-bound cell
wall precursor lipid I1. While this is a target for the lantibiotic
vancomyecin, the site of action is different and is a new target
binding site not used by any current antibacterial drug.

For the cinnamycin class of type B lantibiotics antibacte-
rial activity has been observed, in particular with Bacillus
strains, with effects described on membrane functions, ATP-
dependent proton translocation and Ca®*-uptake, and on
ATPases. Also, the formation of defined pores in phosphati-
dylethanolamine-containing planar membranes has been
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reported. These effects can be attributed to the specific bind-
ing of these type-B lantibiotics to phosphatidylethanolamine.

Lantibiotics have been shown to have efficacy and utility as
food additives and antibacterial agents against Propionibac-
terium acnes and problematic pathogens, e.g. methicillin-
resistant Staphylococcus aureus (MRSA), which has or is
developing resistance to many commonly used antibiotics,
and Streptococcus pneumoniae. For reviews, see Sahl and
Bierbaum (1998) Annual Rev. Microbiol. 52:41-79; Jack and
Sahl (1995) TIBTECH 13:269 278; Gasson (1995) Chapter
10, Lantibiotics, in Vining and Stuttard (eds) Biotechnology
Series: Genetics and Biochemistry of Antibiotic Production,
Biotechnological 1 30 Series 28, pages 283-306.

Within the field of antibiotics, there is a continuing need for
the provision of new antibiotic compounds, to overcome
issues such as resistance, bio-compatibility, toxicity and the
like. Accordingly, methods of producing lantibiotics, and the
production of variant forms of lantibiotics (which may have a
different activity profile compared to native forms), are desir-
able.

Actagardine is a known type B tetracyclic lantibiotic, 19
amino acids in length (1890 Da). It has potent activity against
important Gram positive pathogens such as Staphylococcus
aureus and Streptococcus pyogenes both in vitro and in in
vivo animal models. The structure of actagardine is shown in
FIG. 4. The compound is produced from a pre-pro-peptide,
the C-terminal portion of which has the polypeptide sequence
of SSGWVCTLTIECGTVICAC (SEQ ID NO:4). The
polypeptide of SEQ ID NO:4 is modified by the following
crosslinks, creating secondary and tertiary structure:
CROSSLINK 1-6, Lanthionine (Ser-Cys); CROSSLINK
7-12, Beta-methyllanthionine (Thr-Cys); CROSSLINK 9-17,
Beta-methyllanthionine (Thr-Cys); CROSSLINK 14-19,
Beta-methyllanthionine sulfoxide (Thr-Cys).

Actagardine has been reported to be produced by two spe-
cies of Actinoplanes; A. garbadinensis and A. liguriae. Also
co-produced is an analogue in which the CROSSLINK 14-19
is not oxidized i.e. it is a beta-methyllanthionine not betam-
ethyllanthionine sulfoxide which is named herein deoxy-ac-
tagardine.

U.S. Pat. No. 6,022,851 describes the isolation of actagar-
dine from isolated strains of A. garbadinensis and A. liguriae.

DISCLOSURE OF THE INVENTION

The present invention relates to the cloned, sequenced and
elucidated structural and regulatory information relevant to
the biosynthetic gene cluster for the type-B lantibiotic, acta-
gardine, from Actinoplanes garbadinensis and A. liguriae.

We have also surprisingly found that in an isolate of A.
liguriae, designated herein as A. liguriae NCIMB 41362, a
novel form of actagardine is produced which we have termed
actagardine B or, in the non-oxidised form, deoxy-actagar-
dine B. These forms have similar anti-microbial activity to
actagardine and are generated from the primary polypeptide
sequence of SEQ ID NO:1, which undergoes similar cross-
linking to actagardine. The variants provide new and useful
alternatives to actagardine. In addition, the identification of
residues in actagardine B which are different from actagar-
dine leads to the provision of further lantibiotics based on
these differences.

We have also isolated gene clusters from both actagardine-
producing A. garbadinensis and A. liguriae NCIMB 41362
which comprise the genes for the production of actagardine
and actagardine B.

In one aspect, the present invention provides the novel
actagardine B and variants thereof, including variants based
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3
on the primary polypeptide sequences of SEQ ID NO:2 and
SEQ ID NO:3, as well as variants thereof.

In a further aspect, the invention provides nucleic acids
encoding actagardine B and its variants, sets of nucleic acids
and variants thereof derived from the above-mentioned gene
clusters, methods of making actagardine B and its variants,
and methods of generating novel variants of actagardine B.

DESCRIPTION OF THE DRAWINGS

FIG. 1 provides a map of the actagardine encoding and
regulatory gene cluster isolated from A. garbadinensis.

FIG. 2 provides a map of the encoding and regulatory gene
cluster isolated from A. liguriae which encodes a novel vari-
ant of actagardine, herein referred to as actagardine B.

FIG. 3 provides a schematic showing a method disclosed
herein for generation of actagardine variants utilizing nucleic
acid sequences isolated from A. garbadinensis or from A.
liguriae.

FIG. 4is arepresentation of the primary structure of mature
actagardine where X1-X2 represent Val-Ile, Y is —S(O)—
and Z is NH,. “Deoxy-actagardine B” is the VallSLeu
Tle16Val variant with a non-oxidised methyllanthionine
bridge between AbuS14 and AlaS19.

DESCRIPTION OF THE SEQUENCES

For the convenience of the reader, the sequences of the
present application have been numbered non-contiguously as
follows:

SEQ ID NO:1 is the primary polypeptide sequence of Acta-
gardine B:

SSGWVCTLTIECGTLVCAC.

SEQ ID NO:2 is the primary polypeptide sequence of Acta-
gardine B variant VV:

SSGWVCTLTIECGTVVCAC.

SEQ ID NO:3 is the primary polypeptide sequence of Acta-
gardine B variant LI

SSGWVCTLTIECGTLICAC.

SEQ ID NO:4 is the primary polypeptide sequence of Acta-
gardine:

SSGWVCTLTIECGTVICAC;

SEQ ID NO:11 is the primary polypeptide sequence of Ala-
Actagardine B:

ASSGWVCTLTIECGTLVCAC.

SEQ ID NO:12 is the primary polypeptide sequence of Ala-
Actagardine B variant VV:

ASSGWVCTLTIECGTVVCAC.

SEQ ID NO:13 is the primary polypeptide sequence of Ala-
Actagardine B variant LI

ASSGWVCTLTIECGTLICAC.

SEQ ID NO:14 is the primary polypeptide sequence of Ala-
Actagardine:
ASSGWVCTLTIECGTVICAC.
SEQ ID NO:212 is the primary polypeptide sequence of
pre-pro-Actagardine B:
MSAITVETTWKNTDLREDLTAHPAGLGF-
GELSFEDLREDRTIYAASSGWVCTLTIECG TLV-
CAC.
SEQ ID NO:22 is the primary polypeptide sequence of pre-
pro-Actagardine B variant VV:
MSAITVETTWKNTDLREDLTAHPAGLGF-
GELSFEDLREDRTIYAASSGWVCTLTIECG
TVVCAC.
SEQ ID NO:23 is the primary polypeptide sequence of pre-
pro-Actagardine B variant LI
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4
MSALAIEKSWKDVDLRDGATSHPAGLGF-
GELTFEDLREDRTIYAASSGWVCTLTIECG  TLI-
CAC.
SEQ ID NO:119 is the primary polypeptide sequence of
pre-pro-Actagardine:
MSALAIEKSWKDVDLRDGATSHPAGLGF-
GELTFEDLREDRTIYAASSGWVCTLTIECG
TVICAC.
SEQ ID NO:100 is the non-vector, A. garbadinensis-derived,
nucleotide sequence of the cosmid CosAG14.
SEQ ID NOs:101-132 are the polypeptide sequences of the
open reading frames orfl-orf32 of SEQ ID NO:100 respec-
tively.
SEQ ID NO:200 is the non-vector, A. liguriae-derived, nucle-
otide sequence of the cosmid CosAL02.
SEQ ID NOs:201-231 are the polypeptide sequences of the
open reading frames orfl-orf31 of SEQ ID NO:200 respec-
tively.
SEQ ID NOs:300-312 are primer sequences described herein
below.

DETAILED DESCRIPTION OF THE INVENTION

The present invention relates to the gene clusters of SEQ ID
NO:100 and SEQ ID NO:200 and the polypeptides encoded
by these clusters and variants thereof. The polypeptide of
SEQ ID NO:119 is pre-pro-actagardine and the polypeptide
of SEQ ID NO:212 is pre-pro-actagardine B. The remaining
polypeptides and their variants (as defined herein) are
referred to herein generically as “cluster polypeptides”. Clus-
ter polypeptides derived from SEQ ID NO:100 are referred to
as “lxx polypeptides” and those derived from SEQ ID
NO:200 are referred to as “2xx polypeptides”. Polypeptides
which are 100% identical in both sequence and length to a
cluster polypeptide are referred to as “wild-type” polypep-
tides. A cluster polypeptide derived from SEQ ID NO:100 or
SEQ ID NO:200 may be wild type or variant.

A polypeptide may be in substantially isolated form. Iso-
lated polypeptides of the invention will be those as defined
above in isolated form, free or substantially free of material
with which it is naturally associated such as other polypep-
tides with which it is found in the cell. For example, the
polypeptides may of course be formulated with diluents or
adjuvants and still for practical purposes be isolated.

A polypeptide of the invention may also be in a substan-
tially purified form, in which case it will generally comprise
the polypeptide in a preparation in which more than 90%, e.g.
95%, 98% or 99% of the polypeptide in the preparation is a
polypeptide of the invention.

Lantibiotic Polypeptide and LantibioticA Gene

In the present invention, reference to a lantibioticA or
LanA polypeptide, the LantibioticA or LanA gene refers
generically to a type B lantibiotic polypeptide or the gene
encoding such a peptide. Thus reference to these includes
reference to cinnamycin, mersacidin, actagardine and acta-
gardine B and the genes encoding these products. Reference
to a lantibiotic producing host cell refers to any host cell
which in its native form produces a LanA polypeptide, as
further defined herein below.

A LanA polypeptide is a polypeptide with anti-microbial
activity. Anti-microbial activity may be examined by deter-
mining the MIC value against a reference organism, e.g.
Micrococcus luteus. A LanA polypeptide is considered to
exhibit anti-microbial activity if it has a MIC value of less
than or equal to 16-fold higher than that of actagardine against
the same strain of the reference microorganism. In the present
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invention, the A. garbadinensis LanA gene is referred to as
actA and the A. liguriae LanA gene is referred to as LigA.
Other Lan Polypeptides

As used herein, reference to a “LanM” polypeptide is a
polypeptide derived from a Lantibiotic gene cluster which is
a modification factor required for the conversion of a precur-
sor polypeptide to a lantibiotic compound. LanM polypep-
tides include those of SEQ ID NO:120 (ActM) or a variant
thereof, SEQ ID NO:213 (LigM) or a variant thereof, a cinM
polypeptide as defined in WO02/088367, a mrsM polypep-
tide as disclosed in Altena et al, 2000, or a homologous
polypeptide from another gene cluster of a bacteria which
produces a type B lantibiotic.

Reference to a “LanR” polypeptide is a polypeptide
derived from a Lantibiotic gene cluster which is a regulatory
factor required for the regulation of production of a precursor
polypeptide. LanR polypeptides include those of SEQ ID
NO:122 (ActR) or a variant thereof, SEQ ID NO:216 (LigR)
or a variant thereof, a cinR 1 polypeptide as defined in WO02/
088367, a mrsR1 polypeptide as disclosed in Altena et al,
2000, or ahomologous polypeptide from another gene cluster
of a bacteria which produces a type B lantibiotic.

Reference to a “LanT” polypeptide is a polypeptide
derived from a Lantibiotic gene cluster which is a transporter
factor required for the production of a precursor polypeptide
to a lantibiotic compound. LanT polypeptides include those
of SEQ ID NO:123 (ActT) or a variant thereof, SEQ ID
NO:214 (LigT) or a variant thereof, a cinT polypeptide as
defined in WO02/088367, a mrsT polypeptide as disclosed in
Altena et al, 2000, or a homologous polypeptide from another
gene cluster of a bacteria which produces a type B lantibiotic.

Reference to a “LanO” polypeptide is a polypeptide
derived from a Lantibiotic gene cluster which is a factor
believed to be involved in the oxidation of the deoxy-form of
actagardine and compounds of the invention to actagardine or
to compounds of the invention in which Y is —S(O)—.

LanO polypeptides include those of SEQ ID NO:122
(ActO) or a variant thereof, SEQ ID NO:215 (LigO) or a
variant thereof, or a homologous polypeptide from another
gene cluster of a bacteria which produces a type B lantibiotic.
Cluster Polypeptides

In one aspect, the invention provides an isolated cluster
polypeptide selected from any one of SEQ ID NOs: 101, 102,
103, 104, 105, 106, 107, 108, 109, 110, 111, 112, 113, 114,
115, 116, 117, 118, 120, 121, 122, 123, 124, 125, 126, 127,
128, 129, 130, 131, 132, 201, 202, 203, 204, 205, 206, 207,
208, 209, 210, 211, 213, 214, 215, 216, 217, 218, 219, 220,
221,222,223,224,225, 226, 227,228,229, 230 and 231. In
another aspect, the invention provides a cluster polypeptide
which is a variant of any of the above-mentioned sequences.

Cluster polypeptides of particular interest include 1xx and
2xx polypeptides which are LanM, LanR, LanT or LanO
polypeptides.

A “variant”, in relation to a cluster polypeptide, denotes:
any polypeptide having an amino acid sequence which is
different from, but which shows significant amino acid
sequence identity with, the amino acid sequence of a refer-
ence polypeptide (in this case any wild type cluster polypep-
tide), or a fragment of that polypeptide.

Unless otherwise specified, significant amino acid
sequence identity is preferably at least 80%, more preferably
85%, 90% or 95%, still more preferably 98% or 99%. A
variant is preferably of a length which is the same as, or at
least 70%, preferably at least 80%, more preferably at least
90% and most preferably at least 95% ofthe length of'the wild
type cluster polypeptide.
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“Percent (%) amino acid sequence identity” is defined as
the percentage of amino acid residues in a candidate sequence
that are identical with the amino acid residues in the sequence
with which it is being compared, after aligning the sequences
and introducing gaps, if necessary, to achieve the maximum
percent sequence identity, and not considering any conserva-
tive substitutions as part of the sequence identity. The %
identity values used herein are generated by BLAST-2 which
was obtained from Altschul et al. (1996). WU-BLAST-2 uses
several search parameters, most of which are set to the default
values. The adjustable parameters are set with the following
values: overlap span=1, overlap fraction=0.125, word thresh-
old (T)=11. The HSPS and HSPS2 parameters are dynamic
values and are established by the program itself depending
upon the composition of the particular sequence and compo-
sition of the particular database against which the sequence of
interest is being searched; however, the values may be
adjusted to increase sensitivity. A % amino acid sequence
identity value is determined by the number of matching iden-
tical residues divided by the total number of residues of the
“longer” sequence in the aligned region, multiplied by 100.
The “longer” sequence is the one having the most actual
residues in the aligned region (gaps introduced by WU
BLAST-2 to maximize the alignment score are ignored).

Desirably, a variant will retain a biological function of the
reference polypeptide. In the present invention, biological
function is retained wherein the variant, when present in a
host cell with the other members of its cluster, is capable of
producing a lantibiotic. This may be determined, for example,
by providing a host cell containing SEQ ID NO:100 in the
case of a 1xx cluster polypeptide variant, or SEQ ID NO:200
in the case of'a 2xx polypeptide variant, wherein the host cells
produce actagardine or actagardine B respectively, modifying
the sequence to encode the variant, and determining whether
a lantibiotic polypeptide is still produced.

Precursor Polypeptides

In another aspect, the invention provides polypeptides,
preferably in isolated form, which are precursors of the com-
pounds of the present invention or of actagardine. The pre-
cursor polypeptides include the polypeptides of any one of
SEQID NOs:1-4, SEQIDNOs:11-14, SEQID NOs:212, 22,
23 and 119, as well as variants or derivatives thereof which
can be converted to a lantibiotic polypeptide.

A variant of a precursor polypeptide of any one of SEQ ID
NOs:1-4 is a polypeptide in which one or more, for example
from 1to 5, suchas 1, 2, 3 or 4 amino acids are substituted by
another amino acid. Preferably the amino acid is at a position
selected from positions 2, 3, 4,5,8,10, 11, 13 or 18 of any one
of SEQ ID NOs:1-4.

A variant of a precursor polypeptide of any one of SEQ ID
NOs:11-14 is a polypeptide in which one or more, for
example from 1 to 5, such as 1, 2, 3 or 4 amino acids are
substituted by another amino acid. Preferably the amino acid
is at a position selected from positions 3, 4, 5,6, 9, 11,12, 14
or 19 of any one of SEQ ID NOs:11-14.

A variant of a precursor polypeptide of any one of SEQ ID
NOs:212, 22, 23 and 119 is a polypeptide in which one or
more, for example from 1 to 5, suchas 1, 2, 3 or 4 amino acids
of the C-terminal region (residues 46-64) corresponding to
SEQ ID NOs:1-4 respectively are substituted by another
amino acid. Preferably the amino acid is at a position selected
from positions corresponding to positions 2, 3,4, 5,8, 10, 11,
13 or 18 of any one of SEQ ID NOs:1-4. Such variants may
further include changes to the N-terminal region which retain
at least 70%, for example at least 80%, preferably at least
90%, for example at least 95% of the N-terminal regions
(residues 1-45). For example, a variant of the N-terminal
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region of SEQ ID NO:212 or SEQ ID NO:119 may comprise
one or more substitutions (e.g. from 1 to 12, such as from 1 to
5,e.g. 1, 2 or 3 substitutions at positions 4, 5, 6, 8, 9, 12, 13,
17,18,19, 21 and 32 which our data shows are varied between
SEQ ID NO:212 and 119.

Substitutions may be of one amino acid by another natu-
rally occurring amino acid and may be conservative or non-
conservative  substitutions. Conservative substitutions
include those set out in the following table, where amino acids
on the same block in the second column and preferably in the
same line in the third column may be substituted for each
other:

ALIPHATIC GA
ILV
CSTM
NQ
DE
KR
HFWY

Non-polar
Polar-uncharged
Polar-charged

AROMATIC

For SEQ ID NO:212, the substitutions may be of an amino
acid which differs from the amino acid residue located in the
corresponding location of SEQ ID NO:119, or vice versa. In
either case, the substitution may be to introduce the SEQ ID
NO:119 amino acid into SEQ ID NO:212, or vice versa (e.g.
Ile at position 4 of SEQ ID NO:212 may be substituted by
Leu, and so on).

A precursor polypeptide may be obtained by expression of
a nucleic acid encoding the polypeptide in a cell which is a
non-producer of a lantibiotic.

Compounds

In one aspect, the present invention provides a compound

of the formula (I):

wherein:

-X1-X2- represent -Leu-Val-; -Val-Val- or -Leu-Ile-;

Y is —S— or —S(0)—; and

Z is either H,N— or Ala-,
or a pharmaceutically acceptable salt thereof. In a further
aspect, the invention provides variants and biologically active
derivatives of these compounds.

Where -X1-X2- represent -Leu-Val-, Y is —S(O)—and Z
is NH, the compound of the invention is also referred to as
actagardine B.

Where -X1-X2- represent -Leu-Val-, Y is —S(O)—and Z
is Ala- the compound of the invention is also referred to as
ala-actagardine B.

Where -X1-X2- represent -Leu-Val-, Y is —S—and Z is
NH, the compound of the invention is also referred to as
deoxy-actagardine B.

Where -X1-X2- represent -Leu-Val-, Y is —S—and Z is
Ala- the compound of the invention is also referred to as
ala-deoxy-actagardine B.
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It will be understood by reference to Z being a group
H,N—, that this moiety represents the N-terminus of the
alanine residue at position 1 of the above compound. By
reference to the group Z being Ala-, it will be understood that
this moiety represents an alanine, conventionally referred to
in the art as Ala(0), linked to the alanine at position 1 via an
amide bond.

Variants

A variant of a compound of formula (I) is a compound
which one or more, for example from 1 to 5, suchas 1,2,3 or
4 amino acids are substituted by another amino acid. Prefer-
ably the amino acid is at a position selected from positions 2,
3,4,5,8,10, 11, 13 or 18 of the compound of formula (I).

A variant may also comprise a substitution at position 15 or
16, provided that when both positions 15 and 16 are substi-
tuted and none of the other positions are changes, 15 and 16
are not Val and Ile respectively.

Where 7 is Ala-, variants of compounds of the invention
include those in which Ala- is replaced by another amino acid
(particularly a naturally occurring amino acid encoded by the
genetic code or its D-isoform), more particularly an amino
acid selected from the group Ile-, Lys-, Phe-, Val-, Glu-, Asp-,
His-, Leu, Arg-, Ser- and Trp-. In one aspect, the amino acid
may be selected from the group lle-, Lys-, Phe-, Val-, Glu-,
Asp-, His-, Leu-, Arg- and Ser-. Such variants may be pro-
duced by chemical addition of the residue to compounds
where Z—H,N, as described in U.S. Pat. No. 6,022,851. It
will be appreciated that the chemical addition of an amino
acid allows the amino acid to be in the L- or D-configuration.
This includes D-Ala, in addition to the D-forms of other
amino acids such as those mentioned above.

Derivatives

Derivatives of compounds of the invention (including vari-
ants) are those in which one or more amino acid side chain of
the compound of the invention has been modified, for
example by esterification, amidation or oxidation.

Derivatives of compounds of the invention may be monoa-
mide derivatives at one of the carboxy functions of actagar-
dine, particularly at the C-terminal. More particularly, a
derivative may be a compound in which the C-terminal of the
compound ofthe invention is of the formula —COR, in which
R represents the group —NR'R?, wherein R* and R? inde-
pendently represent:

(1) hydrogen;

(ii) a group of formula —(CH,),—NR>R?*, in which n
represents an integer from 2 to 8 and R* and R* indepen-
dently represent hydrogen or (C,-C,) alkyl or R and R*
taken together represent a group —(CH,);—,
—(CH,);— (CH,),—O—(CH,),—, —(CH,),—S—
(CH,),— or —(CH,)s—:

or R* and R? taken together with the adjacent nitrogen atom
represent a piperazine moiety which may be substituted in
position 4 with a substituent selected from:

(a) (C,-Cpalkyl;

(b) (Cs5-C,)-cycloalkyl,

() pyridyl,

(d) —(CHz)p—NR5R6 in which p represents an integer
from 1 to 8 and R’ and R® independently represent
hydrogen or (C,-C,) alkyl;

(e) piperidinyl;

() substituted piperidinyl, wherein the substituted pip-
eridinyl bears a N-substituent which is (C, ,)alkyl;

(g) benzyl; and

(h) substituted benzyl, wherein the phenyl moiety bears 1
or 2 substituents selected from chloro, bromo, nitro,
(C,-C,)alkyl and (C,-C,)alkoxy.
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In one embodiment, in the formula —COR, R represents
the group —NR'R?, wherein R! and R? independently repre-
sent hydrogen, a group of formula —(CH,),—NR?R?, in
which n represents an integer from 2 to 8 and R® and R*
independently represent hydrogen or (C,-C,) alkyl or R* and
R* taken together represent a group —(CH,),—,
—(CH)s—  (CH,),—O—(CH,),—, —(CH,),—S—
(CH,);—or—(CH,)s—, orR" and R? taken together with the
adjacent nitrogen atom represent a piperazine moiety which
may be substituted in position 4 with a substituent selected
from (C,-C,)alkyl, (C5-C,)-cycloalkyl, pyridyl, benzyl, and
substituted benzyl wherein the phenyl moiety bears 1 or 2
substituents selected from chloro, bromo, nitro, (C,-C,)alkyl
and (C,-C,)alkoxy.

Further, a derivative may include a compound in which the
carboxy function of a side chain of an internal residue, e.g.
that of the residue Glull, is modified from —COOH to a
group —COOR? in which R® represents hydrogen, (C,-C,)
alkyl or (C,-C,)alkoxy(C,-C,)alkyl.

N-terminal derivatives of compounds of the invention may
be those in which the N-terminal amino group —NH, is
instead a group —NHR wherein R® represents C,_,alkyl.

The term “(C,-C,)alky]” represents straight or branched
alkyl chains of from 1 to 4 carbon atoms, such as: methyl,
ethyl, propyl, 1-methylethyl, butyl, 1-methylpropyl or 1,1-
dimethylethyl while the term “(C,-C,)alkyl” represents
straight or branched alkyl chains of from 2 to 4 carbon atoms
such as: ethyl, propyl, 1-methylethyl, butyl, 1-methylpropyl
or 1,1-dimethylethyl. The term “(Cs-C,)cycloalkyl” repre-
sents a cycloalkyl group selected from cyclopentyl, cyclo-
hexyl and cycloheptyl.

The term “(C,-C,)alkoxy” represents a straight or
branched alkoxy chain of 1 to 4 carbon atoms such as meth-
oxy, ethoxy, propoxy, 1-methylethoxy, butoxy, 1-methylpro-
poxy and 1,1-dimethylethoxy.

Derivatives according to the present invention may be
made according to the methods described for the manufacture
of'derivatives of actagardine in EP-0195359, the disclosure of
which is incorporated herein by reference.

Further Embodiments

Where the derivative is a compound where the C-terminal
is of the formula —COR, in which R represents the group
—NR'R?, in some embodiments, R is H and R? represents a
group of formula —(CH,),—NR>R*, in which n represents
an integer from 2 to 8 and R® and R* independently represent
hydrogen or (C,-C,) alkyl or R* and R* taken together repre-
sent a group —(CH,);—, —(CH,),—, (CH,),—0O—
(CH,),—,—(CH,),—S—(CH,),— or —(CH,)s—. In these
embodiments, R*> and R* preferably represent hydrogen or
(C,-C,) alkyl. More preferably R* and R* represent (C,-C,)
alkyl, e.g. methyl. Integer n may be preferably from 2 to 5,
and more preferably 2 to 4, e.g. 3.

In other embodiments, R* and R? taken together with the
adjacent nitrogen atom represent a piperazine moiety. The
N-substituent in the 4 position may preferably be selected
from:

(a) (C,-Cyalkyl;

(b) (C5-C,)-cycloalkyl,

(<)) —(CHz)p—NR5R6 in which p represents an integer
from 1 to 8 and R’ and R® independently represent
hydrogen or (C,-C,) alkyl;

(e) piperidinyl; and

(f) substituted piperidinyl, wherein the substituted pip-
eridinyl bears a N-substituent which is (C,_,)alkyl.
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The piperidinyl and substituted piperidinyl groups prefer-
ably have their nitrogen atom at the 4-position.

The N-substituent may more preferably be selected from:

(d) —(CHz)p—NR5R6 in which p represents an integer

from 1 to 8 and R’ and R® independently represent
hydrogen or (C,-C,) alkyl; and

() substituted piperidinyl, wherein the substituted pip-

eridinyl bears a N-substituent which is (C, ,)alkyl.

If the N substituent is —(CHz)p—NRS R®, then R® and R®
may be preferably (C,-C,)alkyl, more preferably (C,-C,)
alkyl, e.g. methyl. Integer p is preferably 1 to 4, e.g. 3.

If the N substituent is substituted piperidinyl, then the
N-substituent is preferably (C,-C,) alkyl, e.g. methyl. As
mentioned above, the N is preferably in the 4-position.
Nucleic Acid

A nucleic acid of the invention may be a DNA or RNA,
though preferably a DNA. A nucleic acid ofthe invention may
be single- or double-stranded. In one aspect, the invention
provides an isolated nucleic acid encoding a cluster polypep-
tide. In another aspect, the invention provides an isolated
nucleic acid encoding a precursor polypeptide or variant or
fragment thereof.

In a further aspect, the invention provides an isolated
nucleic acid which may comprise all or a fragment of SEQ ID
NO:1000r SEQIDNO:200, including a fragment comprising
an intergenic region disclosed herein. Such regions may
include a promoter or other regulatory element for the expres-
sion of a cluster polypeptide or a precursor polypeptide of the
present invention.

Twenty-five nucleotides is recognised by those skilled in
the art as a sufficient number of nucleotides to be specific to
the particular gene or gene cluster or sub-sequence thereof as
disclosed herein. Thus fragments include fragments of SEQ
ID NO:100 or SEQ ID NO:200, or variants thereof having
significant sequence identity, which are at least 25, e.g. at
least 30, e.g. at least 50, e.g. at least 100, e.g. at least 250
nucleotides in length.

Promoters that are variants of those intergenic sequences
are also included and the specific intergenic sequences (or
parts thereof) are preferred embodiments. In all cases, where
a preferred embodiment of an orf, gene, nucleic acid,
polypeptide or promoter is defined by reference to a specific
sequence, the invention in its broader sense is intended to
include embodiments having variants of that specific
sequence.

The term “variant” as used herein in relation to a particular
nucleic acid (the reference nucleic acid) denotes: any nucleic
acid having a sequence which is different from that of the
reference nucleic acid, but which is its complement or which
shows significant nucleic acid sequence identity with, or
hybridization under stringent conditions to, the reference
nucleic acid or its complement or a fragment of the reference
nucleic acid or its complement; or any nucleic acid which
encodes an amino acid sequence having significant amino
acid sequence identity with the amino acid sequence encoded
by the reference nucleic acid, or a fragment of that nucleic
acid. The term “variant” also refers to nucleic acids which
differ from each other due only to the degeneracy of the
genetic code, and which therefore encode identical deduced
amino acid sequences. Variant nucleic acids of the invention
are further defined as follows. If a variant nucleic acid of the
invention is introduced into the gene clusters identified
herein, in place of the sequence of which it is a variant, and the
recombinant fragment is introduced into a suitable host cell
under suitable conditions for lantibiotic production (e.g. as
shown in the Examples), then production of a molecule hav-
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ing one or more activities of a lantibiotic (especially antibiotic
activity) will result. Preferably production will be regulated
to occur at high cell density.

Significant nucleic acid sequence identity is preferably at
least 50%, more preferably 60%, 70%, 80% or 90%, still
more preferably 95%, 98% or 99%. Significant nucleic acid
sequence identity is preferably shown between the variant
nucleic acid (or a portion thereof) and a fragment of at least 30
residues of the reference nucleic acid, more preferably a
fragment of at least 60, 90 or 120 residues, still more prefer-
ably a fragment of 180, 240 or 300 residues, more preferably
the entire reference nucleic acid.

“Percent (%) nucleic acid sequence identity” is defined as
the percentage of nucleotide residues in a candidate sequence
that are identical with the nucleotide residues in the sequence
under comparison. The identity values used herein were gen-
erated by the BLASTN module of WU BLAST-2 set to the
default parameters, with overlap span and overlap fraction set
to 1 and 0.125, respectively.

In relation to variants of the promoters used in the present
invention, nucleic acid sequence identity is preferably
assessed over a sequence of at least 30 residues, more pref-
erably 40 or 50 residues, still more preferably 60 residues.

“Stringent conditions” or “high stringency conditions”, as
defined herein, may be identified by those that: (1) employ
low ionic strength and high temperature for washing, for
example 0.015 M sodium chloride/0.0015 M sodium citrate/
0.1% sodium dodecyl sulfate at 50° C.; (2) employ during
hybridization a denaturing agent, such as formamide, for
example, 50% (v/v) formamide with 0.1% bovine serum
albumin/0.1% Ficoll/0.1% polyvinylpyrrolidone/50 mM
sodium phosphate buffer at pH 6.5 with 750 mM sodium
chloride, 75 mM sodium citrate at 42° C.; or (3) employ 50%
formamide, 5xSSC (0.75 M NaCl, 0.075 M sodium citrate),
50 mM sodium phosphate (pH 6.8), 0.1% sodium pyrophos-
phate, 5xDenhardt’s solution, sonicated salmon sperm DNA
(50 g/ml), 0.1% SDS, and 10% dextran sulfate at 42° C., with
washes at 42° C. in 0.2xSSC (sodium chloride/sodium cit-
rate) and 50% formamide at 55° C., followed by a high-
stringency wash consisting of 0.1xSSC containing EDTA at
55°C.

When a nucleic acid of interest is said to be in “operative
association” with a promoter or regulatory sequence, this
means that the promoter/regulatory sequence is able to direct
transcription of the nucleic acid of interest in an appropriate
expression system, with the nucleic acid of interest in the
correct reading frame for translation. Preferably when a
nucleic acid of interest is in operative association with a
promoter/regulatory sequence, the transcript of the nucleic
acid of interest contains an appropriately located ribosome
binding site for expression in an appropriate expression sys-
tem of'the polypeptide encoded by the nucleic acid of interest.
See for example Sambrook et al. (1989) and Ausubel et al. 25
(1995).

When a nucleic acid is referred to as “isolated”, this may
mean substantially or completely isolated from some or all
other nucleic acid normally present in A. garbadinensis and/
or A. liguriae, especially nucleic acid from outside the gene
cluster segments identified herein.

In light of the foregoing disclosure, it will be appreciated
that this invention provides nucleotide sequences or a set of
nucleotide sequences encoding the actagardine or actagar-
dine B biosynthetic gene cluster. Accordingly, the entire gene
cluster or portions thereof of at least twenty-five contiguous
nucleotides may be used for a wide variety of applications,
including but not limited to: expression of actagardine or
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actagardine B; use as probes to screen other organisms for
related molecules and the like; use to induce gene silencing
and the like.

Expression Construct

In a further aspect of the invention, there is provided an
expression construct comprising a nucleic acid encoding a
cluster polypeptide or a lantibiotic polypeptide of the inven-
tion operably linked to a promoter.

In a further aspect, there is provided a set of expression
constructs. A set of expression constructs comprises two or
more polypeptide coding sequences of the present invention
and at least one promoter suitable for the expression of said
sequences. The promoter(s) may be a promoter with which
the polypeptide gene is naturally associated with (or in the
case of a variant, the promoter of the gene from which the
variant is derived), or may be a constitutive or inducible
promoter functional in the host cell. Promoters thus include
intergenic regions of SEQ ID NO:100 or SEQ ID NO:200
upstream of any of the open reading frames listed in Tables 1
and 2.

The promoter(s) will be operably linked to the nucleic
acids of the set of expression constructs. By “operably
linked” it will be understood that the promoter will be able to
direct transcription of the nucleic acid of interest in an appro-
priate expression system, with the nucleic acid of interest in
the correct reading frame for translation. Preferably when a
nucleic acid of interest is in operative association with a
promoter/regulatory sequence, the transcript of the nucleic
acid of interest contains an appropriately located ribosome
binding site for expression in an appropriate expression sys-
tem of'the polypeptide encoded by the nucleic acid of interest.
See for example Sambrook et al. (1989), Ausubel et al. (2002)
and Kieser (2000).

Sets of expression constructs according to the invention
include numerous permutations of genes encoding precursor
and cluster polypeptides of the invention as defined above. In
various aspects of the invention, the set will include at least a
LanA gene. Examples of such sets are set out as “Set 1” to
“Set 7 below, though these sets should be understood to be
merely illustrative and not limiting.

Set 1: A LanA gene encoding a precursor polypeptide,
preferably a precursor polypeptide capable of being con-
verted to a compound of the invention, plus a LanM gene
encoding a LanM polypeptide. The LanM polypeptide is
preferably a LanM of SEQ ID NO:120 or a variant thereof, or
SEQ ID NO:213 or a variant thereof.

Set 2: A LanA gene encoding a precursor polypeptide,
preferably a precursor polypeptide capable of being con-
verted to a compound of the invention, plus a LanR gene
encoding a LanR polypeptide. The LanR polypeptide is pref-
erably a LanR of SEQ ID NO:122 or a variant thereof, or SEQ
ID NO:216 or a variant thereof.

Set 3: A LanA gene encoding a precursor polypeptide,
preferably a precursor polypeptide capable of being con-
verted to a compound of the invention, plus a LanM gene
encoding a LanM polypeptide, plus a LanR gene encoding a
LanR polypeptide. The LanM polypeptide is preferably a
LanM of SEQ ID NO:120 or a variant thereof, or SEQ ID
NO:213 or a variant thereof. The LanR polypeptide is pref-
erably a LanR of SEQ ID NO:122 or a variant thereof, or SEQ
ID NO:216 or a variant thereof.

Set 4: The genes of Set 3 together with a LanO gene
encoding a LanO polypeptide. The LanO polypeptide is pref-
erably SEQ ID NO:122 or a variant thereof, or SEQ ID
NO:215 or a variant thereof.
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Set 5: The genes of Set 3 or Set 4 together witha LanT gene
encoding a LanT polypeptide. The LanT polypeptide is pret-
erably SEQ ID NO:123 or a variant thereof, or SEQ ID
NO:214 or a variant thereof.

Set 6: The genes of SEQ ID NOs:116 to 127 or variants
thereof.

Set 7: The genes of SEQ ID NOs:206 to 220 or variants
thereof.

In one aspect, a set will comprises sequences which all
encode 1xx polypeptides or which all encode 2xx polypep-
tides. However sets which are made up of both 1xx and 2xx
polypeptides are not excluded from the present invention.
Recombinant Expression Vector

In another aspect, there is provided a recombinant vector
comprising one or more expression constructs of the inven-
tion. In an alternative aspect, there is provided a set of recom-
binant vectors which comprise a set of expression constructs
of'the invention. Suitable vectors comprising nucleic acid for
introduction into bacteria can be chosen or constructed, con-
taining appropriate additional regulatory elements if neces-
sary, including additional promoters, terminator fragments,
enhancer elements, marker genes and other elements as
appropriate. Vectors may be plasmids, viral e.g. phage, or
phagemid, as appropriate. For further details see, for
example, Sambrook et al (1989) Molecular Cloning, A Labo-
ratory Manual, 2nd ed., Cold Spring Harbor Laboratory
Press, Cold Spring Harbor. Many known techniques and pro-
tocols for manipulation of nucleic acid, for example in prepa-
ration of nucleic acid constructs, mutagenesis, sequencing,
introduction of DNA into cells and gene expression, and
analysis of proteins, are described in detail in Ausubel et al.
(1995) Current Protocols in Molecular Biology, Wiley Inter-
science Publishers, (1995). Many aspects of the employment
of these techniques in the context of Streptomyces spp. are
described in detail in Hopwood et al (1985) Genetic manipu-
lation of Streptomyces a laboratory manual (Norwich: John
Innes Foundation) and Practical Streptomyces Genetics
(2000) Kieser T. et al., The John Innes Foundation p. 386. The
disclosures of Sambrook et al, Ausubel et al, Hopwood et al
and Kieser et al are all incorporated herein by reference for
these and all other purposes.

Expression Cassettes

In another aspect, the inventors have developed a vector
system useful for producing and screening lantibiotic deriva-
tives of actagardine B. This is achieved by introducing one or
more restriction endonuclease recognition sites into the LanA
gene which encodes SEQ ID NO:1, 11 or 212 in order to
produce an expression cassette system. Thus in another
aspect, the invention provides a recombinant DNA cassette
which comprises a nucleotide sequence encoding an actagar-
dine B precursor polypeptide, wherein said sequence com-
prises

afirstrestriction site at or adjacent the N-terminal encoding

region of the encoding sequence;

optionally a second restriction site downstream of the first

restriction site and within the encoding sequence; and

a third restriction site at or adjacent the C-terminal encod-

ing region of the encoding sequence,

wherein at least one of said restriction sites does not occur

within the LanA coding sequence shown as SEQ ID
NO:200.

In a further aspect, there is provided a recombinant DNA
cassette which comprises a nucleotide sequence encoding an
actagardine precursor polypeptide, wherein said sequence
comprises

afirstrestriction site at or adjacent the N-terminal encoding

region of the encoding sequence;
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optionally a second restriction site downstream of the first

restriction site and within the encoding sequence; and

a third restriction site at or adjacent the C-terminal encod-

ing region of the encoding sequence,

wherein at least one of said restriction sites does not occur

within the LanA coding sequence shown as SEQ ID
NO:100.

Generally, all two or three sites will be different from each
other. It is also desirable that when the cassette is carried by a
vector, the sites are unique for that vector.

In a preferred aspect, the non-naturally occurring restric-
tion enzyme site is the second restriction site and is located
between codons 5 and 16, such as between 6 and 15, of the
encoding sequence of SEQ ID NO:1 or SEQ ID NO:4.

The cassette will desirably also include a LanA leader
sequence and a LanA promoter, and may include in addition
one or more cluster genes, particularly where such a cluster
gene is required to complement the loss of the equivalent host
cell gene.

The cassette of the invention described above may be engi-
neered in a variety of ways. For example, the fragment
obtained by cleaving the cassette between the first and sec-
ond, first and third, or second and third, restriction sites may
be replaced with a variant coding sequence encoding a lanti-
biotic A variant. Thus the invention provides a variant of the
cassette of the invention wherein said variant has from 1 to 15
nucleotide substitutions within the encoding region of the
encoding sequence.

As an intermediate to the production of such a variant, the
sequence of between the first and second, first and third, or
second and third, restriction sites may be replaced by a larger
stuffer fragment.

In another aspect, the cassette encoding a lantibiotic
derivative may be used to transform a host cell to express the
derivative, for example to assess its anti-bacterial properties.

In one aspect, a multiplicity of expression cassettes may be
made to provide a library of different derivatives, which may
then be screened for activity.

An expression cassette of the invention may be based on
any cloning and expression vector used in the art for the
expression of genes in host cells. Such vectors will include
one or more origins of replication, which may be temperature
sensitive. The vectors may include a selectable marker, such
as the chloramphenicol acetyl transferase gene, the erythro-
mycin resistance gene, the apramycin resistance gene or the
tetracycline resistance gene. The vector may also contain a
targeting region, this region being homologous to a genomic
sequence present in the host cell outside the LanA gene clus-
ter. Such avector may be used to integrate the cassette into the
genomic sequence homologous to the targeting region.

The expression cassette may also comprise one or more
cluster genes in addition to the LanA gene or derivative
thereof. Where the host cell is a ALanA host cell in which the
LanA gene has been inactivated in a manner which also
inactivates such a cluster gene (e.g. in the strain disclosed in
Altena et al, 2000), it is desirable that this gene or an equiva-
lent gene is provided on the expression cassette.

As used herein, by “at or adjacent the N-terminal encoding
region” it is meant that the first base of the restriction site is
located at a position from six residues upstream of the ATG
codon of the LanA leader sequence to no more than six
codons downstream of the first codon of the propeptide. Pref-
erably the first base of the restriction site is located at a
position from twelve, preferably six, residues upstream to six
residues downstream of the first codon of the propeptide
encoding sequence.

In one aspect, the first restriction site is a Bg/II site.
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Similarly, by “at or adjacent the C-terminal encoding
region” it is meant that the first base of the restriction site
either includes at least one of the nucleotides of the termina-
tion codon of the propeptide or the 5' or 3' nucleotide of the
restriction site is no more than twelve, preferably six, residues
downstream or upstream respectively of the termination
codon.

In one aspect, the third restriction site is a Avrll site.

The second restriction site, when present, will lie between
the first and third restriction sites. Preferably the restriction
site includes at least one nucleotide present from codon 5 to
codon 16, preferably codon 8 to 16 of the propeptide-encod-
ing sequence. In the accompanying examples, a BsrGl site has
been introduced by altering codons 6 and 7 of the ActA-
encoding sequence. However, other changes are also contem-
plated by the present invention.

It is also possible to introduce more than one change such
that the expression cassette includes two or more sites
between the first and third restriction sites.

The cassette may include two or three non-naturally occur-
ring restriction sites. In the accompanying example, all three
sites do not normally occur in the ActA sequence encoded by
of SEQ ID NO:100.

The expression cassette simplifies the rapid production of
lantibiotic derivatives, as discussed further herein below.

In one aspect, the region between the first and second sites,
the first and third, or the second and third sites, may be
replaced by a stuffer fragment. Where two or more sites
between the first and third sites are present, the region
between any pair of such sites may also be replaced by a
stuffer fragment. A stuffer fragment is a piece of DNA which
is larger than the sequence which it replaces. The stuffer
fragment may be from 50 to 5000 nucleotides in size, for
example from about 500 to 2000 nucleotides in size. The
value of introducing these stuffer DNA fragments is that
when the region is replaced by a lantibiotic-encoding oligo-
nucleotide there is a significant decrease in plasmid size. The
resulting plasmid can thus be readily purified away from any
minor population of unrestricted plasmid thus eliminating
any background.

A cassette of the invention may be used to introduce spe-
cific changes to the ActA sequence in a vector which can then
be introduced into a host cell for expression of a lantibiotic. To
achieve this, the sequence is desirably operably linked to the
LanA (e.g. ActA or LigA) leader sequence, which in turn is
operably linked to the LanA promoter (e.g. ActA or LigA)

In addition or as an alternative, the vector comprising the
cassette may also include a LanR gene. The LanR gene will be
located downstream of, and in tandem with, the lantibiotic A
coding sequence.

Expression Libraries

Expression cassettes of the invention may be used to pro-
vide libraries of lantibiotic-encoding genes. Such libraries
may be made by introducing into the cassette, between the
first and second restriction sites, the first and third restriction
sites, or the second and third restriction sites, a multiplicity of
sequences each of which corresponds to the corresponding
ActA or LigA sequence apart from having from 1 to 15, for
example from 1 to 10, preferably from 1 to 6, for example
from 1 to 3 nucleotide changes compared to the propeptide
portion of SEQ ID NOs: 100 or 200. Preferably such changes
result in a change of the protein encoded by the sequence.
However non-coding changes are not excluded.

Libraries form a further aspect of the invention. Such
libraries may comprise from 10 to 100,000, such as from 10to
10,000 for example from 10 to 1,000 different coding
sequences which are variants of the lantibiotic A coding
sequence of an expression cassette.

20

25

30

35

40

45

50

65

16

An expression cassette encoding a lantibiotic A derivative
may be introduced into a host cell for expression of the
lantibiotic.

In one embodiment, the library may be transformed into
host cells, and colonies isolated and/or screened for antibac-
terial activity. The sequences of the lantibiotic A expressed by
individual colonies showing such activity can be determined.
Where the lantibiotic A shows activity, the invention further
provides a lantibiotic obtained by the method of the invention.
Host Cell

Two main types of host cells are envisaged by the present
invention. The first type of host cell is a lantibiotic producing
host cell. Alternatively the host cell may be a non-producer
cell, i.e. does not contain a LanA gene or its associated cluster
genes required for producing a LanA polypeptide.

In one embodiment, the invention provides a host cell
transformed with a set of expression constructs of the inven-
tion. The set of constructs may be any one of Sets 1 to 7 as
defined above, or a set based upon any other combination of
precursor and cluster polypeptide-encoding nucleic acids. In
another embodiment, the host cell may be transformed with a
expression cassette of the invention.

In a further embodiment, there is provided a library of host
cells, each one comprising a different expression cassette of
the invention.

A Lantibiotic-Producing Host Cell.

In one embodiment, the host cell may be a lantibiotic
producing host cell. A lantibiotic producing host cell is one in
which an expression construct comprising a LanA gene, if
introduced into the cell in the absence of any cluster gene,
would be expressed and a LanA polypeptide produced. Such
cells include any type-B lantibiotic producing cell such as any
strain of a bacillus, an actinomycete, or a streptomycete, (e.g.
S. lividans or S. coelicolor) which produces a lantibiotic.
Examples of such cells include a cinnamycin-producing host
cell (Streptomyces cinnamoneus cinnamoneus DSM 40005),
or an actagardine-producing Actinoplanes garbadinensis or
A. liguriae NCIMB 41362.

Where the invention relates to the productions of com-
pounds of the formula (I) in which -X1-X2- represent -Leu-
Val-, the host cell may be A. liguriae NCIMB 41362 without
any further modification.

In one aspect, a host cell of this class may comprise a
mutation in its endogenous LantibioticA gene such that the
gene is not expressed or the gene product is inactive. Such a
host cell may be obtained by targeted homologous recombi-
nation to delete or mutate the LanA gene of the host cell.
Methods to achieve this are known as such in the art and are
illustrated in Altena et al, (2000) and WO2005/093069, the
disclosures of which are incorporated herein by reference.
The resulting host cell is referred to as a ALanA host cell. In
one particular embodiment, the host cell is a ALigA A. lig-
uriae NCIMB 41362 host cell in which the ligA gene has been
inactivated, for example by mutation or deletion, e.g. deletion
brought about by homologous recombination. In another
embodiment, the host cell is a AActA A. garbadinensis host
cell in which the ActA gene has been inactivated, for example
by mutation or deletion, e.g. deletion brought about by
homologous recombination.

The transformation of a host cell of this type with other
cluster genes is also contemplated by the present invention,
though where the host cell provides cluster genes necessary
for the production of a lanA, the provision of such cluster
genes is optional.

Non-Producer Cell

A non-producer cell may be any host cell in which expres-
sion of a LanA gene encoding a precursor polypeptide
capable of being converted to actagardine or a variant thereof,
orto a compound of the invention, can produce such a product
provided the LanA gene is introduced into the cell as part of
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a set of expression constructs which are capable of converting
a precursor polypeptide to actagardine or a variant thereof, or
to a compound of the invention.

A non-producer host cell may be a bacterial host cell.
Bacterial host cells include an actinomycete, or a strepto-
mycete, e.g. S. lividans, S. coelicolor or S. cinnamoneus.

Host cells may be those in which the lanO gene is inacti-
vated by mutation or deletion (or in the case of non-producer
cells, not present), or those in which the expression of the
lanO gene is increased, e.g. by provision of two or more
copies of the gene or by linking the gene to a promoter which
enhances expression in the host cell. Modulation of the lanO
gene in this manner may be desirable to alter the relative
levels of oxidized (Y——S(0)) and reduced (Y—S—)
forms of compounds of the invention produced in the host
cell.

Production of Compounds of the Invention

Compounds of the invention may be produced by expres-
sion of a nucleic acid, for example in the form of an expres-
sion construct encoding a precursor polypeptide carried in a
recombinant expression vector, in a host cell which carries a
LanA gene together with where necessary, associated cluster
genes required for conversion of the precursor polypeptide to
the product. As noted above, where the invention relates to the
productions of compounds of the formula (I) in which -X1-
X2- represent -Leu-Val-, the host cell may be A. liguriae
NCIMB 41362 without any further modification.

The introduction of the expression cassette, or vector(s)
into a host cell may (particularly for in vitro introduction) be
generally referred to without limitation as “transformation”.
This may employ any available technique. For bacterial cells,
suitable techniques may include calcium chloride transfor-
mation, polyethyleneglycol assisted transformation, elec-
troporation, conjugation and transfection or transduction
using bacteriophages.

In one aspect, the present invention provides a method of
expressing nucleic acid of the invention, the method compris-
ing providing a host cell (or other expression system) cultur-
ing the host cell, so as to express the nucleic acid of interest.
The nucleic acid of interest will be in an expression cassette,
such that culturing the host cell leads to the production of a
product of the invention.

Preferably the nucleic acid of interest is expressed substan-
tially only when the host cell culture reaches high cell density,
more preferably at or close to the stationary phase of host cell
culture. Cell cultures at or close to stationary phase may have
OD650 values in the range of 1-20. Known methods of cul-
turing cells are well known in the art, for example from
Sambrook etal (1989), Ausubel et al (2002), and (in particular
for Streptomyces spp.) Kieser et al (2000). The expression
products of the expression systems may be collected and
purified. Isolation methods may comprise capture from the
fermentation medium using solvent extraction techniques,
adsorption resin such as hydrophobic resins or precipitation
methods such as ammonium sulfate precipitation. Purifica-
tion methods may include chromatography techniques such
as ion exchange, hydrophobic interaction, reverse phase, nor-
mal phase, solid phase extraction and HPLC, e.g. as described
in U.S. Pat. No. 5,112,806 for the isolation of mersacidin

Following culture of the cell, the compounds of the inven-
tion may be recovered from the host cell culture. The recov-
ered compounds may be formulated in the form of a pharma-
ceutical composition, optionally in the form of a
pharmaceutically acceptable salt.

Where host cells produce a mixture of compounds of the
invention, e.g. those in which Y is —S— or—S(O)—or those
in which Z is NH, or Ala-, or mixtures of all four types, the
products may be isolated using standard separation tech-
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niques such as hplc, e.g. as described in U.S. Pat. No. 6,022,
851 for the production of Actagardine and Ala-Actagardine.

The recovered compounds may be formulated in the form
of a pharmaceutical composition, optionally in the form of a
pharmaceutically acceptable salt.

Pharmaceutically Acceptable Salt

A “pharmaceutically acceptable salt”, may be an acid addi-
tion salt in which the base retains the biological effectiveness
and properties of the compound and which is physiologically
acceptable. Such salts include those formed with inorganic
acids such as hydrochloric acid, hydrobromic acid, sulphuric
acid, nitric acid, phosphoric acid and the like, and organic
acids such as acetic acid, propionic acid, glycolic acid, pyru-
vic acid, oxalic acid, malic acid, malonic acid, succinic acid,
maleic acid, fumaric acid, tartaric acid, citric acid, benzoic
acid, cinnamic acid, mandelic acid, methanesulfonic acid,
ethanesulfonic acid, p-toluenesulfonic acid, salicylic acid and
the like.

Salts also include basic salts, such as an alkali or alkaline
earth metal salt, e.g. a sodium, potassium, calcium or mag-
nesium salt.

Pharmaceutical Compositions

The lantibiotics of the present invention may be formulated
together with one or more other pharmaceutically acceptable
ingredients well known to those skilled in the art, including,
but not limited to, pharmaceutically acceptable carriers, adju-
vants, excipients, diluents, fillers, buffers, preservatives, anti-
oxidants, lubricants, stabilizers, solubilisers, surfactants
(e.g., wetting agents), masking agents, colouring agents, fla-
vouring agents, and sweetening agents. The formulation may
further comprise other active agents, for example, other thera-
peutic or prophylactic agents. Thus, the present invention
further provides pharmaceutical compositions, as defined
above, and methods of making a pharmaceutical composition
comprising admixing at least one active compound, as
defined above, together with one or more other pharmaceuti-
cally acceptable ingredients well known to those skilled in the
art, e.g., carriers, adjuvants, excipients, etc. If formulated as
discrete units (e.g., tablets, etc.), each unit contains a prede-
termined amount (dosage) of the active compound.

The term “pharmaceutically acceptable” as used herein
pertains to compounds, ingredients, materials, compositions,
dosage forms, etc., which are, within the scope of sound
medical judgement, suitable for use in contact with the tissues
of the subject in question (e.g., human) without excessive
toxicity, irritation, allergic response, or other problem or
complication, commensurate with a reasonable benefit/risk
ratio. Each carrier, adjuvant, excipient, etc. must also be
“acceptable” in the sense of being compatible with the other
ingredients of the formulation.

Compositions may be formulated for any suitable route
and means of administration. Pharmaceutically acceptable
carriers or diluents include those used in formulations suit-
able for oral, rectal, nasal, topical (including buccal and sub-
lingual), vaginal or parenteral (including subcutaneous, intra-
muscular, intravenous, intradermal, intrathecal and epidural)
administration. The formulations may conveniently be pre-
sented in unit dosage form and may be prepared by any of the
methods well known in the art of pharmacy. Such methods
include the step of bringing into association the active ingre-
dient with the carrier which constitutes one or more accessory
ingredients. In general the formulations are prepared by uni-
formly and intimately bringing into association the active
ingredient with liquid carriers or finely divided solid carriers
or both, and then, if necessary, shaping the product.

For solid compositions, conventional non-toxic solid car-
riers include, for example, pharmaceutical grades of manni-
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tol, lactose, cellulose, cellulose derivatives, starch, magne-
sium stearate, sodium saccharin, talcum, glucose, sucrose,
magnesium carbonate, and the like may be used. The active
compound as defined above may be formulated as supposi-
tories using, for example, polyalkylene glycols, acetylated
triglycerides and the like, as the carrier. Liquid pharmaceuti-
cally administrable compositions can, for example, be pre-
pared by dissolving, dispersing, etc, an active compound as
defined above and optional pharmaceutical adjuvants in a
carrier, such as, for example, water, saline aqueous dextrose,
glycerol, ethanol, and the like, to thereby form a solution or
suspension. If desired, the pharmaceutical composition to be
administered may also contain minor amounts of non-toxic
auxiliary substances such as wetting or emulsifying agents,
pH butfering agents and the like, for example, sodium acetate,
sorbitan monolaurate, triethanolamine sodium acetate, sorbi-
tan monolaurate, triethanolamine oleate, etc. Actual methods
of preparing such dosage forms are known, or will be appar-
ent, to those skilled in this art; for example, see “Remington:
The Science and Practice of Pharmacy”, 20th Edition, 2000,
pub. Lippincott, Williams & Wilkins. The composition or
formulation to be administered will, in any event, contain a
quantity of the active compound(s) in an amount effective to
alleviate the symptoms of the subject being treated.

Dosage forms or compositions containing active ingredi-
ent in the range 0f 0.25 to 95% with the balance made up from
non-toxic carrier may be prepared.

For oral administration, a pharmaceutically acceptable
non-toxic composition is formed by the incorporation of any
of the normally employed excipients, such as, for example,
pharmaceutical grades of mannitol, lactose, cellulose, cellu-
lose derivatives, sodium crosscarmellose, starch, magnesium
stearate, sodium saccharin, talcum, glucose, sucrose, magne-
sium, carbonate, and the like. Such compositions take the
form of solutions, suspensions, tablets, pills, capsules, pow-
ders, sustained release formulations and the like. Such com-
positions may contain 1%-95% active ingredient, more pref-
erably 2-50%, most preferably 5-8%.

Parenteral administration is generally characterized by
injection, either subcutaneously, intramuscularly or intrave-
nously. Injectables can be prepared in conventional forms,
either as liquid solutions or suspensions, solid forms suitable
for solution or suspension in liquid prior to injection, or as
emulsions. Suitable excipients are, for example, water, saline,
dextrose, glycerol, ethanol or the like. In addition, if desired,
the pharmaceutical compositions to be administered may also
contain minor amounts of non-toxic auxiliary substances
such as wetting or emulsifying agents, pH buffering agents
and the like, such as for example, sodium acetate, sorbitan
monolaurate, triethanolamine oleate, triethanolamine sodium
acetate, etc.

For topical applications, the pharmaceutically acceptable
compositions may be formulated in a suitable ointment or gel
containing the active component suspended or dissolved in
one or more carriers. Carriers for topical administration of the
compounds of this invention include, but are not limited to,
mineral oil, liquid petrolatum, white petrolatum, propylene
glycol, polyoxyethylene, polyoxypropylene compound,
emulsifying wax and water. Alternatively, the pharmaceuti-
cally acceptable compositions can be formulated in a suitable
lotion or cream containing the active components suspended
or dissolved in one or more pharmaceutically acceptable car-
riers. Suitable carriers include, but are not limited to, mineral
oil, sorbitan monostearate, polysorbate 60, cetyl esters wax,
cetearyl alcohol, 2-octyldodecanol, benzyl alcohol and water.

The percentage of active compound contained in such
parental or topical compositions is highly dependent on the
specific nature thereof, as well as the activity of the compound
and the needs of the subject. However, percentages of active
ingredient of 0.1% to 10% w/w employable, and will be
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higher if the composition is a solid which will be subse-
quently diluted to the above percentages. Preferably, the com-
position will comprise 0.2-2% w/w of the active agent in
solution.

Further teaching regarding suitable carriers, adjuvants,
excipients, etc. can be found in standard pharmaceutical texts,
for example, Remington: The Science and Practice of Phar-
macy”, 20th Edition, 2000, pub. Lippincott, Williams &
Wilkins; and Handbook of Pharmaceutical Excipients, 2nd
edition, 1994.

Administration of Compounds

Lantibiotic compounds and compositions of the invention
may be administered to a subject in a method of medical
treatment or prophylaxis. The subject may be a human or
animal subject. The animal subject may be a mammal, or
other vertebrate.

Thus there is provided a compound of the invention for use
in a method of treatment or prophylaxis of a subject. There is
also provided use of a compound of the invention for the
manufacture of amedicament for use in a method of treatment
or prophylaxis of a subject.

The method of treatment may be of a bacterial infection,
including a skin, mucosal, enteric or systemic infection.

The variants and composition may be used for systemic
treatment of bacteraemia (including catheter related bacter-
aemia), pneumonia, skin and skin structure infections (in-
cluding surgical site infections), endocarditis and osteomy-
elitis. These and other such treatments may be directed
against causative agents such as staphylococci, streptococei,
enterococci. The compounds of the invention or compositions
thereof may also be used for topical treatment of skin infec-
tions including acne ie. Propionibacterium acnes. The vari-
ants and compositions thereof may also be used in the treat-
ment of eye infections, such as conjunctivitis, and for oral
treatment for gut super-infection, such as that caused by
Clostridium difficile including multiply-resistant C. difficile
(pseudomembranous colitis), or gut infections associated
with Helicobacter pylori.

The variants may also be used in the treatment or preven-
tion of infection of the skin in wounds or burns. In addition,
the variants and compositions thereof may be used in prophy-
lactic methods, such as for the clearance of the nares to
prevent transmission of MRSA. This may be practiced on
subjects at risk of infection (e.g. patients entering a hospital)
or on health professionals or other carers at risk of being
carriers of such infections. Prophylactic clearance of gut flora
ahead of abdominal surgery is also contemplated.

The compounds according to the invention can be admin-
istered enterally (orally), parenterally (intramuscularly or
intravenously), rectally or locally (topically). They can be
administered in the form of solutions, powders (tablets, cap-
sules including microcapsules), ointments (creams or gel), or
suppositories. Possible auxiliaries for formulations of this
type are the pharmaceutically customary liquid or solid fillers
and extenders, solvents, emulsifiers, lubricants, flavor corri-
gents, colorants and/or buffer substances. As an expedient
dose, 0.1-1000, preferably 0.2-100, mg/kg of body weight are
administered. They are expediently administered in dose
units which contain at least the efficacious daily amount of the
compounds according to the invention, e.g. 30-3000, prefer-
ably 50-1000, mg.

The experimental basis of the present invention, including
its best mode, will now be further described in detail, by way
of example only, with reference to the accompanying draw-
ings.

EXAMPLE 1

Cloning of Gene Clusters

Identifying and cloning the actagardine biosynthetic gene
clusters from A. garbadinensis and A. liguriae.
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O/SBDIG-1 is a digoxigenin (DIG)-labelled degenerate
oligonucleotide composed of 48 bases. It was designed by
translating the known amino acid sequence of actagardine
and considering codon usage for Actinoplanes. Southern
hybridisation analysis of genomic DNA isolated from A.
garbadinensis and digested using the restriction enzyme
Necol, identified a ~3 kb fragment which hybridised to O/SB-
DIG-1. The Ncol digest of the genomic DNA was repeated
and DNA fragments of ~3 kb were isolated and cloned into
Ncol cut pLITMUS28 (NEB). The resulting plasmids were
introduced into E. coli DH10B cells and then analysed by
Southern hybridisation using the probe O/SBDIG-1. A hybri-
dising clone was identified and submitted for sequence analy-
sis. Sequencing revealed that this plasmid designated
pLITAGO1 consists of DNA encoding the lanA structural
gene for actagardine biosynthesis (actA) together with an
upstream region believed to encode a portion of an ABC sugar
transporter and a region downstream partially encoding lan M
(actM).

The primers O/ACTO8F and O/ACTO9R were designed
based upon sequence from pLITAGO1. Using these primers in
a PCR reaction together with DIG-labelled dNTPs (Roche)
and pLITAGO1 as a template, a 2296 by DIG-labelled DNA
fragment was generated and designated SBDIG-2.

Two cosmid libraries were generated by cloning Sau3Al
digested genomic DNA from A. garbadinensis ATCC 31049
and A. liguriae NCIMB 41362, into the cosmid SuperCosl
(Stratagene) previously digested using BamHI. Each cosmid
library was analysed by Southern hybridisation using
SBDIG-1. Twenty-five cosmids from each library believed to
hybridise to SBDIG-1 were selected and re-analysed via
Southern hybridisation using the probes O/SBDIG-1 and
SBDIG-2. Nine cosmids derived from genomic DNA from A.
garbadinensis and eleven cosmids derived from genomic
DNA from A. liguriae hybridised to both probes. DNA was
isolated from each cosmid and sequenced using the primers
T3 and T7. The cosmids CosAL02 and CosAG14 were sub-
sequently fully sequenced (Sequencing facility, Department
of Biochemistry, University of Cambridge).

Materials and Methods

Strains

Bacterial strains used in the present invention are sum-
marised in Table 5.

Vectors

The cosmid SuperCos1 was obtained from Stratagene.

The plasmid pL.ITMUS was obtained from New England
Biolabs.

Primers
Primer SEQ.
name ID Sequence 5'-3'
0/SBDIG-1 300 TGGGTSTGCACSCTSACSATCGARTGCGGNACSGTS
ATCTGCGCSTGC
O/ACTO8F 301 TCCAGCACGCGCGGGG
O/ACTO9R 302 GTTCGACCAGCCGCCC

Southern Hybridisation

Labelling of DNA Probe

DNA hybridisation probes were prepared using the
Digoxygenin (DIG) PCR DNA labeling and detection kit
supplied by Roche, according to their instructions.

Transfer of DNA to Nylon Membrane

The DNA of interest was initially separated by agarose gel
electrophoresis and transferred to a nylon membrane (Hy-
bond-N, Amersham Int., UK) using a vacuum blotter (Q BIO
gene). The time taken for depurination of the DNA using 0.5
M HCI was judged by the time taken for the bromophenol
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blue marker band to turn completely yellow (typically 15-20
min for a 0.7% agarose gel). The DNA was then systemati-
cally denatured with 1.5 M NaCl, 1.5 M NaOH and then
neutralised using 0.5 M Tris, 1.5 M NaCl, pH 8.0 for a further
15-20 min each. Complete blotting of the DNA was facili-
tated by flooding with 20xSSC for a minimum of 60 min.
After removing the blotted membrane from the vacuum it was
left to air dry at room temperature. The DNA was cross-linked
by placing the membrane (DNA face down) on a UV transil-
luminator (UVP) and exposing it to UV at a wavelength of
365 nm for 5 min.

Colony Lifts and Hybridisation

Colonies to be screened by hybridisation were transferred
onto a nylon membrane (Roche diagnostics). This was
achieved by placing the positively charged nylon membrane
over the colonies and pressing firmly for 1 min to ensure
effective transfer. Reference points were marked on the mem-
brane to indicate its orientation with respect to the colonies.
Following this, the membrane was removed and prepared for
hybridisation as directed in the Roche user’s manual (DIG
Application manual for filter hybridisation).

Hybridisation and Development of Membranes

DNA was hybridised with the prepared probe overnight
(~16 hr) at 68° C. in a HB-1000 hybridisation oven (UVP).
Following hybridisation the membrane was washed for 2
periods of 5 min at room temperature using 2x salt sodium
citrate (SSC)+0.1% sodium dodecyl sulphate (SDS). These
washes were followed with a second series of 2x15 min
washes at 68° C. using 1xSSC+0.1% SDS for the membrane
hybridised in the presence of SBDIG-1 and 0.1xSSC+0.1%
SDS for the membrane screened using SBDIG-2. Membranes
were then developed as recommended in the Roche user’s
manual (DIG Application manual for filter hybridisation).
Software

The consensus sequences were analysed using FramePlot
version 2.3.2, BioEdit sequence alignment editor, ClustalW
(EMBL-EBI) and the Basic Local Alignment Search Tool
(BLAST, NCBD).

Results and Discussion

CosAG14

The cosmid, CosAG14, contains a 38168 by fragment of
genomic DNA isolated from A. garbadinensis. Sequence
analysis has identified DNA encoding the leader and actagar-
dine prepeptide, this gene has been assigned the name actA.
Two alanine residues lie immediately upstream of the acta-
gardine prepeptide. These residues are believed to represent
the recognition site for protease cleavage of the leader peptide
from actagardine. Partial cleavage at this position resulting in
the retention of an alanine is thought to result in the produc-
tion of ala-actagardine routinely observed in fermentation
broths of A. garbadinensis. Downstream of the actA gene lies
a 3162 by region of DNA with strong sequence similarity to
several lanM proteins, for example, mrsM (30% identity)
from the mersacidin gene cluster. This putative gene has been
designated actM and is thought to be involved in the modifi-
cation of the actagardine prepeptide, catalysing dehydration
and thioether formation. An open reading frame designated
actO, that is located 11 bp downstream of actM encodes a
341-amino-acid protein with sequence similarity (~39%
identity) to several luciferase-type monooxygenases. The
role of the monooxygenase, ActO, is believed to be to catalyse
the incorporation of oxygen generating actagardine from
deoxy-actagardine. In reverse orientation to actO and located
62 bp downstream is the open reading frame named actR. The
protein product of this orf shows sequence similarity (~37%
identity) to several two-component response regulators. Posi-
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tioned 789 by downstream and in the same orientation to actR
lies a putative 812 amino-acid protein that shows sequence
similarity (~25% identity) to ABC transporter permeases.
This putative protein designated actT is potentially respon-
sible for the export of the modified lantibiotic from the cell.
The amino acid sequences of the second and fourth orf down-
stream of actT show similarity (~30% identity) to response
regulator kinases and penicillin binding proteins respectively.
Recent work on the nisin biosynthetic gene cluster in Listeria
monocytogenes (Gravesen et al., 2004) has demonstrated that
a histidine kinase together with a penicillin-binding protein
and protein of unknown function are involved in conferring
nisin resistance. The presence of analogous genes within
close proximity to the actA may indicate that these genes are
involved in an actagardine resistance mechanism.
CosAL02

The cosmid CosALO2 contains a 40402 by fragment of
genomic DNA isolated from Actinoplanes liguriae. Sequence
analysis has identified a lanA gene encoding a 64-amino-acid
protein with strong sequence homology (50 identical resi-
dues) to the actA gene identified in the cosmid CosAG14. We
have termed this species of lanA gene as ligA. The amino acid
sequence of the prepeptide of this lanA differs from that of
actagardine by two residues indicated in the alignment of the
two genes shown below (SEQ. ID 119 and SEQ. ID 212):

AG

AL
64

KRk ok KKk, KkKk,

The mutations V151 and 116V would generate a protein
with an identical mass to actagardine and would therefore not
be distinguished by mass spectroscopy (Ic-ms) analysis. The
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potential product of the lanA gene identified in CosAL02
represents a novel lantibiotic. An open reading frame that lies
321 bp upstream of ligA encodes a putative 286-amino acid
protein that shows sequence similarity (46% identity) to the
StrR protein of Streptomyces glaucescens. The StrR protein
is a pathway-specific DNA binding activator involved in the
regulation of streptomycin gene expression. The sequence
similarity (31% identity) of the orf lying downstream of ligA
suggests that it encodes for a 1046-amino-acid lanM polypep-
tide (called “ligM” below) potentially involved in modifica-
tion of the ligA prepeptide. The start codon of the following
downstream open reading frame, lanT (ligT), overlaps the
stop codon of ligM. LigT is a 575 amino-acid protein with
sequence similarity to several ABC-transporters. LanT pro-
teins are responsible for the secretion of either the final
mature product or the posttranslationally modified product
still attached to its leader sequence. As observed in the
cosmid, CosAG14, the next orf downstream of ligT encodes
for a 347 amino-acid protein with sequence similarity (~38%
identity) to luciferase-type monooxygenases. This putative
monooxygenase (1ligO) is believed to be involved in the incor-
poration of oxygen and sulfoxide bond formation. Positioned
downstream of ligO and in reverse orientation lies a putative

actA MSALAIEKSWKDVDLADGATSHPAGLGFGELTFEDLREDRTIYAASSGWVCTLTIECGTVICAC

lanA MSAITVETTWKNTDLREDLTAHPAGLGFGELSFEDLREDRTIYAASSGWVCTLTIECGTLVCAC

Kook KKKK KK KKK kKRR hhhhhhhhhhhhhhhkhhhhhhhdh . . *h*k

217 amino-acid protein that shows sequence similarity
(~37%) to several two-component response regulators. This
putative regulator has been designated ligR.

TABLE 1

Annotation of CosAG14 (38168 bp fragment isolated from A. garbadinensis.

The SuperCosl vector backbone sequence is omitted)

Position Size AAs Start-end
Gene Description (DNA) Frame (bp) (3AA)
orfl  Hypothetical protein 482-42 -1 146 (441) MPR-RCG
orf2  Hypothetical protein 2824-2375 -2 149 (450) VSV-ERA
orf3  ATPase AAA involved in 4432-2876 -2 518 (1557) VER-TNR
cell division
orf4  Sugar hydolase 6002-5391 -1 203 (612) VGE-NYS
orf5  Endoglucanase 6484-5825 -2 219 (660) MRR-TVR
orf6  Cytosine/adenine deaminase  6627-7112 +3 161 (486) MTI-PAQ
orf7  Unknown 7756-8997 +1 413 (1242) VTT-YDK
orf8  Unknown 9586-8933 -2 217 (654) VGK-FRG
orf9  Pyruvate oxidase 11886-10108 -3 592 (1779) VSD-DPS
orfl0 Hydrolase or acyltransferase 12066-12866  +3 266 (801) VSR-SGT
orfll Aldose epimerase 13116-14306 43 396 (1191) MTE-TAD
orfl2  ABC sugar transport 14385-15521 43 378 (1137) MPR-AHG
periplasmic component
orfl3  ABC sugar transport 15514-16572  +1 352 (1059) MDD-GRS
permease
orfl4  ABC transport protein. ATP-  16569-17330  +3 253 (762) MTA-RGR
binding
orfl5 Hypothetical protein. 18102-17335 -3 255 (768) MES-RKR
Methyltransferase
orfl6 ABC transport permease 18962-18120 -1 280 (843) MPP-RKG
orfl7 ABC transport permease 19896-18991 -3 301 (906) MSA-ESE
orfl8 ABC transport substrate 21236-19899 -1 445 (1338) MFI-SGR
binding
orfl9 actA, structural gene 21572-21766  +2 64 (195) MSA-CAC
orf20  actM, modification gene 21837-24998 +3 1053 (3162) MSP-PLT
orf21 actO, monooxygenase 25009-26034  +1 341 (1026) MPE-PAA
orf22  actR, response regulator 26791-26096 -2 231 (696) MRS-CLS
orf23  actT, ABC transporter 29323-26885 -2 812 (2439bp) MLA-LTR

associated permease
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Annotation of CosAG14 (38168 bp fragment isolated from A. garbadinensis.

The SuperCosl vector backbone sequence is omitted)

Position Size AAs Start-end
Gene Description (DNA) Frame (bp) (3AA)
orf24 Hypothetical protein 29462-30196  +2 244 (735) MIV-RNR
orf25 Reponse regulator kinase 30235-31338  +1 367 (1104) VLR-ARA
orf26 Response regulator sensor 31335-31997  +3 220 (663) MTR-AVG
orf27 Penicillin binding protein 32138-34486  +2 782 (2349) MLI-PPR
orf28 Methyltransferase 35209-34448 -2 253 (762) MAP-DRR
orf29 Hydrolase 36030-35245 -3 261 (786) VPR-PPP
orf30 Response regulator 36086-36820 42 244 (735) VSP-TGS
orf31 Fructose biphosphate 36844-37689  +1 281 (846) MKD-RAW
aldolase
orf32 Hydrolase 37590-38168  +3 192 (579) MGS-DPA
TABLE 2
Annotation of CosALO2 (40402 bp fragment isolated from A. liguriae. The
SuperCos1 vector backbone sequence is omitted).
Position Size AAs  Start-end
Gene Description (DNA) Frame (bp) (3AA)
orfl  Secretion system protein 1008-1 -2 335(1008) VRL-VDI
orf2  Response regulator 2198-1122 -3 358 (1077) MSE-LFP
orf3  Hypothetical protein 3088-2288 -1 266 (801) MRR-VVR
orf4  Hypothetical protein 4410-3112 -2 432 (1299) MRR-RTG
orf5  Response regulator ATP- 5205-4795 -2 136 (411) MWK-SAR
binding
orf6  ABC sugar transporter 5516-6607 +2 363 (1092) MFN-SAY
orf7  ABC sugar transporter ATP- 6673-8178 +1 501 (1506) MLL-DEH
binding
orf8  ABC transport permease 8168-9127 +2 319 (960) MST-RTR
orf9  ABC transporter permease 9130-10092  +1 320 (963) MSI-RRS
protein
orfl0  Metallopeptidase 12046-10586 -1 486 (1461) MRT-PGS
orfll Putative StrR-like regulator 12460-13320  +1 286 (861) MDS-DAA
orfl2 ligA 13641-13835 43 64 (195) MSA-CAC
orfl3 ligM 13907-17047 42 1046 (3141) MSS-THV
orfl4 ligT, ABC transporter 17040-18767 43 575 (1728) MSE-LLT
orfl5 ligO, Luciferase type 18785-19828  +2 347 (1044) MLS-RRW
MoNoXygenase
orf16 ligR, Response regulator 20459-19806 -3 217 (654) MAD-ELA
orfl7 ABC-transporter associated 23069-20625 -3 814 (2445) MIF-LVR
permease
orfl8 ABC-transporter. ATP-binding 23788-23066 -1 240 (723) MVS-VTS
protein
orfl9 Histidine kinase 23980-25068  +1 362 (1089) VIA-AVP
orf20 Response regulator 25065-25721  +3 218 (657) MTE-GPS
orf21 Putative membrane protein 26673-25768 -2 301 (906) MPI-RFP
orf22 alpha-beta hydolase 26697-27569  +3 290 (873) MRN-ASR
orf23 Transcriptional regulator 27574-28011  +1 145 (438) VRL-RLG
orf24 Pyruvoyl-dependent arginine ~ 28102-28629  +1 175 (528) MAD-GMN
decarboxylase
orf25 Putative diaminopimelate 30946-29626 -2 406 (1221) MTL-LYA
decarboxylase
orf26 Kinase 31860-30931 -2 309 (930) VRS-PDL
orf27 Transcriptional regulator 33248-32145 -3 367 (1104) VVEF-ANS
orf28 Glycosyl transferase 33600-34553  +3 317 (954) MPS-NAG
orf29  Glycosyl transferase 34543-35652  +1 369 (1110) MPA-ARV
orf30 Dihydrolipoamide 36432-37811 43 459 (1380) MGE-INF
dehydrogenase
orf31 Putative membrane protein 37973-39019  +2 348 (1047) MTT-TPG

EXAMPLE 2
Expression Cassette

Generation of an Expression Cassette

This example illustrates the production of an expression
cassette according to the present invention. This expression
cassette, plasmid pAGvarX has been designed for the effi-
cient generation of variant lanA genes of the present invention
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which can then be introduced into a host cell, such as a strain
of A. garbadinensis in which the wild-type actA has been
removed (A. garbadinensis A actA). This plasmid, a deriva-
tive of the vector pSET152 (Bierman et al., 1992) will inte-
grate into the host’s chromosome via the attP attachment site.
Expression of the mutated actA gene by the host organism
together with the remaining wild-type genes of the actagar-
dine biosynthetic gene cluster should generate actagardine
variants.
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Construction of the Plasmid pAGvarX

Unless stated otherwise all quoted positions relate to SEQ
IDNO:100. The scheme for the construction of plasmid pAG-
varX is shown in FIG. 3. The base adjacent to the orf lying
upstream of the actA at position 21237 to the leucine residue
within the actA encoding region at position 21672 was ampli-
fied by PCR wusing the primers O/AGvarO1bF and
O/AGvar02bR (primer table) and pLITAGO1 as a template.
The primers were designed to introduce a flanking Xbal site
at the 5' end and a Bg/II site via a silent mutation at the 3'
leucine region encoding the actA. This fragment was intro-
duced into dephosphorylated pUC19 previously digested
using Smal to yield pAGvarl.

The region of DNA spanning from the C-terminus of the
actA to the adjacent downstream orf (21758-21836 inclusive)
was amplified by PCR using the primers O/AGvarOSF and
O/AGvar0O6R and pLITAGO1 as a template. The primers were
designed to introduce a flanking AvrlI site at the 5' position
and an EcoRI site at the 3' end. The resulting PCR product was
cloned into dephosphorylated pUC19 previously digested
using Smal to yield pAGvar2. The plasmids pAGvarl and
pAGvar2 were then digested using Xbal and the PCR frag-
ment from pAGvarl recovered and cloned into dephospho-
rylated Xbal digested pAGvar2, the correct orientation of the
incoming fragment was determined by restriction analysis.
The resulting plasmid pAGvar3 was subsequently digested
using Bg/I1 and Avrll and ligated to the annealed oligonucle-
otides O/AGvar03F and O/AGvar04R generating pAGvar4.
The plasmid pAGvard was subsequently digested using
EcoRI and Xbal and the resulting ~620 by fragment including
the annealed oligonucleotides introduced into pSET152 pre-
viously digested using EcoRI and Xbal yielding the vector
pAGvarX.

The region of pAGvarX constructed by annealing the
respective oligonucleotides, introduce a BsrG1 site via a silent
mutation at the amino acids 6 and 7 (C and T respectively)
with respect to the actagardine peptide. This site can be used
in conjunction with either the upstream Bg/Il site or down-
stream AvrlI site to introduce DNA encoding targeted muta-
tions to any of the amino acids encoded within the actA
peptide.

EXAMPLE 3
Host Cell

This example illustrates the production of a lantibiotic-
producing host cell in which the lanA gene has been inacti-
vated. In this example, the host cell is A. garbadinensis in
which the actA gene has been deleted.

Construction of the Strain A. garbadinensis A actA

The strain A. garbadinensis A actA is utilized as a host for
expressing variants of the actagardine structural gene actA.
This strain was generated from wild-type A. garbadinensis
using the Redirect technology developed by Gust et al., 2002.
Firstly, the region of DNA from the cosmid CosAG14 encod-
ing actA was replaced with the cassette SBdel-1. SBdel-1
consists ofthe apramycin resistance gene (aac(3)IV) and oriT
flanked by FLP recognition target (FRT) sites and was ampli-
fied by PCR using the plasmid pl1J773 as the template
together with the primers O/SB50F and O/SB51R which bind
at21536 and 21802 of SEQ ID NO:100 respectively. Follow-
ing the Redirect protocol (Gust et al., 2004), actA of
CosAG14 was replaced with SBdel-1 generating the cosmid
CosAG14AA. The central part of the SBdel-1 cassette was
subsequently removed from CosAG14AA by FLP-mediated
excision following step 7 of the Redirect protocol generating
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CosAG14AB. Removal of this region allows the generation of
non-polar, unmarked in-frame deletions as well as repeated
use of the same resistance marker (Gust et al., 2003).

The second stage of construction was to engineer the
cosmid so that it could be introduced into A. garbadinensis via
conjugation. This began by first inserting CosAG14AB into
the E. coli strain BW25113/p1J790 by transformation. The
ampicillin gene of CosAG14AB was then replaced with
SBdel-2 following the Redirect protocol (Gust et al., 2004)
generating the cosmid CosAG14AC. The cassette SBdel-2,
like SBdel-1, houses the apramycin resistance gene (aac(3)
IV) and oriT flanked by FRT sites but was generated using the
primers O/SB52F and O/SB53R together with the template
p1J773.

CosAG14AC was used to transform electrocompetent cells
of E. coli ET12567/pUZ8002 before being conjugated with
A. garbadinensis following the Redirect protocol (Gust et al.,
2004; see also following paragraph). The resulting strain in
which the actA gene has been removed from the chromosome
of the wild-type producer is A. garbadinensis A actA.

In more detail, to obtain the A. garbadinensis A actA strain
above, CosAG14AC was used to transform electrocompetent
cells of E. coli ET12567/pUZ8002 before being conjugated
with A. garbadinensis. Apramycin resistant exconjugants
were obtained and sub-cultured through six successive
rounds of growth in TSB without apramycin. Cells from
culture 6 were plated onto medium 65 and incubated at 30° C.
After 5 days colonies were transferred and patched out over
an area of approximately 1 cm® onto medium 65. After 3 days
incubation at 30° C. the patched cells were transferred to
medium 65 containing apramycin at a final concentration of
50 ug/ml. Following 72 h incubation at 30° C., cells sensitive
to apramycin were selected and the respective patches used to
inoculate 50 ml flasks containing 10 m1 TSB and grown at 30°
C., 250 rpm for 4 days. Genomic DNA was prepared from
each culture and analysed by PCR using oligonucleotides
O/AGvar01bF and O/AGvar06r. PCR products of a size con-
sistent with the deletion of the actA gene were generated. In
parallel, analysis of fermentation broths by hplc demon-
strated that these same samples did not produce actagardine.

EXAMPLE 4
Heterologous Expression

This example illustrates the expression of actagardine from
the SEQ ID NO:100 gene cluster in a host cell which is a
non-producer cell, S. lividans. Such host cells provide an
alternative means of generating active variants of these two
peptides.

The cosmids CosAG14 and CosALO2 containing the bio-
synthetic gene clusters encoding the production of actagar-
dine and deoxy-actagardine B do not possess an origin of
transfer (oriT) necessary to facilitate conjugal transfer to a
heterologous host. Using Redirect technology (Gust et al.,
2002) an oriT together with a phage attachment site attP and
integrase (int) can be introduced into the SuperCos1 back-
bone of CosAG14 and CosALO2 replacing the neomycin
resistance gene, neo.

Construction of Vectors for Heterologous Expression.

The cosmid pMJICOS1 (supplied by the JIC, Norwich) is a
derivative of SuperCosl (Stratagene) in which the gene
encoding for neomycin resistance has been replaced by a
cassette (HEapra) which includes DNA encoding an oriT,
attP, integrase (int) and apramycin resistance gene (aac(3)
IV). The cassette HEapra was isolated by digesting pMJ-
COS1 with Sspl and recovering the DNA from an agarose gel.
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This cassette together with CosAG14 and CosAL02 were
used to generate the cosmids CosAGl4HEapra and
CosALO2HEapra respectively following the Redirect proto-
col as described by Gust et al., 2004.

The cosmid CosAGl4HEapra was subsequently intro-
duced into S. lividans via conjugation. Apramycin resistant
exconjugants of S. lividans/CosAG14HEapra were isolated.
Three exconjugants were used to inoculate TSB seed media.
S. lividans, A. garbadinensis and A. liguriae were grown in
parallel to provide controls. Following 48 h incubation the
seed cultures were used to inoculate a range of four different
production media namely, AAS1, GM1, GM3 and TSB.
These cultures were incubated for a total of nine days at 30°
C. with 1.5 ml aliquots being removed from each flask after 5,
7 and 9 days incubation. The aliquots were centrifuged at
14000 rpm (IEC micromax benchtop centrifuge) for 10 min-
utes and the supernatants then decanted and used undiluted
for bioassays and HPL.C-MS analysis.

Zones of inhibition (haloes) indicative of the presence of a
biological active compound(s) were observed around all of
the wells loaded with supernatants of S. lividans containing
the cosmid CosAG14HEapra (S. lividans/CosAG14HEapra)
except for wells loaded with supernatant from fermentations
in TSB where no haloes were generated. No biological activ-
ity was observed around wells loaded with supernatant from
fermentations of S. lividans grown in any of the four media.
Haloes were evident around all wells loaded with superna-
tants from cultures of A. liguriae and A. garbadinensis where
growth was supported. All haloes were consistently generated
from the first day of sampling on day 5 through to day 9
although a general reduction in the diameter of the haloes was
evident.

HPLC-MS analysis of the supernatants from the fermen-
tations of S. lividans/CosAG14HEapra confirm the presence
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EXAMPLE 5

Antibacterial Activities

MIC Determination

A selection of the variants produced as disclosed herein
above were tested further for activity against a range of bac-
teria. Minimum inhibitory concentrations (MICs) for all
organisms with the exception of Streptococcus pneumoniae
were determined by two-fold serial antibiotic dilutions in
Mueller-Hinton broth (MHB) supplemented with calcium
chloride dehydrate to a final calcium concentration of 400
pg/ml. Minimum inhibitory concentrations (MICs) for S.
pneumoniae were determined by two-fold serial antibiotic
dilutions in Brain Heart Infusion (BHI) broth supplemented
with 400 pg/ml calcium chloride dihydrate. Antimicrobial
agent stock solutions were prepared and stored according to
NCCLS standard M7-A6.

Actively growing broth cultures were diluted to contain
105 to 106 CFU/ml by adjusting to an absorbance 0f 0.2-0.3
at 600 nm, equivalent to the McFarland 0.5 standard. They
were then diluted a further 1:100 in broth. The assays were
performed in duplicate in sterile 96-well microtitre plates in a
total volume of 200 pl (160 pl broth, 20 pl antibiotic, 20 ul
inoculum) in a concentration range from 64 pg/ml to 0.06
pg/ml. The 12th well of the microtitre plate contained no

of peaks with retention times and masses corresponding to 35 imicrobial LV . d P
ala(O)actagardine. These same peaks were absent from antimicrobial agefit. vancomycin was used as a reierence
supernatants of S. lividans only. Table 3 summarises the antibiotic for quality control. Plates were incubated aerobi-
. M (o] M
HPLC-MS analyses of supernatants from fermentation of S. cally, shaking, for 18-20 hours at 37° C. with the MIC defined
lividans, S. lividans/CosAG14HEapra, A. garbadinensis and as the lowest concentration of drug that produced no visible
A. liguriae following incubation for 5 days. growth.
TABLE 3
Concentration Retention Molecular
Fermentation of product Time ion
Sample medium (ug/ml) (min) (m/z)  Identity
S. lividans/ GM1 83 6.75 981 Ala(O)Actagardine
CosAG14HEapra (M + 2H)*2
991 Ala(O)Actagardine
(M + H + Na)*?
S. lividans/ GM3 33 6.75 981 Ala(O)Actagardine
CosAG14HEapra (M + 2H)*2
991 Ala(O)Actagardine
(M + H + Na)*?
S. lividans GM1 Not Detected Not Not Not Detected
Detected  Detected
S. lividans GM3 Not Detected Not Not Not Detected
Detected  Detected
A. garbadinensis GM1 58 6.9 945 Actagardine
(M + 2H)*2
A. garbadinensis GM3 24 6.8 981 Ala(O)Actagardine
(M + 2H)*?
991 Ala(O)Actagardine
(M + H + Na)*?
A. liguriae GM1 Not detected 7.06 937 Deoxy-
actagardineB
(M + 2H)*2
A. liguriae GM3 Not detected 7.06 937 Deoxy-

actagardineB
(M + 2H)*2
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E. faecium E.faecalis S.aureus S.aureus S.epidermidis S. pneumoniae
19579 29212 R33 SH1000 11047 R6
Actagardine 4,4 <4, <4 16,8 8,8 8, <4, <4
Actagardine 4,4 <4, <4 16,16 8,8 8, <4, <4
Ala(O)Actagardine 8,8 4,4 8,8 8,8 8, <4, <4
Ala(O)Actagardine 32,16 8,8 <4, <4 8,8 8, <4, <4
Deoxyactardine B 16,16 4,4 16,16 16, 16 16,16 8,8
Deoxyactardine B 16,16 <4, <4 16,16 16, 16 16,16 <4, <4
EXAMPLE 6 134 nmol) in dry dimethylformamide (1.0 ml). The mixture
s was analysed by HPLC to follow the progress of the reaction,
NMR Analysis adding further aliquots of the Pybop solution until all the

NMR Studies on Actagardine and Deoxy-actagardine

NMR spectroscopy (COSY, TOCSY, HSQC and NOESY)
was successfully used to confirm the sequencing results
obtained from producers of actagardine (A. garbadinensis)
and deoxy-actagardine B (A. liguriae). Whilst the data
obtained did not permit a completely unambiguous assign-
ment of all residues, it was consistent with the structures
shown in FIG. 4 and sufficient to confirm that deoxy-actagar-
dine B from A. liguriae has at positions 15 and 16 the residues
Leu and Val respectively.

EXAMPLE 7
Synthesis of Derivatives

The following derivatives of deoxy-actagardine B were
made, in which the groups Z and the C-terminal amide were
as follows:

Compound Structures

Compound Z C-terminal amide
I H P VS
HN T/
11 H / \
N N N—
III H
HN |
N N
v D-Ala H
A\ L-Ile H
VI L-Val H
VII L-Phe H
VIII L-Lys H
IX L-Tryp o

The synthesis of the compounds I-XI was as follows:
General Procedure 1. Preparation of Compounds I-111

To a solution of deoxy-actagardine B (20 mg, 11 nmol), the
appropriate amine (11 nmol) and diisopropylethylamine (7.2
ul, 70 nmol) in dry dimethylformamide (0.8 ml) were added
200 pl of a solution of benzotriazole-1-yl-oxy-tris-pyrroli-
dino-phosphonium hexafluorophosphate (PyBop) (70 mg,
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starting material had been consumed. HPLC analysis at this
stage also showed variable amounts (5-20%) of the diamide.
After completion of the reaction, the mixture was diluted with
30% acetonitrile in 20 mM Kpi aqueous phosphate buffer, pH
7 (10 ml) and the monoamide was purified by preparative
HPLC using the conditions described in Table 4. The appro-
priate fractions were concentrated to 25% of their original
volume and desalted by loading on to a preconditioned C18
Bond Elut column (500 mg) which was subsequently washed
by sequential elution with two column volumes of 30, 40, 70
and 90% aqueous methanol. Evaporation of the appropriate
fractions gave the desired products as white solids.

Compound [: Deoxy-Actagardine B
N-[3-dimethylaminopropyl|monocarboxamide

Was obtained from coupling of deoxyactagardine B and
3-(dimethylamino)propylamine according to General Proce-
dure 1.Yield 18 mg, 85% yield. [M+2H 2*] calculated 979.0;
found 980.2.

Compound II: Deoxy-Actagardine B N-[1-(1-me-
thyl-4-piperidinyl)piperazine|monocarboxamide

Was obtained from the coupling of deoxyactagardine B and
4-(piperidino)piperazine according to General Procedure 1.
Yield 8 mg, 37% yield. [M+2H 2*] calculated 1019.5; found
1020.0. [M+3H 3*] calculated 680.0; found 680.0.

Compound III: Deoxy-Actagardine B [1-(3-dimethy-
laminopropyl)piperazine|monocarboxamide

Was obtained from the coupling of Deoxy-actagardine B
and 1-(3-dimethylaminopropyl)piperazine according to gen-
eral procedure 1. Yield 10 mg, 46% [M+2H 2*] calculated
1013.5; found 1014.0.

General Procedure 2. Preparation of Compounds IV-IX

A solution of the appropriate Fmoc protected amino acid
(34 nmol) in dry dimethylformamide (0.4 ml) was treated
with a solution of benzotriazole-1-yl-oxy-tris-pyrrolidino-
phosphonium hexafluorophosphate (PyBop) (11.4 mg, 22
nmol) and diisopropylethylamine (11 pl, 68 nmol) in dry
dimethylformamide (0.4 ml). The mixture was then added to
a solution of Deoxy-Actagardine B (2 mg, 11 nmol) in dry
dimethylformamide (0.5 ml) The mixture was left at room
temperature for 1 h, after which time analytical HPL.C (30-
65% acetonitrile in 20 mM Kpi aqueous phosphate bufter, pH
7) showed complete conversion of the starting material. The
reaction mixture was diluted with 40% aqueous methanol (20
ml) and the mixture was passed through a C18 Bond Elute
column (500 mg) that had been preconditioned by washing
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with two column volumes of 100% methanol followed by two
column volumes of water. The column was eluted sequen-
tially with two column volumes of 40, 50, 60, 70, 80, 90 and
100% aqueous methanol. The fractions were analysed by
HPLC and the fractions containing the Fmoc-protected cou-
pling product were evaporated to dryness. The residue was
taken up in dimethylformamide (1 ml) and piperidine (50 pl)
was added to remove the Fmoc protecting group. Progress of
the reaction was monitored by HPLC and after complete
consumption of the starting material the solution was diluted
into 30% aqueous methanol (20 ml). The mixture was then
eluted through a C18 Bond Elut cartridge (500 mg) as previ-
ously described and the product obtained after evaporation of
the appropriate fractions was further purified by preparative
HPLC using the conditions described in Table 4. The appro-
priate fractions were concentrated to 25% of their original
volume and desalted by loading on to a preconditioned C18
Bond Elut column (500 mg) which was subsequently washed
by sequential elution with two column volumes of 30, 40, 70
and 90% aqueous methanol. Evaporation of the appropriate
fractions gave the desired products as white solids.

Compound IV: D-Ala (0)deoxy-actagardine B

Was prepared according to general procedure 2 from
Deoxy-actagardine B and Fmoc-D-alanine in 74% yield.
[M+2H 2*] calculated 972.5; found 973.0.

043/188

Compound V: L-Ile(0)deoxy-actagardine B
Was prepared according to general procedure 2 from
Deoxy-actagardine B and Fmoc-L-isoleucine in 27% yield.
[M+2H 2*] calculated 993.5; found 993.8.
Compound VI: L-Val(0)deoxyactagardine B
Was prepared according to general procedure 2 from
Deoxy-actagardine B and Fmoc-L-valine in 55% yield.
[M+2H 2*] calculated 986.5; found 985.9.
Compound VII: L-Phe(0)deoxyactagardine B
Was prepared according to general procedure 2 from
Deoxy-actagardine B and Fmoc-L-phenylalanine in 22%
yield. [M+2H 2*] calculated 1010.5; found 1010.9.
Compound VIII: L-Lys(0)deoxyactagardine B
Was prepared according to general procedure 2 from
Deoxy-actagardine B and Bis(Fmoc)-L-lysine in 45% yield.
[M+2H 27*] calculated 1001.0; found 1001.6.
Compound IX: L-Tryp(0)deoxyactagardine B
Was prepared according to general procedure 2 from
Deoxy-actagardine B and Fmoc-L-tryptophan in 55% yield.
[M+2H 2*] calculated 1030.0; found 1029.9.
EXAMPLE 8
Further Antibacterial Data
MIC Determination
Staphylococcus, Streptococcus, Enterococcus spp.

Minimum inhibitory concentrations (MICs) were deter-
mined and antimicrobial agent stock solutions were prepared
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and stored according to the NCCLS reference microdilution
broth method for aerobic bacteria (M7-A6, 2003). MICs were
determined by two-fold serial antibiotic dilutions in Mueller-
Hinton broth (MHB) or Brain Heart Infusion (BHI) broth (S.
pneumoniae). Actively growing broth cultures were adjusted
in sterile broth or by direct colony suspension (S. pneumo-
niae) to a turbidity equivalent to the McFarland 0.5 standard
(1x10® CFU/ml), then further diluted in sterile broth for a
final inoculum in sterile 96-well microtitre plates of approxi-
mately 5x10° CFU/ml. The assays were performed in dupli-
cate with Enterococcus faecalis ATCC 29212 included as a
reference control strain and Vancomycin as a reference anti-
biotic for quality control. Plates were incubated aerobically,
shaking, for 18-20 hours at 37° C. with the MIC defined as the
lowest concentration of drug that produced no visible growth.

Clostridium difficile

Minimum inhibitory concentrations (MICs) for C. difficile
were determined and antimicrobial agent stock solutions
were prepared and stored according to the NCCLS reference
agar dilution method for anaerobic bacteria (M11-AS, 2001).
Two-fold serial antibiotic dilutions were prepared in Wilkens-
Chalgren agar (WCA). Test organisms were selected from 48
hour growth on Braziers (C.C.E.Y.) agar, subcultured in
Schaedler broth to a density equivalent to a McFarland 0.5
standard (1x10® CFU/ml), with a final inoculum onto WCA
plates of approximately 10° CFU/spot. Bacteroides fragilis
ATCC 25285 was included as a reference control strain and
Metronidazole was used as a reference antibiotic for quality
control. All manipulations were performed in duplicate in
ambient atmosphere in pre-reduced media with only brief
exposure to oxygen. Plates were incubated anaerobically for
48 hours at 37° C. with the MIC defined as the concentration
of' drug where a marked reduction occurred in the appearance
of growth on the test plate compared to growth on the anaero-
bic control plate.

Propionibacterium acnes

Test organisms were selected from 3-7 day growth on
Wilkens-Chalgren agar (WCA) supplemented with furazoli-
done (1-2 pg/ml). Fresh Wilkens-Chalgren broth (WCB) was
inoculated by direct colony suspension with single colonies
of P. acnes and adjusted to a density equivalent to the McFar-
land 0.5 standard (1x10® CFU/ml), then further diluted in
sterile WCB for a final inoculum in sterile 96-well microtitre
plates of approximately 10° CFU/ml. Two-fold serial antibi-
otic dilutions were performed in sterile water with stock
solutions prepared and stored according to NCCLS standards
(M11-AS, 2001). The assays were performed in duplicate
with Vancomycin and Clindamycin used as reference antibi-
otics for quality control. Plates were incubated anaerobically
for 48-72 hours at 37° C. with the MIC defined as the con-
centration of drug where a marked reduction occurred in the
appearance of growth on the test plate compared to growth on
the anaerobic control plate. All manipulations were per-
formed in duplicate in ambient atmosphere in pre-reduced
media with only brief exposure to oxygen.

Culture media were supplemented with calcium ions (as
calcium chloride) at 50 pg/ml except where higher concen-
trations are indicated. MIC values in pg/ml are shown in the
following Tables:
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TABLE 7-continued

MIC values against Enterococci. Streptococci and Staphylococei

MIC values against fusidic acid-resistant Staphvliococcus aureus

Ala(O)- Deoxyactagardine- Deoxy-
Organism deoxyactagardine-B Organism Actagardine B
M. luteus 4698 + 200 pg/ml Ca>* 4 8 Fusidic acid-res S. aureus CS1116 + 200 pg/ml Ca2+ 16,16
E. faecalis 29212 16 16 Fusidic acid-res S. aureus CS957 + 200 pg/ml Ca2+ 16,16
E. faecalis 29212 + 200 4 8 Fusidic acid-res S. aureus CS767 + 200 pg/ml Ca2+ 16,16
ug/ml Ca?* Fusidic acid-res S. aureus CS858 + 200 pg/ml Ca2+ 16,16
E. faecalis 29212 + 400 4 10 Fusidic acid-res S. aureus CS741 + 200 pg/ml Ca2+ 16,16
pg/ml Ca?* Fusidic acid-res S. aureus CS1145 + 200 pg/ml Ca2+ 8,8
E. faecium 7131121 (VRE) >64 >64 Fusidic acid-res S. aureus CS872 + 200 pg/ml Ca2+ 8,8
E. faecium 7131121 >64 >64 Fusidic acid-res S. aureus CS866 200 png/ml Ca2+ 8,8
(VRE) + 200 pg/ml Ca®* Fusidic acid-res S. aureus CS607 + 200 pg/ml Ca2+ 32,32
E. faecium 7131121 32 Fusidic acid-res S. aureus CS22 + 200 pg/ml Ca2+ 4,4
(VRE) + 400 pg/ml Ca* 5
E. faecium 19579 >64 >64
E. faecium 19579 + 200 >64 >64
pg/ml Ca?*
E. faecium 19579 + 400 16 TABLE 8
pg/ml Ca>* MIC val i irocin-resistant Staphyl
S. aureus R33 (MRSA) 32 32 values against mupirocin-resistant Staphylococcus. aureus
S. aureus R33 16 8 20 . .
(MRSA) + 200 pg/ml Ca2* Organism Deoxy-actagardine B
S. aureus R33 16 8325.4 2.8
(MRSA) + 400 pg/ml Ca?* GISA-2 3.8
S. aureus SH1000 16 16 126 16: 16
S. aureusst1000 + 200 8 8 178 16,16
ug/ml Ca”* 23 179 16,16
S. aureus SH1000 + 400 16 1LZ10 8.8
ug/ml Ca?* 420 44
S. epidermidis 11047 16 32 1205 16.16
S. epidermidis 8 16 1120 16: 16
11047 + 200 pg/ml Ca?* 1454 16,16
S. epidermidis 16 30 1086 8.8
11047 + 400 pg/ml Ca?* ’
S. pnuemoniae R6 16 16
S. pnuemoniae R6 + 200 32 6
ug/ml Ca?*
S. pnuemoniae R6 + 400 4 TABLE 9
ug/ml Ca?* 35
S. aureus 12232 MRSA 16 MIC values against Propionibacterium acnes
S. aureus R36 (MRSA) 16
S. aureus R34 (MRSA) 16 Deoxy-
S. aureus R39 (MRSA) 32 Organism Actagardine B
S- aureus R40 (MRSA) >32 Propionibacterium acnes P37 (lab strain) 4,4
S. aureus W71 (MRSA) >32 40 P. acnes AT1 44
S. aureus W74 (MRSA) >32 P. acnes AT26 2,2
S. aureus W96 (MRSA) >32 P. acnes 101897d 2,2
S. aureus W97 (MRSA) >32 P. acnes PF284 (tet res) 2,2
S. aureus W98 (MRSA) >32 P. acnes PF286 (erythro & clin res) 2,2
S. aureus W99 (MRSA) >32 P. acnes PF289 (clin and co-trimazole res) 4,8
S. epidermidis 7755298 (MRSE) >32 45
S. epidermidis 7865688 (MRSE) >32
S. epidermidis 7753921 (MRSE) >32
S. epidermidis GRL0O5011 >32 TABLE 10
(MRSE)
MIC values against C. difficile
50
Ala(O)-
TABLE 7 Organism deoxyactagardine-B Deoxyactagardine-B
MIC values against fusidic acid-resistant Staphylococcus aureus C. d}fﬁqle 37779 4 4
C. difficile 19126 2 4
Deoxy- 55 gl((f.?%l.o .
Organism Actagardine B - difficile strains 2
MICy, 10
Fusidic acid-res S. aureus 8325-4 8,8 C. difficile strains 4
Fusidic acid-res S. aureus CS1116 32,32
Fusidic acid-res S. aureus CS957 32,32
Fusidic acid-res S. aureus CS767 32,32
Fusidic acid-res S. aureus CS 858 32,32 60 TABLE 11
Fusidic acid-res S. aureus CS741 32,32
Fusidic acid-res S. aureus CS1145 16, 16 MIC values against C. difficile
Fusidic acid-res S. aureus CS872 16, 16
Fusidic acid-res S. aureus CS866 32,32 Organism I oI m v VvV VI VI VII X
Fusidic acid-res S. aureus CS607 64, 64
Fusidic acid-res S. aureus CS22 16, 16 65 . difficile 37779 > 4 4 8 1 4
Fusidic acid-res S. aureus 8325-4 + 200 pg/ml Ca2+ 4,4 C. difficile 19126 >3 4 4 8 2 4
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TABLE 11-continued

MIC values against C. difficile

Organism I I Im IV VvV VI VI VII IX
MICs, C. difficile 2 2 2

MICy, C. difficile 4 4 2

Materials & Methods

The materials and methods used in Examples 2-7 above are
as follows:

Media

All buffers, solutions and media were made up using
reverse osmosis (RO) water and contained per liter the fol-
lowing ingredients:

AAS1

Soluble starch 10 g
Glucose 10 g
Peptone 5g
Dry com steep liquor lg
Yeast extract 2 g
Adjust pH to 6.0

GM1

Lablemco meat extract 4g
Peptone 4 g
NaCl 25 g
Yeast extract lg
Soy flour 10 g
Glucose 25 g
CaCO; 5g
Adjust pHto 7.6

Mueller Hinton

Mueller Hinton broth 21 g
For agar plates add; 10 g
Agar

ABBI13

Soytone peptone 5g
Soluble starch 5g
CaCO; 3g
MOPS 21 g
Agar 20 g
Adjust pHto 7.0

BHI

Brain Heart Infusion 37 g
GM3

Arkasoy soyflour 20 g
Mannitol 20 g
Adjust pHto 7.0

LA

Luria agar 40 g
LB

Luria broth 25 g
SFM

Soya Flour 20 g
D-mannitol 20 g
Agar 16 g
TAE buffer

Tris 4844 g
EDTA 372 g
Adjust pH to 8.3

2TY

Tryptone 16 g
Yeast extract 10 g
NaCl 5g

Adjust pH to 6.5-7.0
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-continued

SV2

Glucose 15 g
Glycerol 15 g
Peptone 15 g
NaCl 3g
CaCO;, lg
Adjust pH to 7.0

TSB

Tryptic soy broth 30 g
Adjust pH to 7.0

65’

Glucose 4g
Yeast extract 4 g
Malt extract 10 g
CaCO; 2 g
Agar 12 g

AdjustpHto 7.2

Bioassays

Micrococcus luteus was inoculated from frozen stock into
10 ml Mueller-Hinton broth and grown overnight at 30° C.
with shaking at 200 rpm. 1 ml of this culture was used to
inoculate 300 ml of Mueller-Hinton agar which was then
poured into petri dishes. Wells (6 mm diameter) placed equi-
distant apart were made using a cork-borer and subsequently
loaded with 50 ul of the respective sample. The bioassay plate
was placed into a laminar air flow until the loaded samples
had diffused, at which point the plates were transferred to a
30° C. incubator and left overnight.

Endonuclease Restriction Digestions

Digestions of DNA with restriction enzymes were carried
out in the supplied buffers and in accordance with the manu-
facturer’s guidelines. Typically, for preparative digests 5 g
of DNA was digested with 12 units of enzyme for 3 h at the
recommended temperature. For analytical digests, 0.5 pg of
DNA was digested with 2 units of enzyme for 2-3 h again at
the recommended temperature. The digested DNA was
analysed by agarose gel electrophoresis.

Sub-Culturing Exconjugants

Agar plugs of patched exconjugants were used to inoculate
50 ml flasks containing 8 ml TSB and 2 glass beads. The
cultures were incubated at 30° C., 250 rpm for 10 days then
100 pl were removed and added to 10 ml TSB in a 50 ml flask
containing 2 glass beads. The flasks were incubated for 2 days
then 1 ml was removed and used to inoculate a 50 ml flask
containing 10 ml TSB. Using 1 ml inoculum a total of six
successive rounds of growth were carried out each incubated
for 2 days at 30° C., 250 rpm. Cells from the sixth round of
sub-culturing were pelleted by centrifuging at 4000 rpm for
20 minutes (Heracus Sepatech Megafuge) then sonicated
(MSE Sanyo Soniprep 150, amplitude 10-15 microns) for 30
seconds in TSB to disrupt the mycelium. Serial dilutions
(107! to 107 in TSB) of the sonicated cells were plated onto
medium 65 and incubated at 30° C.

Fermentation for Heterologous Expression

50 ml conical flasks each containing 2 glass beads and
either 8 ml TSB or AASI media supplemented with nalidixic
acid and the appropriate selective antibiotic were inoculated
using agar plugs or 250 pl of a —-80° C. glycerol stock. Fol-
lowing 2-4 days incubation at 30° C., 200 rpm, 1.2 ml (3%)
per seed culture was used to inoculate 40 ml of the respective
production media in 250 ml conical flasks containing 2 glass
beads. These cultures were incubated at 30° C., 200 rpm for 9
days. 1.5 ml whole broth aliquots were removed periodically
from each culture for analysis by bioassay and/or HPLC-MS
analysis.
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Fermentation of A. liguriae for the Isolation of deoxyacta-
gardine B

250 ml conical flasks each containing 2 glass beads and 50
ml SV2 media were inoculated with 500 pl (1%) of A. liguriae
cells from a glycerol stock. Following 4 days incubation at
30° C., 250 rpm, 12 ml (3%) per seed culture was used to
inoculate 400 ml of GM3 in 2 L conical flasks. These cultures
were incubated at 30° C., 225 rpm for nine days. The culture
broth was harvested by centrifugation at 4000 rpm (Heracus
Sepatech Megafuge) for 30 minutes after which the superna-
tant was decanted from the pellet of cells.

Fermentation of A. garbadinensis for the Isolation of Acta-
gardine and Ala(O)-actagardine

250 ml conical flasks each containing 2 glass beads and 50
ml AAS media were inoculated with 500 pl (1%) of A. gar-
badinensis cells from a glycerol stock. Following 9 days
incubation at 30° C., 250 rpm, 12 ml (3%) per seed culture
was used to inoculate 400 ml of AAS in 2 L conical flasks.
These cultures were incubated at 30° C., 200 rpm for eight
days. The culture broth was harvested by centrifugation at
4000 rpm (Heraeus Sepatech Megafuge) for 30 minutes after
which the supernatant was decanted from the pellet of cells.

Isolation of Deoxy-actagardine B for MIC Studies

Diaion HP-20 resin (50 g/L.) was added and mixed with
supernatant isolated from a fermentation of A. liguriae and
left overnight at 4° C. The suspension was aliquoted into
Bond Elut columns (60 ml) and the resin washed sequentially
with four bed volumes of water followed by three bed vol-
umes of 25, 50, 75 and 100% methanol. HPLC analysis
confirmed the presence of Deoxy-actagardine B in the 50, 75
and 100% methanol fractions. These fractions were com-
bined then concentrated to approximately a quarter of the
volume of the starting pool. The concentrate from 1 L of broth
was loaded onto two C18 Bond Elut columns (5 g) that had
been pre-conditioned by washing with two column volumes
01'100% methanol followed by two column volumes of water.
The columns were eluted sequentially with two column vol-
umes of 50, 60, 70, 80, 90% methanol followed by two
column volumes of 100% methanol. HPLC analysis con-
firmed the presence of Deoxy-actagardine B in the 80, 90 and
100% methanol fractions, these fractions were pooled and
concentrated to a third of the starting volume. An equal vol-
ume of 40 mM potassium phosphate pH 2.5 in 50% methanol
was added and the concentrate then loaded evenly onto three
pre-equilibrated SCX Bond Elut columns (1 g). The SCX
columns were initially washed with 40 mM potassium phos-
phate pH 2.5 in 50% methanol and then eluted using 1.5
column volumes of 250 mM potassium phosphate pH 7.0 in
50% methanol. The eluent was desalted by loading onto aC18
Bond Elut column (5 g) that had been pre-conditioned with
two column volumes of methanol followed by two column
volumes of water. The column was washed with two column
volumes of 50% and then 60% methanol. Deoxy-actagardine
B was eluted following the addition of two column volumes
each of 70, 80, 90 and 100% methanol. Fractions containing
purified Deoxy-actagardine B as confirmed by HPLC and
LC-MS analyses were pooled and evaporated to dryness.

Isolation of Ala(0)-Deoxyactagardine B from Fermenta-
tion of A. liguriae

Diaion HP-20 resin (50 g/I) was mixed with supernatant
from a four liter fermentation of A. liguriae and left overnight
at 4° C. The suspension was collected into a glass sinter
funnel and the resin was washed sequentially with four bed
volumes of water followed by four bed volumes of 50%
Methanol. Deoxy-actagardineB and Ala(0)-deoxyactagar-
dine B were eluted from the resin by washing with five bed
volumes of 100% Methanol. The 100% Methanol fraction
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was concentrated to a third of the original volume and was
then diluted by addition of water to a final concentration of
60% Methanol. The resulting solution was loaded onto four
10 g C18 Bond Elut columns prior to washing with two
column volumes of 50% Methanol. Deoxy-actagardine B-re-
lated components were eluted from the column using two
column volumes of Methanol/0.5% Formic Acid. The result-
ing eluent was concentrated by evaporation to 40 ml and
Ala(0)-deoxy-actagardine B was separated from Deoxy-ac-
tagardine B by preparative HPLC using the conditions
described in the table below.

Column Capitol HPLC Ltd C18-BDS-HL5-26052
15 cm x 20 mm
Solvent A 30% ACN in 20 mM Potassium Phosphate pH 5.0
Solvent B 65% ACN in 20 mM Potassium Phosphate pH 5.0
Detection 210 nm
Flow Rate 10 ml/min
Time (T) = 0 min 100% A
T =1 min 100% A
T =29 min 35%B
T =30 min 100% B
T =33 min 100% B
T =34 min 100% A
T =35 min 100% A
Collection Start 10 min; End 30 min; 0.5 or 0.25 minute fractions

Fractions containing Ala(0)-deoxy-actagardine B (as con-
firmed by HPLC and LC-MS analyses) were desalted using
C18 Bond FElut columns as described above before being
evaporated to dryness.

Ala(0)-deoxy-actagardine B was eluted from the column at
Retention Time=5.04 minutes. MS analysis confirmed a spe-
cies of 972.2 m/z (M+2H)*2.

Isolation of Actagardine and Ala(O)-actagardine for MIC
Studies

Actagardine and Ala(0)-actagardine were purified using
the method described for the purification of Deoxy-actagar-
dine B from A. liguriae with the exception that preparative
HPLC was required to resolve Ala(0)actagardine and Acta-
gardine following the SCX Bond Elut step. Eluent from the
SCX Bond Elut column was concentrated by rotary evapora-
tion from 70 to 18 ml and the resulting concentrate was
purified by preparative HPLC using the conditions described
in Table 4 The respective fractions containing Actagardine
and Ala(0)actagardine (as confirmed by HPLC and LC-MS
analyses) were desalted using C18 Bond Elut columns as
described previously before being evaporated to dryness.

TABLE 4
Preparative HPLC conditions for the separation of Actagardine and
Ala(O)actagardine.

Column Capitol HPLC Ltd C18-BDS-HL5-26052
15 cm x 20 mm

Solvent A 30% Acetonitrile in 20 mM Potassium Phosphate
pH 7.0

Solvent B 65% Acetonitrile in 20 mM Potassium Phosphate
pH 7.0

Detection 268 nm

Flow Rate 10 ml/min

Time (T) = 0 min 100% A

T =1min 100% A

T =19 min 25% B

T =20 min 100% B

T =25 min 100% B

T =26 min 100% A

T =30 min 100% A

Collection Start 8 min; End 20 min; 1 minute fractions
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Agarose Gel Electrophoresis

Electrophoresis of DNA was carried out as described by
Sambrook et al., 1989. Agarose gels (0.7-1%) were prepared
in TAE buffer containing a final concentration of 0.1 pg/ml
ethidium bromide to allow visualisation of the DNA by UV
light. 0.1 volumes of 10x agarose gel loading solution was
mixed with the samples. Samples were loaded onto the gel
alongside a 100 bp, 1 kb, or lambda DNA-HindIII digest
ladders (NEB) and run at 1-5 V/em. The gel was visualised at
A=300 nm and photographed using a UVP video camera.

Recovery of DNA from Agarose Gels

DNA was excised from agarose gels and recovered using a
Qiaquick gel extraction kit (Qiagen) and eluted in either
sterile reverse osmosis purified water, Tris-HCI (10 mM, pH
8.5) or TE buffer.

End-Filling

Filling the recessed 3' termini created by digestion of DNA
with restriction enzymes was done using E. coli DNA poly-
merase Klenow fragment. In a typical reaction 1 unit of
enzyme was added per pg DNA along with 250 uM each
dNTP. The reaction was incubated at 25° C. for 15-30 minand
stopped by adding EDTA to a final concentration of 10 mM.

Phosphorylation of DNA

PCR products were treated with T4 polynucleotide kinase
at 37° C. for 30 min, following the method described by
Sambrook et al., 1989. The enzyme was inactivated by incu-
bating at 65° C. for 20 min.

Dephosphorylation of Linearised Vectors

To avoid self-ligation of linearised vectors, 5'-phosphate
groups were removed using shrimp alkaline phosphatase
(SAP) following the manufacturer’s guidelines. In a typical
reaction 1 unit of SAP was added to the restriction mixture for
the lasthour of the DNA restriction reaction. The enzyme was
inactivated by incubating at 65° C. for 20 min.

Ligations

DNA ligations were performed as described by Sambrook
et al., (1989) using 1 unit (U) of T4 DNA ligase in a total
volume of 15 pul and incubating for 12-16 h at 16° C.

Maintenance of Bacterial Cultures

Viable cells were stored as glycerol suspensions by freez-
ing 0.5 ml of the respective culture at -80° C. with glycerol at
a final concentration of 10%. Single colonies of A. garbadin-
ensis and A. liguriae were obtained by streaking 50 pl from a
fermentation broth or glycerol stock onto either medium 65 or
ABB13 plates.

Polymerase Chain Reaction

Polymerase chain reactions (PCRs) were performed on a
Stratagene Robocycler Gradient96. In a typical reaction 100-
200 ng template DNA was mixed with 20 pmol of each
oligonucleotide primer and dNTP’s at 250 uM each. Thermo-
philic DNA polymerase buffer as supplied by the manufac-
turer and DMSO made up 10% (v/v) each of a final volume of
50 or 100 pl reaction mixture. A typical reaction began with
an initial cycle of 1 min denaturation (94° C.), 1 min, Y° C.
(annealing) and 30 seconds-3 min extension (72° C.), at
which point 5 units of thermophilic DNA polymerase was
added. This was followed by 30 cycles of 94° C. for 1 min, Y°
C. (annealing) for 1 min and 72° C. for X min and a final cycle
0t 72° C. for 2X min. The extension time X, was 1 min per kb
of product when Taq polymerase was used and 2 min per kb
of product when Pfu polymerase was used. The annealing
temperature Y was 55° C. and 49° C. in the generation of
pAGvarl and pAGvar2 respectively. The conditions used for
the generation of SBdel-1 and SBdel-2 were as described in
the Redirect protocol (Gust et al., 2004).
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Primers

SEQ

Primer name NO: Sequence 5'-3'

0/AGvar0lbF 303 TTCTAGACGTTGTTCTCCCATTTTCAC
0/AGvar02bR 304 AAGATCTTCGAAGGTGAGCTCGCCGAA
0/AGvar03F 305 GATCTTCGCGAGGACCGCACCATCTACGCCGCC
AGCAGCGGCTGGGTGTGTACACTGACGATCGAG
TGCGGCACCGTGATCTGCGCCTGCTGAC
0/AGvar04R 306 CTAGGTCAGCAGGCGCAGATCACGGTGCCGCAC
TCGATCGTCAGTGTACACACCCAGCCGCTGCTG
GCGGCGTAGATGGTGCGGTCCTCGCGAA
0/AGvarO5F 307 GCCTGCTGACCTAGGTCGACGATCGT
O/AGvar0ér 308 TGAATTCGGCTGCTCCCCGCGCGAAAT
0/SBEOF 309 ATTCGCCCGGGAAGTCCACCGAAAGGAAGACAC
ACCATGATTCCGGGGATCCGTCGACC
0/SB51R 310 GGGCGATGCCCGCCCCGGGCCGGAAACGATCGT
CGATCATGTAGGCTGGAGCTGCTTC
0/5BB2F 311 AAGTATATATGAGTAAACTTGGTCTGACAGTTA
CCAATGATTCCGGGGATCCGTCGACC
0/SB53R 312 GCTTCAATAATATTGAAAAAGGAAGAGTATGAG
TATTCATGTAGGCTGGAGCTGCTTC

Preparation of Plasmid DNA

Plasmid DNA was prepared on a small scale (less than 20
ng preparation) by inoculating 3 ml of sterile 2TY or LB
containing the appropriate antibiotic with single colonies
picked from 2TY (or LA) agar plates. The cultures were
incubated overnight (12-16 h) at 37° C. and 250 rpm. The
cells were collected by centrifugation at 12,000xg for 1 min
and plasmid DNA obtained using Wizard (Promega) Mini-
prep kits according to the manufacturer’s guidelines. In the
case of larger preparations of up to 100 pg of plasmid DNA,
30 ml of 2TY cultures were grown and plasmid DNA
extracted using a Qiagen Midi-prep kit, following the manu-
facturer’s instructions. All plasmid preparations were
checked by a combination of restriction analysis and/or
sequence analysis.

Preparation of Cosmid DNA

Cosmid DNA was prepared by inoculating 50 ml of sterile
2TY or LB containing the appropriate antibiotic with single
colonies picked from 2TY (or LA) agar plates. The cultures
were incubated overnight (12-16 h) at 37° C. and 250 rpm.
The cells were collected by centrifugation at 4,000 rpm (Her-
aeus sepatech Megafuge 2.0R) for 20 min and Cosmid DNA
isolated using a Qiagen Midi-prep kit according to the manu-
facturer’s guidelines.

Preparation and Transformation of Electrocompetent E.
coli Cells.

Electrocompetent E. coli DH10B were prepared by the
method of Dower et al. (1988). Aliquois (60 pl) of competent
cells were thawed on ice and 1.8 pl of ligation mixture or
plasmid DNA added. The mixture was placed into an elec-
troporation cuvette (Sigma 0.1 cm) and transferred to the
electroporator (Stratagene electroporator-1000). A potential
difference of 1.8 kV/mm (25 uF, 200Q2) was applied and 0.5
ml of 2TY or LB medium subsequently added. The cells were
then incubated at 37° C. for 45-60 min to allow expression of
the antibiotic resistance genes, prior to plating on the appro-
priate selective medium.
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Preparation of Genomic DNA

Genomic DNA templates were prepared using the proce-
dure described by Kieser et al. (2000).

Conjugation Procedure for Actinoplanes sp.

Intergeneric conjugation between E. coli and Actinoplanes
sp. was performed following the procedure described by Hei-
nzelmann et al. (2003), except, the strain E. coli ET12567/
pUB8002 (Kieser et al., 2000) was used in place of the strain
E. coli ET12567/pUB307 (Flett et al., 1997). Exconjugants
were transferred and patched out over an area approximately
1 cm?® onto medium 65 or ABB13 containing 50 pg/ml nali-
dixic acid and the relevant selective antibiotic. These plates
were incubated at 30° C. for 4-7 days prior to being used as
inoculum for broth cultures.

Conjugation Procedure for Streptomyces sp.

Intergeneric conjugation between E. coli and Streptomy-
ces sp. was performed following the procedure described by
Kieser et al., 2000. Exconjugants were transferred and
patched out over an area approximately 1 cm® onto SFM
containing 50 pg/ml nalidixic acid and the relevant selective
antibiotic. These plates were incubated at 30° C. for 4-7 days
prior to being used as inoculum for broth cultures.

TABLE §

Bacterial Strains

Name Description/Use

Actinoplanes Isolation of the biosynthetic gene cluster
garbadinensis for the production of actagardine.
ATCC31049

Actinoplanes Actinoplanes garbadinensis ATCC31049
garbadinensis A in which the actA gene has been removed.
actA Expression of variant actA genes
Actinoplanes Isolation of the biosynthetic gene cluster
liguriae NCIMB for the production of deoxy-actagardine B.
41362 Expression of variant ligA genes.
Escherichia coli Generation of a cosmid library.

XL1-Blue MR

Escherichia coli Routine cloning.

DH10B

Escherichia coli Isolation of non-methylated DNA.
ET12567

Escherichia coli Intergenic transfer of DNA via conjugation.
ET12567/pUZ8002

Escherichia coli Strain containing the lambda red
BW25115/pIlI790 recombination plasmid pIJ790. Facilitates

the targetted recombination of a cassette
flanked by FLP recognition sites.

Strain containing the plasmid BT340
facilitating FLP-mediated excision of
disruption cassettes.

Bioassay test organism.

Escherichia coli
DH50/BT340

Micrococcus luteus

ATCC4698

Streptomyces Host organism for the heterologous
lividans 1326 expression.

Streptomyces Host organism for the heterologous
coelicolor B757 expression

Streptomyces Host organism for the heterologous

cinnamoneus DSM

expression

40005

Antibiotics

Antibiotic stock solutions were prepared in water (unless
stated otherwise) and filter sterilised by passing through a
0.22 um Millipore filter. Solutions dissolved in ethanol were
not sterilised (Sambrook et al., 1989). All antibiotics were
stored at —=20° C. In media where apramycin was used, MgCl,

was added to a final concentration of 10 mM (from a stock of
2.5M).
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Stock solution Working concentration

Ampicillin (amp) 100 mg/ml 100 pg/ml

Apramycin (apra) 100 mg/ml 50 pg/ml

Carbenicillin (car) 100 mg/ml 100 pg/ml

Chloramphenicol (cm) 25 mg/ml in ethanol 25 pg/ml

Kanamycin (kan) 50 mg/ml 50 pg/ml

Nalidixic acid (na) 25 mg/ml 25 pg/ml

Cassettes
Size
Name (bp) Source Description/Use
SBdel-1 1462 PCR usingthe Contains an origin of transfer (oriT) and
primers apramyecin resistance gene flanked by FLP
O/SB50F and  recognition target sites. The 5' and 3'
O/SB51R and  regions are homologous to DNA flanking
pli773 as a the actA gene from A. garbadinensis.
template.

SBdel-2 1462 PCR usingthe Contains an origin of transfer (oriT) and

primers apramyecin resistance gene flanked by FLP
O/SB52F and  recognition target sites. The 5' and 3'
O/SB53R and  regions are homologous to DNA flanking
pli773 as a the ampicillin resistance gene from
template. SuperCosl.

HEapra 5247 pMJICOS1 Sspl fragment isolated from pMICOS1.
Cassette consists of an apramycin
resistance gene, origin of transfer (oriT),
attachment site (attP) and @C31 integrase.

Vectors
Size Resistance
Name (kb) marker Source Description/Use
pAGvarl 3.1 amp This study. 449 by PCR fragment
generated using the
primers O/AGvar01bF
and O/AGvar02bR and
template pLITAGO1
cloned into pUC19
previously digested
using Smal.
pAGvar2 2.8 amp This study. 91 by PCR fragment
generated using the
primers O/AGvarOSF
and O/AGvarO6R and
template pLITAGO1
cloned into pUC19
previously digested
using Smal.
pAGvar3 3.2 amp This study. Xbal fragment (~450
bp) cloned into
pAGvar2 previously
digested using Xbal.

pAGvard 3.3 amp This study. Annealed oligonucleo-
tides O/AGvarO3F,
O/AGvar04R ligated to
pAGvar3 previously
digested using Bg/II and
Avrll.

pAGvarX 6.3 apra This study. Xbal-EcoRI fragment
(~650 bp) from
pAGvar4 ligated to
pSET152 previously
digested using
EcoRI/Xbal. Variant
actagardine genes can be
assembled and
introduced into the hosts
chromosome via the
attachment site attP.

CosALO2 47.2 ampand  This study. 40402 by Sau3AI DNA

neo. fragment from 4.

liguriae cloned into
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-continued

Size Resistance

Name (kb) marker Source Description/Use

SuperCosl previously
digested using BamHI.
CosALO2 in which the
gene encoding neomycin
has been replaced with
the HEapra cassette.
38168 by Sau3AI DNA
fragment from 4.
garbadinensis cloned
into SuperCosl
previously digested
using BamHIL
CosAG14 in which the
actA gene has been
replaced by the cassette
SBdel-1.

CosAG14AA in which
the cassette SBdel-1 has
been removed by FLP-
recombinase leaving an
81 bp scar.
CosAG14AB in which
the ampicillin resistance
gene has been replaced
with the cassette
SBdel-2.

CosAG14 in which the
gene encoding neomycin
has been replaced with
the HEapra cassette.
Redirect template (Gust
et al., 2003) used to
generate the cassettes
SBdel-1 and SBdel-2.
3263 by Ncol fragment
isolated from A.
garbadinensis (19955-
23217 CosAGl4re)
cloned into pLITMUS28
previously digested
using Ncol.

Routine cloning

CosALO2HEapra ~ 49.1 amp and

apra.

This study.

CosAG14 45  amp and

neo.

This study.

CosAG14AA 46.3 amp,neo  This study.

and ampra.

CosAG14AB 449 ampand  This study.

CosAG14AC 45.5 neo and

apra.

This study

CosAGl14HEapra  46.9 amp and

apra.

This study.

43 John Innes
Centre
(1),
Norwich.

This study.

plI773 amp and

apra.

pLITAGO1 6.1 amp.

2.8 New
England
Biolabs
(NEB).
JIC,
Norwich.

pLITMUS28 amp.

pMICOS1 9.8 amp and

apra.

SuperCosl in which the
gene encoding neomycin
has been replaced by an
Sspl fragment consisting
of an apramycin
resistance gene, oriT,
attP and oC31 integrase.
Source of HEapra
cassette.

Conjugative plasmid
which can facilitate
introduction of DNA
into the host’s
chromosome via the

attP site.

T3 and T7 promoter
regions flanking a
unique cloning site.
Routine cloning

pSET152 5.7 NRRL

B14792

apra.

SuperCosl 7.9 ampand  Stratagene.

pUCI9 2.7 amp. NEB.

High Performance Liquid Chromatography

HPLC analyses were performed using a Hewlett Packard
1050 series HPL.C system with the parameters as described
below:

Column:
Mobile Phase A:

Zorbax SB-C18, 4.6 x 150 mm, 5p
30% Acetonitrile in 20 mM potassium phosphate buffer
pH 7.0
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-continued

Mobile Phase B:  65% Acetonitrile in 20 mM potassium phosphate buffer

pH 7.0
Flow rate: 1 ml/min
Gradient: Time 0 min 100% A 0% B
Time 10 min 0% A 100% B
Time 11 min 0% A 100% B
Time 11.2 min 100% A 0% B
Cycle time 15 min
Injection volume: 10 pl
Detection: 210 nm

High Performance Liquid Chromatography-Mass Spec-
trometry (HPLC-MS)

HPLC-MS analyses were performed on a Hewlett Packard
1050 series HPLC system linked to a Micromass Platform L.C
(operated with MassLynx version 3.5 software) with the fol-
lowing parameters:

Column: Agilent Zorbax SB-C18 150x4.6 mm 5p

Flow rate: 1 ml/min

Mobile phase: A 10% acetonitrile, 0.1% formic acid 90%
water.

B 90% acetonitrile, 0.1% formic acid, 90% water.

Linear gradient A to B over 10 minutes, hold 1 min B-A

Wavelength: 200-400 nm

Injection volume: 10 ul

Post column split: 1:10

Mass spectrometer: Micromass Platform L.C

Mode: Electrospray positive

Nitrogen flow: 380 I/hr

Capillary voltage: 40V

Skimmer lens offset: 5V
Deposit

NCIMB 41362 was deposited under the Budapest Treaty
on 7 Dec. 2005 at NCIMB Ltd, Aberdeen, AB21 9YA, Scot-
land, UK, by Novacta Biosystems Limited.

REFERENCES

Altena, K., Guder, A., Cramer, C. and Bierbaum, G. (2000).
Biosynthesis of the lantibiotic mersacidin: organization of
a type B lantibiotic gene cluster. Applied Environmental
Microbiology 66(6): 2565-71.”

Ausubel, F. M., Brent, R., Kingston, R. E., Moore, D. D.,
Seidman, J. G., Smith, J. A. and Struhl, K. (2002). Current
Protocols in Molecular Biology (5% edition). Wiley Inter-
science Publishers.

Bierman, M., Logan, R., O’Brien, K., Seno, E. T., Nagaraja
Rao,R. and Schoner, B. E. (1992). Plasmid cloning vectors
for the conjugal transfer of DNA from Escherichia coli to
Streptomyces spp. Gene 116(1): 43-49.

Chatterjee, S., Chatterjee, S., Ganguli, B. N., Chatterjee, D.
K., Jani, R. K. H., Rupp, R. H., Fehlhaber, H-W., Kogler,
H., Siebert, G. and Teetz, V. (1992) Antibiotic, mersacidin,
a process for the preparation thereof and the use thereof as
a pharmaceutical. U.S. Pat. No. 5,112,806.

Dower, W. J., Miller, J. F. and Ragsdale, C. W. (1988). High
efficiency transformation of E. coli by high voltage elec-
troporation. Nucleic Acids Research 16(13): 6127-6145.

Flett, F., Mersinias, V. and Smith, C. P. (1997). High effi-
ciency intergeneric conjugal transfer of plasmid DNA from
Escherichia coli to methyl DNA-restricting Strepto-
mycetes. FEMS Microbiology Letters 155(2): 223-229.

Gravesen, A., Kallipolitis, B., Holmstram, K., Heiby, P. E.,
Ramnath, M. and Knechel, S. (2004) pbp2229-Mediated
nisin resistance mechanism in Listeria monocytogenes
confers cross-protection to class Ila bacteriocins and



US RE45,003 E

47
affects virulence gene expression. Applied and Environ-
mental Microbiology 70(3): 1669-1679.

Gust, B., Challis, G. L., Fowler, K., Kieser, T. and Chater, K.
F. (2003). PCR-targeted Streptomyces gene replacement
identifies a protein domain needed for biosynthesis of the
sesquiterpene soil odor geosmin PNAS 100(4): 1541-
1546.

Gust, B., Chandra, G., Jakimowicz, D., Yuqing, T., Bruton, C.
J. and Chater, K. F. (2004). A Red-mediated genetic
manipulation of antibiotic-producing Streptomyces.
Advances in applied microbiology 54: 107-128.

Gust, B., Chater, K. F. and Kieser, T. E. (2002). Methods and
materials for targeted gene disruption in actinomycete bac-
teria. Patent Application WO 02/103010 Al.

5

10

48

Heinzelmann, E., Berger, S., Puk, O., Reichenstein, B.,
Wohlleben, W. and Schwartz, D. (2002). A glutamate
mutase is involved in the biosynthesis of the lipopeptide
antibiotic friulimicin in Actinoplanes friuliensis. Antimi-
crobial Agents and Chemotherapy 47(2): 447-457.

Kieser, T., Bibb, M. I., Buttner, M. J., Chater, K. F. and
Hopwood, D. A. (2000). Practical Streptomyces Genetics.
Norwich, John Innes Foundation.

Sambrook, I., Fritsch, E. F. and Maniatis, T. (1989). Molecu-
lar Cloning: A laboratory manual. New York, Cold Spring
Harbor Laboratory Press.

Vertesy, L., Herbert, K., Schiell, M. and Wink, I. (2000).
Lantibiotic related to actagardine, and processes for the
preparation and use thereof. U.S. Pat. No. 6,022,851.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 318

<210> SEQ ID NO 1

<211> LENGTH: 19

<212> TYPE: PRT

<213> ORGANISM: Actinoplanes liguriae

<400> SEQUENCE: 1

Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Leu Val

1 5 10

Cys Ala Cys

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 2

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial sequence

FEATURE:

OTHER INFORMATION: Synthetic sequence:
sequence of Actagardine B variant V V

<400> SEQUENCE: 2

15

Primary polypeptide

Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Val Val

1 5 10

Cys Ala Cys

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 3

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial sequence

FEATURE:

OTHER INFORMATION: Synthetic sequence:
sequence of Actagardine B variant L I

<400> SEQUENCE: 3

15

Primary polypeptide

Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Leu Ile

1 5 10

Cys Ala Cys

<210>
<211>
<212>
<213>

SEQ ID NO 4

LENGTH: 19

TYPE: PRT

ORGANISM: Actinoplanes garbadinensis

<400> SEQUENCE: 4

15

Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Val Ile

1 5 10

Cys Ala Cys

15
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-continued

50

<210> SEQ ID NO 5
<400> SEQUENCE: 5

000

<210> SEQ ID NO 6
<400> SEQUENCE: 6

000

<210> SEQ ID NO 7
<400> SEQUENCE: 7

000

<210> SEQ ID NO 8
<400> SEQUENCE: 8

000

<210> SEQ ID NO 9
<400> SEQUENCE: 9

000

<210> SEQ ID NO 10
<400> SEQUENCE: 10

000

<210> SEQ ID NO 11

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Actinoplanes liguriae

<400> SEQUENCE: 11

Ala Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Leu
1 5 10 15

Val Cys Ala Cys
20

<210> SEQ ID NO 12

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primary polypeptide
sequence of Ala-Actagardine B variant V V

<400> SEQUENCE: 12

Ala Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Val
1 5 10 15

Val Cys Ala Cys
20

<210> SEQ ID NO 13

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primary polypeptide
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-continued

sequence of Actagardine B variant L I
<400> SEQUENCE: 13

Ala Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Leu
1 5 10 15

Ile Cys Ala Cys
20

<210> SEQ ID NO 14

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Actinoplanes garbadinensis
<400> SEQUENCE: 14

Ala Ser Ser Gly Trp Val Cys Thr Leu Thr Ile Glu Cys Gly Thr Val
1 5 10 15

Ile Cys Ala Cys

20
<210> SEQ ID NO 15
<400> SEQUENCE: 15

000

<210> SEQ ID NO 16
<400> SEQUENCE: 16

000

<210> SEQ ID NO 17
<400> SEQUENCE: 17

000

<210> SEQ ID NO 18
<400> SEQUENCE: 18

000

<210> SEQ ID NO 19
<400> SEQUENCE: 19

000

<210> SEQ ID NO 20
<400> SEQUENCE: 20

000

<210> SEQ ID NO 21
<400> SEQUENCE: 21

000

<210> SEQ ID NO 22

<211> LENGTH: 64

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:
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-continued

54

<223>

<400>

Met Se
1

Glu As

Phe G1

Trp Va
50

<210>
<211>
<212>
<213>
<220>
<223>
<400>

Met Se
1

Asp Gl

Phe G1

Trp Va
50

<210>
<400>

000

<210>
<400>

000

<210>
<400>

000

<210>
<400>

000

<210>
<400>

000

<210>

<400>

OTHER INFORMATION: Synthetic sequence: Primary polypeptide
sequence of pre-pro-Actagardine B variant V V

SEQUENCE: 22

r Ala Ile Thr Val Glu Thr Thr Trp Lys Asn Thr Asp Leu Arg
5 10 15
p Leu Thr Ala His Pro Ala Gly Leu Gly Phe Gly Glu Leu Ser
20 25 30
u Asp Leu Arg Glu Asp Arg Thr Ile Tyr Ala Ala Ser Ser Gly
35 40 45
1l Cys Thr Leu Thr Ile Glu Cys Gly Thr Val Val Cys Ala Cys
55 60
SEQ ID NO 23
LENGTH: 64
TYPE: PRT
ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic sequence: Primary polypeptide
sequence of pre-pro-Actagardine B variant L I

SEQUENCE: 23

r Ala Leu Ala Ile Glu Lys Ser Trp Lys Asp Val Asp Leu Arg
5 10 15

y Ala Thr Ser His Pro Ala Gly Leu Gly Phe Gly Glu Leu Thr
20 25 30

u Asp Leu Arg Glu Asp Arg Thr Ile Tyr Ala Ala Ser Ser Gly
35 40 45

1l Cys Thr Leu Thr Ile Glu Cys Gly Thr Leu Ile Cys Ala Cys
55 60

SEQ ID NO 24

SEQUENCE: 24

SEQ ID NO 25

SEQUENCE: 25

SEQ ID NO 26

SEQUENCE: 26

SEQ ID NO 27

SEQUENCE: 27

SEQ ID NO 28

SEQUENCE: 28

SEQ ID NO 29

SEQUENCE: 29
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56

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO
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<400> SEQUENCE: 97
000
<210> SEQ ID NO 98
<400> SEQUENCE: 98
000
<210> SEQ ID NO 99
<400> SEQUENCE: 99
000
<210> SEQ ID NO 100
<211> LENGTH: 38168
<212> TYPE: DNA
<213> ORGANISM: Actinoplanes garbadinensis
<400> SEQUENCE: 100
gatcggecege cgtcagetgg agaagegetyg getggegegg ctcacccgea acggecaced 60
gecatccgace cgggegetgg cgctgeggat gggegeggtg gagttegegyg ggcagetgge 120
getgcagete gecgacatge gcaagecegyg cacgccgtca gegacctgac ccgetgeteg 180
acgcagcteg ctegecggte cegegecgeg ccgatcaact ceggcageac ggegegaget 240
tcaatcagce ggcceggege accccctacg ccggtgegac gaggcatgee cgagaccage 300
geggeegeag agggecggte ggegeceggac cggtcagege geccgcaatce aggecggeag 360
gecegecegyg agecggaceg gtceggegege ccgcaatcag gecgacagge ccgeccgggyg 420
tcaggctggt cggetgegece gggecggeag gecggegage agegegtega gegtcetegge 480
atccgeccag cegttgactg acactgegece tgecgeegtg accgtgacct caaggeggte 540
cggtgtcace gccacgtega teggegegte ctegatgegg tegetcaage ggatgaactg 600
ctggttegte gagccgacce agggccgete gtggtccage aggtceetgee ggaaggggec 660
ggccaccage aggtccegtgg cgtcegagcag tgceggegacg teggeccgge cgteecgegge 720
gagagcgege agacgggcegt actegtagece ggtgaacgte atgaccgage gaccegectg 780
cegeacceeg goggocacag cggcegagace ggecgectge tegaacgget cgecgecgag 840
cagggtgaca ccegtggtge cegtggegag cacteggtec accaactegg cgggtgegge 900
cggcaccaca ccegegtacge cgaacaaatg cggattgaag catccggege accggatggt 960
gcaaccctge acccagatcg cggtceccgete geccggtect teggeggtgg tcecggtegag 1020
gaaccgggee acccgcacga geggceggcete agacatcgac tatccgaccyg aaaggegtet 1080
ggttegetty cggeggegge tegcacgaca gecggteceg gaccgcegacyg aactegtgtg 1140
gtgcgagece ggccacggee gegaactcege cgagactgge gaatcegecce cgegectgec 1200
gegecgecace gacgtceegee accegetgeyg gggtgagace gggcacggeyg gecaactgtt 1260
gegegteege ggtgttgaca tegagecget cgggegecegg ctecagecage gageccggea 1320
cacccecage cggcgagecoe agegeggget ccagegggece gggegeggge ccagegggec 1380
aggccgetgt gggcetcagee tgeeggeegg ctgegggete agectgecag ccegetgecg 1440
getcagectyg ccageceget gecggetcag cctgecagee cgetgecgge tcagegggec 1500
ggccegecge cggctcagee agegggecce tegegggete aggecceggga gteccteegt 1560
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agaactcttyg cggcgaagga acgacaccct gtagttgegg cggcagegga gtegecacgg 1620
gagcgggege gttegeccac ggegectget ggggetgege ataccacgge acgtgagegg 1680
cacgccageg cagccaggag gegttgatga cgaacgegtg cgcgacgetyg atcggcecaca 1740
ccatgaacat gatcgagaac gcgaggttct gctggagcega gtccteggeg cectcactgce 1800
cgagaaagaa gcagaagttg gecacgacgg tgtagaggat cecggegate caccacaccg 1860
geegeeggge geggatgeeg acgtagagga acccgaccge ggagaaacag ctgaagggea 1920
ccatcggege gatcacccag gegetgtgeg cgaggegeca cgacageege geeggecegg 1980
tcegettgee cggctegtga cctggatgceg gcggatagga cggatacgge tgctggtgag 2040
caggcgggaa cggcggcage ggctgetgac cggaageagg cgggaacgge ggcagegget 2100
gettgecgaa cgacggeggg tacgcegget gegaggeggg atacgggtece tggecegggt 2160
taggcggtgt ccacgtcacg gttcacgatc cgttccegeg cggtgtgcge ctgacgegtg 2220
taatccgegyg tgtacgcact gtgecgeace tgeccgecga cgagatccte cagaacggec 2280
acgtagtcca ggcagcgcte gecgagaatg tccacggtcet cggcactgac ctggecgtceg 2340
ggaccgaccg tgacgacgat ccgaggattc tccgtcatge ccgctcececctce tcecacctega 2400
agaccaggceg cacactggeg tectggecga ccgactecga ctcecageege agecceggect 2460
cgggegectyg cgegegeage cgctccagga cggectgetg gacccgeege ccegtacgegg 2520
tgtcgacggt cgtcatcaac tcgacagcce ctggctgatce gacgceggtg acgtgcgegg 2580
cccagatgee gtecgegeeg cgggtgaacyg tegeggeget ctgegtcecag gtegecgaga 2640
tegtgtegee ggeggeegte acggtggete cggtgtegeg cagegecgca tcegagcaggg 2700
tgacatcgecg catgcgggtce tgcacctgge agatcagecg gecgtegtece atcecggeccg 2760
cggeggectyg aaccgeggece gegecggeca tcgecaacgg caccagcage agtgaaacgce 2820
tcaccatgcce ceccegttete getgtggcca caccctateg gcagggtgceg acaaatcatce 2880
ggttggtgag gtcccagtcg tcggtgecgg tggccgacac ggcgcgattg cgggcccagce 2940
cgegecaggge gtegaccege teggectgeg tcacgetgag cggcacgatg ctcatcacceg 3000
cgegtacgag atcgtegege cgcagtggge ggegttegga gaacgegteg aacagtcecceg 3060
caatgaccgce ctgctctatce tecgegecgg agtagcecte ggtcagcecceg gecagcetegg 3120
tgagcagete ggcatcgace cgcagetege cggeggeacg ceggtgeege agegeccegece 3180
cgaggtgcac ccgccacacce goegacccgcet cggaccgget cggecagatce acgaagaacg 3240
tctegtegaa gegteccttyg cgcaacagct ccggcggcag cccgtcgaag tegttggecg 3300
tcgcgatcac gaagaccgga gtccgcettcet cctgcatceca ggtgaggaag gtgccgaaga 3360
ccegggeace ggtgecggaa tcaccecegg tgecgeegge gaageectte tcegatctegt 3420
cgacccacag gacgcacggg gcgaccgect cegeegtacg caatgeggtyg cgcatgttgt 3480
getegetgga accgaccagg ceggagaaga cacggccgat gtcgaagege agcagaggea 3540
ggttccagge ggtcgcegace gecttggegyg tcagegactt geecgeagecce ggcacgecgg 3600
tgatcagtac gcegegegge gegggcagge cgtaccegge cgectegtee agecaggate 3660
cgttgegttt gaccagccag gecttgaggt tcteccaggece gecgacgteg tegagcacgg 3720
ttececggegge catgaactcec agcacgcccg atttgcgtac ggtctggcege ttetectegt 3780
gecacgatcte caggtcggec agatcgagca cggegtegtt caccatggec cgggegtacyg 3840
cgttctecge ctectgcatg gtcaggecgg ccgeggecegt gacgaaccgce tceccggcetcet 3900
getegtegag ctecaccege agecgeccegyg acgeggtgtt ceegegeace atggegtega 3960
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gcagagcgeg caactccage tggecgggca gegggaagte gacgategtyg acgtecttge 4020
tcagctegac cggcaggtece agtaccggeg agageagcac gagtgtcege gggetgegge 4080
cggeceggaa cgcectgggeg atgtegegea ccagecggac gacctecggg ctetgegega 4140
acagcgggtyg caggtcgegg aagacgaaga cageeggtte gtegatgege tgcaccgecce 4200
tgagcgegte ggtggeccge tgegegeceg agegggecte gecgttegge tggaccagac 4260
cggeggteag cgaccaggte cagacggeac gtggecacgeg gacgaggteg gegtegecgg 4320
cgatgcegge gaggtggtge agcgceccgct gctectegta cgtctcgagg tggagcaccg 4380
ggaaccggge cttcaacage tgcgcgaacyg tctccgegaa cgacctetece accggegeat 4440
cctacggeceg cgccggecgg cgtgtcagag cceggacggg gtgecggtgg cgtegegtge 4500
cgtceggtece ttceccecegeget cgacgggtte gttgggttga teggtcatgg catcctectg 4560
ctcagtcegyg geggtagacg geggtgtece cggacacgge gecggggteg taccccgage 4620
ggceggttte ctecegtggtg tectgctegt cagcgecgge gectgtcgac tcecgecgggtt 4680
tgcgcagtga cgccgcgtat gecggggtte cgtecggete gtccecgtggga tgccgcetgga 4740
gttgttcteg gtcatcggte atgaacggcg gacttceccctyg caagagcgcg gacaaacgtyg 4800
gtcgtttate ccgcagecgg gcgggcagte gtccaccatg gaacccatcg gtgacccectga 4860
cgagcagacce ggcgactteg ccgaagagca cgaactgacce gaggtgacag ccgaggagga 4920
cgacgacgge gagccggaga geccggateg ctggacegge ggcatggact ccgacggtece 4980
ccegtgacct geggetacga teectcacag gtgeccgece cgecgacgac ccgaggtteg 5040
tagcecgttgt cctcecatcac cgagctgace gagtccgtge gtgccttege gegcgagegce 5100
aactgggagce agttccacac gecgaagaac ctegegatgg cectggeegg cgaggteggt 5160
gagcttctgg ccgagttcca gtggctgacg ccggaacaat cagccgcggt catgecgegat 5220
ccegateteg gececgegggt ccgggcecgag atcggagacg tcacgatcta tcetegtacgce 5280
ctggeggacyg tgcteggeat cgacctggte gaggeggeca cegacaagtt ggeggaagece 5340
ggcegecget acaccgtcga agecgeccge gacteggeeg ccaagatcga tcagetgtag 5400
ttcagcgaga agttgttgac cgtgaagttg gactgaccgg cggtgccget gatctcgaag 5460
ccgaactgeg cctegecgac cgtcacgtca ccccaccage cgttggtgeg cagcecagtte 5520
aggatcgcca ggatgtcgac ggtgccggag ttegtgttgg tacggatgaa cgagaagacce 5580
gcgttggege cgttcecgacce gcggtagacg ttccaggtgt geccgcecgac ggacaggttg 5640
cggacgttecg gecaccgcgece gttggegtceg tactgttegg cgatcggcece gaccgcegecce 5700
tgctggttgg tccagatcat gacctcegtag gecgtggttgt tecgcccagat gtegtaggtce 5760
gtcgagtagt cgccgctgga cggcaccgac acgttgaagg agctcgtcag agaattgagce 5820
gagctcageg tacggttgag ggtcectttecg gtgttggggt aggacttgac cccgctggtyg 5880
cgegggtgat tecgcgacgac gecccagttg gtgecgetge gegceccagat ggtcectgggtg 5940
ccggegeccg agcecccagat gttgttgtga ggatgtatcce gttgttggte cagttcegecce 6000
actgtcccga gtcgacccag acggcgtcecge tcecggtacgece gttggtggge ggctgcgagce 6060
tcgggetggt ggggccagec gatccecggtge aggcggtcece gttgagegtg aacgtgcccg 6120
gtgceggggt ggeggcegeceg gagecgttga atccgaacga cacggtegeyg ttggtgecga 6180
cggatcegtt gtagccggeg ttgcgggcgg tgacctgcega tcecgectcectgg gtcaggetgg 6240
tgttccagge ctgggtgacg gtcectgcccge cggagtagga ccagaccaac gtccagttceg 6300
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tgagcggatc acccaggttg gtgatggtga cgttggcgece gaagccgcceg ggccactggce 6360
tgctcacggt gtaggcgacg cggcagecgg cegeggegga cgecgggage gceggtgacga 6420
cgecggeace ggcgatgagg gecgcecgagg cggecaggga gagegcgaga gtacgtetge 6480
gcatgcegtt ccaatctcgg agggggaaca cacgacgctce gtcgaagecgce ttcgataatg 6540
aaggctgggg atctacgagt gtcgatgcgg gatgaggcecg atgttacgac ccgccgccgce 6600
ggcgaggcaa ccgcectacctt gggegcatga cgatcaccga gaccgatctce geccacctge 6660
geegatgegt cgacctggee cgcgaggece tcgacgacgg cgacgagecg tteggttecg 6720
teetggtete cgccgacgge aaggtgetgt tegaggacceyg caaccgggtyg aggcacggceg 6780
acgccaccca gcacceggag ttegegatet ceegetggge ggecgagcac ctgaccccge 6840
gggagcgege cagegegacg gtctacacct cgggcgagca ctgcccgatg tgctcagega 6900
gecacggetyg ggtecgectyg ggccgeateg tgtacgegge gtegagegec cagetgaceg 6960
cctggtacaa ggagtgggga atcccggegg geccggtege cecgetacceyg atcaccacag 7020
tggteccegg cgcegtegtyg gagggeccgyg teccagectt cgaggccgag ctgcgggage 7080
tacatcgcege ccgcettcacce ccagcgecagt agecgcecgga cgaaacccega cccttetege 7140
caatgaaccg gacctgcgag cgtgtctgga ttgaccgegyg aggcccgcaa cgccacaggce 7200
tcgatcteeg tcaccgtegg acctcagggg caggtcgagg atctgegcect tgacgaccga 7260
gtgcatgacc tcccatccca ggaactgagce cagcagatcc tgacagtgat gcgaaaggct 7320
cagtaccagc tcaccgagta cgtctceggceg cacatcegtg acaccgtggg catggattcg 7380
gagaccggtc gcaatgtgct cgacgcgttce gcacagcgcet tcecccgctgece ggagatgacce 7440
gatgagcgtt gagcaggtac agctgccgat cgacgtaatc aaccggcaca ccactaccat 7500
cgecgeaace gcecgatgecg tacggcagge cegegecgeg gcaggtcagyg cagcecatgga 7560
ctcgcaageg tacggccagt tgtgtcagtt cctgccgacce gegttcageg tegtgttega 7620
gagtgcgate gtecgecatga ccggcagege cgaagegttg caggaaacca ccttcaacct 7680
gcaggatgece gtcacgacgt tcagatacac cgacgagtcg gecgctegca ccatcgecte 7740
cgcaggtteg ccgecgtgac cacaccactt gtegeccaag ceggggactce caccacggga 7800
ttgaccggte tggggetegt ggaggacgece caccagateg cagaagccat ccgegggaac 7860
agttgggtcg acggcgtect cggcggagtce ggggccagcece tcgacggtet ggcgetggeg 7920
atcgacccge tecggcacccet tgccgectgg ggegtcecgect ggctcatcga gcacgtcecaa 7980
ccgetacaag acgccctgga ctggetggece ggegacgteg acgagatage cgcccaagece 8040
gecacctgge gcaacgtcege cgcecttcace gacagegece agcaggatta cgecgategg 8100
ctecgeaceyg aggtegecgg ctggttegge gecteeggeyg acgcataccyg ggceccatgece 8160
agcgaacact tggccgcact gaaaggcatce agcaccgcag cceggeggeat ttcegtcecgee 8220
gtcgaaggceg ccggectgcet cgtcagectg gtgcgeggaa ttgtceccgega cctgatcegece 8280
cagttcgteg ccactctgge cgttcecggctg ccacaatgge tcgccgccga aggactcact 8340
ctgggecteg ccaccccegt tgtecgcecgage caagttgecg cectegtcege cecgeggggte 8400
aacaagatcc agcacttcat acgggcgctg ctcaacagcc ttcgacggcet gatgceccatg 8460
atcgaccgge tgggtgaagt cctggagegg ctecgcatge tcaccgaccyg gctcegcaagg 8520
tccagecccet ccacccecgece ggagcecgaca ceeggcecceeg ctactcacge cggaaccgag 8580
aacgcatcgg gaaacaagcc cgagggcgac ctcgaaccga acgaaccgeyg cccggecgag 8640
gctgacgeca gagacagtac gcctcaggeg ttegtggacyg aggtcegtcag caaccccegg 8700



75

US RE45,003 E

76

-continued
tcagtcgegg gacactcege gcagtccate gcggaccagt tcaacgccge cggatactcet 8760
geggtegteg agcagagcac caggagegge acctcegggga acgccatcca ggtacgeatt 8820
cacggccace cggatatcac caacatccag gtgcatecegg gaggaggacg gcacacgcecg 8880
gaggggtccc cgtattggaa aatttcgacg aatacggtceg ggaagatctg gatcatcccce 8940
gaaaatttcc ggggcgccga tgaactgcegt gggaatgtgg tgcgctatga caaataagat 9000
catcaaagtg gatcgggtgg gatccgeggg ggaagctgcece acgctegteg cectgggegt 9060
cgacatcgtc ggggtcgatc ttcecgtectga tccgcgattce gttgatgatce gcacgctgga 9120
cgccgaacag gttegecaca tecgegaage getgecgeac acgacgetgg ccegtcaccat 9180
ggacaccgge accgagcecgg accatgtegt cgaactcgca aggcgaatcyg gegeggatet 9240
ggtccagteg atcaacggtg tcatcccgece gectcccagta cgegtegecce tgcgcaaggce 9300
cgacatcgeg attgtctatg cgggcacaga gatctcccac gacgacgatce ccggcetgggt 9360
cttcagegeg tacgacgaca ctccggacct gaacgccgece ctgtttcaag tggaggtgcet 9420
tcecggagtac ctcgattect gggagtttcet gecgtgaccge tccccggaat atgccgacga 9480
gttccagatc gaagatctcg acgacctegg acgcgcectcege cecttggttg ccggectgaa 9540
tctcacgget cagaaccteg acgagatcag ggcacggcett ccccacgtece geggtcetgge 9600
gctcaccete gegcacgagg ccgcgaggag cgacgcgcegg ttettcatgt ttecccacgt 9660
agtggacatc ctttcgggag actcgtccgg gtgaccggca tcgcgcggga gggggctggt 9720
gtcgcagagt caggctgacg gcattcegge gggectgacg ggaggaacct catgacceggg 9780
ctgttcacca tgcgcaagca cgaggaggge geeggggagg tteggategt cgtgagegge 9840
gagatcgacg gcgatgtcag cgcggegete accctgttcea tegecaacge cgecgageag 9900
gacggtgtce gatcggtgct ggtggatctg gagccggtge tgctgctggce cgcagcceggyg 9960
atccggtgece tgctgagegg ccgtgaggceg gctcectgetge agggctgcte ctacgagetg 10020
gtcaacgtcc ggcacgaggt cgcggattca ctgcacgceg ccggcecgtggce agatctgetg 10080
ctcacccectge cggteccgetg ageccggctca gctegggteg tcgaagcecect cgtcggegeg 10140
ttegeggege aggtgtgect cggcceggeg cgcctggtca cecttetecg ctgccagece 10200
ggcgtacatg gcctgcacct tctegtacgg ctggeccgggce ggcagcagcg ggatcgececgg 10260
atcgaccacg gcctcgatca gegtegggeg gtccgcggac agcecgccgcect cccacgegee 10320
ggtcaggtceg gacgggtcgg tgatccgcac tccgegcagg ccgagcagct cggegtageg 10380
cgegtacggg acgtcgggca gttectgcecga cgtgacgaag cgcggctcege cctcecggtcte 10440
gcgetgcetee cagectgacct cggccaggtce ccggttgtte agcacgcaca ccacgaagcg 10500
cgggtecegece cagtcgcegec agcgggcggce caccgtgate agttceccgceca tgcccecgeccat 10560
ctgcatcgeg cecgtegeegg ccagcaccac gaccgggegt tgcggegcecg ccagettgge 10620
ggcgagaccg tacggcaacce cgcaccccat cgacgccage gtgctggaca gatgegcecgg 10680
gacaccgcegg ggcagccgca ggtgccggge gtaccagtag acgaccgagce cgacgtcgac 10740
cgcgacctge gegtecgegg gcaggtggte ggagagggag cgaatcacgt getgegggtt 10800
gaccggtteg gegggecgecg cggceccgggce cgcgctgate aggcgccagce gctgcaccca 10860
ttectecacg cgggcgceecee aggcgecgcet tgcccggcetg ggcagcagtce cgagcagcecte 10920
acgcaaggtt tccacggcgt cgcccaggag cgggacctca accggatacc gtacgceccag 10980
acggcgeccg tccacgtega tetgtacgge ccgegectge cccggecggg gatagaacte 11040
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ggtccacggg tcegttegtge cgatcagcag cagcgtgteg cagtgccgca tcagetcecgge 11100
gctggeegtyg gtgecccaggt gccccatgac gecggtgtgg aacggcaggt tctegtcgag 11160
gaccggcttyg ccgagcagcg aggtggtcac geccggcacceg agccgctgceg ccagcectcgac 11220
gatctcgege tcecgegecgt acgcectceectg cecccaccatg atcgccacce gctegecgga 11280
gcggagcacce tcggecgect cgegcaggte tteccgggcgg ggcaccaccce gggceggggceg 11340
cagcceegeg ctegtegeca gcacaccgtg ctcatgegee tgcgggtcegg gegcegggge 11400
cgtctgtacg tecgtgcggca ggaccacgca ggtcgggcetg cgggtcegcecga gegecggtgeg 11460
gaacgcgegg tcgaggagca tcggcacctg ctcecgetegtg tgcgeggect gcacgaactg 11520
ggcgcacacg tcgccgaaga gccgcaccag gtcgatctece tgctggtacg cgcectgccgag 11580
caccgtegag acctgctgge cgacgatcgce gacgaccggt ttggagtcga gtttegegte 11640
gtagaggcceg ttgagcaggt gcaccgcegec gggaccctgg gtggcgaggce agactccgge 11700
accaccggtg tacttggegt ggccgacggce catgaacgce gcgccctcect cgtgecggge 11760
ctgcacgaag gtgggccgge cggccceggceyg cagcgctecg atcacgcecegt cgatgecgte 11820
cceggagtac ccgaagaccce gttccacgte ccacgcggte agacgctcca cgaccacgte 11880
cgacacggtc cgctceccgtceca cecgctgecte ctcacgtcac accgggggct acccgetcag 11940
ccgcgeggta ctegecttge gegaaatgceg actegcegtge acctcacggg ccgggceggac 12000
gcggcacgga tctgagetgg tteccgeceg gttcectgatee cctgtgatcg gggtacacac 12060
gtgcggtgag cagggacaag acgtaccggce cggtccgtec cgacgggatc cggaccacct 12120
tccacgacgg tgtactcggg cgcatgcgga tccggtgect gggcgagcecg cgtcegggeg 12180
taccggagat cgtgatgatc cagggtatga ccgtgagtga ctatctgctg ccgggtctgg 12240
gcgegceteag cgcctggace cgggtgcacce tggtggaget gceccgggaggce agcecggcageg 12300
gccggecgee gcacgatcte acggtcgagg agtacgcgeg ggccgceggcece gactggetgt 12360
gcgeccageg cctgggecgg atcegtgetgg cecggecatte gageggcacg caggtggcegg 12420
cggagaccgce gcetgttgtge ccggacgagg tggccggagt ggtgctggece ggcccecggcga 12480
tcgacceggt ggccecgegge ggcctgeggg tcettegegeg ctggtggatce gaccggcegeg 12540
gcgacccgaa gagcectggac gaggtgcaca aacccgaacg cgagcaggtce gggttccgge 12600
ggctgtteca ggtgctgcge gcccacctge gtcacgaccet ggagaagecg gtggteggge 12660
tctgegtgee ggtgectggte atccgeggca gcgaggaccg gctceggcacce gegceggtggg 12720
cceggegget cgecgatetg getgeegtgg gcggccggta cgtcecgaggtg ccgggcacce 12780
actcgttetg ctggecgttac ccgcaggect ggtccgegee gatccgtgaa ttcgecggat 12840
ggtcggtate ggtctecegge acctgaacgg acgttteggt ggcatcgecg ccaccgceggg 12900
ccggcegecatce cgcatccaca gtcecggggtg agggtcageg ccgtteggag geggagtgte 12960
gatgatcggt caattgacgt gcttccatga geccgececctac ggtccgacag agaaatcgtt 13020
atccggacca ccatcgacat ccgaatcggt ggccccggag ccgatcatcg accgacccceg 13080
ggccacceece gctettgeca gagggggcga ggcacatgac ggaagctgat catcgtccga 13140
ccgttetcag gagaatccta cggctgtgeg ccecgtgcttet catggtgcte ggagtgggee 13200
tggtcggege cccgacgteg cacgecggceg gcaagccgac catctccaag gaggegttceg 13260
gcagecgtegyg cggcaaggcce gtcgaccggt acaccctcac caacgggcgce ctgcaggtge 13320
ggatcctcac ctacggaggc atcctgcaga ccatcacgtt ccccgaccac cgecggceccgca 13380
gggccaacgt gacgctcgga ttcaggaccce tcgacgagta cgtgacgacg aagaacccgg 13440
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cgtacttecgg cgccatcatc ggccgctacg gcaaccggat tgccgacggce cggttcacce 13500
tggacggcac gacctaccag ctggcgacca acaacgaccce gaaccacctg cacggcegggg 13560
tcgteggett cgacaagegg gtgtgggacg ccacgccgat ccgcgacggce gacagegtceg 13620
ggctgcgect gacctacacce agcccgcacg gcgaggagaa ctaccccgga accctgcegeg 13680
tgacgatgac ctacaccgtc acccggcaga tgggtatccg gatggactac cgggcgacga 13740
ccgacagacc gacgatcgtce aacctgacca accacgcgta ctggaacctce ggcggcgagg 13800
gcaccgggac catcgacgac cacctgctga agctcaacgce caaccgctac acgecggtceg 13860
acgccacgct gatcccgacg ggggcgatceg acgcggtege cggcacaccg atggacttcece 13920
gccggeccac gecgategge gcgegcaacce gcgacccgtt ccagcaactg gtgtacggge 13980
gcggctacga ccacaactgg gtgctgaacce gcgaggacgg ccagttcegg cgtetcgagt 14040
tcgeggeceg ggcggtcgac ccggacagceg ggcggcagct caccatctac accaccgage 14100
cgggcatcca gttctacgge ggcaacttcece tcgacggcac cctgtacgge accageggece 14160
gggcctaceg tcagggagac ggtttcgececce tggagacaca gcacttcccg gattctceccga 14220
accacgcgaa cttcececgteg accgtectte gaccgggaca gacctacaac tcgacgacca 14280
tctaccagtt cggtaccgecc gactgatcge ctcaggccgg ccgcecgceggg acggegcegece 14340
gcggecggece gcacggcagt cageggceggce gactggaggce acacatgcca cgcatccatce 14400
cgaaagtcga ggaggccgte tcectacgectceg acctgaaccg gacgacacga cgccggctgt 14460
tgtccggaac cgggttgtte agcgectcege tcegecgeggg cgcgectgcetg agecgcatgca 14520
gcgaccagaa cgacggccag aaccagaccg agggcgccgg taacttceccg gacaccccecg 14580
agtggcggtt cacattcgtc aaccacgtga ccaccaacce gttcecttcacce ccgacgcagt 14640
acgggatgga ggacgccgceg acgctgctceg gcatcgccaa gccgcagtgg accggetcge 14700
agaactcgat cgtggccgaa atggtgaacg cgacgaacac cgcggtcagce gcaaaggtgg 14760
acggaatcgce catcgccecgtg gtcgacaagg acgcgttecg ggggccggtce gaccaggcte 14820
tcaacgcggg gataccggtg gtgtcecgtaca acgccgacgg agcecceccggggce gegcegggca 14880
cgaaccggct ggcectatatce ggacagggcece tgtacgagte cgggtacgcg ctgggccage 14940
gggcgttgca ggtgctggac tccggcgagg tggccgectt catcgccacce ccgggcegege 15000
tgaacatcca gccgcecgcatce gacggcegcegce aacaggcedtt caaggactcce ggcaagccga 15060
tcacgttcac cgcggtcgece acgaacgccg acgtgacacg cggtcectgtece atcatcgacg 15120
cgtacgccca ggggcacgec aacctggcecg gcatgctgge ggtggacgcce ggatcgacgt 15180
cgteggtggg tcagaccgtce aagaagtaca acatgcgcgg caaggggctce aaggtggcceg 15240
gcgggttega cctgatccecg gagacgctga ccgggatcca ggagggcagce ctcecgactaca 15300
ccatcgacca gcagccttat ctgcagggat tcctgccegt gectggegetg tacttctaca 15360
aggtgtccgg cgggctgatce gegccgagtg agacgaacac cgggctgttg ttcegtcacca 15420
aggacaacgt cgccccgtac cagagcacga agagccggta cgagggctcecce acgaccgaca 15480
aggttctegt acctecgcage gggccgatceg cccatggatg accggatcte gectgegece 15540
gcgcaggege cttecectcecga ggtegagcaa cgccgtggec ggtggcagece ggtcacggeg 15600
gccggcecgga aggtcectcecga cgecttectg cggcecggegtyg aggccagegt gctgetegte 15660
gcgatcggece tgatgatcta ctttegggeg tccageccgg tcettectgag ccgegacaac 15720
ctggtcaaca tcgcccaggce gaccgcegcecece gtcgcgatca tcecgeggtcegg catcgtgetg 15780
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ctgctggtca gecggcgagat cgacctgtcece gtcggtatceg tggccgeget ggcgecgtte 15840
ctgttccact tcgggatcaa cttctactceg ctgeccggtgg tgcccgectt cgtggtggeg 15900
ctggcgatcg cggccggaat cggcctggtg aacgggctga tcgtcacgca getgcacgtg 15960
ccetegtteg tgacgacget gggcacgtte ttegeccgtge agggcatcct getgatcacg 16020
tcgcacgect atccecggtgec gatcccecgac gcggccaagg gcacgttceca aacctggcecte 16080
ggcgecggge cgtgggccag catcacctgg gegctgatca tcegtcecgcgat cttecacacg 16140
gtgctgacce tgacccggtg gggcectgcac accatctcecgg tceggcggcaa cccecggtcegge 16200
gccaccgagg ccggcatccg cgectceccecge atcaagatceg gcaacttegt gatcaccage 16260
acgctgggtg ggctggtegg catcatggag gcgttccgga tcaacaccat cgacccgaac 16320
atcggeggeg gcacgacgcet gaccttcectac gccatctegg cggceggtcat cggcggcacce 16380
gcgetegeeg geggcetecgg caccatcegte ggcgecttee tgggcegecect cgtgetggee 16440
gagctgcaga acgggttcaa cctcatcgge tacagcgcca acaccatctt cctcecatccectg 16500
ggcctggeca tectegtcecte gatgatcecgec aaccagtacce tctecccgact gcgecgggca 16560
ggccgatcat gaccgcggaa accgtgtceg acgcgetgeg cgtacagaac atcgccaaga 16620
gattcggege tcectcaccgceg ctgcaggacg tgaccctgeg cgtcecgcecgaa ggcgaggtge 16680
tgggcctgat cggcgacaac ggcgccggca agtcgaccct catcaaaatc atctgegggt 16740
accaccggcece ggacgccggg cgcatcectteg tcecggcggcega ggaggtcacg ctgcgcageg 16800
tcgaccacge ccgctcecggte ggcatcgacg ccgtctatca ggacctggece ctggtcaacg 16860
agctgtecgt ctaccacaac atgttcectca accgggagct cgtacggtgg ccgctgctga 16920
acaaccgggce gatgcgcege cgtgccgagg agcacctgceg cgacatggga gtgaacctge 16980
cggacgtcgg cgtcgaggtyg gccaagcectct ccggcggceca gcgcecaggceg atcgeggtgg 17040
ccegetgegt ctactceccgac geccgcatcee tgctgctgga cgageccgcta gecgegatgg 17100
gcgcgaagga gggcacgatg atcctcgacce tgatccgcga cctgaaggcg cgcggcaacg 17160
tgtcgatcat catcatcgcg cacaactacg cgcaggtgct cgacgtgtge gaccgggtga 17220
acctgctgca gcacggcegg atcacctteg acaagaggte ggcggacacg tcgctggeceg 17280
aactgaccga gctggtggte gecgagtacce gcaccggcecg cgggcggtga cgcctcageg 17340
cttgcggececg actcecgcetgt actggcetcege gccggtegte tegtegecgg ggtcgggatg 17400
ccactgeggg ctceggcacga cgcccecggcegg gaccaggtcee agtccctcecga agaagecgge 17460
gatctcgteg ggcgtatgca tcaggtaggg caccgcacceg gaggagttgt aggegtcecctg 17520
ggcetggttyg agecgectect cceecggcegac gecgcacacceg tcegttgatcg acaggtaget 17580
gcecgggcegge ageccggceca tcagcectgeceg gacgatgteg cggacctcecg cggtgetggg 17640
gatgtggcceg agcacgccgt tgaggatcag cgccaccggce cggcccatgt cgagectcecgeg 17700
ggcggcgacce gccaggatgt ccgecggttt ctgcaggtca ccectcgaggt agacgtcgga 17760
cgacceggece agcagctcac ggccgtgcete caccgcgtac gggtceccttgt cgacgtagag 17820
gaccegggeg tcaggggcga cccegctgege gatctggtgg gtgttgtega cggtgggcag 17880
gccegegeeg acgtcgagga actggcgcac gecggecteg ccggcgaggt agcecgcacgge 17940
acgcgacagg taccgccggg actcgegggce gatctcegteg atgceccgggga acacggcacg 18000
gtactcgteg ccggcagege ggtcegaccgg gaggttgteg gtgeccgccga gccagtagtt 18060
ccagatgcgg gccgactggg gcaccgaggce gccggactcece atagtcacgg atcgatagece 18120
tagcecettge gegectgggt ggcgacgcecce tcgacgaagt agcgctggca caggaagaac 18180
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gcgatgatca tcggcaccgt ggtgatcacc gecgccggcca ggacgatctce ccagegggece 18240
tcgececegect ggccgaactyg gtcgaggatce gcecttcatge cgcgeggcat ggtgaacage 18300
gccggatecee gcagatagat cageggcettg agcaggtcgg accagctggce ccgcagcecteg 18360
aacacgaacg ccacgatcag cgccggccgg cacagcggca ccgcgatgceg ccagaacage 18420
cgccagtacce cggcgccgte gacgcgggcece gcctcgaaca gctcacgggg cacgcecgagg 18480
aagaactgcce ggatcaggaa gatgtagaag gcgctgccga acaggttgcce ggcccagage 18540
ggcacctgeg tggcggccag gccgagcteg ttccagatca ggtacgtggg gatcatggtg 18600
accgcgecgg gcagcatcat cgtgcecgacg accagggcga acaacacgtt gegcecegggg 18660
aagcggaagt aggcgaagcc gaacgccacg accgcgcetgg agatcgtgac cgcggecgeg 18720
gcggcgagtyg ccaccacgac gctgttgaac atccaggtca gcacgggcgce ggcgtcccag 18780
atggcggtgt agttcccegg cgcccactceg gcggggagca gccggttgte gaagacgtceg 18840
gggcggggct tgagggaggce gctgaccagce cagacgaacg ggtacacgaa gatcaccgceg 18900
gcggeggeca gggcggtcca gagcacccag ggatgeggge cgcgcgaggt gcgeggtgge 18960
atggtcetgt cctcagccac agccacggcece tcactcgete tcgtagtaga cgaatcgecg 19020
gctgagcegg acctgcacga ccgtgatgat cacgatgatc aggaacagca gccaggccag 19080
cgccgaggceg taccccatgt gcaggaactg gaaggcctge tggaacaggt agaccacata 19140
gaacagggcg gcgtcegttge cgtacgtcectg ctggttggca ctgccgtaga aggceggtgta 19200
gacctcgteg aaggtctgca gcgaggcgat cgtgttgatg atcagcgtga agaagagcgce 19260
gccgetgate atcggcacgg tgaccgcegeg gaaccgcgec cacgccgacg cgecgtceccat 19320
cteggeggece tegtagaggt cgcggggcac gttcectgcage gccgccaggt agatgatgac 19380
cgtgctgeeg aggctccagg cgccgatcag caccaggcecg ggcttgatce acgggecgte 19440
gacggtccag ttecggceccgt cgatgccgac cgtgcccage gectcegttca cgatgeccgac 19500
ctggcegttyg aacagcagca ggaacagcac gcccacggcece accttggggg tgatcecgtegg 19560
caggtagaag atcgtgcgga agaacccggc ggagcggcegce ccgacccggg ccagcagcat 19620
cgccagggcece agggacacga tcatggtgac cggcacgtge agcgccgtgt agatcagegt 19680
gttggcgatg ctecgtacgca ccecgecgggtce ggcgagcatce tgccggtagt tctegecgee 19740
gacgaagtcg gtgctggtga gcacgtcecgta gtcggtgaac gacaggacga ggctggceccac 19800
catcggeccce geccatgaaga ccgtgaagcece gatgagccac ggcgacagga aaccgaaggce 19860
ggccagggte tccecgeccgcee gcacggcegge actcatcecgte agegtcecget gttggecttg 19920
tcecagegegg cctgagcectg ctgctgggece tceggccatgg cctgggeggg tttcectgettg 19980
cctteccagga cccggttgac cgcgttetge caggcggect tgaattcecte accggeggeg 20040
agcgceceggcet ccgagaagec ggactectgg gtctgcagga cgatctgcac gttggegteg 20100
ggtttcacga cgtctctgaa gatcacttecg tcggecttet tgttgcecggt gtagacgcecg 20160
gcgaagggtt tgttctectt cttgcgcage tcggcacggg ccctcecgeggce ggcgatccag 20220
gtctegeteg cggtcatcgt cttgatccac ttacaggcct gceccagggtg cgegetgtte 20280
gccgggatgg cccaggcegtt gcccegtgatce cagtcgateg getgcecccgte gacgecgegg 20340
aacggcgcca cggtcacctt gaccttegge gagttgtegg cgagcacgtt gaggtagaag 20400
tcetecateg ggaaggcgee gagctggttg ctggcgaact ggttettgge geccgaagaag 20460
tceccacgagt cgcggaacga cttgaagttc gaccagccge cctgecgegtt gatcaggcceg 20520
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acggcgtatt cgagggcctce gaccacctte gggttgttca gectgggceggt gecgaccgtceg 20580
tcgctgacca gggcggcgee gttecgegege gcccagacgg gcaggaactce gggcagctte 20640
gggtcgaacc cgatccgctg gagettgeceg cecgctcatec tggtgagecg ggecegtggee 20700
gtcgacageg cctgccagte cceegtgteg aacceggcecgg gatccaagtt gaccteggeg 20760
aacgcggcegt cgttgagcat caggacgcgg ttgttgtaga agtccggcag gecgtacage 20820
tgccegttca gggtegecte ggtgaccgeg gcecctcecgegga actggctcat gtcgatctte 20880
tceegttega cgcagtcecgee gagcggagtg agcgecttet tggcecgcegta ggtgceccgage 20940
agccgeegtt ccatgtacac caggtcecgge ggggtcecctgg aggccaccgce ggacaggaac 21000
gcctgggegt cgaagctgcee cteggacgece ttcecgecagge tgggcgcgat cacggegttg 21060
gccgegtega agegggtcett ggcgatcteg tegcececggtge cgaaacccat catggtcage 21120
gtcaccgegg cgttgctgte ggagtccgaa tcggatccge ccacgccacce gcageccgee 21180
gccaatgtca gaaccagggc accacccacc acaaaccgga tcgatcggat gaacatcgtt 21240
gttctceccat tttcacttgt tcececegtggge gaagcataag ttcacttcga tgcccgcecgca 21300
ctcggagegg ctgctgtcaa ccgccgaccg gttggcggat caccacgatc gggtggtgeg 21360
gccgetgeeg ggccgegcete ctgctcececge cgccacgcegyg gtgggcagat accgatcgge 21420
gtcgcectctaa tcgatggcag ggataccgac ggtgacacceg tttectececcg ccgettcate 21480
ccgacgtaat cgcgggcatg gegccecgtgge cgcegtttegt cgaaatcgec gggctattceg 21540
ccegggaagt ccaccgaaag gaagacacac catgtctget ctcegeccatcg agaagtectg 21600
gaaggacgtc gacctcegtg acggggcgac cagccacceg gccggcectceg gectteggega 21660
gctcacctte gaggacctte gcgaggaccg caccatctac gccgccagca gcggctgggt 21720
gtgcaccetg acgatcgagt gcggcaccgt gatctgcgec tgctgatcga cgatcgttte 21780
cggceegggyg cgggcatcege ccgceccecggg ccatccattt cgcecgegggga gcagcecatgt 21840
caccggttcce ttcactcaat tceccacctcecgg tacgcgacag cgcgtatctg cacgaacgaa 21900
cggtgaccgg agaagaccag ccggcaccgg ccgcgcaggce gcggatageg tectggegeg 21960
attcggegtt cctcgacgac cgggttecteg acatccggcet acgtcaatgg ggaatcgacce 22020
gtgccacctt cggeccggctg ctcaccgacg acgacttcac cgttcccgge cggetgcecteg 22080
cctgggegga cgagcectggece acggtgctgg ccaccgacac gacaccggtce accggactcecg 22140
agttgtccac caaactgtgg tcacagggat tcgaccggct gectcecttcecgece ggectgette 22200
acccgttect cgceccactac gaacagcggce tgcacgagcg cgtgccccegg ccgatcegeeg 22260
gcagecctgeg ccggecgcetg ctggagtege tggccaaccg gctgctegece gtcegeggcac 22320
gcaccctget getggagcecte aacgtggccce gtgtgcacgg gceggctgacce ggcgacacce 22380
cgcagcagceg ctacgacgac tacgaccggce ggctgctcac cgaccccgece tacctggceg 22440
ccetettega ggaatacceg gtgcteggee gttgectggt cgaatgegge cggcgttggg 22500
tggaccacgce cgccgagcetg ttcaaccggce tccacgacga cgagcccgaa ctgcgegegg 22560
ccggtetget gecgecgteg geggaagcege tgcgcagegt acggctggac ctcggggace 22620
cgcacaacgg cggccggteg gtggtgcage tgaccttcecga cgacggcacc gacctggtcet 22680
acaagccecgceg gcecggtcecgga tecgaacgceg cctacgccga gacgatggece gegctggece 22740
gccacgggcet gecggtgcecg gtgaccgeccece cgcgegtget ggaccgtggce gggcacggct 22800
ggtgcgagtt cgtccggcecce gcgecctgeg ccgacgccge cgagctgtcece cgettctace 22860
ggcgegecegyg atcggtgcectg gcggccatge tgctgcetcegg tggcgtcgac atgcacatgg 22920
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agaacgtcat cgccgcgggg tegtegttca ccccgatcga cctggagacce gtgctgcagt 22980
ccggagagcet cggcgacggce gccaccgacg cgtacgggceg ggccctcgac ctgctcaacce 23040
gcagecgtget ggcgatcgge atcctgeceg cceccgegegtt cggtggceegg cagcecgaaaga 23100
gtgtcgacgt cagcgcceccte ggeggcggceg aaccgcagac cgcgceccegg ccggtgceccac 23160
gcatcgtega cgcgtacacce gacacggcac ggctggaagce ggtcgaggcce accatggcecg 23220
gcgeccagaa ccggcecgage ctgceccggeg ccgaggtceeg cceccgtgggag cacaccgcetg 23280
acgtggtcge cgggttcacc gacgcectacg acatcatgct ggcccaccge gecgacttceg 23340
accggcetget gegeggcette cacgacgtgg aggtgcgcecta cctgccccegg cccacccgte 23400
gttacagcat cttcctgace gagagctacc accccgacta cctgcgcgac gccagcgacce 23460
gggaccggcet gctcgacaag ctgtggaccg ccgcggacgce ccgcecccgag ctgattceccga 23520
tcatcgagtc ggagaagcga caactgctcg ccggtgacat cccgtgette cgcagegtceg 23580
cgggaagccg gcagatcege accgectceceg gccecgctgca cccggagtte ttcaccgege 23640
cggccgtcac cgtactgacce cgccggcteg gcgagttegg accggtgcac cgcgecgece 23700
aggtacgcat catccgcgac tcgatggcca cgatgccecgg cccccggcecce gecgeccage 23760
cgtceceecga cecgggceggeg ggccceecgge cccgcgtcecac cggcegecgac ccggecacge 23820
tcgeccgaceg catcgeccege aggctcegecg acgaggcgat ccteggcgac cgcgacgtgt 23880
cctggatcgg cgtcagcatc gaaggcegtceg cccaggagac ctacagctac aagccgatgg 23940
cgaccggcect gtacgacggce gtggcecggcece tggcgctcac cttegegtac geggeccgca 24000
cceteggega cgaccgctac ctggacctgg cacaccgage ggceccgceccece gtegecgget 24060
acctgcegceta cctcegcecgag caccgcatceg tcgagaccgt cggcegectac agcggcaccg 24120
ccgggetget ctacgceccectg gaccacgtgg cccacgccac cggcgacgac tecctaccteg 24180
acgcggtete ggaggcggtg cegtggctge gcgaatgege cacccgcgag gagtgecceg 24240
acctgatcge cgggctggece ggctgcegece tgatcagect ggacctgcac gggcgcecacce 24300
ggatcgacgg gctgcgcgag gtggcggcca tcectgcgecga acggctegece gcecectegecg 24360
tcgacgtcga cggcgccgece ggatggccgg ccactccgga cggaccgctg cteggegggt 24420
tcteeccacgg cgcggcecgge atcgectgge cgctgcaccg gctcegecacce gaacteggeg 24480
accccteget gegcegagete geccgecgeg cggtccagtt cgaccgcgac ctgtacgtge 24540
ccgeecgeggg cgcectggegt gacctgegee cggagatgge cggcaccgac tectaccceg 24600
cgetgtggtyg ccacggggcece gecggcatceg gcecctgteceg gcectgctcate gegcagcacyg 24660
accaggacac gcgactggcec geggaggcca ccgceccgecect cgacctggte ggcgegcacyg 24720
gctteggeca caaccacagce atctgccacg gcgacttcecgg cgccecctecgece ctgttcgace 24780
tggcggcacg aaccggctte gacccecegggce gccacgacgce ggcecgecgeg gecgtgacceg 24840
ccgacatcge cgccaacgga geccgttgtg gecctggtegg cgacatccac atgccecgggac 24900
tcatgctcegg cgccgceccgge atctgectga gcectgctgeg catcgeccac ceccgegcagyg 24960
tgccegeggt ggcectggetyg cagccgecge tgacctgagg aggagceccat gecggaagag 25020
atcgtgctca gegtgctgga ccaggtgcecceg gtgttcecegtg acggcagcecce ggcggaggceg 25080
gtgcgcgacyg cggtcecgegcet ggceccgcage gccgaacagt acggctacca ccgettcectgg 25140
atcgccgage accacggcag cgcggccaac gcgtgcgecg cccccgaggt ggtgacggee 25200
gcggtggeceg ccgcecacgag ccggatceccgg gtgggcageg gceggcegtgcet gctgeccgcac 25260
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tacagceccge tgaaggtggce cgagacgttce cgggtgctgg cggcegcectgta tecgggccge 25320
atcgacctecg gttteggeeg ggctectggt gggccgecegg cgatggceccga getgctcaac 25380
ccgtacgegg tecgcaccga cgaggcegtte ctggagcaga tcggccggcet getggggtte 25440
ctcggegaca cccgtacggt cagccgegtg tcecggtgacge cgcaggtgga agagceccceg 25500
gtgcecgtgga tgctcecggcge cgggaccgge agcgceccgga tggecggcat gectggggttg 25560
ccgttetgtt tecgceccagtt catcgcgacce gaggagtgce cggaggcgat cgaggcegtac 25620
cgggatgcgt teccggccecgte gecctggcetg gagcgaccce agcecgatget cgecttgegg 25680
gtgctgtgeg ccgactcgga cgcggaggcce gaggaactgg ccacgtgttt ctggatgtcecg 25740
tgcacgaccg gctggcegtge gcaggtgcag ctcaccgacg actaccgtgg gggcgegcece 25800
aatctcgacg acgcacgcceg gtaccggcetg accgcggagg acctcegceget gegggagage 25860
cggcegttee tgcagatcte cgggacgccg gccgcggtgg gcaaggagat ccgcaggttg 25920
caggcggtgt acggggtatc cgaggtggtg ctcaccacga actgccccegg cctgecggeg 25980
cggcgeceget cctacgaact getcecgecgge gagttcecgcecat cceccceggegge ctgacggect 26040
caggtcegeg gtagctcecege gtaggtceccceg cgcaatgecg cggacctgac ggccgtcagg 26100
acaggcagac gtcgtcgetg gacagacccg acgcatacgce caggacggcg gcctgcacge 26160
ggttggccac gccgagcettg ctcaggatca cgctgacgtg ctecttcacce gtggeggcege 26220
tgaggaacag ctgccggctg atctcegegt tcecgtgaggcee ggcgccgagce aggcgcagaa 26280
tgctctgete cecggtcecggac agectgtttga cccgctegca ggceccggtgac ccggeccceg 26340
cggcagatcce ccgtgagccec gcacgcacga ccaccgacga cgcecteggge geccagcacga 26400
tgctgececte ggccagcgece cgcacggcegg cgaccagcectg ttcecgggcetgg ctgtegegceca 26460
acaggaagcc gcaggcccca ccccgcagceg agtcgagcac cagctegggt ggggcgagag 26520
tggtcagcat cgcgatcgec ggcgggctgce tcagagcccg cagctgatcg agcacctcca 26580
gccegteget ctgggcactg tggcecgtega gcagcaccac ggcaggccegg tgctgctcecga 26640
cggccgatcect caggttctec cggteegteg tggcgaccge gaagccgcecg gtgctcetcecca 26700
ggatcatctt gatgccgatg ctgaccagtg cttcgecgte cacgaccagt acgtccgtca 26760
cgatcggtcce cccgcgagece gecgaacgca tgcaacttge atccgecattce gtgacattac 26820
ttcacttata tggtcgaatc aatcgatttt tcgcgtatag tcattaacaa cacacagcgce 26880
gtcgtcageg ggtcagacce tcggccgggg cgacccgcege cgcccgecgce gceccggcgeca 26940
gactggccac caccccggtce agcaccgcca ccaccagcac ggcggccagce tggcecccacg 27000
gcaggcggat caccggatcg gcggtacgec ccacggccge cgccaccgcg gccagcecccca 27060
ccgggacacce gaccacgagg ccggccaccg tgccgagcag cgtgatcacg accgectcga 27120
ccgcgagcat cgcccgcage cgcgeccggce gtgtgcccag cgcccgcaac agcgecatcet 27180
cgegtacceg ctcgacgacce gacaggccca gcagattege gatgccgage agtgcgatca 27240
ccaccgtgac cgccagcatc gccagcgaca gtcccaacag gatcgacage acgttegega 27300
tgtcaccgecce ctcecggtgacce ccgccaccga cctgcaccag cgcecgtegegg geggecacceg 27360
cgccgacgge ggccgacage gectceecggt cgaagcceggg gtcagcgacg ccccacaccg 27420
ttgtcggcac cgcctcgate cggttegecg ccagggtecg cgcgctcacce acgcccagca 27480
gctgeceggt ggtgtecgee agecgcgacg cccgggcgat caggttcacce cggegctcege 27540
cgacctecgac gacgatcggg gegctgtcecceg gcaggcccag ctceggceccaga taggtegeceg 27600
gcaccagcac caccggctce ccggcgagcet ccggtgccac ccgggcecgcece agttegtege 27660
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cgggcgegge cagcagccege ggcgtegect tgccgcegte cgggaaacgg gecgcegacceg 27720
tgccgaccgt gecactggece gacagcetgtg gcaccgegge gaaggcecccg gceggtggcac 27780
cgctgatecgg ctegecgteg gtgcgcagge ccgeccgecac cgggtagcege gectcecaggt 27840
cggcgttcac cgtggccege cecgctggteg ccecgccaccge caggcaggtg atcagegcecceg 27900
cgccgaccac caccgccate gecgecgaag ccgtceccggeg cgcegttetgg ctcaggctgg 27960
tceecggecag gocggceggee acgccgaaac gctccagcag ccgcegecgece ggcgecaggg 28020
acaacgcgat cagccgcggce aacgcecgceca gcaaccccgce cgccagcaga agcccegccca 28080
gcagcgccag gggcagcgac gcgcecgatceg ccgccaccgce gagcegceggceg gcgeccacca 28140
cggtcaccac ggtgcccacg acgagcecggce gaccgccegceg gaccgtgcecg gecggegget 28200
cgtecggecge ctgcaacgece cgcaccgggg cgatcctggt ggcacgceccecgg gecggegcece 28260
aggcggcecac cagcgtggec agcaccccgg ccagcacaca gccggccagg gcgaacggat 28320
tgaccecgcag cccgecgeeg ctgatgtcga gcaggtegge gccgagataa cccageccca 28380
cacccgecge cgcgecgace aggccgecgg ctgttcececgge gatcegecgece teggcecagca 28440
cgacceggcet cacctgggca cgatgaccgce cgaccagcecg cagcagggcg atctgecgga 28500
tcegetggac gatcaccacg tggaaggtgt tcgcgatgac cagcaccgcece gcgagcaggg 28560
cgacagccgce gaacgccagce atgatcacga ccagctggcce gttgcecgcecg gcgaacctceg 28620
cggcggectyg atccgcagece gecgaggcegt cggtcgecga gatgcecgggg cccatgctge 28680
gccgcaacge gtcaacggtg ccggtcageg aggcgtegte ggcgacagtce agcagcgcegg 28740
ccggcggcac gtcaccggeg aagaacgacg cgtcggegta gaaccggaag tccgagccgg 28800
tcagcggccg gaaacccagg teggceggcac cggtcacggt gaccggctge ggcgecgect 28860
caccgtggeg taccgtcage gtggcecccga cgtcgatgee gaggtegteg agggtgcget 28920
ggtcggcgac gagctgtceccg ggceecggtgg geccacgcgee ccggtccaag gtgaaccage 28980
ggacctgegg ggtggccgceg atgcectctgeca cgttggccga gcecgcecgecgce gatccgecga 29040
acacgctgac cgtgcgcgeg tactgcegegt ccaccgagcg cacccccgge accgeggceceg 29100
cggcctegta ccaggccggg tegcggaccg tgtegtegge gtcecgagcacg atgteggegg 29160
tggtcaacgg cgcggcggceg gtacgccgca ggccctcace cgaggtggece gcgaaggtceg 29220
cggtcgegge caggaaaccg gtcgccagca tcaccgecge gacgatcgeg aacagecggg 29280
ccgggtagge gcgcagctgg gaccaggcaa gcgcgaagat catcgtcaca ccgccaccga 29340
cgccategee gegaggatcet gatcgeggcece gggactgege agttectcac ggatccggee 29400
gtcggccate accaggacce ggteggegta cgtcgeggeg cccggatcegt gggtgaccat 29460
gatgatcgte tggccggage ggcgtgcecge gtcgegcage ccgceccagca gcgegceggee 29520
ggtggcgatg tccagcgcecge cggtecggcte gtcggcgaag accaccgacg gcttggceccag 29580
cagcgcececge gccaccgeca cecgetgetg ctggceccgecg gacagcetcegg acggacgatg 29640
ccecagecgg teggtgatcet gcagtgaatce ggtgatctte cgcagetcege ccggatccac 29700
ccggeggecg gocgagecgta geggcagcac gatgttetge tceccgeccgtca gegteggcag 29760
caggttgaac gcctggaaga cgaagccgat ccggtcgegg cgcaggtcegg tcagggcceg 29820
gtcgtccaga ccggcecaatg accgcccegge caggctgacce gtgecccgecg tecggtgtgte 29880
caatccggcece agcaggtgca tcagegtegt ctteccggaa ccggacgggce ccatgatcge 29940
ggtgaactgg cccgcggaga agceccgcegga caccecegteg acggctgtca cggcagecgg 30000
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ccetgttecg tacgtcecttge tgacgtccceg gcaactgacce atcteggegt gtgtegtctg 30060
cgttgtcacce gcacccacge tagaaatccg cgcggaccgg cacatcccac cacgggatcce 30120
cggtcgggeg gtggaccgat accttegtat gacccgecgg tatcgaccte gggcgecgtg 30180
ttccecgecaat cgatgatgte tgcttaggct gggaccgtgg tgcgagggaa ccgggtgcte 30240
aggatcgacg ccctegtege cgccgeggtg gtcatcgget gtetgetcect cgggetegece 30300
gggctgteeg agtggtactg gtcecggccecgeg gtggeccgtac cgttgcttcet ccggecgcage 30360
gcteegeget gettectgge gctggtegece ggcgteteeg gectgcacct gctggecteg 30420
cacagcttca tgttcccecegg cgatctggte gctetggteg cggtgcacge cgccgeggeg 30480
cacgcgecgg gecgtgceeceg ccacgecgga ctgctgeteg gecgecgecgg agectcectegtg 30540
gtggccgece aggccctgca ggaccagcgce ctcecggcectegg cgctgccege ggtgetgate 30600
gtcgecgagcea cgatggceccge ctggtcgatce gggctgatge agcgccagca gcgcagcecgece 30660
gtgctcgacg ccgagcaccg ccgecggectg gecgaacagg acagcgccat gcgegcegcag 30720
ctggcegtge acgaggagceg cacccggatce agccaggaga tgcacgacat catcgceccac 30780
tcgectggect cgatcatcge ccaggcecgaa ggcggcceggg tcegecgceccg cgccgacgceg 30840
cggatcgeccg ggccggtgtt cgaccggatce gcgggcecteg gceccgtcaage cctcaccgac 30900
gtgaaacggc tgctcaccgt cgtggaccac gacgacgaat ggcacgacga cggactggag 30960
cggctgecgg tgctgctege cggagtcacce gaggccgggce tggacgtgac cgtggacage 31020
agcggggcgce cgcagcecgcet cgccgecggg atggaccteg cecgtgtaccg ggtgatccag 31080
gagtcgctga ccaacgtgct caagcacgcg ccggcegcgec gggcectgect gcggatgegg 31140
tggacgccecg cgctgctcac ggtcacggtg agcagcccecge ttceceecggtgg cecgcggegee 31200
ggcetggteg aggggcgcgg cctgtceceggg atccggcage gcetgctcact gttcaacgge 31260
gactgcaccg tcaccgcgac cacggaactc accgtcacca ccacctggcece cctcaccecg 31320
gaaggagcgce gcgcatgacg cggccaccga tcgcegtget gatcgccgac gatcaggage 31380
tggtacgcac cggtttcgeg atggtegtceg acgcggcegee ggacatgcegg gtcegtggcca 31440
tcgececgegag cggcgcggag gcegatcgage tggccgecga acaccggcecg gacgtcatcece 31500
tgatggacat ccgcatgccg ggcaccgacg ggatcaccge gaccagcgceg atcctggecceg 31560
ccggceggcga gcocggccacceg aagatcatceg cgctgacgac gtacgacagce agcgactacg 31620
cgacgcggat cctcaccgec ggggccagceg gctatctget gaaggacgcg accgcecgagg 31680
gcctgacgge ggcgatccge agcegcgtacce acggegggte ggtgatcgece ccgacgacga 31740
cceggaacct ggtcegeggece cgcgecgage caccgcecegcee ggctcecgcecgac ccggegecge 31800
tggacacgtt caccgccecgg gaacgcgacg tgttcgacct gatcgtggceg ggcgccaaca 31860
acgcggagat cgcggccegg ctgcacctgg ccgaggtgac ggtgaagacg cacgteggece 31920
gggtgctgge caagctcggg gtacgcgacce ggctcaacgt agtcgtctgg gcgtaccgca 31980
acggcgcetgt cggctgatcc gcaccctcag gcccttgaca cggtgceccacg gtggcacggt 32040
gtgatagacc cgggtcgttt cgcctcacac tggtggtggt gcecggtgagtt cctgggtacg 32100
ccggcgegat cacaacgtcet tegtcaacgce gttcaacatg ctcatatgceg gectcatcge 32160
cggcgtegte gtggeccgetg cegegttece gttegecegeg atgteccggece tggccecgccaa 32220
ggcecggccag cagacgttcg cgagcctgec cagcgagctg aaggcgttcce ggtcaccgca 32280
gatcagcegg atctacgccg ccgacaacag gacccaggte gceccagttcect acgacgagtt 32340
ccgcagtgac gtcccgctca aggagatgtce gccgttcecatg cgcgacgcca tggtegegge 32400
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cgaggaccgg cagttctacc agcaccacgg cgtggacctg aaaggcgcgg cgcgtgcget 32460
ggtcaacaac cgcaacggcg ggcagaaaca gggcgcgteg acgatcacca tgcagtgggt 32520
acggatctcg ctggcctact cggcgaccaa gccgcaggac gtcatcgacg ccaccgagga 32580
cgccceccgaag cgcaaggteg ccgagatgaa gtacgcgcecte gaggtggaga agcagctcag 32640
caaggaccag atcctggagc ggtacctgaa catcgtgccg ttcecggcaagce agacgtacgg 32700
catctacgcg gccagcecggg tcectacttcaa caagaagcce aaggacctca cgatcggcga 32760
ggcecgegetyg ctggecgeca tcecgtgaagge gecgtecgeg tacgacccca ccgacccgga 32820
cggttacgag ctcatccggce agcggcgcaa cgcctatgte atcccgggca tggtggagat 32880
gggcgccate accecgggcge aggcecgacgce ggcgctcaag gaggccatcce cgcgcaaggt 32940
acgcccgatg agcaacggct gegtgteggt ggccaagaac aactggggct tettetgega 33000
ctacttctac cgctggtgga tggagcgcaa ggagttcggg cccacgccgt acgaccggga 33060
gcgeeggetyg aagagcggcg gctaccggat caccacgaca ctcgacgtca aggcgcagaa 33120
gcaggccegg gatcggatcg gcgacctgat ctccgagaag aacaagaacg cgctgectget 33180
ggcagccgte gagceccggca ccggcaaggt acgcatgcte gcecgccaacc gccggtacaa 33240
gctggacgat ccggatgatce cgcagaacgce gatctcecctec gacccgagaa aggcgcgcaa 33300
gggcatcegt ggctcecgtace cgaacacgac gaatcccctg ctgaccggceg gcggcgacat 33360
caccggctac caggccggct cggtgatgaa gatgttcacce atcgtcgcecg cgctggagca 33420
gggctacceg ctecgectaca cgatcaggac gcagagccgg taccgctceccce gctacatcat 33480
cgagagcagc aacgacgcgg cctgccccgg aacgcactte tggtgtccca gcaacgccgg 33540
tggcggegge gagggtgtcet tcaacatgtg gaccggectg ggcaggtcga tcaacacgta 33600
cttegtgeecg ctggaggaac gegtceggcecgce ggagaaggtg gtcagecgcecg cgaaacgctt 33660
cggcatccag ttccgggage cggacgacgce actgctggce gaaccgggca acgcacacca 33720
gtggggcgece ttcacccectgg gcgtectegge caccaccceeg ctggacatgg ccaacgcecta 33780
cgccaccectg gecgecgacg ggatgtactg cccgccgace ccgatcgage ggatcgccac 33840
ccgtgacgge gaccagctgg acgtceggcecg gtcecccecgtge gtacgggcga ccgccaagga 33900
cgtegeccge gecgeccteg acgcggeccg ctgecccggtyg ggcgactceeg cgcagetcegg 33960
ccggtgeggg ggaagcacceg ccggcatcac ccggtcecggtg gtcecgggcatce cggtgttegg 34020
caagaccggce accaccgacc gcgaccggac cgcctcegetg atcgeccggca ccaccgeget 34080
ggtggtcgec ggttacctgg tcaaccccga ctaccagaac caccgcgacce ggctcgacca 34140
cgaccaggtc aacccggcceg tcectaccgcac gctcecgccgac tacatggagg gcaggccacyg 34200
ggagtcgtte aagcggccgt cgagecgggceg gatcgegtte ggtgaccagce gctcegatcce 34260
ggacgtcgag tgcgacccga tgccccgege ccgcgaccgt ctggaggatg ccggcttcega 34320
cgtctggcga ggccaggaag tggagtcgga ctgtcccgeg ggcaccgcegg ccggcaccga 34380
gccgagcegge cggaccgtca agaacggcgt ggtggtgatce caggtgagca agggccgcecg 34440
gggcgcgtceca ccgecgatct tcecegeccgat cgggccacee cgctgaccgg ctgacggcegt 34500
agacgtcgcece ggcegttcegece tegtgeggca gcccggecag gtgcgcgage atctegtege 34560
gggcggcceca ccggcecgaag gtgcegggcca tggtctegee cagggagacg tcgaagceccegt 34620
cgaagcccag ctcgecggca cggtcgaggce agcgccgggce cacgtcecccecgg gegategteg 34680
tgaactcgaa cgacaacgcc cggacaccgce ggctcagacce ggcgagcacce gecgtectegt 34740
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acccttegac gtcgatcttg atgaaggccg gcaggccgaa tcgctggacg agegtgtcca 34800
gggtgaccge agggacggtg atctgctggt cccagaccte gttcectceccag ccgegcgage 34860
cggtcgecge ggtcaggaag cgcaccgagt tcgtggagac cgtcegggttce gecgagttga 34920
tgtagagcgg cacgctceceg cecggegggcee cgcacgceggce ctcgacgagce gecacccggt 34980
cgtegtggge gtagagcgeg cgcagcegcece gcatgcacag cggctgceggt tcecgacggcga 35040
ccacgcegggce gccgagcecge cggaagcagg cgacccggte accgacgtge gegccgatgt 35100
cgaagacgac gtcacccggce cggacgaaac gccggtacat cgcegtccatce geggectccece 35160
ggcecggcegte accgtagtag taacgcageg accgggtcag cggcgccatg gccecgggtcega 35220
ctctcagttt gecgcaggtca tcggtcacgg cgggggcatt cccccgatca ggcgatccat 35280
gcatecgecegyg cgcgtgcgca ggtaggcegge gatcgeccgg gcecggaacgca cgcececgaggt 35340
ggtcatgacg ttgtgcgcgg cggccgggac ggtcaccgac acgccgccegg tcatcgececge 35400
caccteggca cgccagcgca gcggcgcecac cggatcaage gacccgcecga gcaccagcgg 35460
gggtacgggc aaccggcgca gatcctecte gatcgegttg cgtaccgagt ggcecgaccgt 35520
ggccagaacc cgccacggct tggegtcegge gatgtegegg accagcaccg gcgectgcecca 35580
cggcgecteg atccacaggt ccaccgcecca ccggccgate agcecgecccgece gggaccggge 35640
cgecgggteg gtggtecggge tggccagcac gacggcggceg accaggtcecg gecgcagcac 35700
cgcgagacgg gcecgccacct cggcgcecgaa cgagtgcccg gcgatgcagg cccggggcac 35760
gccgagcacg tccagccagg ccgcgaggtg ttcecggegtge cggcecccacgt cgtacgcegeg 35820
gcgeggcettyg tegetgaace cgaaccceggg aaggtccgga acgaggaccg gatggcecggece 35880
cgccagegeg tgggeggtgg gcatcaggta gcggtgcgag acggcgagece cgtgtaccag 35940
caccaccgga aggccgcecegg cgtggcacgce gtgecggteg tgcgtacgca ctccaccgac 36000
cgtcaccagg cggctgtcga atcggggcac cgcggagatg tacccecgtece ttccgcaatce 36060
tttceegege ggttagttte gagttgtgte gccgecctte cggctcgacg aggcggtcege 36120
cgacgtctac ggcgacctge gectggegece cgtgctgegg cggctgcectge ggcacagegg 36180
ccgectgace ggcteggtgg ceggcagegt gtcgctgate gacgcggacce geggcetgcta 36240
cgtcaaggcce gccgagtacg gegcgaactg ccagctcgga cgctetttece cgctecgacga 36300
gggcgccace ggccgegect tcggcageeg ccggeccgtg gtgatccegg actacggtca 36360
gctgegggece ggtcatctceg cggeggcegca tccggcacgg aagggcccegg ccgtegetgt 36420
gccgatcectgg tggegeggceg acgtgatcge ggtgaacgte gecttcegege cggecttcete 36480
cctgggtggt gtcgacgaac tggaggcgct gacccagtce gecggccgcecg cgatcegtcceg 36540
cagceggggt gtgcgggtec gegceccgacce gccgtacgeg gctecggecg caccgttcac 36600
ccegegegag gcocgaggtece tegatcetget ccecggcagggt ctgaccgacce gecgagatgge 36660
ccgccggete ggectgteeg cgaagaccgt ggagaagcac gtcecggcgcga tcaggcgcaa 36720
gaccgggacc tccaaccgta cggeggceggt cgtcacggec ctggacaacg actgggtggg 36780
gaatcttecee cataccgcgg agcacaccac cgggtcecttga ctggcggcat gceccegtcegte 36840
tccatgaagg acatcctecga cegtgegetg gccgageggt acggtgtgge cgccttcaac 36900
atcgtcaacg acctgaccgt cgaggccgtg ctecgceccgecg cggcggagga acgcgecceg 36960
gtcatcctge agaccteggt caagacggtc cggatgtacg gccgcccceccg gctgtacgag 37020
atcgtccacg ccttegecca cgacgegcece gtceccggtga ccecctgcacct ggaccactge 37080
ccegageggt cggtcatcte cgactgecte gceccggcecggct ggaactccegt getcttegac 37140
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gcgcacgagce tcgacgtgge cgacaacctg cgccagacca ccgaggtggt ggceccgaggcee 37200
cgtegegecg gegceccacgt cgagggcgag atcgagggca tccagggtgt cgaggacgac 37260
gtcggcaacg actacgccce gatggtgcag agcctggagg tggcggtcga cttcatcaaa 37320
cgcaccggeg tcgactgttt cgcgecggece atcggcaacg cgcacggcca gtacaagcag 37380
gcgeecgtge tcaacacccg ccgggtcage gacctegttg cggccaccgg catcccgatg 37440
gccectgcacyg gceggcaccgg cctetceccgac gagcagttca ccgacctcat cgeccgtgge 37500
tgcgcgaagg tcaacatctce cacggcegctce aaggagtegt tcatgaaatc cggcctggag 37560
ttectgegeg aggccgatga gegcggcaaa tgggatccge cgtegetgtt cecggcatcag 37620
cgggcggcgg tcgtagagat ggcccggcag cacatccgge tcectteggegg atcggggcge 37680
gcgtggtgaa cgccctggte ttegactgeg acggegtget ggccgacacce gaacggcacg 37740
gccacctgece cgcgttcaac gccacgtteg agcagttcgg gcetgceccegtg cggtggageg 37800
aggaggaata cggcgagaag ctgcgcatcg gcggcggcaa ggagcggatg gegtegetgt 37860
tcgeccgatcece cgecttegee geggeggcecg gcgacaccga ccgtacggaa ctgctgcgaa 37920
cctggcaccg cgccaagacce geggctttca cgaagctggt cgceccgagggce cggattccgg 37980
ccegteeggg cacagcecegg atcatcageg aggcactecg ggcaggatgg acggtegegg 38040
tcgecttecac gtcecggccgag gattcecggtac gcgcagtget cgtcaacgece gtgggagcga 38100
cgactgccga gcggatceceg gtgttegecg gagacgtegt gecccgcgaag aaacccgacce 38160
cggcgatce 38168

<210> SEQ I
<211> LENGT.
<212> TYPE:
<213> ORGAN

D NO 101
H: 146
PRT

ISM: Actinoplanes garbadinensis

<400> SEQUENCE: 101

Met Pro Arg
1

Ala Asp Gln

Ala Asp Arg
35

Ala Asp Arg
50

Gly Met Pro

Glu Ala Arg

Arg Ala Ser

Ala Cys Ala
115

Pro Arg Pro
130

Cys Gly
145

<210> SEQ I
<211> LENGT.
<212> TYPE:

Arg Ser Thr Arg Cys

5

Pro Asp Pr
20

Ser Gly Se

Ser Gly Al

o Gly Arg

r Gly Arg
40

a Asp Arg
55

Arg Arg Thr Gly Val

70

Ala Val Le
85

Cys Val G1
100

Cys Arg Ar

Ser Ala Al

D NO 102
H: 149
PRT

u Pro Glu

u Gln Arg

g Ala Ala
120

a Pro Ala
135

Ser Pro Ala
10

Ala Cys Arg

Ala Cys Arg

Pro Ser Ala

Gly Gly Ala
75

Leu Ile Gly
90

Val Arg Ser
105

Ala Pro Ala

Pro Gly Ser

Cys Arg Pro
Pro Asp Cys
30

Pro Asp Cys
45

Ala Ala Leu
60

Pro Gly Arg

Ala Ala Arg

Leu Thr Ala
110

Ala Pro Arg
125

Asp Ala Gly
140

Gly Ala

15

Gly Arg

Gly Arg

Val Ser

Leu Ile

Asp Arg

95

Cys Arg

Thr Pro

Gly Arg
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102

<213> ORGANISM:

<400> SEQUENCE:

Val Ser Val Ser

1

Ala

Gln

Arg

Thr

65

Trp

Met

Leu

Ser

Glu
145

<210>
<211>
<212>
<213>

<400>

Val

Val

Asp

Trp

Ala

Thr

Glu

Glu

130

Arg

Gln

Gln

35

Thr

Thr

Ala

Thr

Arg

115

Ser

Glu

Val Glu Arg

1

Phe

Ala

Glu

65

Gln

Leu

Gln

Pro

Asp

145

Met

Glu

Gln

Pro

Leu

Val

50

Ala

Arg

Phe

Ala

Val

130

Phe

Val

Gln

Glu

Val

Ala

Trp

Arg

Ile

Ala

Phe

115

Leu

Pro

Arg

Ser

Ala

Ala

20

Thr

Gly

Gln

His

Val

100

Leu

Val

Arg

PRT

SEQUENCE :

Ser

Leu

20

Gly

Thr

Ser

Asp

Gln

100

Arg

Asp

Leu

Gly

Arg

180

Glu

Actinoplanes garbadinensis

Ala

Arg

Ala

Ser

Val

85

Asp

Arg

Gly

Ala

SEQ ID NO 103
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

518

His

Ile

Trp

Gly

Glu

85

Ser

Ala

Leu

Pro

Asn
165

Glu

Asn

Leu

Ala

Met

Thr

Ala

70

Thr

Thr

Ala

Gln

Ala

Leu

Ala

Ser

Ala

70

Pro

Pro

Gly

Pro

Gly
150
Thr

Arg

Ala

Leu

Gly

Arg

Val

55

Ala

Gly

Ala

Gln

Asp
135

Glu

Glu

Gly

Leu

55

Gln

Ala

Glu

Arg

Val

135

Gln

Ala

Phe

Tyr

Val

Arg

Asp

40

Thr

Thr

Val

Tyr

Ala

120

Ala

Thr

Thr

Asp

Thr

Arg

Val

Val

Ser

120

Glu

Leu

Ser

Val

Ala

Pro

Met

25

Val

Ala

Phe

Asp

Gly

105

Pro

Ser

Phe

Tyr

25

Ala

Ala

Ala

Phe

Val

105

Pro

Leu

Glu

Gly

Thr
185

Arg

Leu

10

Asp

Thr

Ala

Thr

Gln

90

Arg

Glu

Val

Ala

10

Glu

Asp

Gly

Thr

Val

Arg

Arg

Ser

Leu

Arg
170

Ala

Ala

Ala

Asp

Leu

Gly

Arg

75

Pro

Arg

Ala

Arg

Gln

Glu

Leu

Leu

Asp

75

Phe

Leu

Thr

Lys

Arg

155

Leu

Ala

Met

Met

Gly

Leu

Asp

Gly

Gly

Val

Gly

Leu
140

Leu

Gln

Val

Val

60

Ala

Arg

Val

Leu

Asp

140

Ala

Arg

Ala

Val

Ala

Arg

Asp

45

Thr

Ala

Ala

Gln

Leu

125

Val

Leu

Arg

Arg

Gln

Leu

Asp

Arg

Val

125

Val

Leu

Val

Gly

Asn

Gly

Leu

30

Ala

Ile

Asp

Val

Gln

110

Arg

Phe

Lys

Ala

30

Val

Pro

Arg

Leu

Asp

110

Leu

Thr

Leu

Glu

Leu
190

Asp

Ala

15

Ile

Ala

Ser

Gly

Glu

95

Ala

Leu

Glu

Ala

15

Leu

Pro

Asn

Ala

His

Ile

Leu

Ile

Asp

Leu

175

Thr

Ala

Ala

Cys

Leu

Ala

Ile

80

Leu

Val

Glu

Val

Arg

His

Arg

Gly

Val

80

Pro

Ala

Ser

Val

Ala
160
Asp

Met

Val
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104

Leu

Val

225

Asp

Asn

Arg

Ala

Ile

305

Arg

Val

Gly

Lys

Leu

385

Val

Leu

Asp

Gly

Ser

465

Ser

Arg

Trp

<210>
<211>
<212>
<213>

<400>

Asp

210

Arg

Asp

Gly

Gly

Lys

290

Gly

Thr

Asp

Thr

Arg

370

Pro

Asp

Gly

Ala

Ala

450

Glu

Ile

Gly

Asp

195

Leu

Lys

Val

Ser

Val

275

Ala

Arg

Ala

Glu

Gly

355

Thr

Pro

Leu

Arg

Glu

435

Glu

Arg

Val

Trp

Leu
515

Ala

Ser

Gly

Trp

260

Leu

Val

Val

Leu

Ile

340

Ala

Pro

Glu

Pro

Ala

420

Leu

Ile

Arg

Pro

Ala

500

Thr

PRT

SEQUENCE :

Asp

Gly

Gly

245

Leu

Ile

Ala

Phe

Arg

325

Glu

Arg

Val

Leu

Ser

405

Leu

Leu

Glu

Pro

Leu

485

Arg

Asn

SEQ ID NO 104
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

203

104

Leu

Val

230

Leu

Asp

Thr

Thr

Ser

310

Thr

Lys

Val

Phe

Leu

390

Arg

Arg

Thr

Gln

Leu

470

Ser

Asn

Arg

Glu

215

Leu

Glu

Glu

Gly

Ala

295

Gly

Ala

Gly

Phe

Val

375

Arg

Ser

His

Glu

Ala

455

Arg

Val

Arg

200

Ile

Glu

Asn

Ala

Val

280

Trp

Leu

Glu

Phe

Gly

360

Ile

Lys

Glu

Arg

Leu

440

Val

Arg

Thr

Ala

Val

Phe

Leu

Ala

265

Pro

Asn

Val

Ala

Ala

345

Thr

Ala

Gly

Arg

Arg

425

Ala

Ile

Asp

Gln

Val
505

His

Met

Lys

250

Gly

Gly

Leu

Gly

Val

330

Gly

Phe

Thr

Arg

Val

410

Ala

Gly

Ala

Asp

Ala

490

Ser

Glu

Ala

235

Ala

Tyr

Cys

Pro

Ser

315

Ala

Gly

Leu

Ala

Phe

395

Ala

Ala

Leu

Gly

Leu

475

Glu

Ala

205

Glu Lys Arg Gln Thr
220

Ala Gly Thr Val Leu
240

Trp Leu Val Lys Arg
255

Gly Leu Pro Ala Pro
270

Gly Lys Ser Leu Thr
285

Leu Leu Arg Phe Asp
300

Ser Glu His Asn Met
320

Pro Cys Val Leu Trp
335

Thr Gly Gly Asp Ser
350

Thr Trp Met Gln Glu
365

Asn Asp Phe Asp Gly
380

Asp Glu Thr Phe Phe
400

Val Trp Arg Val His
415

Gly Glu Leu Arg Val
430

Thr Glu Gly Tyr Ser
445

Leu Phe Asp Ala Phe
460

Val Arg Ala Val Met
480

Arg Val Asp Ala Leu
495

Thr Gly Thr Asp Asp
510

Val Gly Glu Leu Asp Gln Gln Arg Ile His Pro His Asn Asn Ile Trp

1

5

10

15

Gly Ser Gly Ala Gly Thr Gln Thr Ile Trp Ala Arg Ser Gly Thr Asn

20

25

30

Trp Gly Val Val Ala Asn His Pro Arg Thr Ser Gly Val Lys Ser Tyr

35

40

45
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106

Pro

Leu

65

Thr

Trp

Ala

Thr

Phe

145

Leu

Glu

Phe

<210>
<211>
<212>
<213>

<400>

Met

1

Ile

Gly

Gly

Thr

65

Gly

Asn

Gly

Pro

145

Gln

Gly

Thr

Thr

Asn

50

Thr

Thr

Thr

Asn

Trp

130

Ile

Asn

Ala

Thr

Arg

Ala

Cys

Ala

Leu

Thr

Tyr

Gly

Thr

130

Pro

Trp

Ala

Gly

Pro
210

Thr

Ser

Tyr

Asn

Gly

115

Asn

Arg

Trp

Gln

Val
195

Arg

Gly

Arg

35

Asn

Val

Ser

Asn

Ser

115

Ala

Thr

Ala

Arg

Ala
195

Thr

Gly

Ser

Asp

Gln

100

Ala

Val

Thr

Leu

Phe

180

Asn

PRT

SEQUENCE :

Arg

Ala

20

Val

Val

Trp

Leu

Gly

100

Gly

Cys

Asn

Asn

Ala
180

Ser

Pro

Lys

Phe

Ile

85

Gln

Val

Tyr

Asn

Arg

165

Gly

Asn

SEQ ID NO 105
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

219

105

Thr

5

Gly

Ala

Thr

Ser

Thr

85

Ser

Ala

Thr

Gly

Trp

165

Pro

Ser

Glu

Thr

Asn

70

Trp

Gly

Pro

Arg

Thr

150

Thr

Phe

Phe

Leu

Val

Tyr

Ile

Tyr

70

Gln

Val

Ala

Gly

Val

150

Thr

Ala

Arg

Arg

Leu

55

Val

Ala

Ala

Asn

Gly

135

Asn

Asn

Glu

Ser

Ala

Val

Thr

Thr

55

Ser

Ser

Gly

Thr

Ser

135

Pro

Asn

Pro

Ile

Pro
215

Asn

Ser

Asn

Val

Val

120

Ser

Ser

Gly

Ile

Leu
200

Leu

Thr

Val

40

Asn

Gly

Gly

Thr

Pro

120

Ala

Ser

Asn

Arg

Thr
200

Ser

Arg

Val

Asn

Gly

105

Arg

Asn

Gly

Trp

Ser

185

Asn

Ser

Ala

25

Ser

Leu

Gly

Ser

Asn

105

Ala

Gly

Asp

Gly

Pro
185

Arg

Thr

Thr

Pro

His

90

Pro

Asn

Gly

Thr

Trp

170

Gly

Tyr

Leu

10

Leu

Ser

Gly

Gln

Gln

90

Ala

Pro

Pro

Ala

Tyr
170
Ser

Ala

Val

Leu

Ser

75

Ala

Ile

Leu

Ala

Val

155

Gly

Thr

Ser

Ala

Pro

Gln

Asp

Thr

75

Val

Thr

Gly

Thr

Val

155

Ile

Gly

Pro

Arg

Ser

60

Ser

Tyr

Ala

Ser

Asn

140

Asp

Asp

Ala

Ala

Ala

Trp

Pro

60

Val

Thr

Val

Thr

Ser

140

Trp

Leu

Arg

Ala

Ser

Gly

Glu

Glu

Val

125

Ala

Ile

Val

Gly

Ser

Ser

Pro

45

Leu

Thr

Ala

Ser

Phe

125

Pro

Val

Thr

Ala

Gly
205

Leu

Asp

Val

Gln

110

Gly

Val

Leu

Thr

Gln
190

Ala

Ala

30

Gly

Thr

Gln

Arg

Phe

110

Thr

Ser

Asp

Thr

Ala
190

Ser

Asn

Tyr

Met

95

Tyr

Gly

Phe

Ala

Val

175

Ser

Ala

15

Ala

Gly

Asn

Ala

Asn

95

Gly

Leu

Ser

Ser

Thr
175

Ala

Ser

Ser

Ser

80

Ile

Asp

His

Ser

Ile

160

Gly

Asn

Leu

Ala

Phe

Trp

Trp

80

Ala

Phe

Asn

Gln

Gly

160

Ser

Pro

Pro
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108

<210> SEQ ID NO 106

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes garbadinensis

PRT

<400> SEQUENCE:

Met Thr Ile Thr

1

Leu

Leu

Arg

Ala

65

Thr

Arg

Trp

Ile

Phe

145

Gln

Ala

Val

His

50

Ala

Ser

Leu

Tyr

Thr

130

Glu

Arg

Ser

35

Gly

Glu

Gly

Gly

Lys

115

Thr

Ala

Glu

20

Ala

Asp

His

Glu

Arg

100

Glu

Val

Glu

161

106

Glu

5

Ala

Asp

Ala

Leu

His

Ile

Trp

Val

Leu

<210> SEQ ID NO 107

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Val Thr Thr Pro

1

Thr

Arg

Leu

Trp

65

Leu

Thr

Ala

Asp

Ile
145

Gly

Gly

Asp

50

Gly

Asp

Trp

Asp

Ala

130

Ser

Leu

Asn

35

Gly

Val

Trp

Arg

Arg

115

Tyr

Thr

Gly

20

Ser

Leu

Ala

Leu

Asn
100
Leu

Arg

Ala

413

Thr

Leu

Gly

Thr

Thr

70

Cys

Val

Gly

Pro

Arg
150

Asp

Asp

Lys

Gln

55

Pro

Pro

Tyr

Ile

Gly

135

Glu

Leu

Asp

Val

40

His

Arg

Met

Ala

Pro

120

Ala

Leu

Ala

Gly

Leu

Pro

Glu

Cys

Ala

105

Ala

Val

His

His

10

Asp

Phe

Glu

Arg

Ser

90

Ser

Gly

Val

Arg

Leu

Glu

Glu

Phe

Ala

75

Ala

Ser

Pro

Glu

Ala
155

Actinoplanes garbadinensis

107

Leu

5

Leu

Trp

Ala

Trp

Ala

85

Val

Arg

Ala

Ala

Val

Val

Val

Leu

Leu

70

Gly

Ala

Thr

His

Gly
150

Ala

Glu

Asp

Ala

55

Ile

Asp

Ala

Glu

Ala
135

Gly

Gln

Asp

Gly

40

Ile

Glu

Val

Phe

Val
120

Ser

Ile

Ala

Ala

25

Val

Asp

His

Asp

Thr

105

Ala

Glu

Ser

Gly

10

His

Leu

Pro

Val

Glu

90

Asp

Gly

His

Ser

Asp

Gln

Gly

Leu

Gln

75

Ile

Ser

Trp

Leu

Ala
155

Arg

Pro

Asp

Ala

60

Ser

Ser

Ala

Val

Gly

140

Arg

Ser

Ile

Gly

Gly

Pro

Ala

Ala

Phe

Ala

140

Val

Arg

Phe

Arg

45

Ile

Ala

His

Gln

Ala

125

Pro

Phe

Thr

Ala

Val

45

Thr

Leu

Ala

Gln

Gly
125

Ala

Glu

Cys

Gly

Asn

Ser

Thr

Gly

Leu

110

Pro

Val

Thr

Thr

Glu

30

Gly

Leu

Gln

Gln

Gln
110
Ala

Leu

Gly

Val

15

Ser

Arg

Arg

Val

Trp

Thr

Leu

Pro

Pro

Gly

15

Ala

Ala

Ala

Asp

Ala

95

Asp

Ser

Lys

Ala

Asp

Val

Val

Trp

Tyr

80

Val

Ala

Pro

Ala

Ala
160

Leu

Ile

Ser

Ala

Ala

80

Ala

Tyr

Gly

Gly

Gly
160
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-continued

110

Leu

Phe

Gly

Ala

Leu

225

Glu

Ser

Gly

Asn

Ala

305

Ser

Val

Val

Gly

Thr

385

Ala

Leu

Val

Leu

Leu

210

Leu

Val

Pro

Thr

Glu

290

Phe

Ala

Val

Arg

Gly

370

Asn

Asp

Val

Ala

Thr

195

Val

Asn

Leu

Ser

Glu

275

Pro

Val

Gln

Glu

Ile

355

Gly

Thr

Glu

Ser

Thr

180

Leu

Ala

Ser

Glu

Thr

260

Asn

Arg

Asp

Ser

Gln

340

His

Arg

Val

Leu

Leu

165

Leu

Gly

Arg

Leu

Arg

245

Arg

Ala

Pro

Glu

Ile

325

Ser

Gly

His

Gly

Arg
405

<210> SEQ ID NO 108

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes garbadinensis

PRT

<400> SEQUENCE:

Val

1

Gln

Asp

Pro

Val

65

Val

Leu

Arg

Gly

Ala

Leu

Gly

50

Gln

Val

Ala

Leu

Lys

Gly

Glu

35

Ile

Val

Val

Gln

Asp
115

Pro

Asn

20

Leu

Glu

Arg

Gly

Gly

100

Gln

217

108

Cys

Gln

Val

Val

Ser

Asp

85

Asp

Ile

Val

Ala

Leu

Gly

Arg

230

Leu

Pro

Ser

Ala

Val

310

Ala

Thr

His

Thr

Lys

390

Gly

Pro

Gly

Gly

Leu

Val

70

Leu

Ala

Arg

Arg

Val

Ala

Val

215

Arg

Arg

Glu

Gly

Glu

295

Val

Asp

Arg

Pro

Pro

375

Ile

Asn

Asp

Ala

Ile

Arg

55

Val

Cys

Tyr

Ala

Gly

Arg

Thr

200

Asn

Leu

Met

Pro

Asn

280

Ala

Ser

Gln

Ser

Asp

360

Glu

Trp

Val

Leu

Ser

Phe

40

Lys

Val

Ala

Trp

Asp
120

Ile

Leu

185

Pro

Lys

Met

Leu

Thr

265

Lys

Asp

Asn

Phe

Gly

345

Ile

Gly

Ile

Val

Val

Ala

Arg

His

Arg

Arg

Glu

105

Ser

Val

170

Pro

Val

Ile

Pro

Thr

250

Pro

Pro

Ala

Pro

Asn

330

Thr

Thr

Ser

Ile

Arg
410

Glu

10

Ser

Gly

Leu

Ala

Ile

90

Arg

Pro

Arg

Gln

Val

Gln

Met

235

Asp

Gly

Glu

Arg

Arg

315

Ala

Ser

Asn

Pro

Pro

395

Tyr

Val

Glu

Ala

His

Glu

75

Asp

Arg

Cys

Asp Leu Ile

Trp

Ala

His

220

Ile

Arg

Pro

Gly

Asp

300

Ser

Ala

Gly

Ile

Tyr

380

Glu

Asp

Leu

Val

Val

Leu

60

Asp

Asn

Asp

Glu

Leu

Ser

205

Phe

Asp

Leu

Ala

Asp

285

Ser

Val

Gly

Asn

Gln

365

Trp

Asn

Lys

Ser

Val

Thr

45

Lys

Pro

Arg

Asp

Phe
125

Ala

190

Gln

Ile

Arg

Ala

Thr

270

Leu

Thr

Ala

Tyr

Ala

350

Val

Lys

Phe

Arg

Glu

30

Gln

Gln

Ala

Asp

Thr
110

Asp

Ala

175

Ala

Val

Arg

Leu

Arg

255

His

Glu

Pro

Gly

Ser

335

Ile

His

Ile

Arg

Glu

15

Ile

Lys

Gly

Gly

Val

95

Val

Asp

Gln

Glu

Ala

Ala

Gly

240

Ser

Ala

Pro

Gln

His

320

Ala

Gln

Pro

Ser

Gly
400

Ile

Phe

Leu

Gly

Ile

80

Gly

Asp

Met
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-continued

112

Val

Gln

145

Ile

Ala

Arg

130

Arg

Asn

Gln

Phe

Arg
210

Leu

Phe

Glu

Gly

Asp

195

Arg

Gly

Ala

Ser

Asp

180

Asp

Pro

Ala

Asp

Arg

165

Glu

Leu

Gly

<210> SEQ ID NO 109

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Val Ser Asp Val

1

Val

Arg

Ala

Val

65

Leu

Gln

Leu

Ala

145

Gln

Ala

Asp

Ile

Leu

225

Pro

Leu

Leu

Phe

Arg

Ala

Cys

Tyr

Gln

Val

Thr

130

Leu

Thr

Thr

Leu

Met

210

Ala

Val

Gly

Leu

Gly

Ala

35

Phe

Leu

Asp

Val

Arg

115

Ser

Ala

Ala

Ser

Arg

195

Val

Gln

Leu

Thr

Ile

Tyr

20

Gly

Met

Ala

Ala

Ser

100

Leu

Glu

Thr

Pro

Ala

180

Glu

Gly

Arg

Asp

Thr
260

Gly

592

Gly

Val

150

Ile

Arg

Ile

Asn

Val

135

Ala

Arg

Gly

Cys

Phe
215

His

Asn

Thr

Ser

His

200

Arg

Gly

Leu

Lys

Phe

185

Ser

Gly

Asp

Phe

Ile

170

Pro

Ala

Gly

Gly

155

Asp

Arg

Pro

Actinoplanes garbadinensis

109

Val

5

Ser

Arg

Ala

Thr

Lys

85

Thr

Phe

Gln

Arg

Ala

165

Gly

Ala

Gln

Leu

Glu
245

Ala

Thr

Val

Gly

Pro

Val

Gln

70

Leu

Val

Gly

Val

Ser

150

Pro

Leu

Ala

Gly

Gly

230

Asn

Ser

Asn

Glu

Asp

Thr

Gly

Gly

Asp

Leu

Asp

Pro

135

Pro

Asp

Arg

Glu

Ala

215

Ala

Leu

Ala

Asp

Arg

Gly

Phe

40

His

Pro

Ser

Gly

Val

120

Met

Thr

Pro

Pro

Val

200

Tyr

Gly

Pro

Glu

Pro

Leu

Ile

25

Val

Ala

Gly

Lys

Ser

105

Cys

Leu

Cys

Gln

Ala

185

Leu

Gly

Val

Phe

Leu
265

Trp

Thr

10

Asp

Gln

Lys

Ala

Pro

90

Ala

Ala

Leu

Val

Ala

170

Arg

Arg

Ala

Thr

His
250

Met

Thr

Ala

Gly

Ala

Tyr

Val

75

Val

Tyr

Gln

Asp

Val

155

His

Val

Ser

Glu

Thr
235
Thr

Arg

Glu

Gln

140

Val

Pro

Gly

His

Trp

Val

Arg

Thr

60

His

Val

Gln

Phe

Arg

140

Leu

Glu

Val

Gly

Arg

220

Ser

Gly

His

Phe

Arg

Gln

Asp

Ser

Ser
205

Asp

Ile

His

45

Gly

Leu

Ala

Gln

Val

125

Ala

Pro

His

Pro

Glu

205

Glu

Leu

Val

Cys

Tyr

Arg

Arg

Asp

His

190

His

Val

Gly

30

Glu

Gly

Leu

Ile

Glu

110

Gln

Phe

His

Gly

Arg

190

Arg

Ile

Leu

Met

Asp
270

Pro

Val

Ala

Val

175

Pro

Ala

Glu

15

Ala

Glu

Ala

Asn

Val

95

Ile

Ala

Arg

Asp

Val

175

Pro

Val

Val

Gly

Gly

255

Thr

Arg

Arg

Ile

160

Asp

Ile

Val

Arg

Leu

Gly

Gly

Gly

80

Gly

Asp

Ala

Thr

Val

160

Leu

Glu

Ala

Glu

Lys
240
His

Leu

Pro
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-continued

114

Gly

Val

305

Leu

Gly

Ala

Arg

Val

385

Gly

Leu

Val

Leu

Val

465

Gln

Pro

Val

Leu

Ile

545

Tyr

Ala

<210>
<211>
<212>
<213>

<400>

Gln

290

Arg

Arg

Ala

Arg

Ser

370

Gly

Val

Pro

Val

Ile

450

Val

Arg

Asp

Arg

Ser

530

Pro

Ala

His

275

Ala

Tyr

Glu

Arg

Ala

355

Leu

Ser

Pro

Tyr

Leu

435

Thr

Cys

Glu

Val

Ile

515

Ala

Leu

Gly

Leu

Arg

Pro

Leu

Val

340

Ala

Ser

Val

Ala

Gly

420

Ala

Val

Val

Thr

Pro

500

Thr

Asp

Leu

Leu

Arg

580

PRT

SEQUENCE :

Val Ser Arg Asp

1

Thr Thr Phe His

20

Gly Glu Pro Arg

35

Thr Val Ser Asp

50

Ala

Val

Leu

325

Glu

Ala

Asp

Val

His

405

Leu

Gly

Ala

Leu

Glu

485

Tyr

Asp

Arg

Pro

Ala

565

Arg

SEQ ID NO 110
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

266

110

Lys

5

Asp

Pro

Tyr

Val

Glu

310

Gly

Glu

Pro

His

Tyr

390

Leu

Ala

Asp

Ala

Asn

470

Gly

Ala

Pro

Pro

Pro

550

Ala

Glu

Thr

Gly

Gly

Leu

Gln

295

Val

Leu

Trp

Ala

Leu

375

Trp

Ser

Ala

Gly

Arg

455

Asn

Glu

Arg

Ser

Thr

535

Gly

Glu

Arg

Tyr

Val

Val

Leu
55

280

Ile

Pro

Leu

Val

Glu

360

Pro

Tyr

Ser

Lys

Ala

440

Trp

Arg

Pro

Tyr

Asp

520

Leu

Gln

Lys

Ala

Arg

Leu

Pro

40

Pro

Asp

Leu

Pro

Gln

345

Pro

Ala

Ala

Thr

Leu

425

Met

Arg

Asp

Arg

Ala

505

Leu

Ile

Pro

Gly

Asp
585

Pro
Gly
25

Glu

Gly

Val

Leu

Ser

330

Arg

Val

Asp

Arg

Leu

410

Ala

Gln

Asp

Leu

Phe

490

Glu

Thr

Glu

Tyr

Asp

570

Glu

Val

10

Arg

Ile

Leu

Asp

Gly

315

Arg

Trp

Asn

Ala

His

395

Ala

Ala

Met

Trp

Ala

475

Val

Leu

Gly

Ala

Glu

555

Gln

Gly

Arg

Met

Val

Gly

Gly

300

Asp

Ala

Arg

Pro

Gln

380

Leu

Ser

Pro

Ala

Ala

460

Glu

Thr

Leu

Ala

Val

540

Lys

Ala

Phe

Pro

Arg

Met

Ala
60

285

Arg

Ala

Ser

Leu

Gln

365

Val

Arg

Met

Gln

Gly

445

Asp

Val

Ser

Gly

Trp

525

Val

Val

Arg

Asp

Asp

Ile

Ile

45

Leu

Arg

Val

Gly

Ile

350

His

Ala

Leu

Gly

Arg

430

Met

Pro

Ser

Gln

Leu

510

Glu

Asp

Gln

Arg

Asp
590

Gly
Arg
30

Gln

Ser

Leu

Glu

Ala

335

Ser

Val

Val

Pro

Cys

415

Pro

Ala

Arg

Trp

Glu

495

Arg

Ala

Pro

Ala

Ala

575

Pro

Ile
15
Cys

Gly

Ala

Gly

Thr

320

Trp

Ala

Ile

Asp

Arg

400

Gly

Val

Glu

Phe

Glu

480

Leu

Gly

Ala

Ala

Met

560

Glu

Ser

Arg

Leu

Met

Trp
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-continued

116

Thr

65

Pro

Trp

Ser

Val

Gly

145

Pro

Phe

Glu

Ser

Leu

225

Phe

Ala

Arg

Pro

Leu

Gly

Ala

130

Gly

Lys

Arg

Lys

Glu

210

Ala

Cys

Gly

Val

His

Cys

Thr

115

Gly

Leu

Ser

Arg

Pro

195

Asp

Ala

Trp

Trp

His

Asp

Ala

100

Gln

Val

Arg

Leu

Leu

180

Val

Arg

Val

Arg

Ser
260

Leu

Leu

85

Gln

Val

Val

Val

Asp

165

Phe

Val

Leu

Gly

Tyr

245

Val

<210> SEQ ID NO 111

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Thr Glu Ala

1

Leu

Pro

Gly

Arg

Thr

Arg

Ala

Leu

Leu

145

Pro

Cys

Thr

Ser

50

Leu

Phe

Thr

Ile

Asp
130

His

Ile

Ala

Ser

35

Val

Gln

Pro

Leu

Ile
115
Gly

Gly

Arg

Val

20

His

Gly

Val

Asp

Asp

100

Gly

Thr

Gly

Asp

396

Val

70

Thr

Arg

Ala

Leu

Phe

150

Glu

Gln

Gly

Gly

Gly

230

Pro

Ser

Glu

Val

Leu

Ala

Ala

135

Ala

Val

Val

Leu

Thr

215

Arg

Gln

Val

Leu

Glu

Gly

Glu

120

Gly

Arg

His

Leu

Cys

200

Ala

Tyr

Ala

Ser

Pro

Glu

Arg

105

Thr

Pro

Trp

Lys

Arg

185

Val

Arg

Val

Trp

Gly
265

Gly

Tyr

90

Ile

Ala

Ala

Trp

Pro

170

Ala

Pro

Trp

Glu

Ser

250

Thr

Gly

Ala

Val

Leu

Ile

Ile

155

Glu

His

Val

Ala

Val

235

Ala

Actinoplanes garbadinensis

111

Asp

Leu

Ala

Gly

Arg

His

85

Glu

Arg

Thr

Val

Gly
165

His

Leu

Gly

Lys

Ile

Arg

Tyr

Tyr

Tyr

Val

150

Asp

Arg

Met

Gly

Ala

55

Leu

Gly

Val

Gly

Gln
135

Gly

Ser

Pro

Val

Lys

40

Val

Thr

Arg

Thr

Asn

120

Leu

Phe

Val

Thr

Leu

25

Pro

Asp

Tyr

Arg

Thr

105

Arg

Ala

Asp

Gly

Val

Gly

Thr

Arg

Gly

Ala

90

Lys

Ile

Thr

Lys

Leu
170

Leu

Val

Ile

Tyr

Gly

Asn

Asn

Ala

Asn

Arg
155

Arg

Ser

Arg

Leu

Leu

Asp

140

Asp

Arg

Leu

Leu

Arg

220

Pro

Pro

Arg

Gly

Ser

Thr

60

Ile

Val

Pro

Asp

Asn
140

Val

Leu

Gly Ser Gly

Ala

Ala

Cys

125

Pro

Arg

Glu

Arg

Val

205

Arg

Gly

Ile

Arg

Leu

Lys

45

Leu

Leu

Thr

Ala

Gly
125
Asp

Trp

Thr

Ala

Gly

110

Pro

Val

Arg

Gln

His

190

Ile

Leu

Thr

Arg

Ile

Val

30

Glu

Thr

Gln

Leu

Tyr

110

Arg

Pro

Asp

Tyr

Ala

95

His

Asp

Ala

Gly

Val

175

Asp

Arg

Ala

His

Glu
255

Leu

15

Gly

Ala

Asn

Thr

Gly

95

Phe

Phe

Asn

Ala

Thr
175

Arg

Asp

Ser

Glu

Arg

Asp

160

Gly

Leu

Gly

Asp

Ser

240

Phe

Arg

Ala

Phe

Gly

Ile

Phe

Gly

Thr

His

Thr

160

Ser
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-continued

118

Pro

Tyr

Thr

Leu

225

Asn

Ala

Pro

Arg

Arg

305

Gln

Gln

Asn

Asn
385

His

Thr

Asp

210

Gly

Ala

Ile

Ile

Gly

290

Arg

Leu

Phe

Gly

His

370

Ser

Gly

Val

195

Arg

Gly

Asn

Asp

Gly

275

Tyr

Leu

Thr

Leu

Asp

355

Ala

Thr

Glu

180

Thr

Pro

Glu

Arg

Ala

260

Ala

Asp

Glu

Ile

Asp

340

Gly

Asn

Thr

Glu

Arg

Thr

Gly

Tyr

245

Val

Arg

His

Phe

Tyr

325

Gly

Phe

Phe

Ile

<210> SEQ ID NO 112

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Pro Arg Ile

1

Leu

Ser

Asn

Pro

65

Phe

Ile

Met

Ala

Ala

Asn

Ala

Asp

50

Glu

Thr

Ala

Val

Ile

130

Leu

Arg

Ser

35

Gly

Trp

Pro

Lys

Asn

115

Ala

Asn

Thr

20

Leu

Gln

Arg

Thr

Pro

100

Ala

Val

Ala

378

Asn

Gln

Ile

Thr

230

Thr

Ala

Asn

Asn

Ala

310

Thr

Thr

Ala

Pro

Tyr
390

Tyr

Met

Val

215

Gly

Pro

Gly

Arg

Trp

295

Ala

Thr

Leu

Leu

Ser

375

Gln

Pro

Gly

200

Asn

Thr

Val

Thr

Asp

280

Val

Arg

Glu

Tyr

Glu

360

Thr

Phe

Gly

185

Ile

Leu

Ile

Asp

Pro

265

Pro

Leu

Ala

Pro

Gly

345

Thr

Val

Gly

Thr

Arg

Thr

Asp

Ala

250

Met

Phe

Asn

Val

Gly

330

Thr

Gln

Leu

Thr

Leu

Met

Asn

Asp

235

Thr

Asp

Gln

Arg

Asp

315

Ile

Ser

His

Arg

Ala
395

Actinoplanes garbadinensis

112
His

5

Thr

Ala

Asn

Phe

Gln

85

Gln

Thr

Val

Gly

Pro

Arg

Ala

Gln

Thr

70

Tyr

Trp

Asn

Asp

Ile

Lys

Arg

Gly

Thr

55

Phe

Gly

Thr

Thr

Lys
135

Pro

Val

Arg

Ala

Glu

Val

Met

Gly

Ala

120

Asp

Val

Glu

Leu

25

Leu

Gly

Asn

Glu

Ser

105

Val

Ala

Val

Glu

10

Leu

Leu

Ala

His

Asp

90

Gln

Ser

Phe

Ser

Ala

Ser

Ser

Gly

Val

75

Ala

Asn

Ala

Arg

Tyr

Arg

Asp

His

220

His

Leu

Phe

Gln

Glu

300

Pro

Gln

Gly

Phe

Pro

380

Asp

Val

Gly

Ala

Asn

60

Thr

Ala

Ser

Lys

Gly

140

Asn

Val

Tyr

205

Ala

Leu

Ile

Arg

Leu

285

Asp

Asp

Phe

Arg

Pro

365

Gly

Ser

Thr

Cys

45

Phe

Thr

Thr

Ile

Val

125

Pro

Ala

Thr

190

Arg

Tyr

Leu

Pro

Arg

270

Val

Gly

Ser

Tyr

Ala

350

Asp

Gln

Thr

Gly

30

Ser

Pro

Asn

Leu

Val
110
Asp

Val

Asp

Met

Ala

Trp

Lys

Thr

255

Pro

Tyr

Gln

Gly

Gly

335

Tyr

Ser

Thr

Leu

15

Leu

Asp

Asp

Pro

Leu

95

Ala

Gly

Asp

Gly

Thr

Thr

Asn

Leu

240

Gly

Thr

Gly

Phe

Arg

320

Gly

Arg

Pro

Tyr

Asp

Phe

Gln

Thr

Phe

80

Gly

Glu

Ile

Gln

Ala
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-continued

120

145

Arg

Tyr

Ser

Gln

Pro

225

Leu

Met

Lys

Asp

Tyr

305

Ala

Thr

Gln

Val

Gly

Glu

Gly

Pro

210

Ile

Ser

Leu

Lys

Leu

290

Thr

Leu

Asn

Ser

Pro
370

Ala

Ser

Glu

195

Arg

Thr

Ile

Ala

Tyr

275

Ile

Ile

Tyr

Thr

Thr

355

Arg

Pro

Gly

180

Val

Ile

Phe

Ile

Val

260

Asn

Pro

Asp

Phe

Gly

340

Lys

Ser

Gly

165

Tyr

Ala

Asp

Thr

Asp

245

Asp

Met

Glu

Gln

Tyr

325

Leu

Ser

Gly

<210> SEQ ID NO 113

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes garbadinensis

PRT

<400> SEQUENCE:

Met

1

Val

Lys

Val

Leu

65

Ala

Asp

Phe

Ala

Asp

Glu

Val

Ala

50

Ser

Ile

Leu

Gly

Leu
130

Asp

Gln

Leu

35

Ile

Arg

Ile

Ser

Ile

115

Ala

Arg

Arg

20

Asp

Gly

Asp

Ala

Val
100

Asn

Ile

352

113

Ile

5

Arg

Ala

Leu

Asn

Val
85
Gly

Phe

Ala

150

Thr

Ala

Ala

Gly

Ala

230

Ala

Ala

Arg

Thr

Gln

310

Lys

Leu

Arg

Pro

Ser

Gly

Phe

Met

Leu

70

Gly

Ile

Tyr

Ala

Asn

Leu

Phe

Ala

215

Val

Tyr

Gly

Gly

Leu

295

Pro

Val

Phe

Tyr

Ile
375

Pro

Arg

Leu

Ile

55

Val

Ile

Val

Ser

Gly
135

Arg

Gly

Ile

200

Gln

Ala

Ala

Ser

Lys

280

Thr

Tyr

Ser

Val

Glu

360

Ala

Ala

Trp

Arg

Tyr

Asn

Val

Ala

Leu

120

Ile

Leu

Gln

185

Ala

Gln

Thr

Gln

Thr

265

Gly

Gly

Leu

Gly

Thr

345

Gly

His

Pro

Gln

25

Arg

Phe

Ile

Leu

Ala

105

Pro

Gly

Ala

170

Arg

Thr

Ala

Asn

Gly

250

Ser

Leu

Ile

Gln

Gly

330

Lys

Ser

Gly

Ala

10

Pro

Arg

Arg

Ala

Leu
90
Leu

Val

Leu

155

Tyr

Ala

Pro

Phe

Ala

235

His

Ser

Lys

Gln

Gly

315

Leu

Asp

Thr

Gln

Val

Glu

Ala

Gln

75

Leu

Ala

Val

Val

Ile

Leu

Gly

Lys

220

Asp

Ala

Val

Val

Glu

300

Phe

Ile

Asn

Thr

Ala

Thr

Ala

Ser

60

Ala

Val

Pro

Pro

Asn
140

Gly

Gln

Ala

205

Asp

Val

Asn

Gly

Ala

285

Gly

Leu

Ala

Val

Asp
365

Pro

Ala

Ser

Ser

Thr

Ser

Phe

Ala
125

Gly

Gln

Val

190

Leu

Ser

Thr

Leu

Gln

270

Gly

Ser

Pro

Pro

Ala

350

Lys

Ser

Ala

30

Val

Pro

Ala

Gly

Leu

110

Phe

Leu

Gly

175

Leu

Asn

Gly

Arg

Ala

255

Thr

Gly

Leu

Val

Ser

335

Pro

Val

Leu

15

Gly

Leu

Val

Pro

Glu
95
Phe

Val

Ile

160

Leu

Asp

Ile

Lys

Gly

240

Gly

Val

Phe

Asp

Leu

320

Glu

Tyr

Leu

Glu

Arg

Leu

Phe

Val

80

Ile

His

Val

Val
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-continued

122

Thr

145

Ala

Ile

Pro

Thr

Gly

225

Lys

Ile

Gly

Thr

Ala

305

Ser

Met

Gln

Val

Pro

Trp

Val

210

Asn

Ile

Met

Thr

Ala

290

Leu

Ala

Ile

Leu

Gln

Asp

Ala

195

Leu

Pro

Gly

Glu

Thr

275

Leu

Val

Asn

Ala

His

Gly

Ala

180

Ser

Thr

Val

Asn

Ala

260

Leu

Ala

Leu

Thr

Asn
340

Val

Ile

165

Ala

Ile

Leu

Gly

Phe

245

Phe

Thr

Gly

Ala

Ile

325

Gln

<210> SEQ ID NO 114

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Thr Ala Glu

1

Lys

Ala

Ser

Arg

Ala

Asn

Arg

Ala
145

Val

Arg

Glu

Thr

50

Ile

Arg

Glu

Trp

Leu
130

Lys

Tyr

Phe

Gly

35

Leu

Phe

Ser

Leu

Pro

115

Arg

Leu

Ser

Gly

20

Glu

Ile

Val

Val

Ser

100

Leu

Asp

Ser

Asp

253

Pro

150

Leu

Lys

Thr

Thr

Ala

230

Val

Arg

Phe

Gly

Glu

310

Phe

Tyr

Ser

Leu

Gly

Trp

Arg

215

Thr

Ile

Ile

Tyr

Ser

295

Leu

Leu

Leu

Phe

Ile

Thr

Ala

200

Trp

Glu

Thr

Asn

Ala

280

Gly

Gln

Ile

Ser

Val

Thr

Phe

185

Leu

Gly

Ala

Ser

Thr

265

Ile

Thr

Asn

Leu

Arg
345

Thr

Ser

170

Gln

Ile

Leu

Gly

Thr

250

Ile

Ser

Ile

Gly

Gly

330

Leu

Thr

155

His

Thr

Ile

His

Ile

235

Leu

Asp

Ala

Val

Phe

315

Leu

Arg

Actinoplanes garbadinensis

114

Thr

5

Ala

Val

Lys

Gly

Gly

85

Val

Leu

Met

Gly

Ala
165

Val

Leu

Leu

Ile

Gly

Ile

Tyr

Asn

Gly

Gly

150

Arg

Ser

Thr

Gly

Ile

55

Glu

Asp

His

Asn

Val

135

Gln

Ile

Asp

Ala

Leu

40

Cys

Glu

Ala

Asn

Arg

120

Asn

Arg

Leu

Ala

Leu

25

Ile

Gly

Val

Val

Met

105

Ala

Leu

Gln

Leu

Leu

10

Gln

Gly

Tyr

Thr

Tyr

90

Phe

Met

Pro

Ala

Leu
170

Arg

Asp

Asp

His

Leu

75

Gln

Leu

Arg

Asp

Ile
155

Asp

Leu

Ala

Trp

Val

Thr

220

Arg

Gly

Pro

Ala

Gly

300

Asn

Ala

Arg

Val

Val

Asn

Arg

60

Arg

Asp

Asn

Arg

Val

140

Ala

Glu

Gly Thr Phe

Tyr

Leu

Ala

205

Ile

Ala

Gly

Asn

Val

285

Ala

Leu

Ile

Ala

Gln

Thr

Gly

45

Pro

Ser

Leu

Arg

Arg

125

Gly

Val

Pro

Pro

Gly

190

Ile

Ser

Ser

Leu

Ile

270

Ile

Phe

Ile

Leu

Gly
350

Asn

Leu

30

Ala

Asp

Val

Ala

Glu

110

Ala

Val

Ala

Leu

Val

175

Ala

Phe

Val

Arg

Val

255

Gly

Gly

Leu

Gly

Val

335

Arg

Ile

Arg

Gly

Ala

Asp

Leu

95

Leu

Glu

Glu

Arg

Ala
175

Phe

160

Pro

Gly

His

Gly

Ile

240

Gly

Gly

Gly

Gly

Tyr

320

Ser

Ser

Ala

Val

Lys

Gly

His

Val

Val

Glu

Val

Cys

160

Ala
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-continued

124

Met

Lys

Gln

Ile

225

Glu

<210>
<211>
<212>
<213>

<400>

Gly

Ala

Val

210

Thr

Leu

Ala

Arg

195

Leu

Phe

Val

Lys

180

Gly

Asp

Asp

Val

PRT

SEQUENCE :

Met Glu Ser Gly

1

Trp

Glu

Arg

Val

65

Thr

Val

Gly

Ile

Leu

145

Arg

Leu

Gln

Pro
225

Glu

<210>
<211>
<212>
<213>

<400>

Leu

Tyr

Arg

50

Arg

His

Asp

Ser

Leu

130

Ile

Asp

Ser

Ala

Thr

210

Pro

Thr

Gly

Arg

35

Tyr

Gln

Gln

Lys

Ser

115

Ala

Leu

Ile

Ile

Gln

195

Pro

Gly

Thr

Gly

20

Ala

Leu

Phe

Ile

Asp

100

Asp

Val

Asn

Val

Asn

180

Asp

Asp

Val

Gly

PRT

SEQUENCE :

Glu

Asn

Val

Lys

Ala
245

SEQ ID NO 115
LENGTH:
TYPE :
ORGANISM:

255

Gly

Val

Cys

Arg

230

Glu

Thr

Ser

Asp

215

Ser

Tyr

Met

Ile

200

Arg

Ala

Arg

Ile

185

Ile

Val

Asp

Thr

Leu

Ile

Asn

Thr

Gly
250

Asp

Ile

Leu

Ser

235

Arg

Actinoplanes garbadinensis

115

Ala

5

Thr

Val

Ser

Leu

Ala

85

Pro

Val

Ala

Gly

Arg

165

Asp

Ala

Glu

Val

Ala
245

SEQ ID NO 116
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

280

116

Ser

Asp

Phe

Arg

Asp

Gln

Tyr

Tyr

Ala

Val

150

Gln

Gly

Tyr

Ile

Pro
230

Ser

Val

Asn

Pro

Ala

55

Val

Arg

Ala

Leu

Arg

135

Leu

Leu

Val

Asn

Ala

215

Ser

Gln

Pro

Leu

Gly

40

Val

Gly

Val

Val

Glu

120

Glu

Gly

Met

Arg

Ser

200

Gly

Pro

Tyr

Gln

Pro

25

Ile

Arg

Ala

Ala

Glu

105

Gly

Leu

His

Ala

Val

185

Ser

Phe

Gln

Ser

Ser

10

Val

Asp

Tyr

Gly

Pro

90

His

Asp

Asp

Ile

Gly

170

Ala

Gly

Phe

Trp

Gly
250

Ala

Asp

Glu

Leu

Leu

75

Asp

Gly

Leu

Met

Pro

155

Leu

Gly

Ala

Glu

His

235

Val

Leu

Ala

Leu

220

Leu

Gly

Arg

Arg

Ile

Ala

60

Pro

Ala

Arg

Gln

Gly

140

Ser

Pro

Glu

Val

Gly

220

Pro

Gly

Ile

His

205

Gln

Ala

Arg

Ile

Ala

Ala

45

Gly

Thr

Arg

Glu

Lys

125

Arg

Thr

Pro

Glu

Pro

205

Leu

Asp

Arg

Arg
190
Asn

His

Glu

Trp

Ala

30

Arg

Glu

Val

Val

Leu

110

Pro

Pro

Ala

Gly

Ala

190

Tyr

Asp

Pro

Lys

Asp

Tyr

Gly

Leu

Asn

15

Gly

Glu

Ala

Asp

Leu

95

Leu

Ala

Val

Glu

Ser

175

Leu

Leu

Leu

Gly

Arg
255

Leu

Ala

Arg

Thr
240

Tyr

Asp

Ser

Gly

Asn

80

Tyr

Ala

Asp

Ala

Val

160

Tyr

Asn

Met

Val

Asp
240
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-continued

126

Met

Ala

Val

Leu

Ala

65

Ala

Ala

Gly

Ile

Gly

145

Phe

Ala

Pro

Asp

Met

225

Glu

Pro

Val

Pro

Leu

Ser

Pro

50

Pro

Ala

Tyr

Thr

Trp

130

Asn

Leu

Gly

Ala

Leu

210

Pro

Ala

Met

Ala

Pro

Ala

Ala

35

Ala

Val

Ala

Phe

Met

115

Asn

Leu

Gly

Tyr

Leu

195

Leu

Arg

Arg

Ile

Thr
275

Arg

Ala

20

Ser

Glu

Leu

Ala

Arg

100

Met

Glu

Phe

Val

Trp

180

Ile

Lys

Gly

Trp

Ile

260

Gln

Thr

Ala

Leu

Trp

Thr

Val

85

Phe

Leu

Leu

Gly

Pro

165

Arg

Val

Pro

Met

Glu

245

Ala

Ala

<210> SEQ ID NO 117

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ser Ala Ala

1

Leu

Val

Thr

Arg

65

Val

Ser

Ala

Asp

50

Val

Pro

Pro

Ser

35

Phe

Arg

Val

Trp

20

Leu

Val

Thr

Thr

301

Ser

Ala

Lys

Ala

Trp

Thr

Pro

Pro

Gly

Ser

150

Arg

Leu

Ala

Leu

Lys

230

Ile

Phe

Arg

Arg

Val

Pro

Pro

55

Met

Ile

Gly

Gly

Leu

135

Ala

Glu

Phe

Phe

Ile

215

Ala

Val

Phe

Lys

Gly

Ile

Arg

40

Gly

Phe

Ser

Arg

Ala

120

Ala

Phe

Leu

Trp

Val

200

Tyr

Ile

Leu

Leu

Gly
280

Pro

Phe

25

Pro

Asn

Asn

Ser

Asn

105

Val

Ala

Tyr

Phe

Arg

185

Phe

Leu

Leu

Ala

Cys
265

His

Val

Asp

Tyr

Ser

Ala

90

Val

Thr

Thr

Ile

Glu

170

Ile

Glu

Arg

Asp

Gly

250

Gln

Pro

Tyr

Val

Thr

Val

75

Val

Leu

Met

Gln

Phe

155

Ala

Ala

Leu

Asp

Gln

235

Ala

Arg

Actinoplanes garbadinensis

117

Val

5

Leu

Val

Gly

Ser

Met

Arg

Ile

Leu

Gly

Ile

70

Ile

Arg

Gly

Ser

Glu

55

Ala

Val

Arg

Phe

Phe

40

Asn

Asn

Ser

Glu

Thr

25

Thr

Tyr

Thr

Leu

Thr

10

Val

Asp

Arg

Leu

Ala

Leu

Phe

Tyr

Gln

Ile

75

Leu

Trp

Pro

Phe

Ala

60

Val

Val

Phe

Ile

Val

140

Leu

Ala

Val

Arg

Pro

220

Phe

Val

Tyr

Ala

Met

Asp

Met

60

Tyr

Ala

Val

Phe

Asp

45

Ile

Val

Ala

Ala

Pro

125

Pro

Ile

Arg

Pro

Ala

205

Ala

Gly

Ile

Phe

Ala

Ala

Val

45

Leu

Thr

Met

Leu

Val

30

Asn

Trp

Ala

Phe

Leu

110

Thr

Leu

Arg

Val

Leu

190

Ser

Leu

Gln

Thr

Val
270

Phe

Gly

30

Leu

Ala

Ala

Leu

Trp

15

Trp

Arg

Asp

Leu

Gly

95

Val

Tyr

Trp

Gln

Asp

175

Cys

Trp

Phe

Ala

Thr

255

Glu

Gly

15

Pro

Thr

Asp

Leu

Leu

Thr

Leu

Leu

Ala

Ala

Phe

Val

Leu

Ala

Phe

160

Gly

Arg

Ser

Thr

Gly

240

Val

Gly

Phe

Met

Ser

Pro

His

80

Ala
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-continued

128

Arg

Pro

Phe

Ile

145

Leu

Leu

Met

Met

Ser

225

Asn

Leu

Leu

Val

Val

Thr

Asn

130

Asp

Val

Ala

Asp

Ile

210

Leu

Gln

Phe

Ala

Arg
290

Gly

Ile

115

Gly

Gly

Leu

Ala

Gly

195

Ser

Gln

Gln

Gln

Trp

275

Leu

Arg

100

Thr

Gln

Pro

Ile

Leu

180

Ala

Gly

Thr

Thr

Gln

260

Leu

Ser

85

Arg

Pro

Val

Asn

Gly

165

Gln

Ser

Ala

Phe

Tyr

245

Ala

Leu

Arg

<210> SEQ ID NO 118

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Phe Ile Arg

1

Thr

Asp

Asp

Pro

65

Leu

Arg

Gly

Ala

Asp
145

Leu

Ser

Glu

50

Ser

Ser

Arg

Asp

Ala

130

Phe

Ala

Asn

35

Ile

Leu

Ala

Leu

Cys
115

Val

Tyr

Ala

20

Ala

Ala

Ala

Val

Leu

100

Val

Thr

Asn

445

Ser

Lys

Gly

Trp

150

Ala

Asn

Ala

Leu

Asp

230

Gly

Phe

Phe

Arg

Ala

Val

Ile

135

Thr

Trp

Val

Trp

Phe

215

Glu

Asn

Gln

Leu

Phe
295

Gly

Ala

120

Val

Val

Ser

Pro

Ala

200

Phe

Val

Asp

Phe

Ile

280

Val

Phe

105

Val

Asn

Asp

Leu

Arg

185

Arg

Thr

Tyr

Ala

Leu

265

Ile

Tyr

90

Phe

Gly

Glu

Gly

Gly

170

Asp

Phe

Leu

Thr

Ala

250

His

Val

Tyr

Arg

Val

Ala

Pro

155

Ser

Leu

Arg

Ile

Ala

235

Leu

Met

Ile

Glu

Actinoplanes garbadinensis

Ala

Lys

Lys

Ala

85

Gly

Glu

Glu

Asn

Ile

Cys

Val

Thr

Ala

70

Ser

Thr

Arg

Ala

Arg
150

Arg

Gly

Thr

Arg

Ser

Arg

Tyr

Glu

Thr

135

Val

Phe

Gly

Leu

40

Phe

Glu

Thr

Ala

Lys
120

Leu

Leu

Val

Val

25

Thr

Asp

Gly

Pro

Ala

105

Ile

Asn

Met

Val

10

Gly

Met

Ala

Ser

Pro

90

Lys

Asp

Gly

Leu

Gly

Gly

Met

Ala

Phe

75

Asp

Lys

Met

Gln

Asn
155

Thr

Leu

Leu

140

Trp

Thr

Tyr

Ala

Ile

220

Phe

Phe

Gly

Ile

Ser
300

Gly

Ser

Gly

Asn

60

Asp

Leu

Ala

Ser

Leu

140

Asp

Ile

Phe

125

Gly

Ile

Val

Glu

Val

205

Asn

Tyr

Tyr

Tyr

Thr

285

Glu

Ala

Asp

Phe

45

Ala

Ala

Val

Leu

Gln
125

Tyr

Ala

Phe

110

Leu

Thr

Lys

Ile

Ala

190

Thr

Thr

Gly

Val

Ala

270

Val

Leu

Ser

30

Gly

Val

Gln

Tyr

Thr
110
Phe

Gly

Ala

95

Tyr

Leu

Val

Pro

Ile

175

Ala

Val

Ile

Ser

Val

255

Ser

Val

Val

15

Asp

Thr

Ile

Ala

Met

95

Pro

Arg

Leu

Phe

Leu

Leu

Gly

Gly

160

Tyr

Glu

Pro

Ala

Ala

240

Tyr

Ala

Gln

Leu

Ser

Gly

Ala

Phe

80

Glu

Leu

Glu

Pro

Ala
160
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-continued

130

Glu

Leu

Gln

Ala

Gln

225

Leu

Ser

Gly

Ser

Gln

305

Ser

Ser

Lys

Asp

Ile

385

Ala

Leu

Gln

Val

Ser

Arg

Arg

210

Leu

Ile

Trp

Ala

Pro

290

Pro

Ala

Glu

Glu

Glu

370

Val

Gly

Glu

Ala

Asn

Thr

Ile

195

Ala

Asn

Asn

Asp

Phe

275

Lys

Ile

His

Thr

Asn

355

Val

Leu

Glu

Gly

Gln
435

Leu

Ala

180

Gly

Asn

Asn

Ala

Phe

260

Pro

Val

Asp

Pro

Trp

340

Lys

Ile

Gln

Glu

Lys

420

Ala

Asp

165

Thr

Phe

Gly

Pro

Gln

245

Phe

Met

Lys

Trp

Gly

325

Ile

Pro

Phe

Thr

Phe

405

Gln

Ala

<210> SEQ ID NO 119

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ser Ala Leu

1

Asp Gly Ala Thr

20

Phe Glu Asp Leu

35

Trp Val Cys Thr

50

64

Pro

Ala

Asp

Ala

Lys

230

Gly

Gly

Glu

Val

Ile

310

Gln

Ala

Phe

Arg

Gln

390

Lys

Lys

Leu

Ala

Arg

Pro

Ala

215

Val

Gly

Ala

Asp

Thr

295

Thr

Ala

Ala

Ala

Asp

375

Glu

Ala

Pro

Asp

Gly

Leu

Lys

200

Leu

Val

Trp

Lys

Phe

280

Val

Gly

Cys

Ala

Gly

360

Val

Ser

Ala

Ala

Lys
440

Phe

Thr

185

Leu

Val

Glu

Ser

Asn

265

Tyr

Ala

Asn

Lys

Arg

345

Val

Val

Gly

Trp

Gln

425

Ala

Asp

170

Arg

Pro

Ser

Ala

Asn

250

Gln

Leu

Pro

Ala

Trp

330

Ala

Tyr

Lys

Phe

Gln

410

Ala

Asn

Thr

Met

Glu

Asp

Leu

235

Phe

Phe

Asn

Phe

Trp

315

Ile

Arg

Thr

Pro

Ser

395

Asn

Met

Ser

Actinoplanes garbadinensis

119
Ala

5

Ser

Arg

Leu

<210> SEQ ID NO 120

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes garbadinensis

PRT

1053

Ile

His

Glu

Thr

Glu

Pro

Asp

Ile
55

Lys

Ala

Arg
40

Glu

Ser
Gly
25

Thr

Cys

Trp
10
Leu

Ile

Gly

Lys

Gly

Tyr

Thr

Gly Asp Trp

Ser

Phe

Asp

220

Glu

Lys

Ala

Val

Arg

300

Ala

Lys

Ala

Gly

Asp

380

Glu

Ala

Ala

Gly

Asp

Phe

Ala

Val
60

Gly

Leu

205

Gly

Tyr

Ser

Ser

Leu

285

Gly

Ile

Thr

Glu

Asn

365

Ala

Pro

Val

Glu

Arg
445

Val

Gly

Ala

45

Ile

Gly

190

Pro

Arg

Ala

Phe

Asn

270

Ala

Val

Pro

Met

Leu

350

Lys

Asn

Ala

Asn

Ala
430

Asp

Glu
30

Ser

Cys

Gln

175

Lys

Val

Thr

Val

Arg

255

Gln

Asp

Asp

Ala

Thr

335

Arg

Lys

Val

Leu

Arg

415

Gln

Leu
15
Leu

Ser

Ala

Ala

Leu

Trp

Ala

Gly

240

Asp

Leu

Asn

Gly

Asn

320

Ala

Lys

Ala

Gln

Ala

400

Val

Gln

Arg

Thr

Gly

Cys
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-continued

132

<400> SEQUENCE:

Met Ser Pro Val

1

Tyr

Ala

Arg

Phe

65

Leu

Pro

Asp

Glu

Arg

145

Ala

Leu

Leu

Val

Ala

225

Ala

Leu

Thr

Ser

Leu

305

Gly

Leu

Leu

Ser

Leu
385

Asn

Leu

Gln

Val

Gly

Ala

Val

Arg

Gln

130

Arg

Arg

Thr

Leu

Leu

210

Ala

Ala

Asp

Phe

Glu

290

Pro

Trp

Ser

Leu

Ser
370

Gly

Arg

His

Ala

35

Leu

Arg

Trp

Thr

Leu

115

Arg

Pro

Thr

Gly

Thr

195

Gly

Glu

Gly

Leu

Asp

275

Arg

Val

Cys

Arg

Gly

355

Phe

Asp

Ser

Glu

20

Arg

Asp

Leu

Ala

Gly

100

Leu

Leu

Leu

Leu

Asp

180

Asp

Arg

Leu

Leu

Gly

260

Asp

Ala

Pro

Glu

Phe

340

Gly

Thr

Gly

Val

120

Pro

Arg

Ile

Ile

Leu

Asp

85

Leu

Phe

His

Leu

Leu

165

Thr

Pro

Cys

Phe

Leu

245

Asp

Gly

Tyr

Val

Phe

325

Tyr

Val

Pro

Ala

Leu

Ser

Thr

Ala

Arg

Thr

70

Glu

Glu

Ala

Glu

Glu

150

Leu

Pro

Ala

Leu

Asn

230

Pro

Pro

Thr

Ala

Thr

310

Val

Arg

Asp

Ile

Thr
390

Ala

Leu

Val

Ser

Leu

55

Asp

Leu

Leu

Gly

Arg

135

Ser

Glu

Gln

Tyr

Val

215

Arg

Pro

His

Asp

Glu

295

Ala

Arg

Arg

Met

Asp
375

Asp

Ile

Asn

Thr

Trp

40

Arg

Asp

Ala

Ser

Leu

120

Val

Leu

Leu

Gln

Leu

200

Glu

Leu

Ser

Asn

Leu

280

Thr

Pro

Pro

Ala

His
360
Leu

Ala

Gly

Ser

Gly

25

Arg

Gln

Asp

Thr

Thr

105

Leu

Pro

Ala

Asn

Arg

185

Ala

Cys

His

Ala

Gly

265

Val

Met

Arg

Ala

Gly

345

Met

Glu

Tyr

Ile

Thr

10

Glu

Asp

Trp

Phe

Val

90

Lys

His

Arg

Asn

Val

170

Tyr

Ala

Gly

Asp

Glu

250

Gly

Tyr

Ala

Val

Pro

330

Ser

Glu

Thr

Gly

Leu

Ser

Asp

Ser

Gly

Thr

75

Leu

Leu

Pro

Pro

Arg

155

Ala

Asp

Leu

Arg

Asp

235

Ala

Arg

Lys

Ala

Leu

315

Cys

Val

Asn

Val

Arg
395

Pro

Val

Gln

Ala

Ile

Val

Ala

Trp

Phe

Ile

140

Leu

Arg

Asp

Phe

Arg

220

Glu

Leu

Ser

Pro

Leu

300

Asp

Ala

Leu

Val

Leu
380

Ala

Ala

Arg

Pro

Phe

45

Asp

Pro

Thr

Ser

Leu

125

Ala

Leu

Val

Tyr

Glu

205

Trp

Pro

Arg

Val

Arg

285

Ala

Arg

Asp

Ala

Ile

365

Gln

Leu

Arg

Asp

Ala

30

Leu

Arg

Gly

Asp

Gln

110

Ala

Gly

Ala

His

Asp

190

Glu

Val

Glu

Ser

Val

270

Pro

Arg

Gly

Ala

Ala

350

Ala

Ser

Asp

Ala

Ser

15

Pro

Asp

Ala

Arg

Thr

95

Gly

His

Ser

Val

Gly

175

Arg

Tyr

Asp

Leu

Val

255

Gln

Val

His

Gly

Ala

335

Met

Ala

Gly

Leu

Phe

Ala

Ala

Asp

Thr

Leu

80

Thr

Phe

Tyr

Leu

Ala

160

Arg

Arg

Pro

His

Arg

240

Arg

Leu

Gly

Gly

His

320

Glu

Leu

Gly

Glu

Leu
400

Gly
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134

Gly

Pro

Asp

Asn

465

Ala

Val

Glu

Leu

545

Pro

Cys

Pro

Arg

Ile

625

Gln

Ala

Glu

Glu

Leu

705

Arg

Arg

Glu

Asp

Ser
785

Pro

Leu

Arg

Gln

Thr

450

Arg

Asp

Arg

Arg

Ser

530

Leu

Ile

Phe

Leu

Arg

610

Ile

Pro

Asp

Ala

Gly

690

Tyr

Thr

Pro

Thr

His
770
Glu

Asp

His

Gln

Thr

435

Ala

Pro

Val

Ala

Tyr

515

Tyr

Asp

Ile

Arg

His

595

Leu

Arg

Ser

Pro

Ile

675

Val

Asp

Leu

Val

Val

755

Val

Ala

Leu

Gly

Arg

420

Ala

Arg

Ser

Val

Asp

500

Leu

His

Lys

Glu

Ser

580

Pro

Gly

Asp

Pro

Ala

660

Leu

Ala

Gly

Gly

Ala

740

Gly

Ala

Val

Ile

Arg
820

405

Lys

Pro

Leu

Leu

Ala

485

Phe

Pro

Pro

Leu

Ser

565

Val

Glu

Glu

Ser

Asp

645

Thr

Gly

Gln

Val

Asp

725

Gly

Ala

His

Pro

Ala
805

His

Ser

Arg

Glu

Pro

470

Gly

Asp

Arg

Asp

Trp

550

Glu

Ala

Phe

Phe

Met

630

Arg

Leu

Asp

Glu

Ala

710

Asp

Tyr

Tyr

Ala

Trp
790

Gly

Arg

Val

Pro

Ala

455

Gly

Phe

Arg

Pro

Tyr

535

Thr

Lys

Gly

Phe

Gly

615

Ala

Ala

Ala

Arg

Thr

695

Gly

Arg

Leu

Ser

Thr
775
Leu

Leu

Ile

Asp

Val

440

Val

Ala

Thr

Leu

Thr

520

Leu

Ala

Arg

Ser

Thr

600

Pro

Thr

Ala

Asp

Asp

680

Tyr

Leu

Tyr

Arg

Gly

760

Gly

Arg

Ala

Asp

Val

425

Pro

Glu

Glu

Asp

Leu

505

Arg

Arg

Ala

Gln

Arg

585

Ala

Val

Met

Gly

Arg

665

Val

Ser

Ala

Leu

Tyr

745

Thr

Asp

Glu

Gly

Gly
825

410

Ser

Arg

Ala

Val

Ala

490

Arg

Arg

Asp

Asp

Leu

570

Gln

Pro

His

Pro

Pro

650

Ile

Ser

Tyr

Leu

Asp

730

Leu

Ala

Asp

Cys

Cys

810

Leu

Ala

Ile

Thr

Arg

475

Tyr

Gly

Tyr

Ala

Ala

555

Leu

Ile

Ala

Arg

Gly

635

Arg

Ala

Trp

Lys

Thr

715

Leu

Ala

Gly

Ser

Ala
795

Ala

Arg

Leu

Val

Met

460

Pro

Asp

Phe

Ser

Ser

540

Arg

Ala

Arg

Val

Ala

620

Pro

Pro

Arg

Ile

Pro

700

Phe

Ala

Glu

Leu

Tyr

780

Thr

Leu

Glu

Gly

Asp

445

Ala

Trp

Ile

His

Ile

525

Asp

Pro

Gly

Thr

Thr

605

Ala

Arg

Arg

Arg

Gly

685

Met

Ala

His

His

Leu

765

Leu

Arg

Ile

Val

Gly

430

Ala

Gly

Glu

Met

Asp

510

Phe

Arg

Glu

Asp

Ala

590

Val

Gln

Pro

Val

Leu

670

Val

Ala

Tyr

Arg

Arg

750

Tyr

Asp

Glu

Ser

Ala
830

415

Gly

Tyr

Ala

His

Leu

495

Val

Leu

Asp

Leu

Ile

575

Ser

Leu

Val

Ala

Thr

655

Ala

Ser

Thr

Ala

Ala

735

Ile

Ala

Ala

Glu

Leu
815

Ala

Glu

Thr

Gln

Thr

480

Ala

Glu

Thr

Arg

Ile

560

Pro

Gly

Thr

Arg

Ala

640

Gly

Asp

Ile

Gly

Ala

720

Ala

Val

Leu

Val

Cys
800

Asp

Ile
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-continued

136

Cys

Gly

Gly

865

Gly

Arg

Glu

Ala

Thr

945

Leu

Ala

Leu

Pro

Ala Glu
835

Trp Pro
850

Ala Ala

Asp Pro

Asp Leu

Met Ala

915

Gly Ile
930

Arg Leu

Gly Phe

Ala Leu

Asp Ala

995

Arg Cys
1010

Gly Ala
1025

Ala Gln
1040

<210> SEQ ID

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

Arg

Ala

Gly

Ser

Tyr

900

Gly

Gly

Ala

Gly

Phe

980

Ala

Leu

Thr

Ile

Leu

885

Val

Thr

Leu

Ala

His

965

Asp

Ala

Ala

Pro

Ala

870

Arg

Pro

Asp

Ser

Glu

950

Asn

Leu

Ala

Ala

Asp

855

Trp

Glu

Ala

Ser

Arg

935

Ala

His

Ala

Ala

Leu

840

Gly

Pro

Leu

Ala

Tyr

920

Leu

Thr

Ser

Ala

Val
1000

Ala

Pro

Leu

Ala

Gly

905

Pro

Leu

Ala

Ile

Arg
985

Thr Ala Asp Ile Ala

Val

Leu

His

Arg

890

Ala

Ala

Ile

Ala

Cys

970

Thr

Asp

Leu

Arg

875

Arg

Trp

Leu

Ala

Leu

955

His

Gly

Val

Gly

860

Leu

Ala

Arg

Trp

Gln

940

Asp

Gly

Phe

Asp

845

Gly

Ala

Val

Asp

Cys

925

His

Leu

Asp

Asp

10

Gly Leu Val Gly Asp Ile His Met Pro
1020

101

Ala Gly Ile Cys

103

Val Pro Ala Val

NO

PRT

<400> SEQUENCE:

Met Pro Glu Glu

1

Arg

Arg

Ala

65

Leu

Leu

Pro

Arg

Leu

Asp Gly

Ser Ala

Gly Ser
50

Val Ala

Leu Pro

Ala Ala

Gly Gly
115

Thr Asp
130

Gly Asp

Ser

20

Glu

Ala

Ala

His

Leu

100

Pro

Glu

Thr

121

341

104

5

Leu Ser Leu Leu Arg
1035

0

Ala Trp Leu Gln Pro
1050

5

Actinoplanes garbadinensis

Pro

Gln

Ala

Ala

Tyr

85

Tyr

Pro

Ala

Arg

Val

Ala

Tyr

Asn

Thr

70

Ser

Pro

Ala

Phe

Thr

Leu

Glu

Gly

Ala

55

Ser

Pro

Gly

Met

Leu

135

Val

Ser

Ala

Tyr

40

Cys

Arg

Leu

Arg

Ala

120

Glu

Ser

Val

Val

25

His

Ala

Ile

Lys

Ile

105

Glu

Gln

Arg

Leu

10

Arg

Arg

Ala

Arg

Val

90

Asp

Leu

Ile

Val

Asp

Asp

Phe

Pro

Val

75

Ala

Leu

Leu

Gly

Ser

Gln

Ala

Trp

Glu

60

Gly

Glu

Gly

Asn

Arg
140

Val

Val

Val

Ile

Val

Ser

Thr

Phe

Pro

125

Leu

Thr

Gly

Phe

Thr

Gln

Leu

910

His

Asp

Val

Phe

Pro
990

05

Ala

Ser

Glu

Phe

895

Arg

Gly

Gln

Gly

Gly

975

Gly

Ala

His

Leu

880

Asp

Pro

Ala

Asp

Ala

960

Ala

Arg

Ala Asn Gly

Gly Leu Met

Ile Ala His

Pro Leu Thr

Pro

Ala

30

Ala

Val

Gly

Phe

Gly
110
Tyr

Leu

Pro

Val

15

Leu

Glu

Thr

Gly

Arg

95

Arg

Ala

Gly

Gln

Phe

Ala

His

Ala

Val

80

Val

Ala

Val

Phe

Val
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-continued

138

145

Glu

Arg

Ala

Arg

Val

225

Phe

Asp

Arg

Gln

Gln

305

Gly

Ala

<210>
<211>
<212>
<213>

<400>

Glu

Met

Thr

Pro

210

Leu

Trp

Asp

Leu

Ile

290

Ala

Leu

Ser

Pro

Ala

Glu

195

Ser

Cys

Met

Tyr

Thr

275

Ser

Val

Pro

Pro

Pro

Gly

180

Glu

Pro

Ala

Ser

Arg

260

Ala

Gly

Tyr

Ala

Ala

340

PRT

SEQUENCE :

Met Arg Ser Ala

1

Val

Ser

Ser

Ser

Ser

Leu

Asp

Gly

Gly

145

Val

Asp

Thr

Ala

50

Ala

Ser

Val

Ser

Ser
130

Ser

Lys

Gly

Gly

35

Val

Gln

Pro

Leu

Gln
115
Ile

Arg

Gln

Glu

20

Gly

Glu

Ser

Pro

Asp

100

Pro

Val

Gly

Leu

Val

165

Met

Cys

Trp

Asp

Cys

245

Gly

Glu

Thr

Gly

Arg

325

Ala

SEQ ID NO 122
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

231

122

Ala

Ala

Phe

Gln

Asp

Ala

85

Ser

Glu

Leu

Ser

Ser
165

150

Pro

Leu

Pro

Leu

Ser

230

Thr

Gly

Asp

Pro

Val

310

Arg

Arg

Leu

Ala

His

Gly

Ile

Leu

Gln

Ala

Ala
150

Asp

Trp

Gly

Glu

Glu

215

Asp

Thr

Ala

Leu

Ala

295

Ser

Arg

Gly

Val

Val

Arg

55

Leu

Ala

Arg

Leu

Pro

135

Ala

Arg

Met

Leu

Ala

200

Arg

Ala

Gly

Pro

Ala

280

Ala

Glu

Ser

Gly

Ser

Ala

40

Pro

Glu

Met

Gly

Val
120
Glu

Gly

Glu

Leu

Pro

185

Ile

Pro

Glu

Trp

Asn

265

Leu

Val

Val

Tyr

Pro

Ile

25

Thr

Ala

Val

Leu

Gly

105

Ala

Ala

Ala

Gln

Gly

170

Phe

Glu

Gln

Ala

Arg

250

Leu

Arg

Gly

Val

Glu
330

Ile

Gly

Thr

Val

Leu

Thr

90

Ala

Ala

Ser

Gly

Ser
170

155

Ala

Cys

Ala

Pro

Glu

235

Ala

Asp

Glu

Lys

Leu

315

Leu

Val

Ile

Asp

Val

Asp

Thr

Cys

Val

Ser

Ser

155

Ile

Gly

Phe

Tyr

Met

220

Glu

Gln

Asp

Ser

Glu

300

Thr

Leu

Thr

Lys

Arg

Leu

60

Gln

Leu

Gly

Arg

Val

140

Pro

Leu

Thr

Ala

Arg

205

Leu

Leu

Val

Ala

Arg

285

Ile

Thr

Ala

Asp

Met

Glu

45

Leu

Leu

Ala

Phe

Ala

125

Val

Ala

Arg

Gly

Gln

190

Asp

Ala

Ala

Gln

Arg

270

Pro

Arg

Asn

Gly

Val

Ile

30

Asn

Asp

Arg

Pro

Leu

110

Leu

Val

Cys

Leu

Ser

175

Phe

Ala

Leu

Thr

Leu

255

Arg

Phe

Arg

Cys

Glu
335

Leu

15

Leu

Leu

Gly

Ala

Pro

95

Leu

Ala

Arg

Glu

Leu
175

160

Ala

Ile

Phe

Arg

Cys

240

Thr

Tyr

Leu

Leu

Pro

320

Phe

Val

Glu

Arg

His

Leu

80

Glu

Arg

Glu

Ala

Arg
160

Gly
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-continued

140

Ala

Ala

Ala

Ser
225

Gly

Thr

Asn

210

Asp

Leu
Val
195

Arg

Asp

Thr Asn
180
Lys Glu

Val Gln

Val Cys

<210> SEQ ID NO 123
<211> LENGTH: 812
<212> TYPE:

<213> ORGANISM:

PRT

<400> SEQUENCE: 123

Met Ile Phe Ala Leu

1

Leu

Ala

Ala

Thr

65

Val

Gly

Gln

Gly

Val

145

Val

Ser

Pro

Thr

Asp

225

Asn

Leu

Gln

Ala

Ala
305

Phe

Thr

Ala

50

Val

Arg

Ser

Val

Gln

130

Gly

Thr

Asp

Pro

Val

210

Ala

Gly

Ala

Arg

Gln
290

Gly

Ala

Ala

35

Ala

Arg

Ser

Arg

Arg

115

Leu

Ala

Val

Phe

Ala

195

Asp

Ser

Gln

Ala

Ile
275

Val

Gly

5

Ile Val

Thr Phe

Pro Leu

Asp Pro

Val Asp

Arg Gly

100

Trp Phe

Val Ala

Thr Leu

Thr Gly

165

Arg Phe
180

Ala Leu

Ala Leu

Ala Ala

Leu Val
245

Val Leu
260
Arg Gln

Ser Arg

Leu Val

Ala

His

Ala

Leu
230

Ala

Ala

Ala

Thr

Ala

70

Ala

Ser

Thr

Asp

Thr

150

Ala

Tyr

Leu

Arg

Ala

230

Val

Val

Ile

Val

Gly
310

Glu Ile Ser Arg Gln

Val
Ala
215

Ser

Trp

Ala

Ala

Thr

55

Trp

Gln

Ala

Leu

Gln

135

Val

Ala

Ala

Thr

Arg

215

Asp

Ile

Ile

Ala

Val
295

Ala

Ser
200

Val

Ser

Val

Thr

40

Ala

Tyr

Tyr

Asn

Asp

120

Arg

Arg

Asp

Asp

Val

200

Ser

Gln

Met

Ala

Leu
280

Leu

Ala

185

Val Ile Leu

Leu Ala Tyr

Gln

Met

25

Ser

Asp

Glu

Ala

Val

105

Arg

Thr

His

Leu

Ala

185

Ala

Met

Ala

Leu

Asn

265

Leu

Ala

Ala

Leu

10

Leu

Gly

Ile

Ala

Arg

Gln

Gly

Leu

Gly

Gly

170

Ser

Asp

Gly

Ala

Ala

250

Thr

Arg

Glu

Gly

Actinoplanes garbadinensis

Arg

Ala

Glu

Val

Ala

75

Thr

Ser

Ala

Asp

Glu

155

Phe

Phe

Asp

Pro

Ala

235

Phe

Phe

Leu

Ala

Val
315

Leu

Ser

220

Ala

Thr

Gly

Leu

60

Ala

Val

Ile

Trp

Asp

140

Ala

Arg

Phe

Ala

Gly

220

Arg

Ala

His

Val

Ala
300

Gly

Phe
Lys
205

Ser

Tyr

Gly

Leu

45

Asp

Ala

Ser

Ala

Pro

125

Leu

Ala

Pro

Ala

Ser

205

Ile

Phe

Ala

Val

Gly
285

Ile

Leu

Leu Ser Ala

190

Leu Gly Val

Gly Leu Ser

Pro

Phe

30

Arg

Ala

Val

Val

Ala

110

Thr

Gly

Pro

Leu

Gly

190

Leu

Ser

Ala

Val

Val
270
Gly

Ala

Gly

Ala

15

Leu

Arg

Asp

Pro

Phe

95

Thr

Gly

Ile

Gln

Thr

175

Asp

Thr

Ala

Gly

Ala

255

Ile

His

Gly

Tyr

Arg

Ala

Thr

Asp

Gly

80

Gly

Pro

Pro

Asp

Pro

160

Gly

Val

Gly

Thr

Gly

240

Leu

Val

Arg

Thr

Leu
320
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-continued

142

Gly

Phe

Ala

Ala

Arg

385

Leu

Gly

Ala

Ala

Ala

465

Leu

Glu

Ile

Ala

Lys

545

Arg

Thr

Glu

Ala

Ala

625

Asp

Ala

Gly

Met

Leu
705

Ala

Ala

Ala

Ala

Leu

370

Arg

Ala

Leu

Leu

Ala

450

Ser

Ala

Ala

Ser

Ser

530

Ala

Val

Tyr

Val

Asp

610

Ala

Pro

Ala

Asp

Leu

690

Gly

Leu

Asp

Leu

Trp

355

Gln

Leu

Val

Leu

Ser

435

Gly

Ala

Val

Arg

Gly

515

Gly

Thr

Ala

Leu

Gly

595

Thr

Asn

Gly

Arg

Ile
675
Ala

Leu

Gly

Leu

Ala

340

Ala

Ala

Val

Ala

Leu

420

Leu

Leu

Ala

Ala

Tyr

500

Ala

Thr

Pro

Pro

Ala

580

Glu

Thr

Arg

Phe

Asp

660

Ala

Val

Ser

Thr

Leu

325

Gly

Pro

Ala

Val

Ala

405

Ala

Ala

Ala

Met

Ala

485

Pro

Thr

Val

Arg

Glu

565

Glu

Arg

Gly

Ile

Asp

645

Ala

Asn

Thr

Val

Arg
725

Asp

Cys

Ala

Asp

Gly

390

Ile

Ala

Pro

Gly

Ala

470

Thr

Val

Ala

Gly

Leu

550

Leu

Leu

Arg

Gln

Glu

630

Arg

Leu

Val

Val

Val

710

Arg

Ile

Val

Arg

Glu

375

Thr

Gly

Gly

Ala

Thr

455

Val

Ser

Ala

Gly

Thr

535

Leu

Ala

Gly

Val

Leu

615

Ala

Glu

Val

Leu

Val
695

Glu

Ala

Ser

Leu

Arg

360

Pro

Val

Ala

Leu

Ala

440

Ser

Val

Gly

Ala

Ala

520

Val

Ala

Gly

Leu

Asn

600

Leu

Val

Ala

Gln

Ser
680
Ile

Arg

Arg

Gly

Ala

345

Ala

Pro

Val

Ser

Leu

425

Arg

Leu

Val

Arg

Gly

505

Phe

Ala

Ala

Glu

Pro

585

Leu

Gly

Pro

Leu

Val

665

Ile

Ala

Val

Leu

Gly

330

Gly

Thr

Ala

Thr

Leu

410

Ala

Leu

Ser

Gly

Ala

490

Leu

Ala

Ala

Pro

Pro

570

Asp

Ile

Val

Thr

Ser

650

Gly

Leu

Leu

Arg

Arg
730

Gly

Val

Arg

Gly

Val

395

Pro

Ala

Leu

Gln

Ala

475

Thr

Arg

Ala

Arg

Gly

555

Val

Ser

Ala

Val

Thr

635

Ala

Gly

Leu

Leu

Glu
715

Ala

Leu

Leu

Ile

Thr

380

Val

Leu

Leu

Glu

Asn

460

Ala

Val

Thr

Val

Phe

540

Asp

Val

Ala

Arg

Ser

620

Val

Ala

Gly

Gly

Gly

700

Met

Met

Arg

Ala

Ala

365

Val

Gly

Ala

Pro

Arg

445

Ala

Leu

Asn

Asp

Pro

525

Pro

Glu

Leu

Pro

Ala

605

Ala

Trp

Val

Val

Leu
685
Ile

Ala

Leu

Val

Thr

350

Pro

Arg

Ala

Leu

Arg

430

Phe

Arg

Ile

Ala

Gly

510

Gln

Asp

Leu

Val

Ile

590

Ser

Arg

Gly

Gly

Thr

670

Ser

Ala

Leu

Ala

Asn

335

Leu

Val

Gly

Ala

Leu

415

Leu

Gly

Arg

Thr

Asp

495

Glu

Leu

Gly

Ala

Pro

575

Val

Arg

Thr

Val

Ala

655

Glu

Leu

Asn

Leu

Val
735

Pro

Val

Arg

Gly

Ala

400

Gly

Ile

Val

Thr

Cys

480

Leu

Pro

Ser

Gly

Ala

560

Ala

Val

Leu

Leu

Ala

640

Val

Gly

Ala

Leu

Arg
720

Glu
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-continued

144

Ala

Val

Asp

Val

785

Ala

Val

Pro

Pro

770

Ala

Ala

Val

Val

755

Val

Val

Arg

Ile

740

Gly

Ile

Leu

Val

Thr

Leu

Arg

Thr

Ala
805

<210> SEQ ID NO 124

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ile Val Trp

1

Ser

Lys

Cys

Val

65

Arg

Ser

Arg

Pro

Arg

145

Val

Thr

Thr

Ile

Asp

225

Ser

Ala

Thr

Cys

50

Ile

Arg

Val

Arg

Ala

130

Cys

Asn

Ala

Ile

Arg

210

Arg

Arg

Arg

Thr

35

Trp

Cys

Pro

Gly

Arg

115

Arg

Ile

Trp

Ala

Ser

195

Ala

Tyr

Asn

Pro

20

Asp

Pro

Ser

Ala

Ser

100

Ser

Leu

Ser

Pro

Gly

180

Ala

Asp

Leu

Arg

244

Leu

Ala

Leu

Gly

790

Pro

Leu

Ala

Pro

775

Val

Ala

Gly

Val

760

Trp

Val

Glu

Thr

745

Ala

Gly

Ala

Gly

Val

Ala

Gln

Ser

Leu
810

Ala

Ala

Leu

Leu

795

Thr

Actinoplanes garbadinensis

124

Pro

5

Val

Gly

Pro

Glu

Ser

85

Arg

Val

Thr

Val

Ala

165

Pro

Cys

Arg

Arg

<210> SEQ ID NO 125

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes garbadinensis

PRT

<400> SEQUENCE:

367

125

Glu

Ala

Leu

Asp

Ser

Arg

Leu

Arg

Val

Val

150

Glu

Val

Val

His

Met
230

Arg

Met

Ala

Ser

55

Val

Ser

Asn

Ala

Pro

135

Phe

Lys

Pro

Val

Ile

215

Thr

Arg

Ser

Ser

40

Ser

Ile

Gly

Ala

Arg

120

Ala

Pro

Pro

Tyr

Cys

200

Pro

Arg

Ala

Ser

25

Ser

Asp

Phe

Ser

Trp

105

Ser

Val

Glu

Ala

Val

185

Val

Pro

Arg

Ala

Ala

Ala

Gly

Arg

Thr

90

Lys

Ser

Gly

Pro

Asp

170

Leu

Val

Arg

Tyr

Ser

Pro

Arg

Arg

Ser

75

Met

Thr

Arg

Val

Asp

155

Thr

Leu

Thr

Asp

Arg
235

Gly Leu Val Val

Val
Ala
780

Ala

Arg

Arg

Val

Ala

Cys

60

Ser

Phe

Lys

Pro

Ser

140

Gly

Pro

Thr

Ala

Pro

220

Pro

750

Gly Arg Thr

765

Ala

Pro

Ser

Gly

Thr

45

Pro

Pro

Cys

Pro

Ala

125

Asn

Pro

Ser

Ser

Pro

205

Gly

Arg

Val

Ala

Pro

Ser

30

Ala

Ser

Gly

Ser

Ile

110

Asn

Pro

Met

Thr

Arg

190

Thr

Arg

Ala

Leu

Arg

Pro

15

Ser

Thr

Arg

Ser

Ala

95

Arg

Asp

Ala

Ile

Ala

175

Gln

Leu

Ala

Pro

Gly

Ala

Val

Arg
800

Ser

Ala

Arg

Ser

Thr

80

Val

Ser

Arg

Ser

Ala

160

Val

Leu

Glu

Val

Cys
240

Val Leu Arg Ile Asp Ala Leu Val Ala Ala Ala Val Val Ile Gly Cys
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-continued

146

Leu

Val

Ala

Phe

65

Ala

Ala

Leu

Ala

Asp

145

Ala

Gly

Phe

Arg

225

Leu

Asp

Met

Leu

Pro

305

Gly

Cys

Thr

Leu

Ala

Leu

50

Met

Ala

Ala

Gly

Trp

130

Ala

Gln

Asp

Gly

Asp

210

Leu

Glu

Val

Asp

Lys

290

Ala

Ala

Ser

Val

Leu

Val

35

Val

Phe

His

Gly

Ser

115

Ser

Glu

Leu

Ile

Arg

195

Arg

Leu

Arg

Thr

Leu

275

His

Leu

Gly

Leu

Thr
355

Gly

20

Pro

Ala

Pro

Ala

Ala

100

Ala

Ile

His

Ala

Ile

180

Val

Ile

Thr

Leu

Val

260

Ala

Ala

Leu

Leu

Phe

340

Thr

Leu

Leu

Gly

Gly

Pro

85

Leu

Leu

Gly

Arg

Val

165

Ala

Ala

Ala

Val

Pro

245

Asp

Val

Pro

Thr

Val

325

Asn

Thr

<210> SEQ ID NO 126

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes garbadinensis

PRT

<400> SEQUENCE:

220

126

Ala

Leu

Val

Asp

Gly

Val

Pro

Leu

Arg

150

His

His

Ala

Gly

Val

230

Val

Ser

Tyr

Ala

Val

310

Glu

Gly

Trp

Gly

Leu

Ser

55

Leu

Arg

Val

Ala

Met

135

Arg

Glu

Ser

Arg

Leu

215

Asp

Leu

Ser

Arg

Arg

295

Thr

Gly

Asp

Pro

Leu

Arg

40

Gly

Val

Ala

Ala

Val

120

Gln

Leu

Glu

Leu

Ala

200

Gly

His

Leu

Gly

Val

280

Arg

Val

Arg

Cys

Leu
360

Ser

25

Arg

Leu

Ala

Arg

Ala

105

Leu

Arg

Ala

Arg

Ala

185

Asp

Arg

Asp

Ala

Ala

265

Ile

Ala

Ser

Gly

Thr

345

Thr

10

Glu

Ser

His

Leu

His

90

Gln

Ile

Gln

Glu

Thr

170

Ser

Ala

Gln

Asp

Gly

250

Pro

Gln

Cys

Ser

Leu

330

Val

Pro

Trp

Ala

Leu

Val

75

Ala

Ala

Val

Gln

Gln

155

Arg

Ile

Arg

Ala

Glu

235

Val

Gln

Glu

Leu

Pro

315

Ser

Thr

Glu

Tyr Trp
Pro Arg
45

Leu Ala
60

Ala Val

Gly Leu

Leu Gln

Ala Ser
125

Arg Ser
140

Asp Ser

Ile Ser

Ile Ala

Ile Ala

205

Leu Thr
220

Trp His

Thr Glu

Pro Leu

Ser Leu

285

Arg Met
300

Leu Pro
Gly Ile

Ala Thr

Gly Ala
365

Ser

30

Cys

Ser

His

Leu

Asp

110

Thr

Ala

Ala

Gln

Gln

190

Gly

Asp

Asp

Ala

Ala

270

Thr

Arg

Gly

Arg

Thr

350

Arg

15

Ala

Phe

His

Ala

Leu

95

Gln

Met

Val

Met

Glu

175

Ala

Pro

Val

Asp

Gly

255

Ala

Asn

Trp

Gly

Gln

335

Glu

Ala

Ala

Leu

Ser

Ala

Gly

Arg

Ala

Leu

Arg

160

Met

Glu

Val

Lys

Gly

240

Leu

Gly

Val

Thr

Arg

320

Arg

Leu

Met Thr Arg Pro Pro Ile Ala Val Leu Ile Ala Asp Asp Gln Glu Leu

1

5

10

15
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-continued

148

Val

Val

Glu

Asp

65

Pro

Thr

Thr

Ser

Glu

145

Ala

Ala

Val

Arg

Val

His

50

Gly

Pro

Arg

Ala

Val

130

Pro

Arg

Glu

Val

Val
210

Thr

Ala

35

Arg

Ile

Lys

Ile

Glu

115

Ile

Pro

Glu

Ile

Gly

195

Val

Gly

Ile

Pro

Thr

Ile

Leu

100

Gly

Ala

Pro

Arg

Ala

180

Arg

Trp

Phe

Ala

Asp

Ala

Ile

Thr

Leu

Pro

Pro

Asp

165

Ala

Val

Ala

<210> SEQ ID NO 127

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Leu Ile Cys

1

Phe

Thr

Ile

Tyr

65

Met

Asn

Arg

Ala

145

Leu

Pro

Phe

Ser

50

Asp

Arg

Gly

Gly

Ile
130

Thr

Glu

Phe

Ala

35

Arg

Glu

Asp

Val

Gly
115
Ser

Glu

Val

Ala

20

Ser

Ile

Phe

Ala

Asp

100

Gln

Leu

Asp

Glu

782

Ala

Ala

Val

Thr

70

Ala

Ala

Thr

Thr

Ala

150

Val

Arg

Leu

Tyr

Met

Ser

Ile

55

Ser

Leu

Gly

Ala

Thr

135

Arg

Phe

Leu

Ala

Arg
215

Val

Gly

40

Leu

Ala

Thr

Ala

Ala

120

Thr

Asp

Asp

His

Lys

200

Asn

Val

Ala

Met

Ile

Thr

Ser

105

Ile

Arg

Pro

Leu

Leu

185

Leu

Gly

Asp

Glu

Asp

Leu

Tyr

90

Gly

Arg

Asn

Ala

Ile

170

Ala

Gly

Ala

Ala

Ala

Ile

Ala

75

Asp

Tyr

Ser

Leu

Pro

155

Val

Glu

Val

Val

Actinoplanes garbadinensis

127

Gly

Ala

Leu

Tyr

Arg

Met

85

Leu

Lys

Ala

Ala

Lys
165

Leu

Met

Pro

Ala

Ser

Val

Lys

Gln

Tyr

Pro

150

Gln

Ile

Ser

Ser

Ala

55

Asp

Ala

Gly

Gly

Ser
135

Lys

Leu

Ala

Gly

Glu

40

Asp

Val

Ala

Ala

Ala

120

Ala

Arg

Ser

Gly

Leu

25

Leu

Asn

Pro

Glu

Ala

105

Ser

Thr

Lys

Lys

Val

Ala

Lys

Arg

Leu

Asp

90

Arg

Thr

Lys

Val

Asp
170

Val

Ala

Ala

Thr

Lys

75

Arg

Ala

Ile

Pro

Ala

155

Gln

Ala

Ile

Arg

60

Ala

Ser

Leu

Ala

Val

140

Leu

Ala

Val

Arg

Gly
220

Val

Lys

Phe

Gln

60

Glu

Gln

Leu

Thr

Gln

140

Glu

Ile

Pro

Glu

45

Met

Gly

Ser

Leu

Tyr

125

Ala

Asp

Gly

Thr

Asp
205

Ala

Ala

Arg

45

Val

Met

Phe

Val

Met
125
Asp

Met

Leu

Asp

30

Leu

Pro

Gly

Asp

Lys

110

His

Ala

Thr

Ala

Val

190

Arg

Ala

Gly

30

Ser

Ala

Ser

Tyr

Asn

110

Gln

Val

Lys

Glu

Met

Ala

Gly

Glu

Tyr

95

Asp

Gly

Arg

Phe

Asn

175

Lys

Leu

Ala

Gln

Pro

Gln

Pro

Gln

95

Asn

Trp

Ile

Tyr

Arg
175

Arg

Ala

Thr

Arg

80

Ala

Ala

Gly

Ala

Thr

160

Asn

Thr

Asn

Ala

Gln

Gln

Phe

Phe

80

His

Arg

Val

Asp

Ala
160

Tyr
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-continued

150

Leu

Ser

Ala

Thr

225

Val

Asp

Asn

Tyr

Tyr

305

Thr

Leu

Pro

Leu

Lys

385

Leu

Met

Ala

Glu

Ser

465

Leu

Gly

Arg

Trp

Ala
545

Thr

Gly

Asn

Arg

Ala

210

Asp

Ile

Ala

Gly

Phe

290

Asp

Leu

Ile

Gly

Asp

370

Ala

Leu

Lys

Tyr

Ser

450

Asn

Gly

Ala

Glu

Gly

530

Asn

Pro

Arg

Ile

Val

195

Leu

Pro

Pro

Ala

Cys

275

Tyr

Arg

Asp

Ser

Thr

355

Asp

Arg

Thr

Met

Thr

435

Ser

Ala

Arg

Glu

Pro

515

Ala

Ala

Ile

Ser

Val

180

Tyr

Leu

Asp

Gly

Leu

260

Val

Arg

Glu

Val

Glu

340

Gly

Pro

Lys

Gly

Phe

420

Ile

Asn

Gly

Ser

Lys

500

Asp

Phe

Tyr

Glu

Pro
580

Pro

Phe

Ala

Gly

Met

245

Lys

Ser

Trp

Arg

Lys

325

Lys

Lys

Asp

Gly

Gly

405

Thr

Arg

Asp

Gly

Ile

485

Val

Asp

Thr

Ala

Arg
565

Cys

Phe

Asn

Ala

Tyr

230

Val

Glu

Val

Trp

Arg

310

Ala

Asn

Val

Asp

Ile

390

Gly

Ile

Thr

Ala

Gly

470

Asn

Val

Ala

Leu

Thr
550

Ile

Val

Gly

Lys

Ile

215

Glu

Glu

Ala

Ala

Met

295

Leu

Gln

Lys

Arg

Pro

375

Arg

Asp

Val

Gln

Ala

455

Gly

Thr

Ser

Leu

Gly

535

Leu

Ala

Arg

Lys

Lys

200

Val

Leu

Met

Ile

Lys

280

Glu

Lys

Lys

Asn

Met

360

Gln

Gly

Ile

Ala

Ser

440

Cys

Glu

Tyr

Ala

Leu

520

Val

Ala

Thr

Ala

Gln

185

Pro

Lys

Ile

Gly

Pro

265

Asn

Arg

Ser

Gln

Ala

345

Leu

Asn

Ser

Thr

Ala

425

Arg

Pro

Gly

Phe

Ala

505

Ala

Ser

Ala

Arg

Thr
585

Thr

Lys

Ala

Arg

Ala

250

Arg

Asn

Lys

Gly

Ala

330

Leu

Ala

Ala

Tyr

Gly

410

Leu

Tyr

Gly

Val

Val

490

Lys

Glu

Ala

Asp

Asp

570

Ala

Tyr

Asp

Pro

Gln

235

Ile

Lys

Trp

Glu

Gly

315

Arg

Leu

Ala

Ile

Pro

395

Tyr

Glu

Arg

Thr

Phe

475

Pro

Arg

Pro

Thr

Gly
555

Gly

Lys

Gly

Leu

Ser

220

Arg

Thr

Val

Gly

Phe

300

Tyr

Asp

Leu

Asn

Ser

380

Asn

Gln

Gln

Ser

His

460

Asn

Leu

Phe

Gly

Thr
540
Met

Asp

Asp

Ile

Thr

205

Ala

Arg

Arg

Arg

Phe

285

Gly

Arg

Arg

Ala

Arg

365

Ser

Thr

Ala

Gly

Arg

445

Phe

Met

Glu

Gly

Asn

525

Pro

Tyr

Gln

Val

Tyr

190

Ile

Tyr

Asn

Ala

Pro

270

Phe

Pro

Ile

Ile

Ala

350

Arg

Asp

Thr

Gly

Tyr

430

Tyr

Trp

Trp

Glu

Ile

510

Ala

Leu

Cys

Leu

Ala
590

Ala

Gly

Asp

Ala

Gln

255

Met

Cys

Thr

Thr

Gly

335

Val

Tyr

Pro

Asn

Ser

415

Pro

Ile

Cys

Thr

Arg

495

Gln

His

Asp

Pro

Asp
575

Arg

Ala

Glu

Pro

Tyr

240

Ala

Ser

Asp

Pro

Thr

320

Asp

Glu

Lys

Arg

Pro

400

Val

Leu

Ile

Pro

Gly

480

Val

Phe

Gln

Met

Pro
560

Val

Ala
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-continued

152

Ala

Arg

Pro

625

Leu

Pro

Pro

Glu

Arg

705

Arg

Ser

Thr

Gly

<210>
<211>
<212>
<213>

<400>

Leu

Cys

610

Val

Ile

Asp

Ala

Ser

690

Ser

Leu

Asp

Val

Ala
770

Asp

595

Gly

Phe

Ala

Tyr

Val

675

Phe

Ile

Glu

Cys

Lys

755

Ser

Ala

Gly

Gly

Gly

Gln

660

Tyr

Lys

Pro

Asp

Pro

740

Asn

Pro

PRT

SEQUENCE :

Met Ala Pro Leu

1

Arg

Asp

Phe

Cys

65

Leu

Ile

Thr

Gln

Gly
145

Val

Thr

Glu

Val

Arg

50

Met

Val

Asn

Ala

Ile

130

Leu

Leu

Thr

Ala

Val

35

Arg

Arg

Glu

Ser

Ala

115

Thr

Pro

Ala

Ile

Ala

Phe

Leu

Ala

Ala

Ala

100

Thr

Val

Ala

Gly

Ala
180

Ala

Ser

Lys

Thr

645

Asn

Arg

Arg

Asp

Ala

725

Ala

Gly

Pro

SEQ ID NO 128
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

253

128

Thr

Met

Asp

Gly

Leu

Ala

85

Asn

Gly

Pro

Phe

Leu
165

Arg

Arg

Thr

Thr

630

Thr

His

Thr

Pro

Val

710

Gly

Gly

Val

Ile

Arg

Asp

Ile

Ala

Arg

70

Cys

Pro

Ser

Ala

Ile

150

Ser

Asp

Cys

Ala

615

Gly

Ala

Arg

Leu

Ser

695

Glu

Phe

Thr

Val

Phe
775

Ser

Ala

Gly

Arg

55

Ala

Gly

Thr

Arg

Val
135
Lys

Arg

Val

Pro

600

Gly

Thr

Leu

Asp

Ala

680

Ser

Cys

Asp

Ala

Val

760

Pro

Leu

Met

Ala

40

Val

Leu

Pro

Val

Gly

120

Thr

Ile

Gly

Ala

Val

Ile

Thr

Val

Arg

665

Asp

Gly

Asp

Val

Ala

745

Ile

Pro

Arg

Tyr

25

His

Val

Tyr

Ala

Ser

105

Trp

Leu

Asp

Val

Arg
185

Gly

Thr

Asp

Val

650

Leu

Tyr

Arg

Pro

Trp

730

Gly

Gln

Ile

Tyr

10

Arg

Val

Ala

Ala

Gly

Thr

Glu

Asp

Val

Arg
170

Arg

Asp

Arg

Arg

635

Ala

Asp

Met

Ile

Met

715

Arg

Thr

Val

Gly

Tyr

Arg

Gly

Val

His

75

Gly

Asn

Asn

Thr

Glu
155

Ala

Cys

Ser

Ser

620

Asp

Gly

His

Glu

Ala

700

Pro

Gly

Glu

Ser

Pro
780

Tyr

Phe

Asp

Glu

60

Asp

Ser

Ser

Glu

Leu
140
Gly

Leu

Leu

Ala

605

Val

Arg

Tyr

Asp

Gly

685

Phe

Arg

Gln

Pro

Lys

765

Pro

Gly

Val

Arg

45

Pro

Asp

Val

Val

Val

125

Val

Tyr

Ser

Asp

Gln

Val

Thr

Leu

Gln

670

Arg

Gly

Ala

Glu

Ser

750

Gly

Arg

Asp

Arg

Val

Gln

Arg

Pro

Arg

110

Trp

Gln

Glu

Phe

Arg
190

Leu

Gly

Ala

Val

655

Val

Pro

Asp

Arg

Val

735

Gly

Arg

Ala

15

Pro

Ala

Pro

Val

Leu

95

Phe

Asp

Arg

Asp

Glu
175

Ala

Gly

His

Ser

640

Asn

Asn

Arg

Gln

Asp

720

Glu

Arg

Arg

Gly

Gly

Cys

Leu

Ala

80

Tyr

Leu

Gln

Phe

Ala
160

Phe

Gly
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-continued

154

Glu

Arg

Ala

225

Arg

Leu
Thr
210

Gly

Ser

Gly
195
Phe

Leu

Ala

Phe

Gly

Pro

Gly

Asp

Arg

His

Trp
245

<210> SEQ ID NO 129

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Val Pro Arg Phe

1

His

Leu

Phe

65

Ala

Arg

Pro

Leu

145

Ala

Arg

Val

Glu

Ala

225

Ala

Gly

<210>
<211>
<212>
<213>

<400>

Asp

Gly

Ala

50

Ser

Leu

Gly

Pro

Ala

130

Trp

Asp

Asn

Leu

Val

210

His

Ala

Met

Arg

Leu

35

Gly

Asp

Ala

His

Asp

115

Ala

Ile

Ala

Ala

Gly

195

Ala

Asn

Tyr

Pro

His

20

Ala

Arg

Lys

Ala

Ser

100

Leu

Arg

Glu

Lys

Ile

180

Gly

Ala

Val

Leu

Pro
260

PRT

SEQUENCE :

261

Gly

Trp

Glu

230

Pro

Phe
Ala
215

Ala

Asp

Asp
200
Ala

Asn

Arg

Val

Arg

Ala

Arg

Ser

Asp

Gly

Glu
250

Leu

Glu

Asp

235

Asp

Actinoplanes garbadinensis

129

Asp

Ala

Val

His

Pro

Trp

Phe

Val

Ser

Ala

Pro

165

Glu

Ser

Met

Met

Arg

245

Pro

SEQ ID NO 130
LENGTH:
TYPE :
ORGANISM: Actinoplanes garbadinensis

244

130

Ser

Cys

Ser

Pro

Arg

70

Leu

Gly

Ala

Arg

Pro

150

Trp

Glu

Leu

Thr

Thr

230

Thr

Arg

His

His

Val

55

Arg

Asp

Ala

Ala

Arg

135

Trp

Arg

Asp

Asp

Gly

215

Thr

Arg

Leu

Ala

Arg

40

Leu

Ala

Val

Glu

Val

120

Ala

Gln

Val

Leu

Pro

200

Gly

Ser

Arg

Val

Gly

Tyr

Val

Tyr

Leu

Val

105

Val

Leu

Ala

Leu

Arg

185

Val

Val

Gly

Arg

Thr

10

Gly

Leu

Pro

Asp

Gly

Ala

Leu

Ile

Pro

Ala

170

Arg

Ala

Ser

Val

Cys
250

Val

Leu

Met

Asp

Val

75

Val

Ala

Ala

Gly

Val

155

Thr

Leu

Pro

Val

Arg

235

Met

Gly
Met
220

Val

Arg

Gly

Pro

Pro

Leu

60

Gly

Pro

Arg

Ser

Arg

140

Leu

Val

Pro

Leu

Thr

220

Ser

Asp

Glu
205
Leu

Tyr

Arg

Gly

Val

Thr

45

Pro

Arg

Arg

Leu

Pro

125

Trp

Val

Gly

Val

Arg

205

Val

Ala

Arg

Thr Met Ala

Ala

Ala

Val

Val

Ala

Gly

His

Ala

Ala

110

Thr

Ala

Arg

His

Pro

190

Trp

Pro

Arg

Leu

His

Val

Arg

15

Leu

His

Phe

Ala

Cys

95

Val

Thr

Val

Asp

Ser

175

Pro

Arg

Ala

Ala

Ile
255

Leu

Ser
240

Thr

Val

Ala

Gly

Glu

80

Ile

Leu

Asp

Asp

Ile

160

Val

Leu

Ala

Ala

Ile

240

Gly
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-continued

156

Val

Asp

Arg

Arg

Gly

Ser

Pro

Pro

Ser

145

Asp

Glu

Arg

Ile

Ala

225

Thr

Ser

Leu

Leu

Gly

50

Arg

Arg

Leu

Ile

Ala

130

Ala

Pro

Val

Arg

Arg

210

Leu

Thr

Pro

Arg

Thr

35

Cys

Ser

Arg

Ala

Trp

115

Phe

Ala

Pro

Leu

Leu

195

Arg

Asp

Gly

Pro

Leu

20

Gly

Tyr

Phe

Pro

Ala

100

Trp

Ser

Ala

Tyr

Asp

180

Gly

Lys

Asn

Ser

Phe

Ala

Ser

Val

Pro

Val

85

Ala

Arg

Leu

Ala

Ala

165

Leu

Leu

Thr

Asp

<210> SEQ ID NO 131

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes garbadinensis

PRT

<400> SEQUENCE:

Met Lys Asp

1

Ala

Ala

Val

Ala

65

Glu

Leu

Thr

Phe

Ala

Arg

50

His

Arg

Phe

Glu

Asn

Glu

35

Met

Asp

Ser

Asp

Val
115

Ile

Ile

Glu

Tyr

Ala

Val

Ala

100

Val

281

131

Leu

Val

Arg

Gly

Pro

Ile

85

His

Ala

Arg

Pro

Val

Lys

Leu

70

Val

His

Gly

Gly

Ile

150

Ala

Leu

Ser

Gly

Trp
230

Asp

Asn

Ala

Arg

Val

70

Ser

Glu

Glu

Leu

Val

Ala

Ala

55

Asp

Ile

Pro

Asp

Gly

135

Val

Pro

Arg

Ala

Thr

215

Val

Arg

Asp

Pro

Pro

55

Pro

Asp

Leu

Ala

Asp

Leu

Gly

40

Ala

Glu

Pro

Ala

Val

120

Val

Arg

Ala

Gln

Lys

200

Ser

Gly

Ala

Leu

Val

40

Arg

Val

Cys

Asp

Arg
120

Glu

Arg

25

Ser

Glu

Gly

Asp

Arg

105

Ile

Asp

Ser

Ala

Gly

185

Thr

Asn

Asn

Leu

Thr

25

Ile

Leu

Thr

Leu

Val
105

Arg

Ala

Arg

Val

Tyr

Ala

Tyr

90

Lys

Ala

Glu

Arg

Pro

170

Leu

Val

Arg

Leu

Ala

10

Val

Leu

Tyr

Leu

Ala

90

Ala

Ala

Val

Leu

Ser

Gly

Thr

75

Gly

Gly

Val

Leu

Gly

155

Phe

Thr

Glu

Thr

Pro
235

Glu

Glu

Gln

Glu

His

75

Gly

Asp

Gly

Ala

Leu

Leu

Ala

60

Gly

Gln

Pro

Asn

Glu

140

Val

Thr

Asp

Lys

Ala

220

His

Arg

Ala

Thr

Ile

60

Leu

Gly

Asn

Ala

Asp

Arg

Ile

45

Asn

Arg

Leu

Ala

Val

125

Ala

Arg

Pro

Arg

His

205

Ala

Thr

Tyr

Val

Ser

45

Val

Asp

Trp

Leu

His
125

Val

His

30

Asp

Cys

Ala

Arg

Val

110

Ala

Leu

Val

Arg

Glu

190

Val

Val

Ala

Gly

Leu

30

Val

His

His

Asn

Arg

110

Val

Tyr

15

Ser

Ala

Gln

Phe

Ala

95

Ala

Phe

Thr

Arg

Glu

175

Met

Gly

Val

Glu

Val

15

Ala

Lys

Ala

Cys

Ser

95

Gln

Glu

Gly

Gly

Asp

Leu

Gly

Gly

Val

Ala

Gln

Ala

160

Ala

Ala

Ala

Thr

His
240

Ala

Ala

Thr

Phe

Pro

80

Val

Thr

Gly
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-continued

158

Glu

Ala

145

Thr

Tyr

Ala

Asp

Ile

225

Leu

Arg

Leu

Ile

130

Pro

Gly

Lys

Ala

Glu

210

Ser

Arg

His

Phe

Glu

Met

Val

Gln

Thr

195

Gln

Thr

Glu

Gln

Gly
275

Gly

Val

Asp

Ala

180

Gly

Phe

Ala

Ala

Arg

260

Gly

Ile

Gln

Cys

165

Pro

Ile

Thr

Leu

Asp

245

Ala

Ser

<210> SEQ ID NO 132

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Gly Ser Ala

1

Asp

Val

Arg

Leu

65

Gly

Ala

Ile
Ala
145

Arg

Pro

Gly

Asn

His

Pro

Gly

Ala

Arg

Pro

130

Gly

Ala

Val

Pro

Ala

35

Gly

Val

Gly

Ala

Ala

115

Ala

Trp

Val

Phe

Ala

20

Leu

His

Arg

Lys

Ala

100

Lys

Arg

Thr

Leu

Ala
180

<210> SEQ ID NO

<400> SEQUENCE:

192

Gln

Ser

150

Phe

Val

Pro

Asp

Lys

230

Glu

Ala

Gly

Gly

135

Leu

Ala

Leu

Met

Leu

215

Glu

Arg

Val

Arg

Val

Glu

Pro

Asn

Ala

200

Ile

Ser

Gly

Val

Ala
280

Glu

Val

Ala

Thr

185

Leu

Ala

Phe

Lys

Glu

265

Trp

Asp

Ala

Ile

170

Arg

His

Arg

Met

Trp

250

Met

Asp

Val

155

Gly

Arg

Gly

Gly

Lys

235

Asp

Ala

Actinoplanes garbadinensis

132

Val

5

Ala

Val

Leu

Trp

Glu

85

Gly

Thr

Pro

Val

Val
165

Gly

133

133

Ala

His

Phe

Pro

Ser

70

Arg

Asp

Ala

Gly

Ala
150

Asn

Asp

Val

Pro

Asp

Ala

55

Glu

Met

Thr

Ala

Thr

135

Val

Ala

Val

Pro

Ala

Cys

40

Phe

Glu

Ala

Asp

Phe

120

Ala

Ala

Val

Val

Ala

Leu

25

Asp

Asn

Glu

Ser

Arg

105

Thr

Arg

Ser

Gly

Pro
185

Ser

10

Arg

Gly

Ala

Tyr

Leu

90

Thr

Lys

Ile

Thr

Ala
170

Ala

Ala

Arg

Val

Thr

Gly

75

Phe

Glu

Leu

Ile

Ser
155

Thr

Lys

Val

140

Asp

Asn

Val

Gly

Cys

220

Ser

Pro

Arg

Gly

Ile

Leu

Phe

60

Glu

Ala

Leu

Val

Ser

140

Ala

Thr

Lys

Gly Asn Asp

Phe

Ala

Ser

Thr

205

Ala

Gly

Pro

Gln

Gly

Gly

Ala

45

Glu

Lys

Asp

Leu

Ala

125

Glu

Glu

Ala

Pro

Ile

His

Asp

190

Gly

Lys

Leu

Ser

His
270

Gly

Ala

30

Asp

Gln

Leu

Pro

Arg

110

Glu

Ala

Asp

Glu

Asp
190

Lys

Gly

175

Leu

Leu

Val

Glu

Leu

255

Ile

Arg

15

Arg

Thr

Phe

Arg

Ala

95

Thr

Gly

Leu

Ser

Arg
175

Pro

Tyr

Arg

160

Gln

Val

Ser

Asn

Phe

240

Phe

Arg

Arg

Val

Glu

Gly

Ile

80

Phe

Trp

Arg

Arg

Val
160

Ile

Ala
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-continued

160

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

136

137

137

138

138

139

139

140

140

141

141

142

142

143

143

144

144
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-continued

162

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

145

145

146

146

147

147

148

148

149

149

150

150

151

151

152

152

153

153

154

154

155

155
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-continued

164

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

156

156

157

157

158

158

159

159

160

160

161

161

162

162

163

163

164

164

165

165

166

166

167
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-continued

166

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

168

168

169

169
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170

171

171

172

172

173

173

174

174

175

175

176

176

177

177

178
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168

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO
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SEQ ID NO

SEQUENCE :
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180

180
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181
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188

188

189

189



US RE45,003 E
169

-continued

170

<210> SEQ ID NO 190
<400> SEQUENCE: 190

000

<210> SEQ ID NO 191
<400> SEQUENCE: 191

000

<210> SEQ ID NO 192
<400> SEQUENCE: 192

000

<210> SEQ ID NO 193
<400> SEQUENCE: 193

000

<210> SEQ ID NO 194
<400> SEQUENCE: 194

000

<210> SEQ ID NO 195
<400> SEQUENCE: 195

000

<210> SEQ ID NO 196
<400> SEQUENCE: 196

000

<210> SEQ ID NO 197
<400> SEQUENCE: 197

000

<210> SEQ ID NO 198
<400> SEQUENCE: 198

000

<210> SEQ ID NO 199

<400> SEQUENCE: 199

000

<210> SEQ ID NO 200

<211> LENGTH: 40402

<212> TYPE: DNA

<213> ORGANISM: Actinoplanes liguriae

<400> SEQUENCE: 200

gatcaggtcg accgeggage tgatctggte acggatcegeg cggatcggca ggtccatgec

60
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ggccatcage accatcgtcet ccageeggga cagegegtee cgeggegtgt tegegtgeag 120
ggtggtcage gagcegtcegt ggceggtgtt catcgectge agcatgtcega gegeggegge 180
gtcacggace tcgccgacga cgatceggte cgggcegcate cgcagegegt tgeggaccag 240
gtegegggty gtgatcegtge cecggeccte ggagttegge ggccegggact ccaggegeac 300
cacgtggtce tggaccagtt geagetegge ggegtecteg atggtcacga tgegetegte 360
ggcegggacyg aagctggaga ggacgttcag gatcgtggte ttgecggage cggtgecgec 420
getgaccagg atggtgegee ggcegegcac gcacgegtee aggaactegyg cggectgeceg 480
ggtgagegtyg ccgtactgca gcaggtcace gacggtgage gggaccgegyg cgaacttgeg 540
gatggtcage gtcgagecgt ccagegcegat cggegggacce acggegttga cceggetecc 600
gtceggecage cgggegtcega cggteggget ggectegtee acgeggegge cgacccgega 660
gcagatcegg tcgatgatce ggcegcaggtyg ctgctegteg tegaactegyg cggegacctt 720
ctcgaggegyg ccgaaccget cgacgtagac cgagtacgge cegttcacca tcaccteggt 780
caccgacggyg tcgegecagca gegactegat cggtecgtgg cegagecacct cgteggtcac 840
ctegegggty atccgggece ggtecgegee ggagageggg gtcetcectece gggcgageag 900
gtegtggage gegtecegga cecegggegte caggtecteg ctetggecegyg tggtgtagag 960
cgteggeceg agetegtegg cgagecgeceg ctggatecge ageegecacct cgecgacctg 1020
gteetgegge gggeggecgg cggeceggta geggtegeeg cegegtgget cggtgggegyg 1080
tggtggggge gtgceggege cgctcaggeg getggagagg ctcacgggaa caacctcecceg 1140
aggaacccge ggcegecgetyg gggtgtggtyg ccgacgecgg cgatceggte accgagetcece 1200
cggatcgecce ggctgaccegg gtgcageggg tcecggtgacgg cgatcggcte gecgtggttg 1260
accgagaccg tcacgteceg getggecgge acctgeaceg cgaacggeat gecggecgeg 1320
acctccacct cggacggget caggecgace tgggegecgg cecggttgaa gaccagcage 1380
cgcttgtect tggggtagtce gagcaggtcg aacatctecg cggtgagccg gaccgacttg 1440
agcgccggaa gatceggggt gacgateggg atgaaccagt cggacatgte cagegeggec 1500
agcacctggt cggtgaccac ggacggggtyg tccaccacga tgaagtcegta gagegggegg 1560
gecacgtceca gcagetcegac gacgaactce cggeggacct getegeccte ggecgggetyg 1620
gecggegeca ggagggegte gagactttge cggtacgteg tgacgatcga ccgeagecceg 1680
ggctegteca gecgacegge catctgcagyg ccccceggega tgttgegtte cggggacage 1740
ttcatcatga tcgccacgtc gcecgaactge aggtccaggt ccatcagcag cacccggegt 1800
ceggeacegg ccagcegegac ggccaggtte accgecacca cgetgegece gcagecgecce 1860
ttgccggecga agaccgtgac cacactggcg tacggggegt tgtcecgecggt cecgegcatg 1920
gtggtgctca gcgecttgga caggtcgacce gaccggacceg tcegegctgeg gatgecctece 1980
tegtectect cggecgaccag gteccggatyg ccggactgea ggcagegeag caccacgecg 2040
gectegateg cgtggeggat cagcaccacce ccgatcacceg ggcgetgcaa ccgetggtac 2100
gecgtgaaca tcagegecte gtccaggtee acgaccgege cgatcaccac gagcagegte 2160
tcecgggtage gggggagata cgactccage tcegcectcatge tettgagcat cgtgecgecg 2220
atcgecccegga agtcegttgece ccagtgegtg cggegctegt cgtcecgggcte gacgtacaca 2280
tagaggctca tcgcacgacc cagctcegtgt cgatcgecegg gecggtgcte geggtggegt 2340
tcgggecgag cagegecagg tagagegate cgetetggge ggegtgcacyg agtcegcaggg 2400
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cgteggtgtce gecgacggece agggtcacga cgtaccgcetg gatctecttg accgeggcegy 2460
tgctgtegee ggecgaggeg gacggaccgg gggtgggcega gggcgacgge gtcacggggy 2520
cctgaccecgg ttceccegectece ccgatggtga tcacccegtge ctteggcage aggagcetegg 2580
tcatcgggat ggtctcgtgg tectecgcecca tcaggacctt cgcecctggtac gtgtaataga 2640
ccgcgacctg gtcecgecggge gtgatgttge cggctacctg cggggcgacg ttgagcegeca 2700
ccgagacege gagcgaccta cggggcacceg ggatccgece ggtgtgegac ggegecggtg 2760
acgccgggac gaacagegte cgcatgagga getgecgggg ctgcaggtee ccgecgagec 2820
ggagegggte gagegcegetg teccaggtgyg tcagegecee ggegggcacy gtgacggtgg 2880
ggaccaggag ccgctceggte aggecceggyg cgceggatcte ggegecgetyg gteceggacyg 2940
ggatgtgetyg cceggcgace aggatccagyg tgcccteceg gecgetgage gegegeeggt 3000
cggecgacceg ggcegtaggac aggacggecg ccecgetgat cecggecage accagegegg 3060
ccagcaggat caggatgcgg cggcgcatga cttcacctte tcaggcaccg gtcatccegt 3120
acggccgate accatcgege cgtaataceg cgaggtggeg aaccgegteg gtacgtggte 3180
cgtgaccage gctetggtga agtagecgta gaggcaggac tgegeegege acagegetcet 3240
ctgegecccee ggcacgageg aggggaccege ggatcegggt gacaceggge cgetgaccegg 3300
getetegtag ccggtgagga cgageggcege gaagccggeg atccggtagt acgacggeag 3360
cgtgecegate accgecacct gectgtegaa gatcggeace agcacegget gecccgaggt 3420
gatcaggacg ttcagceggt cgaggcagge cgtggeggeg gaggegttge cggggecgat 3480
ggtgaatceg ccgacccage tgtcecgeegyg cccegteggte gecgggatge cggtcagetce 3540
gcaggaggceg tceggtgege tgaccggcag caggcccgge agegeceggeyg ggecgtecgg 3600
ctgccegage cacgtgtaac cggcgacggt ctegecggeg teggeeggge aggacgtgge 3660
gaggatgceg tcegctgateg ggatgtagee ggccgteggg teggagagge cgagecagegg 3720
gtggacgceeg gtetgegggt tegggecggt gggeggegge ggggcgaaga acctegtgta 3780
gtegeeggte agecgcagga agtcegcacceyg ggagacgeog agegegagga cgteggtgac 3840
cgeeggaget ccccaggega cecggecgea ggegeccate ttegeccegt ggtacgecga 3900
cceggocaga ccgegecocga acageggegg caccaccgag gtgttgtege tgttgegggt 3960
ggacgtcegg acctegacgt accggtacgg ccceggaggeg cteggeggeyg cggggeacgt 4020
gaccggggty ttecaggage tegggcagee ggcegteggeg gtggtgacge cggeggegga 4080
gacggtggtyg atgcagaact ggacgtccga gacgaggtcece ttggegttcecce ggteggegta 4140
cegetgegeg ttgteceget gegeggegac ggtgecaggtg geggacgtca ggtccceggece 4200
ggcegtgecyg gegcaggect gegegacctt ccacgacgee gegteggece cgetetgeaa 4260
ctgetecege teggegtaga gegegecgat gtegatcace agegeegeca tcccgageag 4320
gacgceggeg ccggecagga cggcegaccag cgceggtgate acgeegtget cgecgegggyg 4380
cgggaacagg gcgtggatca gecgacgeat gacatcacge cggtcegeget catcegtgate 4440
gtgcccatgg tcetgecegee gaccagectyg accagegeca ccateggegt gateggetgg 4500
taccggeggyg tcagcacgac cteggegteg gegecggega gegaggtgge cgaacaggte 4560
gtgacggtct gggtcaccga cggcgcceccg gtggcgcecga cgatgcecgtt gaccttggeg 4620
tgcaccgeeg cggcegtgee gtteagggeg ccgageeggg cgcectceecg ggecgecteg 4680
gtgagctgga tgtactgctg gagcagcecgg cccatgtcga tgatcccgaa caggatcage 4740
agcagcaccg gcatcacgat ggeggtetee agegecgegg cgccceggte ceggttateg 4800
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tgcggagete tccgeteect gggcgagaac cgtacgcaac atcccggeca gccggtecge 4860
cgtatacggce ttcgccacga atggcgacce ggcacggatc agccctttet tgatggcgat 4920
ctecteceggg accecggaga cgtagacgat cttcatgece ggecggacct cggaggccga 4980
gegggecage teceecgecgg agactcecegg caggceccagg teggtgagca gcacgtcgat 5040
cgcteegetg tgcacccecgge acgtcatgat ggegctgacce gggtcttteg ccacgaggac 5100
gacgaacceg cgcatctcca gcatctgtge ggcgagctca cgcaggtect cgtegtecte 5160
caccaggaga acgaccggcc cctgcecgcte ggttgcecttte cacatcatte ctetceceggt 5220
gcacgaggaa tccggcgacg actcectteceg tecgctgecte tgctcacget atccaccgge 5280
ctgcctggece cggtggcatt cgcggaaatg tcgatgccect caaatcagca tttgtccggce 5340
ggcactgtecc gtgttaacgce tcactacgtt gecgctgacgt cacgtttegt cccggtaaca 5400
gttcggggte ttgacagatc acgagcgtcg atgggtgaat gtgttcaatc ctgatcggac 5460
gagtgcagga taaacaacgt ttgcgtgtga agccgtttgg ctttgagggg gctceccatgtt 5520
caattacgtc agtttcgtgce gccctaaaac ctttgccgece accttegcegg cagcecgccect 5580
getgetegge tegggegect gegegaagag cgaggactcee ggggacacceg tggeggceggyg 5640
tceegecceg teggeggege aggtggteca gtecgecteg gecggceteceyg cgacctgtge 5700
cttggatcag tacggcgcegt ccaagctcga cctgaagacce gectcegteg gettctecca 5760
gteggagaag gaggcgaacce cgttccggat cgccgagacg aagtccatca aggacgaggce 5820
cgcgaagetyg ggcatcacca acctcaagac ctcgaacgeg aactcacaat tcaacaagca 5880
gatcgccgac gtcgagcaga tgatcgatgce gggcgtgcag ctgctggtga tcgegecget 5940
caactcggac ggctgggact cggtgttege caaggcgacyg gcgaagcaca tcccgatcat 6000
cacgatcgac cggaagatca acgcgaccgce ctgcaaggac tacctgacct tcatcggcete 6060
cgacttegee gagcagggca agcgggecge cgacgcegetyg gcecaagtege tgggcaacaa 6120
gggcgaggtyg gcgatcctge tgggegetcece cggcaacaac gtcaccacgce tgcggaccag 6180
cggcttcaag gacgagatcg ccaaggtcge gecggacatce aagatcacgt tcgagcagac 6240
cggcaactte tccegggagg acgggcagaa ggtcgccgag cagetgetge agtccaagece 6300
gaacatcaac ggcatctacg gcgagaacga cgagatggceg cteggegega tcaccgeget 6360
caagggcgece ggcaagaagg ccggcgacgt caagatcgte tcegatcgacyg gcaccaaggg 6420
cgcggtgcag ggcatcgtgg acggcectgggt cteecgeggtg atcgagtcca acccgcegett 6480
cgggecgetyg gecttegaca ccgcgacgaa gttettegge ggegagecegyg tceggecagga 6540
catcgtcate caggaccgtg cctacgacga gtcgaacgece aagaccgaca tcggcagcge 6600
gtactagaga gcgctcccaa tcegggtgtcece ggggatgaac cgggcaccceg ceggcacgga 6660
ggagggcggce tcatgctgct ggaagtctcecce ggcgtcectceca agacctteccce cggegtacge 6720
geectggacy gggtgtcectt caccctgaac ccgggegagg tgcacgeget ggtgggggag 6780
aacggcgeceg gcaagtcgac gttgatcaaa gtgctcaceyg gggtctacca gccggacagt 6840
ggcgagcetge gctaccgegg cgagecggece cggttegeca ceccgetgga cgeccagegyg 6900
gccggtatet cgaccatcta tcaggaggtc aacctecgtec cgctgatgag cgtggcgcac 6960
aacctgttee tcggecggga gecgegeaac cggtteggge tgctggacga ggcccggatg 7020
gtegecgagyg ccaccgagat cctggecggt tacggegtac gecaccgatgt cegecgecege 7080
cteggeacce tggecctggg cgcgcageag atggtegege tegeccggge cgtcatggte 7140
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gacgceeggyg tegtggtgat ggacgagece acctegtege tggagecgeyg cgaggtggag 7200
accctgtteg gggtgatceg cgagctgcac accgcgggca tcggcatcgt ctacgteteg 7260
caccggetgyg acgagetcta cegggtgtge gacgeggtea cgatcetgeg cgacggcaag 7320
ctcgtgcaca ccggcecggat ggccgatcte gaccggegca cgctggtcte getgatgete 7380
ggccegegagt teggggegga cttcaccage ttetecgagt caccgcagag caccecggag 7440
ggcgageegg tectgegggt gtceeggectyg accagecgece cecggcetega cgacatcage 7500
ttcgacgtge gecceggega ggtggtegge ctgggeggece tgeteggege cggecgeage 7560
gagacgatca aggcgatcgg cggggcgtac ccgatcgact ceggegtgat cgaggtegge 7620
ggegteegge teggcaggee cagcacggta cgggceggtee gegegggegt ggecacccag 7680
ceggaggace gcaaggecga ggggategte cceggectgt cgatceggga caacatcegeg 7740
ctecgecgatcece tgccgcggat ggcccegttte ggactggtca gecgacaageg gatcgacagce 7800
atcgtegeca cgtacatgag ceggetgegg atcaaggegt ceggtecgga ccaggeggte 7860
ggcgatctet ccggtggcaa ccagcagaag gtgctgeteg cgeggetget cgecacegge 7920
ccgaaggtge tgctgetega cgagecgace cggggeateg atgtceggege caaggcecgag 7980
gtgcaggcge tgatcgacga gctggcgaag gaggggcteg gtgtcecgtget ggtcetcecteg 8040
gacgccgagg aactggtcga gggegeggac cgggtggtgg tgctgegega cggegeggte 8100
gtcggecaccee tcaccggcega cegggtgace accgaggecce tgatggecac gatcgeggag 8160
gecgeggatyg agcactgaga cectgacceg cccegeggatg acgttcaacce cggegtggge 8220
ggcacgctac ggcgtctacg cggcgategt tcectgctgate gtegtcaaca tcgecttceac 8280
gccgtactte ctgaccctga gcaatctgeg gatccagcectg atccaggegg cgceceggtggt 8340
gatcgtcgeg cteggcatgg ccecctggtcat cggcaccgag gggatcgacce tcteggtggg 8400
ttecggtecatg gegctcecgecg cggcecttcat accecctetat ctggggtacg gegtgacagce 8460
cgcgatecte gtctegctee tegegggtgt ggeggteggg ctgatcaacg gtgtcectggt 8520
cgcgaaggece ggectgeage cgategtgge gacgetggece ctgttegteg geggtegegg 8580
gctggceegtyg gtgatctceceg gtggacaget caaggacgtg cgcaacgcecg acctgctceta 8640
cctgggcetee ggtgacctge teggegtgcee ggtectggte tggatcgegg cgctgcetggt 8700
gctegtggtyg gegttegtgg tcececggcecgtac cgtcecttegge cggcecgectge tggecgtegyg 8760
cggcaaccgg cccgecgeag agetegeegg ccteeeggte aagegggtge tgatceggegt 8820
ctacgtcette tgcgeggtge tegectegat cgececggectg ctcecteggteg cgcgcatcca 8880
gtccagcgac gcegtcecgegg tceggcectget gatcgagcte tecgcecgatca ccgeggtggt 8940
cgteggegge acccegetea ceggeggeeg ggteegggtg cteggeaceg tggecgggge 9000
cctgctcecatg caactggtgg tcegccaccat gatcaaacac gatctcccge cgtccaccac 9060
cgagatggtg caggccgtga tcatcctggt cgcggtctac gtggcccggg agaggaggac 9120
ccggtgacca tgtcgatccece cgtgcececgcet tteecggaacg geggcttcegt gcagcegecag 9180
ggcgegcteg cggtgetggt caccgtggtg gecgatcagec tggccgegtt ccececggette 9240
cgcagegegyg acaacgecgg cacgatcetyg gtegecgegg cgccaccgat getgatcegeg 9300
ctcggcatga ccttegtgat catcacgggce gggatcgacce tctceggtcecgg ctegetctac 9360
gtgctcggeg gggtggtcecge cgectgggeg tegcagtggyg gagtcecgtege ggegctggec 9420
gcgeegttge tectgtgegg ggecatcegge gtactgaacyg ggatcctgat ctcegagaacce 9480
gggatggcege ccttcatcgt caccctegece gegcetgcecteg gegeccegtgg cctecatgege 9540
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agcatcagcg atgagggctc gacgacgtac ctggtcagga gcgacgtctt ccacgagcetg 9600
ggcacgggat ccctgctcecgg cgteggtetg cecggtetgge tggceccgeggt tcectggtegge 9660
gecgggatcee tggtgctgaa ceggaccegyg ttegggcacg cegtgcacge categgeggyg 9720
agcgaggacg ccgccgcget gatggggctg ccegtacggce gaataaaggt ctgggtcetat 9780
ctectetecg ggctgctege gggactegcee ggtgcgatca acgcggccaa gcteggcetcece 9840
ggggtcaccyg tgctcggcag tggcatggag ctcgacgcca tcegeccgecgt cgtgatceggt 9900
ggcacgctge tcaccggegg cteegggteg atcegecggea cggtegeggyg ggtgetgetg 9960
ctcggegtga tccagaacct gatcaaccag gtcggcaacg tcaacagcaa ctggcagcag 10020
gtgatcagcg gtgggttcct cgecgetgtg gtecgtggcge agacaactct cgtacgcegca 10080
agaagatctt gacgtggagg cccgcececggg gaccctgecg cgggcgggca ggcgtaggtt 10140
gccegcatga cggagcatcg ggtcetceccceg gecgggeggyg cgctcecgegtg gctgatgetg 10200
gtcteecgggt tegecgeggt cgtegggteg ttectgeccgt gggectgggt cgacttceccecg 10260
gagcagggca gcagccaggt gtccgggage ctcecgtgtceceg acctgttcac cgegttcette 10320
ggggtcgtge tcegecgggta cgeggtgccecce gecgtgegeg gcecgagcgect gcecceceggecte 10380
gagacgttect tcecteggtcgg cgcecegggctg gtgctgttca cgctcecggggce ctgggacage 10440
cggcacctga cctcgatgac cgccgecctg gtcgeggecg acaccggcac gaccatcggg 10500
cceggtetet ggetgtgcat gatcggegge ctgcectgggeg cgctegegge ggcggeccte 10560
gcegtecggyg gacgcecggcee ggtegtcage tecccgggtgt gaccacccag tcegggtggt 10620
tcggcategg aggggtcecgtyg acgccgagga gccaggaggt caggaacggce cgcagatcct 10680
ggcgggcgac ccgcgaggcg agcgtgatga agtcaccggt cgaggcggag cggcecgceggt 10740
acgtcgtcag ccaggcgegt tcgacccgcet ggaacgtege cgcgccgatce ttcectgecgga 10800
gcgegtagag gaccagcgceg ccgecggegt agacgttcecgg gttgaagacg tcccacgtgg 10860
tcgececgegte gagceggggceg gcgaccggac cgtacctgge gcggaagatg tegceceggegg 10920
cgtagacggce cttgaagaac gcctcecgeggt cggccaggce ggtgtactge gggaacccge 10980
cggtctecte cgaccagagce atctcegtacce aggtggegtg gccectegttg agccagacgt 11040
cgctceccacga gaacggcgag acgctgtcecge cgaaccactg gtgggccage tegtgggtca 11100
tcgacgggcee gegggtggte teggggccgg tgaacagggce ggcgccgtac agcgaaaggg 11160
tctgggtete cagggcgtag cccaggtcegt cgtcgatcac cagggagccg tagtectcga 11220
acggataggg cccggcectge ttcectecatcee aggcgagetg ctegegttece cecggegatceg 11280
cgggcagcag cgtgccggeg aggcgtegeg gcaccacgte gcggatcggg gtgcegecgg 11340
ccgcecgggeg gogctcgace acgaagtcecge cgacggecegt ctgcaccage teggtggceca 11400
tcggggegga ctcecgeggtag accgagctga cgtggcegte gtgcteggte gtgctcacca 11460
gcgtgeegtt ggcegteccg gtecagecgg cecggcacggt gagegtgatce gtgaaggtceg 11520
ccttgteceg tggatggteg ttgccgggga acagcaggtg cgccgagcecg ggctgggcag 11580
cgagcaccgt cccgtceccecgge gtecgecacga gageggcecegg ggcggceggtg aagttegega 11640
ccgtgacceg gaacagccge ccccggggaa gggggcgcecg cgggatgacg gtcagetegt 11700
cgecgteceg ggcggcecege gegggctgee cgtcgaccga gacgcgcecceg atcgaggcge 11760
cgccgaagtce gaggtcgaag cgggacaggc tctgcccgge gacggceggtg atcgtcacat 11820
cgccggatac gacctgctte gggtecttet ccgggtageg caggcggagg tcegtagtcga 11880
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gcacgtcgta gecgecgttg ccgagcageg ggtagaggeg gtcgceccgagg ccggcggace 11940
cgggtgacgg cgagggcceg gectgegeceg gtgeggegge tgcggccagg gcgaggacga 12000
cggtggegece gacggtgagg acgcgggtgce ccgecggacgt tcecgcatggcet tecgacgcta 12060
ggcgacacca ccggaagcca tcgacccatg ggcatgtatg aaatcccaca atctccgatg 12120
tggacggacg gatggtgcgce agtatgcaac ttgcagattt cgggacattc cctageccgg 12180
cggttgecgt gtgcaccegt tcecgaccactg tccggaaccg cgtggtgage agggtgaacg 12240
ttcatgegge cecgggccgece ggaggtcecceg tgaccgtteg cattgecgtg cgecggtgaa 12300
tcactceget ttacgacttce gcgacaagtg gttaatgtcg gcgaagcgat atatcgtcca 12360
gttattcggg ggactgcggt gcatgagcaa aaaatcactc cggcgattgce cagcggatca 12420
ccgcaaattg aattgctgec cgtcaattcce ctgcgagtga tggattcgec gecgactgaac 12480
ggtgaggacc cgcggcacac cgaggtgctc geccggetteg gggcggagcet cccecgecgatce 12540
gtcgtgcace gggcgaccat gcgggtcatc gacggcgcge accggctgag cgceggcecccecgg 12600
ctgcgeggeg acgaccggat cagggceggtg ctgttcgacg gcaccgagca ggaggcectac 12660
gtgctgageg tcaaggccaa cgtgacgcac gggctgccge tgtccgeccgce cgagecgcacce 12720
cgtgcggegg agcgcatcat cacgatgcat cctgactggt cggaccggat gatcgeggeg 12780
tccageggge tgggcgcegeg gaccgtegge ggcctcecegee ggcecggcegcege ggcctecgge 12840
gagagccegg cgggcectceceg ctegegegece ggccgggaca gcecgcegtecg geccecggecgge 12900
agcaccgcgg gcecggctgaa agcggtcgac tacctcecagg accggcecgga cgcctcactg 12960
cgggagatcg cccggcacgce cggcgtectcet ccecgtcgaccg cccecgtgacgt ccgggaccgg 13020
ctgcaccgeg gcgaggaccce gatcccecgcece acgcaacgcg cggcggcacg ccccggaaac 13080
gattccecege cgctgeggte gctggtecag ggcttggcga gcecgaccegtce gttgegatte 13140
agcgagtceg ggcgcgatcet getgegetgg ttgattgece acgcecgttca ggacggcgaa 13200
tggaaagggc tggtcgacac tattccggceg cattccgege aggcgcectgge gaaaatcgeg 13260
cgccattgtt cgcgggaatg gegtgagttce gcggacatce tggagaagga cgccgegtag 13320
gccaccggcea tttettecgg caccecggtec gecctecgte acgcacaggt cagagtactg 13380
atggcggctyg tcaacccgec gatctgeggg taggtgccga cgtcecttecg ccgaccgtet 13440
gccgaacgca tceggteggt gccecgatgtg cgggtaggca ttcaccgatce agggttgcete 13500
caatgtctct cgtcgatacc geggctgata ccteccgeggt actceggcaga acactecgtg 13560
gctatggege cgtggtcecccg gagectttece tgaagtactt cggacgtacce tgtceccggagt 13620
cceccacaga aggagacatce atgtcggceca tcaccgtgga aaccacctgg aagaacaccg 13680
acctceceggga ggacctcacce gcectcaccegg ccecggcectegg ctteggcecgag ctgagetteg 13740
aggacctgcg tgaggaccgce accatctacg cggccagcag cggctgggtce tgcaccctga 13800
ccatcgagtg cggcacgctce gtctgegect gctgaccaac ggtcatcgca ctgccecgggac 13860
cggggctgac cccggtcececeg gcaccectcete cccggcagga gcectgecatgt catcetttge 13920
gatcgcceget tcegecggceca gcgegtacct gcacgagcege tccgecggcece ccggcggcecga 13980
cceegtggeg gagcacgagce gggtcgagte gtggcgegag tcecgegttece tggacgacce 14040
ggtcctggac atccgectge gcgagctegg actcagcecgg gcecgagttceg gececggetget 14100
gaccgacggce gcgtacgacg ccgggagcac ggccctcecgac tgggceccggceg agcetggcecge 14160
cgtgctggeg accgggacceg gegcggtcac cggactcegee cggtcgacca agctgtggge 14220
gcagggctte gaccggcectge cgttecgecgg gectgatcgag aggttcectcecg cgtactacga 14280
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gcecgegggtyg ccgegcaccg ccgggaccgt cecgggtgtec ctgctggaga gectegcecgaa 14340
ccgectgete acggtcecgega cccggaccect gctgctggaa ctgaacgtgg cccgggtgca 14400
cggccgectg accggcgeca ccccecgggga acgctacgac cactacgacce gggtectget 14460
gaccgacceg gactacctge gctegetett cggcgagtac ccggtgctceg gccecgggcecat 14520
ggtcgagtge ggccgeccgcet gggegtegge gatggccgag ctgttcecage gectggacge 14580
cgaccgtecce gecctgcacg cecgcecgggcet gctgeccggee ggcgegggceg aggtcaccge 14640
gcteeggecee gacctecggag acccgcacaa cagcggccge gceggtcecgega tcecctgacctt 14700
ccggteeggt geccagcectgg tgtacaagcece ccggccggte gggcecggage gegcgtacge 14760
cgagaccgcece gcggcecctga accggcacgg cctgagectg ccgctgaccg ccgtggacgt 14820
gctecgacege ggcgectacg gctggtgcga getggtecgg cacgagcegt gcgecgaccg 14880
cgccgacctg gaccgcecttet accggegtac cggcgcggte ctggccacca ctcectgetget 14940
cggcgecegte gacgtgcaca tggagaacgt catcgcggcce ggctcegtcect gecatgeccat 15000
cgacctggag acgctgctge agcccecggggt cccgtceceggt gacgcgacgg acgcctacac 15060
ccgggegete gacctgctca accagagcegt gctggcgate gggatcctge cecgcececeggge 15120
gttcggcgge cgggagcgca agagcgtcga cgtcagegeg atcggcggcg gcgaggcaca 15180
gaccgcgecece cggccggtge cgatggtegt ggagcegtte accgacgtgg cccggatcga 15240
ggcggtggaa gcgaccatgce tgggcgcegca gaaccggcceg gtgcectggtceg gecgecgaggt 15300
gcggeccgag gagcacaccg aggceggtggt ggccggctte accgaggegt acgacctgat 15360
cgtcecggcac cgcgaggact tegccgacct gctggccegge ttcecggtgacg tcecgaggtgeg 15420
ctacctgccece cgcccgaccee gecggtacag catgttectg accgagaget accacccgga 15480
ctacctgecge gacgcgcegtg accgcgaccg gctgctcegac aagctgtgga ccgcegeggg 15540
cgeccecgtece gacctgatece ccatcatcga gtcggagaag cgccagctge tggccecggcga 15600
catccegtge ttceccegegege tggccggcga ccgggcgate cgcaccgegt cecgcecececggt 15660
ggcgecggac ttecttecgacg ccececcggcat cgaggtgctg gecggcecgece tgcggcagtt 15720
cgggcceggtyg caccgggcetyg cccagetgeg gatcatcege gagtcgatgg gaaccatgece 15780
cgecgeceegge ccgatcgeeg ggacacccegce gccatcctee gageggcegtg geggectcga 15840
ccecegtgag gecgecacge teggggaccg gctegtgegg gagcetegegg acgaggcgat 15900
ccteggggece gacgacgcceg getggatcecgg agtcagcate gagggectceg accaggagac 15960
gttcagctac aagccgatgg cgaccgggct gtacgacggce atcgcgggaa tggcegctgac 16020
gtacgcgtac gccgeccgca cgctecggega cgagcegctac ctcgacctga cccecgecgtac 16080
cgtcaagctg gtcteccgget atctgeggta cctegceccgag caccggatceg tggagacggt 16140
cggggcegtac agcgggatgg ccggectgcet ctacacgcetg gatcacgteg cccatgccac 16200
cggcgacgceg tegctgctgg gegagatcga ggccgcegcetg ccecctggetge gggagtgege 16260
tacccgegag gagtgccegg acctgatcge cggectggee ggttgegecg tegtegeget 16320
gtcgectgtac cggecggcacg gcatcgecgg ttaccgcgag gtcgcggaga tctgeggecg 16380
gcgactggec ggcaccgcgg tcgacgtcga gggcgecgeg ggctgggcecg cgacccggac 16440
cggcgtgatce ctcecggceggtt tetcecgcacgg cteggceceggg atcgectggg cectgcacga 16500
gctegecgee gagtteggtg accgggacct gegcgagctg gcecgaccggg cggtcgagtt 16560
cgaccggcegg ctgtacgtte cggccgecgg cgcctggege gacctgcegge ccgagatgge 16620
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cggcaccgac ggttaccecgg cgctetggtg tcacggegee gccggcateg gectgteceg 16680
gctgectgate caccggatce ggcecggacga gcggctcecgee gaggaggccce gcgecgeggt 16740
ggcgcectggte cggecggcacg gctteggecca caatcacage ctcectgccacg gcgacttcegg 16800
cgegetggece ctgctecggece tggccgaccg cgcgtggece gggtegggeg gecacgacga 16860
gcgtgeecgge geggtegtge gggacatcgg cgagaccggt ctgegctgeg ggcectgggcaa 16920
cggcatccgg atgcecgggte tgatgcetcecgg cgccgceggge gccggactga gectgetceg 16980
gctggecgeg cccgecgacg tgcccgeggt cacctggcectg gaaccgccgce ggggcacgca 17040
tgtctgagac ggccgggcetyg ctgcggcgga gcctgctega tcaccggggce aagctegecg 17100
ccgtggecgyg tectegecgte gecggggteg gctgccaget gggccagecg ttectcatcece 17160
ggcgegtget cacggcggtg cagtccgcac agccgtaceg ccaattgget ctegecgtte 17220
tggcggtcat ggtcgtcgge geggcegetgg gcgecgteca gcagttcectg ctgcagegeca 17280
ccggggaggce gatggtctte acggtgegcece gcacgctegt cgcecgcacctg ctgcggctge 17340
cggtcgegge ctacgacgag cggcagtceccg gcgatctggt gtceccececgggte ggcgecgaca 17400
ccgcccaggt gegceteggtyg atcacgtceccecg gggtggtega cctggecggg ggcgtectge 17460
tcgteggegg ctcecgatcgee ggcatgatca tcattgatce ggtcectgcete ggcgtcagee 17520
tggcgeeggt getgtgcecgge gecgecegggg tceecggcectggt cggecgtegg ctgcgeccge 17580
tcagctegge ggtccaggag tcgatceggeg cgctcaccge ctcgaccacce cgggececteg 17640
gcgegateeg cacgatccgg gtegeccggeg ccaccgageg cgagaccgcece ctgatcegteg 17700
ccgaggcecga ccgcgecegg geggcegggceg tcecggctege cctggtegeg geccaggceeg 17760
gccecgategt ceggetegee ctgcagggeg cgttegtcege ggtgatcgge tteggegget 17820
accgggtege gaacggcgeg gtgtcecggteg gcgacctggt cgegttcacg ctgctgetgt 17880
tcacgcetgge gectgeccceectyg geccageteg ccgaggeggce cacccggatce cagaccggge 17940
tgggcgeget gacccggatce gaggagatcce tggccctgee ggacgaggac agcgegctceg 18000
gcgtecgtge gaggacgcce gccacggtece ggcacgatec ggtgcectgetg gagttcgate 18060
acgtgtegtt cecgctatcecce accggegggg agatcctgeg cgacgtcage ttccgggtge 18120
cggccggcag caccaccgeg ctegteggge cgtecgggge cggcaagtceg acgatectgg 18180
cactgatcgce ccggctctac gaggtceccacg gtggccggat cctgctgcac ggccgcgaca 18240
tcegegacta ceccgetegece gagcectgeggg ccecgecctegg ctacgtcgag caggaggcce 18300
cggtgcetgge cggcaccgtce cgggacaacce tgacactgge cgcgccggac gtcgeggaac 18360
acgcgatccg ccacgtcacce gcatcggtca acctcgacga cctgctcegece cgtgacccgg 18420
ccggectgga cgcgecggte ggggacggceg gcgtgctgtt ctececggeggt gaacggcaac 18480
ggctegeegt cgcccggace ctgctcecgecece cgggcgaact gcetgcectcectte gacgagcecga 18540
ccgcccacct ggacgcecccege aacgagcagg cgctgcagca cggcectgacce gegcacgceceg 18600
ccggecggac getggtggtyg gtegegcacce gcecctggegac cgtcegegcac gecgaccaga 18660
tcetggtgat cgacgacggt cgtteggtceg ccgecgggcyg gcacgaggag ctgctegtcee 18720
gcgacccgac ctaccgcgag ttegccaccce gtcaactget gacctgaatc ccgaggtgta 18780
cgccatgete agtgtcecctgg accaggtgcece cgtgtteegt ggcgacgacce ccgccgagge 18840
ggtcecgcgag gecgteggge tcegeccggge cgccgagteg cteggctatce accggttetg 18900
gatcgccgag catcacggca gcgcecgcecaa cgcgtgegeg gcegcecggaga tcgtggegge 18960
ggcecgtegec ggagccaccg aacggatceg ggtgggcacce gggggagtgce tgctgccgta 19020
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ctacagccceg ctcaaggtgg cggaggcctt ccgggtgcetg geggegetgt atccggggeg 19080
gatcgaccte gggttcecggge ggggcagggg cgggccggceg gtgatggccg agcetgctcaa 19140
ccegtacgeg atcgcgacceg aggaggcgta cgccgagcag gtcecggecgge ttcectegegtt 19200
cctgggegac gcgcggacceg tcagecegggt gtcggtcacg ccggeggtgce aggacccgee 19260
gttgcecgtgg ctgcteggcet ccggegtegg cagcgeccge ctegecggga tgcteggegt 19320
gcecgttetge ttegegecagt tcatcgcecgac cgaggagtge ccggaggcga tcgeggcegta 19380
ccaggagtcg ttccggaget cgccgtggcet ggacgagcecg caggcgatge tggcecgttgeg 19440
ggtgctcgeg gecggcaccg ccgaggacgce cgaggagctg gccaccggcet tctggatgte 19500
gtgcaccacc ggatggcggg cccaggtceg gecggacgac gactaccggg gtggegtgee 19560
gaacctggeg gacgcccage ggtacacget gaccgaggag gacctggcga tgcgcgcgag 19620
ccggecgtac ctgcagatcect ccggcacggce ggagacggte ggcgaggaga tccggcgact 19680
gcgcaaggtyg tacgacgtgg ccgaggtcat gcectcaccacg aactgtcccg gggeggcecge 19740
cceggegecg gtectacgag ctgctggeceg ccgagctegg gctgaccgeg ccggegtgac 19800
ccgggtcecagg ccagectcegte ggtggtgagg ccggcggegt acgccagcac ggcggectge 19860
acccggttgg ccacaccgag cttgcgcagg atgacgctga cgtactcectt gaccgtggag 19920
tcgctgatga acaggcgccce ggcgatctee gegttggtca gecccctgcece gatcaacccece 19980
agaacggcct gttcccggte ggagagetgt ttgacctegt cgaccgegtt cteggeggece 20040
ggagtgccec ggcaggccge gcccagcatg atcgacgagg ccteccggegce cagcacggte 20100
acccecggacg ccagcgcegeg gaccgcecgceg accagttget cecggctgact gtecttgage 20160
aggaagccgce aggcgccacce gcgcagcgac tccagcacgg tgctggacge cgccagegtg 20220
gccagcacceg ccagcegecgg cccggactece aggtcegcgca gcecgggtcag cageggcacg 20280
ctectecggca gggtegegtyg cgcgtecage aggacgaccg cgggccggtg ctecgetgace 20340
gcggecgageg cgctgtegeg gtcageggeg acgacggaga agccacccat cgtetccagg 20400
atcatcttga tgccgatcga gaccagggcce tcctcecggcecca ccaccagtac gtccgecatg 20460
ccteceececgg gcaatgtage cgtacgagat ttgatagtgce acaaaaacca tcgaattact 20520
gctectttega atcatacatg tatttatgca aatttcectggt caggaaacgg ggacgatccg 20580
agacgccecgg gecggcegtet cggatcegtcece ttcaccgege acggctatcg cacgagccct 20640
tcegeggggg cgatccgegt ggctegecga gccggcgeca ggctggcecag cacaccggtg 20700
accgceggegg ccaccagcac gagacccagce tgcggccacg ccagcatgat caccggtteg 20760
gcctgeecgge ccacggecge gatcacgceg accagceccga ccggcacccce gatgacgatg 20820
ccggecacceg tgccgaccag cgtgategtg accgcectega cggcgaccat cgcgegcage 20880
cggcteegge gggtgccgag cgcccgcagce agggccatct cccecgggtteg ttcgatcacce 20940
gagaggccga gcaggttgge gatgccgagce agcgcgatca ccacggtgac cgccagcatg 21000
cccagcgaca gtccgagcag gatggacagg acgttcatga tgtcgeccgece ctecggtgaca 21060
ccgccgecga cctcecacace ggcgtegegt gccgceccaccg cgttgacgte ggcggecage 21120
gtcteceggt cgaagccgcee cggegceggtg ccccagacceg tggtcggcac ggtecggace 21180
ccggeggegyg tcaggacgte accggtggtg acgccgagca gctgcceccggt cgtgteggee 21240
agccgcegagce cccgggceggt gaaccgcagg tccecgcecege cggcecgtgac cgtgagegga 21300
gcaccgteeg tcagececgceg cgecgtcagg taggaggcceg gcaccagcag caccgggtee 21360
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ccggtggacg cgctcagete cggcgcegagg cgcccggceca cgteggtggg gagcgecgeg 21420
atccgggecg gegtgggttt geccgeggee gggaacgtceg ccgegetegt cgccacggtg 21480
gcecgtggtcea gececggtgat cccggacage geccggacceg tgcggtegtce gatcegecgeg 21540
ccgteggtgt gcacgctgac cgccaccgga tagecgcgect ccaggtcecgge ctceccaccgtg 21600
gccegecege tegecgagge cacggccagg ccggtgatca gecgeggcccce gacgaccacg 21660
gccategteg ccgacgecgt ccggcgegeg ttcectgecgga ggttgctgece ggcecaggcete 21720
gccgecacee cgaaccgtte caggccgcgce gecgecggeg gcaacagcag ggcgatgcece 21780
agcggcagceg cggtcagcag cccggeggceg agcagcacce cgcecgaccag cgcgagcgge 21840
agggaggtgc cgatcgcggce gagacccagce acgcccacgg ccaggccgat caggatcage 21900
ccggcgacca ggcggcgecoce gecgceggace tgtgcgggaa gagcegtceccecgg cacctectge 21960
agcgcgegca ccgggggaac ccgggtcegca cggecgggcecg gcgceccaggce cgcgacgace 22020
gtggcgceca cccecggtgag cacacacagce gccagcacga tcgggttgac cgceccaggcecg 22080
ccgccgttga tgtcgagcag gecggceccceg agatagccga gcecccgacacce ggcgaccgeg 22140
ccgatcaccg cgccgatget ceccggcegatce gccgectecg ccagcaccac ccggctcace 22200
tggcggeggt geccgceccgac cagccgcagce aacgcgacct ggcggaccceg ctgggagacg 22260
atcacctgga aggtgttcgce gatgaccagg atcgacgcga gcagcgccac cgcggcgaac 22320
gccagcatca gcacgaccag ctgggtgttg ccaccggcga accggccggce ggcecgegteg 22380
gcggecgeceg acgegteggt cgeggtegece cccggcggca gggceccggcece gaccgegteg 22440
acggtctegg ccagecggte cecggtecgtg acggtgagca gcgceggcecgg cggcgtgtee 22500
ccggcgaaga acgacgcggce ggcgtagaac cggtagtcecg agcecggtcag cgggcggaag 22560
ccgagatcgg ccgagceccgac cacggtcacce ggcaccgggg cggccgtgece ctgccecggaag 22620
tcgaggtggg cgccgaccece gacgcecgagyg tcecggtgaggg tccgecggtce ggcgacgacce 22680
tgcceggecg cgcteggeca ggtgcececteg tcgacggtga accagcecgcac cgacgeggte 22740
gccgggatge tcetgcacgtt ggecgageeg cgccggtcge cgccgaagac gctgaccgte 22800
cgtgcgtact gecgggtcgac gcetccgcacg ccccgcacce cggceggcecge ctggtaccac 22860
tgcgggtegt gcaccgtgte gteggegtceg agcacgatgt ccgecgtggt caacggggece 22920
gcggeggtga gecgcagace ctegtceccgag gtgctegcecga acgtggcegt ggceggccagg 22980
aagccggtgg ccagcacgac cgcggcgacg atcgcgagca gccggcecggg gtgcgaccgg 23040
acctgcgacce aggccagcedt gaagatcatg acgtcaccgt caccgacgcc atgaccgaca 23100
tgatcgactc cagtgtgggc gctcggagct cgtcccagag ccgceccgteg gecatgatca 23160
agacccgatce ggcgtacgte geggcggcag cgtcatgegt caccatgatg atcgtetgge 23220
tggcctgecg ggcggcegtte tgcageccgg cgagcagcege ccggccggtg gegatgtcca 23280
gcgegecggt cggcectegtceg gcgaacacca ccgacggcte ggtgagcagce gcgegtgcecca 23340
ccgcgacceg ctgctgcectgg ccaccggaca gcteggeggg ccgatggcecg agecggtcege 23400
cgatctgcag cgacgcggceg atgcgcectgca gccggtegeg gtccaccgga cggcceggcecca 23460
gccgecagegyg cagcacgatg ttetgcectegg cggtcagegt gggcagcagg ttgaacgcect 23520
ggaagatgaa gccgacccgg tcecggcegca ggtcggtgag cgcgceggtcecg tceccagcecccegg 23580
cgagcgeggt gecggccagg ctgacctege ccteggtegg tgtgtccage ccggcecgagca 23640
ggtgcatcag cgtggtcttg ccggagecgg aggggcccat gatcgceggtg aactcgececgg 23700
ccgcgaagga ggtcgacacce ccgtcgacgg cgaccaccgce ggcgtceccceeg gttcegtace 23760
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gtttacgcag gttgcggcaa ctgaccatgg agctgctctt cgtctgcatc atcacggttg 23820
cgacgttagg gaagtggcgg gccgceccaca tcecgtceceggg gcatcgcecge gaccgatacce 23880
aaggtatcga cctggcgtge ggatggtgcce gcgagcgcecte gecggtcecccta ctctgagage 23940
gtgggaagct gggacaggag aacgctgacg gtcgatacgg tgatcgccgg cgceccgeggte 24000
atggtgtgcce tgctgctegg gttggecggt ctggacgagt ggtactggtce ggccgegcte 24060
tgcgteccee tggtgatceg gegcectegget ccecggtggtet tectegeget ggtcgeggtg 24120
ctcteeggeca tcecacatgat ctactcecgge agettcegegt tceccccggtga cctggtecgat 24180
ctggtegeecg tgcacgcegt cgccggttac ggcccggece gggtccggca cctgggectyg 24240
ctgcteggeg tggccggcag cctggtggtg accgcecceggg cgctgcacga cgggcetgceceg 24300
tcgteecgega cgctgceccege cgcgcetgate gtcecgceccgega ccecctggecge ctggtecgace 24360
ggcctgatge aacgccggca gcgggccgac gtgatcgagg ccgatcaccg ccgecggcete 24420
gccgagcagg acagcgcgat gcgtgceccecgg ctcecgeggcga tcecgaggagcg cacccggatce 24480
agtcaggaga tgcacgacat catcgcccac tcgectggect cggtgatcge ccaggccgag 24540
ggcggccggyg tegecgegeg cgcecgacgeg gtcegtegeeg gececgcetgtt cgaccgcate 24600
gcgcagateg gcecgggaggce cctcaacgac gtgaagcggce tgctgaactc gatcgacgge 24660
gacacgcegg acgacttcge gcagggectg cccgacctge cgggcectgcet ggeceggggte 24720
tcegecgecg gectegacgt gacgttegag gtggccggee cggagcagece getcgegtee 24780
ggcatggacc tggcggtgta ccgggtgatc caggagtcac tgaccaacgt gctcaaacac 24840
gccacgcagce ggcaggcccg gctcagectg gtgtggacge cggcgtggcet cgaggtcage 24900
gtgaccagcc cgctgacctt cgeccggegeg ctceccgegagg gtegegggcet gteceggcate 24960
cggcageggt gectegttgtt caacggcgac tgcgagatcg tggccgggca gaccttcage 25020
gtgatcaccc gctggcecgcet cgeccgteeg gaggttgceg tceccatgacce gagecgcaga 25080
tcgacgtggt gatcgccgac gatcaggacce tcgtccggac gggcttcegece ctggtegteg 25140
actcggecce ggacatgegg gtggtegcecga ccgecggegga cggcgcecgag gtggtgegge 25200
tggcecgegga gttcecgcecee gacgtggtge tgatggacat ccggatgccce cgggtcecgacg 25260
gcatcaccge ggcccgggceg atcectggagg gcaacgctca gcecgceccgaag atcecgtegege 25320
tgaccaccta cgacaacgat gagtacgcca gccggatcct ggcecgecgge gecagtgggt 25380
acctgttgaa ggacaccacc gccgagggcece tgaccgegge gatccggacg gtgcaccgeg 25440
gcggceteggt getggecccceg tcecaccaccce accgectggt gaccgcegcac cgtcagcate 25500
cggcacgccce gtccecgegetg ctggattect tcaccaccceg ggagcegcgag gtcttegace 25560
tgatcgtgge cggcgccagce aacgcggaga tcgccgaccg cctgaacctg gecggaggtca 25620
cgatcaagac ccacgtcggce cgggtgctgg ccaagatcgg cgtcecgcgac cgggtgaacg 25680
tcgtgatctg ggcectaccgg aacggcegcecg ggccgagcetg agcaggggcece aggccegeget 25740
cgcactegge cgaatcccga aaagcggcta ggggaagegg atctecggegg ccageggcag 25800
gtggtcactg ccggtceggg ggagggcecgt cagccgcegtg accgtcatcg atcgecgceccag 25860
cacctggtecg atccgggcga ccggcegtceceg cgccggecag gtgaacgcga agtccegeggg 25920
cgaatcgatc atcacttgcc ggatcggccg cagecccgegg tcgtccaccg acgtgttcag 25980
gtcececgate acgaccagcce gcggaaccgg gtcggeggeg agcagcgcegce cgagcttcecg 26040
ggcgctceteg tecegeegtg ccgaggtgag tecccgecgeg gtgacccgca ccgacggcag 26100
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atgcgcgacg tacaccgcegg tgtcccecgece cggegtecegg gccaccgceoce gcagececceg 26160
gttccagtece tcegecccaggt catgecggceg gatgtcgate gectceccecgege cggtcagegg 26220
atagcgcgac cacagcgcca cggtceccctg cacggtgtgg aacggaagct ccgcgtcgag 26280
cacacceccgg taggcggcca ccgcectecgg cagcacctee tccageccga ccaggtccgg 26340
atgtgcecgeg agcagcgcecece gggcggtcecee cgcecgggtcee gggttectegt cgctcacgtt 26400
gtgctgcacg acgatcagat ccggcgtgec ggtgtcccgg tcecgaccacgt ageccgccgaa 26460
atggatcagc cacgcgccca gcggcagcag caccgcggceg aggccggtca gegatcegeceg 26520
catcagcgcce agcaggagca ggaccggcac ggccagceccg aaccacggca aaaacgccte 26580
gatcaggctg cccgegttge cgaccgegtt ggggaccaga cggtgaccga gaatgaccge 26640
cceggecaga acagcggtec acaagatcgg catcgggaga tgttatctta tttcecgcatge 26700
gaaataatga gacggtacgg atcccggtag cgaccggcgg cgccgtcacg gccacgctgt 26760
tcgegeccga gtceccecgegegt gecgtgetgg tcegtgcacce ggcgaccgeg actccecgcagg 26820
gcttectacge gtegttegee acctacctgg cggagaacgg gatcgccacg gtcacctacg 26880
actaccgtgg caccggcegt tecggcectcecee cgcgcgacca ccgtgacctg ggcatgecgeg 26940
actggatcgg cgccgacgece ccggecegteg cggegtggge cgcecgaccge ttceccegggee 27000
tgcceegget cgcecgecggt cacagectceg gcgggcacgt gatcgegcete ggcgeggceceg 27060
gcceggatet ggccgecteg gtgatcegteg cctegcacat cgccgcegetg cgcaccatce 27120
cgagcceggcet ggageggtte cgcgtgcgaa tcatgcttca catcctgggt cecggeccteg 27180
ggcggctget gggctacgtg ccggccagaa gtctgggcecet cggcgaggac ctgecggcecg 27240
ccgcgatgtt ggagtggggce ggctgggcgce gcagggacaa ctacttctte gacgacccgt 27300
cgatgcgcge cgccgagege gecgcecacce tgaccggece ggtcectggece gtecggcacca 27360
cggacgaccce gtggtccacg ccgcgcecaga tggacgccct caccgtgcac ctgaccageg 27420
catcecgtgga gecggcgaacce tactcaccgg ccgecgecegg ggtceceggtg atcgggcace 27480
acggccetgtt cecggecgcegece gtgcgcegaca ccgtctggee ggaactgctg gectggttge 27540
acgcccactce ggagaaggcg tcaagatgac cgcgtgcgece tgcectecgect gatcttectg 27600
ctecttcaacg ccgaccgege ggtccggcege tggatcgacg cccecgttceccecgg tgacaccggg 27660
atcggegegt cecggegeegg cgtgcetgtte tacctcecgecg gtcacgagaa cgccctcate 27720
ggcgacgtga ccgecggcecct gggtgcgtca ccatccggca tgagcggect ggtgaaccge 27780
ctggagegtg gecggttgect gacccgetceg caggaccegg ccgacgceccg cgcggtgcgg 27840
ctecgeectga cecccgegegg acaccaggtg gtgatccacg cccgegggct ggtcgacgac 27900
ctgaacgagc agctcacggce cggtttcgac gacgccgaga tagceggtcegt ccaacgctgg 27960
ctggagcacg tgacccgggt gtccgtgcaa cgtgaggage gactcggtta gegteccggtg 28020
atcagctaaa cctcecgggac gggccgccga agtgaggtgt cgcaaggcac caccgcettcecce 28080
gatcecgceect tgaggagacce catggctgac tccgtegtet tcecgaccagat cccecegtcegte 28140
cgecgecatcg gecgaggcac cacctegetg agcgcecttee acgacgceget ggtgaccatg 28200
gagtgcggtt tctacaacct tgtccggectce tccagegtca tcececgceccggg caccgecgte 28260
gaccccageg gcaaggctcee ggteccggte ggggegtggg gcgacaagct gtactgegte 28320
tacgccgage agcacgccag ccagcecegggce gaggaggcegt gggccggcat cggctgggtg 28380
cagcgcecegeg acggccaggg cggcctgtte gtcgagcacg agggcaccag cgagtegtte 28440
gtcecgecgagyg cgatcaaggce cagcectcecge gacctggtca agggccacga ggacgactte 28500
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gacggccegg acttcegtegt ccacggegtg gtctecgacg gcecgagccggt ctgegecgatg 28560
gtgctcgecee cctacgagac cgccccgtgg cgcggegtec gtgccaccga cccgeccgge 28620
atgaactgac ctgtcaccac gagagcctceg cctecgcacgt cggggcgagg cttteggcat 28680
tcgcttttca cttcecgacaac cccctecgta ccgaagaaat cgaagatcaa attcttcatt 28740
gcctatctee getgtggtcece agatcgtege tecccecgegggg acccectteegg tctgagcagg 28800
gccgtaacceg gceccagaacg ctcagcccga aagggcgacce tcecgtggegg ggcacggtca 28860
gggcaaaatt ccgtcgecgg tcecgccaggga ttcecgecgeeg gttgcectgegg gtggggtgeg 28920
gcggtecgee ggaggtatgg gttgccgcta cgcteggcta getttcecgace accggtaacg 28980
tgtaattcce cttceggtecca cctacgecceg ttgtgatcte cttatggtgg getcgettat 29040
cctegtectg tgcatctggg cecgcatcgge cgcgatgtte tteeggetgt cctcectecgge 29100
ccggacgecg ggcacccegtg cectggegttt cgccccgate ctgaccgcecg gtttegegat 29160
tcegetegee gecgectacyg gteggcagga ctggtccace ttcecgggtcege tgctggtege 29220
cggcctggece gecttegegg tectgcetceta cctgcteegt ceccecgtecgece tetgatccat 29280
actcggtegt tgtgacgacc cggatgcccce gcctcgagat cgaatactge acacagtgcecce 29340
gctggcetget ccgegecgeg tggetggege aggagcetgcet caccacattce ccceccegcgate 29400
tcggcgaggt tgccectggte cccgggatceg gecggcegtett cgaggtceccecge ctcgacggeg 29460
agatcctcectg gaaccgcaag ccggacggct tcceccgacct cgceccagcetce aagcgectgg 29520
tcegegaceg ggtcegececeg ggccgegace tceggccacte cgaccgcegece geccaccgact 29580
cctageccac acgtectect ccaccgetcee ggcecgcggga cgcecgtctacg cgtacaggat 29640
ccggtegate gtcectegeggg ggagcagcegt gcgggceccge ccaccgcaga cggcgaccac 29700
cgeccggecge ccgacataga catcgegecg ctggtggtac gceccccggtac cggacagcge 29760
caccagatca ccggccgcecca tgtcacccecgg cagctcegee accgccaccg tegecgtecccece 29820
gcagcgaacc gtgatcgacce ggcccggcge cggcgacgcec cggccgatca gcgetgecegt 29880
gtgcaggcceg gcgcagtccg cceegggcag gcagtecggg acgtcccegt ccagectcgat 29940
cacgcegtee cecggeggeca ccacteggtg caccgtgate ccggcacgac ccagcagcge 30000
acgccegggce gacacgtgca cctecgggcegg ctcaatgecg taccecctcegg aagtgacctg 30060
cgcgaccgece cgcaacctgg cagcgaaaat gcccaccggg agatcggcegg catggecgece 30120
gccgaggttyg agcacgggca ccgtegteceg cagtegegeg acgaacccga tcgectcacg 30180
caggcaactc tcgtaggtgc cgaagceggtt cagceccggtge ccgagcgagce agtccagceccce 30240
ggccagcacc agcctcecegceg accgggtcac cgtggcgacg gcggcgagceg cggcecgaget 30300
gttcagcege accceccgtage cgegectgtge getgecccgge cggaccctca gcaggacgceg 30360
ctgcceegge cgggaccgeg ccgcgaccac ttcecgcecteg gaggccgage cgatcacgac 30420
ggcggcgeceg caggacagtg ccgectcecag atccgccacg gacttcecege tcceccgaacag 30480
cgccagcegac tccgggcgga tecccecgegte gagegcegte cgcagttcegg cggccgageg 30540
gcagtagcag cccagcceccgt ccegecgegat ccaccgcegeg gcacccectga gcaggceccgee 30600
cttggegetyg cagcacaccg cgcccggcece gaacgccegceg acgtactcecg cgcagcegact 30660
gtgcacatcg gtctcecgtcga tcacgtgcac cggagtgceg tgggccgegg cgatccgggt 30720
caccggcacce ccgccgacgg tgaggtcacce gggctcecggte cagcegtgcegg tgageggcca 30780
gttcgegggyg tcegaggcgceg ggcggagcega cgcgeccagt gagggcagaa tctceggacaa 30840
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cgtcataccg cgagecctget cgccggcccg tgcccgagaa gatccggata cgccacgttg 30900
acgatcgacg tgccgttgtt gacgtgtcge ctacaggtcg gggctgtcecgg cgggagccat 30960
gatcecgcage gegttegggt cgatcgcegat cecgcatcgge gtegtgccce gaggctcecgece 31020
gtcgaccteg acggccaccg gccgatcececgt ctccagceccag agttcccgga ccgecgatgaa 31080
agggcgttca tgcagggtac ggcgatgccce ggtggccgeg ttcecegggcecg tetcecgegcag 31140
cagctececge cggctcecgeece cgcccaccgg ataggcgace agcagceccggt cgtcggegtg 31200
cgegtecegeg gtgatcggece ggccggegtg gaaaccgecg ttcecgcgacgt acacctgatg 31260
ggtgtggaac cgcagctcce gccectegge ccggatcace gcecgecggaccg gccggtgecg 31320
ggcgagcagce ccgagcgcegg tcatcggata cgccagceccge cccacggcecce gtttcaaccg 31380
cggcggegeg ctgatcatca cctcecgecgga gageccgate ccgacgtggt tggtgaacgg 31440
cacgtcecceg gecgacgccca ggtccacgte gatgactttg cecgteccacca gggtcegegat 31500
ggcggctteg aggtccggcet cgatccgcac ggtcecgggeg aagttgttgg tggtgccgag 31560
cggcagcacce ccgagcgceca cgtcecceceggtg tgccagcate cgceccecgegg tgctgatcegt 31620
ccegtecceg ceccecggega tcagcaggte gggctcttte ctgagegett cggagatcag 31680
ccegtecage cecgcecggact getccagege atacgtcceccg agcagcectcecga acccggecte 31740
gacaagccge cgccgcgect cttegtagag gagccgcecec cgccgggacce gcgtgttgac 31800
aacaagaacc gcccgcecgece ctegecggat gtcagcactg tgctcceccget tactacgcac 31860
ccgccgaccece tatccgcecece aacccaccca acgcccacge ctegttcecceeg cecgeccggt 31920
ccegagecgt gatcaccage cgcaaggcect cagectggegt tgacggctga tttcecggeccceg 31980
gttttgcgee gtaggcgcca gccgcgaggt gtcggectgge gttcagggcect ggattcgget 32040
cggttttgag cecgtgggtgce cagctggggg ctgcggecgg aagggggtgg atgtggggat 32100
gcceegggge cgtaggecte ggggcaccga aaaagcgaac cagctcaget gttggcgatg 32160
aacgccggat gcgacagcag gaacgtgtceg atctggtect tettgatcga cttcagcagg 32220
tcecatgetgt cgtcgctcag gagctcegacg ctgccggage ccggcacgtt ctccgagtte 32280
agcttgecgg cgttggtett gatggtgagg agcttgtecg gecttgaggect gegcatcgeg 32340
agcgcccagt cggccaggtce gatgccaccg tcgtcgaccg tcatcgectt gecgaacgeg 32400
ctgagcagct tcggcagett ggtcggcgag tcgaggccegt ccttcagege ctggttgatg 32460
atcgecttga agaactgctg ctggtgeccge tggcgaccgt agtcgagcga gttgteggeg 32520
agcaggtcac gctggcggac gaagtcgage gcctggecgg gggtgaagca gtggtegece 32580
ttggtgtacg tgttcggegt cacgcccgag atcttgectcet tcagegtgece gtccgggttyg 32640
atcacgaacg gcttggcecggt cttgcegtte tggtccttge ccaggtggat cgacttggte 32700
gtggtgtcca cgtacatgca gaccttgceg agcacgttca ccacgtcgceg gaagecctgg 32760
aagtcgatga tcgccccecgge gtccggegtg atgecggtca gttecttgac ggtcatggtg 32820
agcaactcga agccgtgetg cagcgectceg ttgcccttga gecccecgegggt gecgaacgceg 32880
aacgcggegt tgatcttegt cttgccgecg gcccacttet getteccegtt gtegtacgee 32940
gggatgtaga cgtagctgtce ccgggggagce gagatcatgt aaccgctgcet gtggtceccttg 33000
ttgatgtgca gcaggatgat cgagtccgac cggaggggct cgccegttggt ctgcgtggge 33060
cgctggtecga tgccgacgag caggagattce ttcgcccegt cgaggttcege gttcecttette 33120
tceteggegg gtttegecga gecgagcage gactcecctgee cgaccgagga ggtggecgeg 33180
gccaccgteg cgttcagecce gatcgcecgecca ccgccaccge cgaccagcag cagtgagcecg 33240
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aagaccacgg tccagaaagc ccagcggggt gtgeggegte ggcegettget ggtcctacge 33300
aaggggtctce ctctaatcgg ggcggtegtt ccgeccccagg acaatctagg acggtegtte 33360
cacccatgaa gacgggcgcece gcgagcgaaa agattgcctg cggaacattg aattttcecctg 33420
agcgtcaggt agctacaagc tgaacgtcgce gctegtgece cgtggegteg cggaacgttg 33480
cttceetgtt actccccaac gecgacgtcectg gtgttaacca tcgcaccacce aaggcgacct 33540
aggttctgca cggccccecggg cccccgaggt tcecgacaaag ttgcccaaag cgagtegcecca 33600
tgccctcaga geccggatgte agtgtegtca ttccgacgtg taaccggcecg gagttggceg 33660
tcegegeggt gegcagcegece ctecgggcaga cgcaccggaa cctcecgaggtg atcgtegteg 33720
tcgacggtce cgacgaggceg accgtgacgg cgctgggcga ggtceggtgac ccgcgactca 33780
gcgtgategt getgecggag cgtggcaagg ccccgaacgce gcggaacact ggcegeccggg 33840
ccgeceegegg ccgctggacyg gegatgeteg acgacgacga cgagtggcetg cccaccaaga 33900
tcgaacggca gctggagacg gecgceggcegg cgaccgtgga gcgeccggtg gtggectgee 33960
ggatgatcag ccggacgccg cgggccgaca cgatcatgec gcegecggcectg cccgagecgg 34020
gtgagccgat cagtgaatac ctgctggtcc gecgeggtet gttctacgge gacggctteg 34080
tgcagacgtc ctgcatcatg gcgccgaccg agctgtggceg gaaggtgccg ttcaccgtceg 34140
gcctgegeeg cgcgcaggag ctggactgga cgctgegggce gatgcgcgag ccgggcaccyg 34200
cgctgatcta cgccgaggag ccgctggtcee tctggcacca ggacgagaac cgtgaccgga 34260
tcagcctgca gaacccgtgg cgcgagcaac tggagtggct gcgceggcaac cgggagctgt 34320
tcacgecegeg tgcctacgece gegttcacge tgagtgtgcet gagctcgatg gecgegccga 34380
ccegggacac cgggctcette cgtgagetge tcecgecgagge ccgcacgcac ggcgacccgg 34440
gcaccgtega ctaccttacg cacatgcaga tctgggcccet cccgceccgagce gtcecggcacce 34500
gcctgegtga cgtegtggtg ggcecgcggca agacgagcag caatgccggce tgagegceccecgg 34560
gtcgegatet ggcgcagtte gatgctgccecce ggctecgaga cgttcegtecg caatcaggce 34620
gacgcgctga cccgctggac cceggcectat gtcecggegcegg tcecggcacga gtceggtgcetg 34680
tceecgecceg acgacgtgat cgcectteceg ggcggcaagg ggttectgeg actgeggctyg 34740
accggggegt ctcecccaget gcagaagacg atttccgecg tacggccgaa tctggttcat 34800
gcccattteg gtggtgacgg atggctggtg agccactceg cccagcagct gggggtgcecg 34860
ctggcegtca cecgtgcacgg gcacgacgtg acccgtcage cgtccagcecce gggcgcgaag 34920
ggcgtgcget accgcecgcaa cctgcagacce gttttcacge gggcgteget ggtcatcgeg 34980
gtcteggagyg tgatccgegg ccaggcgatce aggtggggeg ccgacccggce gaaggtgaag 35040
gtgcactaca ccggcatcge ggttcccecceg gagcagecgg aggaggtgcce gaageggtgg 35100
gacgtggtgt tcatcggccg tttegtcecgec aagaagggceg tcgacgacct gctcaccgeg 35160
ctegeegegg tcgagtcecgeg cecgegegeg ctgctcateg gecgacggcga getgatgacg 35220
gcgatgegtyg ccecgtgecga gcagcectggge gtggacgtca cgttcecgeegg cagecggacce 35280
ccegagcecagg tgcggcegeca cctgcetggag tcegeggetge tggectgcecce gtcgaagacce 35340
gcgeecggacyg gggacaccga gggcectgceg accacgatec tggaggcggce cgcegctcecgge 35400
ctgcecggtgg tegcaacceg gcacagceggce atcccggagg ccgtgatcga cggtgagacce 35460
ggcectgctea gececggagge ggacccggceg gcgctggegg tgtcecgctgac ccggectgcete 35520
ggtgacgagg atctccagcg ccggcteggt gegcecgggcge ggcggcacgt cacggcacac 35580
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ttcgatcteg tggagcagac caggcggctg gaggacctgt atgacgaggt cgtggeggge 35640
gctagggtet aggcctgect gtecggette ctgggggaaa tcatgatctg cacgcactge 35700
ggctcaccgg cggcgccgac cgteggeceg tgcceggget geggceccgtcece ggteteccgee 35760
ccggecegggyg tgtteccgga cecgetggee gcecgecggecg agcecggtceget ccccacgteg 35820
gcgtacageg tgcecggtcga tccegtacacce ggcccgacca ccggtgacce gttegecgge 35880
gactcgttee acacccecgcee gceggcegtece ccgatgecge cgccggtgac cgagcecgatce 35940
acgccgacgce cgcccecccgece ggcctacgcece ccgecceege agtacagcecce gecgecgtat 36000
gcgggggege ccggtcagcee ctatcecgggt cagcecttacce caggtcagec ctacccggga 36060
cagccctace cecgggcagca gecgtatccee ggccagcage cctaccccegg atacggccag 36120
tcgaacagcce aggccctgac catcgtegece tacgtcecteg geggecttegg tetcecctgace 36180
atgaccccge tcatcggegt cgtcggectg gtectggega acttcgcgaa gegcegtcac 36240
gagcgcaatg cctecgatcge ggtcaagatc gtcgecggec tggtgatcge cgetttggtg 36300
ctgagcatcg tggaccgcat cgtttaaggc ctgccctgece gatcactcag ggcggcgact 36360
tctgggegge gggggtgcte cecctegecgg aaaggatgte cggtteccecgg gatggtcagt 36420
actgtcggcet catgggcgaa catttcegatce ttgtcgtget gggcegecggt ccgggtggat 36480
atgtcgegge gatccgcecgge gctcaactgg gcctgaccac cgcgatcecgte gaggacaagt 36540
actggggcgg cgtctgccte aacgteggcet gcatccegte gaaagegctg ctgcgcaacg 36600
cggagctggce gcacatctte caccaccagg cgcagacctt cggcatcgag gggaaggtca 36660
ccttecgactt cgccegtcecgec caccagcgca gccgcagedgt cgceccgacggce cgcgtcaagg 36720
gcgtgcactt cctgatgaag aagaacggga tcaccgagat ccaggggcgt ggcgagttca 36780
ccgacgcegca cacgctgegg gtecggcgacce ggacggtcac gttcecgacaac tgcatcctgg 36840
cgaccggcgce gagcaccegg atgattceccceg gcacgagegt ctcecgaagcegg gtcecgtgacgt 36900
acgaggagca gatcctcgac cccgacctge cggacagcat cgtgatcecgte ggcgecggeg 36960
cgatcggcegt cgagttcgeg tatgtgctge gcaactacgg cgtcgacgtg accategtgg 37020
agttcctecga ccggatgetg ccgctggagg acgaggaggt ctccaaggag ctgctecgge 37080
agtaccgcaa gctcggcegte gacgtgeggg tceggcaccceg ggtggagggce atcgaggagg 37140
gcgecgacte ggtceccgegte accgtctecca agaacgggaa gaccgaggtce ctcecgaggcecg 37200
acaaggtgat gcaggcgatc ggcttcaagce ccaacgtgga gggctacggg ctggagacca 37260
ccggegtecac ggtgtceccgac cgcggegcegyg tcgagatcga cgacttcectge cgtacgaacg 37320
tgccecggcat ctacgccatce ggcgacgtca ccgcgaagcet gatgectggeg cacgecgcecg 37380
aggcgatggg catcgtggceg gecgagacga tcgeccggege cgagacgatg gecctegact 37440
accggatgat cccgecgcegeg actttetgec agccgcaggt cgccagcette gggtggaccg 37500
aggcgcaggce ccgcgagcag ggcttcegacg tcaaggtgge caagttcccg ttcaccgcga 37560
acggcaaggc gcacggccte ggcgacgcga ccgggttegt gaagatcctce agtgacgcga 37620
agtacgggga gctgctcecgge gegcacctga tcgggccgga cgtgaccgag ctgctacceg 37680
agctgaccct ggcccagcag tgggacctga ccgtccacga ggtcegggcege aacgtgcacg 37740
cgcatccgac gctcegceccgag geggtcaagg aggcgatcca cggectggece ggccacatga 37800
tcaacttctg agtccgcege teggecgacg ggteccgecge tecggccgacg ggtccecgecge 37860
tcggecgacg ggtceecgetgt cecggecgacg agtccgecge ccggctgacg cccgggggag 37920
tagccggage cgcccgtace gegectgegg tageccgaat acctacgcecgg ggatgacgac 37980
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-continued
tcegeccecge cggtegggaa cgctgagect tgtgaccctg accgtcgage ctccgatcge 38040
cceggegecg ccocgecgece cggggcegate ccggcggege aggctgggcet atctggegtt 38100
cgtgctggte geggtggtgg cggtggtgac gctgcgcgac cggctgceccecgg atccggggga 38160
gttecectecgac gegetgegag cggcecgactg geggtgggeg gegcetcegegg tgggggcececgyg 38220
ggtgctgtec cagatcgegt acgccgagca gcagcegcecgg cttectegecg cgtteggagt 38280
gcgegtgeeg gececggeggg cgatcgegat gacgtacgte cggtcecggege tgagcatgge 38340
gctgecggee gggtceggcegg cctecgegge gtacgectte caggtctatce gtegeccacgg 38400
cgccaccegeg gcgatcteeg cgacggcgac cctgatcteg acggtegtga cecgtgatgte 38460
gctgggecetyg ctectacgecg cgacctggte gectgaccgee accgtcegtgg ccggectgge 38520
cgttctectg ctgtggatcect accggaccgt gcggggceccg gtceccecgege gtgceggegt 38580
gccgegeegt ctgagggtcg cccecgatecge cecgectgcte cageggcccg ccgtggecca 38640
ggcgcecteegyg ggtgcacggt ccgtceccegge ccggacgtgg ctcacggtga cccectggecgg 38700
cgtgatcaac tggctgctgg acatggcctg cctgctecte geggccgacg cgctgcacge 38760
cgggctegge tggagccgge tegcgcetgat ctacctggee gtceccaggtgg tceccggcagat 38820
ccegetecace ceccggcecggca teggectgat cgagaccage atgctecgcecg gectgatcge 38880
cgegggegece ccgcaggtceca ccgcecgecgg gatcgtectg atctaccgge tgatctegtt 38940
ctggctgatce ctgcccageg ggctggccge ccacctgacce ctgcgecggg ggaccegtgee 39000
gccggtgact ccgggctgac cgecggggcet caggegcggt cgaactgcetg gaggacggceg 39060
ccgaggcecga gcgtcaggge cgggcecegggce agtcegtgagt ccagecccgta ccgceceggceceg 39120
gggttctecee gatcgaccag gtectgeccag agcccggtcea ccggatcgece cagecccecgge 39180
aggtcgtgcece cggccgcceg gagcagcectceg gccaggtegt tcectgetggeg cagccegctge 39240
tcetecgaaga tectggcteca ctgcatcage gagatcgacg cctcecagtgt gtccggcace 39300
gtctegteca gcatcecggcag cggtecgegece geggeccacg ccgcgagcetg cgecccggte 39360
accgtgecgg gatcgtcegte geggetgege gccagcgegt acgacagcag cgccgtggte 39420
tccaccagca ggtgctgcac cgggacgcgce gccggcegggt ccagccacca gtggtecgece 39480
tcgagcaggg ccgcggcegtyg cecgggtegee gcccgcecace agecgtcegte gecgecggee 39540
agggcgtcgg tgtaggacca caggaaggtc acccttecegt gectaccage ggcacttgac 39600
acgagtcaat cacgcgaacg cgtggcgacg accgcgatcg cttcecgacgga gatcagcagce 39660
ccgtgeggga gaaccacgcece ggcgggcgceg gaccgggcecg gcggcgggte gggcatgtge 39720
cgcgcecagca cctggttgat caccgggaag tcectcgacgt gegtgtagaa gacggtcage 39780
ttcaccagcce cgtccagecece gtccageccg gagecggcecg ccgcecagcac cgcccecgagg 39840
ttgcacagcg cctgcteggt ctgcgecteg atgecgteca ccggecttcece ggtcgegggg 39900
tcgatcecgg gcatcccgga gcagaacacg aacccgecgg cgacgatcege ctggetgtag 39960
ggcececcageg ccegtggggge ccgctcacte gtcaccgcga tgcgatccat cgggcgagte 40020
tceecgecaceg ggcatcgatg gtetttegge tttatgacac gggtgggage ttgacagccg 40080
tacatcgttt atcgattatc aatatatcga aaaacgataa gggggtacgt cgtgaagacc 40140
gactggttga cggagttcca ccaggtgctg ctggtegceceg cgctgggegce cggggccgee 40200
gcecgtecteg ggaccegtegg gctegtggtg caggacgagg tcegtcecgtece gggeggcacg 40260
tcggectecgg cgagegtggt cagcgaccceg agcgtcacce agctectget cgeccgtggeg 40320
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gcecgecgtge cgacgtacct gctggcgacce geccatgcetgg tgctgctgta ccggttggte 40380
ggcgecgege gtegegggga te 40402
<210> SEQ ID NO 201

<211> LENGTH: 334

<212> TYPE: PRT

<213> ORGANISM: Actinoplanes liguriae

<400> SEQUENCE: 201

Val Arg Leu Arg Ile Gln Arg Arg Leu Ala Asp Glu Leu Gly Pro Thr
1 5 10 15

Leu Tyr Thr Thr Gly Gln Ser Glu Asp Leu Asp Ala Arg Val Arg Asp
20 25 30

Ala Leu His Asp Leu Leu Ala Arg Glu Glu Thr Pro Leu Ser Gly Ala
35 40 45

Asp Arg Ala Arg Ile Thr Arg Glu Val Thr Asp Glu Val Leu Gly His
50 55 60

Gly Pro Ile Glu Ser Leu Leu Arg Asp Pro Ser Val Thr Glu Val Met
Val Asn Gly Pro Tyr Ser Val Tyr Val Glu Arg Phe Gly Arg Leu Glu
85 90 95

Lys Val Ala Ala Glu Phe Asp Asp Glu Gln His Leu Arg Arg Ile Ile
100 105 110

Asp Arg Ile Cys Ser Arg Val Gly Arg Arg Val Asp Glu Ala Ser Pro
115 120 125

Thr Val Asp Ala Arg Leu Pro Asp Gly Ser Arg Val Asn Ala Val Val
130 135 140

Pro Pro Ile Ala Leu Asp Gly Ser Thr Leu Thr Ile Arg Lys Phe Ala
145 150 155 160

Ala Val Pro Leu Thr Val Gly Asp Leu Leu Gln Tyr Gly Thr Leu Thr
165 170 175

Arg Gln Ala Ala Glu Phe Leu Asp Ala Cys Val Arg Gly Arg Arg Thr
180 185 190

Ile Leu Val Ser Gly Gly Thr Gly Ser Gly Lys Thr Thr Ile Leu Asn
195 200 205

Val Leu Ser Ser Phe Val Pro Ala Asp Glu Arg Ile Val Thr Ile Glu
210 215 220

Asp Ala Ala Glu Leu Gln Leu Val Gln Asp His Val Val Arg Leu Glu
225 230 235 240

Ser Arg Pro Pro Asn Ser Glu Gly Arg Gly Thr Ile Thr Thr Arg Asp
245 250 255

Leu Val Arg Asn Ala Leu Arg Met Arg Pro Asp Arg Ile Val Val Gly
260 265 270

Glu Val Arg Asp Ala Ala Ala Leu Asp Met Leu Gln Ala Met Asn Thr
275 280 285

Gly His Asp Gly Ser Leu Thr Thr Leu His Ala Asn Thr Pro Arg Asp
290 295 300

Ala Leu Ser Arg Leu Glu Thr Met Val Leu Met Ala Gly Met Asp Leu
305 310 315 320

Pro Ile Arg Ala Ile Arg Asp Gln Ile Ser Ser Ala Val Asp
325 330

<210> SEQ ID NO 202
<211> LENGTH: 358
<212> TYPE: PRT
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-continued

208

<213> ORGANISM:

<400> SEQUENCE:

Met Ser Glu Leu

1

Val

Ala

Arg

65

Val

Thr

Lys

Leu

Phe

145

Ala

Ser

Ala

Leu

Pro

225

Trp

Arg

Arg

Ser

Ala

305

Val

Asp

Leu

Val

Tyr

Ala

Asp

Arg

Gly

Gly

Ala

130

Gly

Gly

Ile

Ser

Leu

210

Ser

Phe

Leu

Leu

Glu

290

Ser

Thr

Arg

Gly

Ile

Gln

35

Ile

Leu

Ser

Asp

Gly

115

Gly

Asp

Gly

Val

Pro

195

Asp

Val

Ile

Thr

Leu

275

Val

Arg

Asp

Ile

Arg
355

Gly

20

Arg

Glu

Val

Val

Asn

100

Cys

Ala

Val

Leu

Thr

180

Ala

Val

Val

Pro

Ala

260

Val

Glu

Asp

Pro

Ala
340

Leu

Actinoplanes liguriae

Ala

Leu

Ala

Ala

Asp

85

Ala

Gly

Gly

Ala

Gln

165

Thr

Glu

Ala

Thr

Ile

245

Glu

Phe

Val

Val

Leu
325

Gly

Phe

<210> SEQ ID NO 203

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes liguriae

PRT

266

Ser

Val

Gln

Gly

Glu

70

Leu

Pro

Arg

Arg

Ile

150

Met

Tyr

Gly

Arg

Asp

230

Val

Met

Asn

Ala

Thr

310

His

Val

Pro

Tyr

Val

Arg

Val

55

Glu

Ser

Tyr

Ser

Arg

135

Met

Ala

Arg

Glu

Pro

215

Gln

Thr

Phe

Arg

Ala

295

Val

Pro

Gly

Leu

Asp

Pro

40

Val

Asp

Lys

Ala

Val

120

Val

Met

Gly

Gln

Gln

200

Leu

Val

Pro

Asp

Ala

280

Gly

Ser

Val

Thr

Pro

Leu

25

Val

Leu

Glu

Ala

Ser

105

Val

Leu

Lys

Arg

Ser

185

Val

Tyr

Leu

Asp

Leu

265

Gly

Met

Val

Ser

Thr
345

Arg

10

Asp

Ile

Arg

Glu

Leu

90

Val

Ala

Leu

Leu

Leu

170

Leu

Arg

Asp

Ala

Leu

250

Leu

Ala

Pro

Asn

Arg

330

Pro

Tyr

Glu

Gly

Cys

Gly

75

Ser

Val

Val

Met

Ser

155

Asp

Asp

Arg

Phe

Ala

235

Pro

Asp

Gln

Phe

His

315

Ala

Gln

Pro

Ala

Val

Leu

60

Ile

Thr

Thr

Asn

Asp

140

Pro

Glu

Ala

Glu

Ile

220

Leu

Ala

Tyr

Val

Ala

300

Gly

Ile

Arg

Glu

Leu

Val

45

Gln

Arg

Thr

Val

Leu

125

Leu

Glu

Pro

Leu

Phe

205

Val

Asp

Leu

Pro

Gly

285

Val

Glu

Arg

Arg

Thr

Met

30

Leu

Ser

Ser

Met

Phe

110

Ala

Asp

Arg

Gly

Leu

190

Val

Val

Met

Lys

Lys

270

Leu

Gln

Pro

Glu

Arg
350

Leu

15

Phe

Ile

Gly

Ala

Arg

95

Ala

Val

Leu

Asn

Leu

175

Ala

Val

Asp

Ser

Ser

255

Asp

Ser

Val

Ile

Leu
335

Gly

Leu

Thr

Arg

Ile

Thr

80

Gly

Gly

Ala

Gln

Ile

160

Arg

Pro

Glu

Thr

Asp

240

Val

Lys

Pro

Pro

Ala

320

Gly

Phe
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-continued

210

<400> SEQUENCE:

Met Arg Arg Arg

1

Ile

Ala

Ile

Glu

65

Thr

Pro

Pro

Ser

Gly

145

Ala

Ala

Thr

Ser

Val

225

Ser

Pro

Ser

Leu

Pro

50

Arg

Trp

Arg

Ser

Val

130

Asp

Glu

Arg

Pro

Thr

210

Gly

Leu

Ala

Gly

Ser

35

Ser

Leu

Asp

Gln

His

115

Ala

Gln

Asp

Val

Ser

195

Ala

Asp

Tyr

Ile

Ala

20

Gly

Gly

Leu

Ser

Leu

100

Thr

Leu

Val

His

Ile

180

Pro

Ala

Thr

Leu

Asp
260

Arg

Thr

Val

Ala

85

Leu

Gly

Asn

Ala

Glu

165

Thr

Ser

Val

Asp

Ala

245

Thr

<210> SEQ ID NO 204

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Arg Arg Leu

1

Val

Gly

Glu

Ala

65

Val

Ile

Met

Gln

50

Cys

Ala

Thr

Ala

35

Leu

Ala

Ala

Ala

20

Ala

Gln

Gly

Gln

432

Leu

Val

Glu

Ser

Pro

70

Leu

Met

Arg

Val

Val

150

Thr

Ile

Pro

Lys

Ala

230

Leu

Ser

Ile

Leu

Gly

Gly

Thr

Asp

Arg

Ile

Ala

135

Tyr

Ile

Gly

Thr

Glu

215

Leu

Leu

Trp

Leu

Ser

Thr

40

Ala

Val

Pro

Thr

Pro

120

Pro

Tyr

Pro

Glu

Pro

200

Ile

Arg

Gly

Val

Leu

Tyr

25

Trp

Glu

Thr

Leu

Leu

105

Val

Gln

Thr

Met

Ala

185

Gly

Gln

Leu

Pro

Val
265

Ala

10

Ala

Ile

Ile

Val

Arg

90

Phe

Pro

Val

Tyr

Thr

170

Glu

Pro

Arg

Val

Asn

250

Arg

Actinoplanes liguriae

Leu

Ser

Thr

Arg
85

His

Val

Val

Gly

Ala

70

Asp

Ala

Ala

Ile

Ala

55

Gly

Asn

Leu

Val

Asp

40

Asp

Arg

Ala

Phe

Leu

25

Ile

Ala

Asp

Gln

Pro
10

Ala

Gly

Ala

Leu

Arg
90

Ala

Arg

Leu

Arg

Pro

75

Leu

Val

Arg

Ala

Gln

155

Glu

Pro

Ser

Tyr

His

235

Ala

Pro

Gly

Ala

Ser

Thr

75

Tyr

Leu

Ser

Val

Ala

60

Ala

Gly

Pro

Arg

Gly

140

Ala

Leu

Gly

Ala

Val

220

Ala

Thr

Arg

Ala

Leu

Trp

60

Ser

Ala

Val

Ala

Ala

45

Arg

Gly

Gly

Ala

Ser

125

Asn

Lys

Leu

Gln

Ser

205

Val

Ala

Ala

Gly

Gly

Tyr

45

Lys

Ala

Asp

Leu

Asp

30

Gly

Gly

Ala

Asp

Ser

110

Leu

Ile

Val

Leu

Ala

190

Ala

Thr

Gln

Ser

Glu

Val

30

Ala

Val

Thr

Arg

Ala

15

Arg

Gln

Leu

Leu

Leu

95

Pro

Ala

Thr

Leu

Pro

175

Pro

Gly

Leu

Ser

Thr
255

His

15

Leu

Glu

Ala

Cys

Asn
95

Gly

Arg

His

Thr

Thr

80

Gln

Ala

Val

Pro

Met

160

Lys

Val

Asp

Ala

Gly

240

Gly

Gly

Leu

Arg

Gln

Thr

80

Ala
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212

Lys

Ala

Pro

Val

145

Pro

Lys

Asp

Gly

Pro

225

Gly

Asp

Gly

Ser

Trp

305

Ala

Leu

Ser

Glu

Leu

385

Tyr

Phe

Asp

Gly

Val

130

Glu

Pro

Met

Val

Asp

210

Gln

Tyr

Ala

Pro

Cys

290

Val

Cys

Val

Tyr

Ser

370

Val

Gly

Ala

Leu

Val

115

Thr

Val

Leu

Gly

Leu

195

Tyr

Thr

Ile

Gly

Pro

275

Glu

Gly

Leu

Pro

Tyr

355

Pro

Pro

Tyr

Thr

Val

100

Thr

Cys

Arg

Phe

Ala

180

Ala

Thr

Gly

Pro

Glu

260

Ala

Leu

Gly

Asp

Ile

340

Arg

Val

Gly

Phe

Ser
420

Ser

Thr

Pro

Thr

Gly

165

Cys

Leu

Arg

Val

Ile

245

Thr

Leu

Thr

Phe

Arg

325

Phe

Ile

Ser

Ala

Thr

405

Arg

<210> SEQ ID NO 205

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes liguriae

PRT

<400> SEQUENCE:

136

205

Asp

Ala

Ala

Ser

150

Arg

Gly

Gly

Phe

His

230

Ser

Val

Pro

Gly

Thr

310

Leu

Asp

Ala

Gly

Gln

390

Arg

Tyr

Val

Asp

Pro

135

Thr

Gly

Arg

Val

Phe

215

Pro

Asp

Ala

Gly

Ile

295

Ile

Asn

Arg

Gly

Pro

375

Arg

Ala

Tyr

Gln

Ala

120

Pro

Arg

Leu

Val

Ser

200

Ala

Leu

Gly

Gly

Leu

280

Pro

Gly

Val

Gln

Phe

360

Val

Ala

Leu

Gly

Phe

105

Gly

Ser

Asn

Ala

Ala

185

Arg

Pro

Leu

Ile

Tyr

265

Leu

Ala

Pro

Leu

Val

345

Ala

Ser

Leu

Val

Ala
425

Cys

Cys

Ala

Ser

Gly

170

Trp

Cys

Pro

Gly

Leu

250

Thr

Pro

Thr

Gly

Ile

330

Ala

Pro

Pro

Cys

Thr

410

Met

Ile

Pro

Ser

Asp

155

Ser

Gly

Asp

Pro

Leu

235

Ala

Trp

Val

Asp

Asn

315

Thr

Val

Leu

Gly

Ala

395

Asp

Val

Thr Thr Val Ser Ala
110

Ser Ser Trp Asn Thr
125

Gly Pro Tyr Arg Tyr
140

Asn Thr Ser Val Val
160

Ala Tyr His Gly Ala
175

Ala Pro Ala Val Thr
190

Phe Leu Arg Leu Thr
205

Pro Thr Gly Pro Asn
220

Ser Asp Pro Thr Ala
240

Thr Ser Cys Pro Ala
255

Leu Gly Gln Pro Asp
270

Ser Ala Pro Asp Ala
285

Gly Pro Ala Asp Ser
300

Ala Ser Ala Ala Thr
320

Ser Gly Gln Pro Val
335

Ile Gly Thr Leu Pro
350

Val Leu Thr Gly Tyr
365

Ser Ala Val Pro Ser
380

Ala Gln Ser Cys Leu
400

His Val Pro Thr Arg
415

Ile Gly Arg Thr Gly
430

Met Trp Lys Ala Thr Glu Arg Gln Gly Pro Val Val Leu Leu Val Glu

1

5

10

15

Asp Asp Glu Asp Leu Arg Glu Leu Ala Ala Gln Met Leu Glu Met Arg

20

25

30

Gly Phe Val Val Leu Val Ala Lys Asp Pro Val Ser Ala Ile Met Thr

35

40

45
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214

Cys

Leu

65

Arg

Ala

Pro

Gln

Arg

Pro

Pro

Ile

Tyr

Gly
130

Val

Gly

Gly

Lys

Thr

115

Ala

His

Val

Met

Lys

100

Ala

Glu

Ser

Ser

Lys

85

Gly

Asp

Ser

<210> SEQ ID NO 206

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Phe Asn Tyr

1

Phe

Glu

Gln

Gln

65

Ser

Ser

Ser

Met

Asp

145

Ile

Leu

Asp

Leu

Lys

225

Gln

Leu

Glu

Ala

Asp

Val

Tyr

Gln

Ile

Asn

Ile

130

Gly

Ile

Thr

Ala

Gly

210

Asp

Thr

Leu

Met

Ala

Ser

35

Val

Gly

Ser

Lys

Ala

115

Asp

Trp

Thr

Phe

Leu

195

Ala

Glu

Gly

Gln

Ala

Ala

20

Gly

Gln

Ala

Glu

Asp

100

Asn

Ala

Asp

Ile

Ile

180

Ala

Pro

Ile

Asn

Ser
260

Leu

363

Gly

Gly

70

Ile

Leu

Arg

Ser

Ala

55

Gly

Val

Ile

Leu

Ala
135

Ile

Glu

Tyr

Arg

Ala

120

Arg

Asp

Leu

Val

Ala

105

Gly

Val

Ala

Ser

90

Gly

Met

Actinoplanes liguriae

206

Val

5

Ala

Asp

Ser

Ser

Lys

85

Glu

Ser

Gly

Ser

Asp

165

Gly

Lys

Gly

Ala

Phe
245

Lys

Gly

Ser

Leu

Thr

Ala

Lys

70

Glu

Ala

Gln

Val

Val

150

Arg

Ser

Ser

Asn

Lys

230

Ser

Pro

Ala

Phe

Leu

Val

Ser

Leu

Ala

Ala

Phe

Gln

135

Phe

Lys

Asp

Leu

Asn

215

Val

Arg

Asn

Ile

Val

Leu

Ala

40

Ala

Asp

Asn

Lys

Asn

120

Leu

Ala

Ile

Phe

Gly

200

Val

Ala

Glu

Ile

Thr

Arg

Gly

25

Ala

Gly

Leu

Pro

Leu

105

Lys

Leu

Lys

Asn

Ala

185

Asn

Thr

Pro

Asp

Asn
265

Ala

Pro

10

Ser

Gly

Ser

Lys

Phe

90

Gly

Gln

Val

Ala

Ala

170

Glu

Lys

Thr

Asp

Gly

250

Gly

Leu

Leu

Arg

75

Gly

Ser

Leu

Lys

Gly

Pro

Ala

Thr

75

Arg

Ile

Ile

Ile

Thr

155

Thr

Gln

Gly

Leu

Ile
235
Gln

Ile

Lys

Leu

60

Ser

Val

Pro

Arg

Thr

Ala

Ala

Thr

60

Ala

Ile

Thr

Ala

Ala

140

Ala

Ala

Gly

Glu

Arg

220

Lys

Lys

Tyr

Gly

Thr

Ala

Pro

Phe

Thr
125

Phe

Cys

Pro

45

Cys

Ser

Ala

Asn

Asp

125

Pro

Lys

Cys

Lys

Val

205

Thr

Ile

Val

Gly

Ala

Asp

Ser

Glu

Val

110

Val

Ala

Ala

30

Ser

Ala

Val

Glu

Leu

110

Val

Leu

His

Lys

Arg

190

Ala

Ser

Thr

Ala

Glu
270

Gly

Leu

Glu

Glu

95

Ala

Leu

Ala

15

Lys

Ala

Leu

Gly

Thr

95

Lys

Glu

Asn

Ile

Asp

175

Ala

Ile

Gly

Phe

Glu
255

Asn

Lys

Gly

Val

80

Ile

Lys

Ala

Thr

Ser

Ala

Asp

Phe

80

Lys

Thr

Gln

Ser

Pro

160

Tyr

Ala

Leu

Phe

Glu
240
Gln

Asp

Lys
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-continued

216

Ala

Gln

305

Arg

Glu

Ser

Gly

290

Gly

Phe

Pro

Asn

275

Asp

Ile

Gly

Val

Ala
355

Val

Val

Pro

Gly

340

Lys

Lys

Asp

Leu

325

Gln

Thr

<210> SEQ ID NO 207

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Leu Leu Glu

1

Ala

Leu

Thr

Pro

65

Thr

Asn

Glu

Val

Gln

145

Val

Thr

Val

Val

Asp

225

Gly

Gly

Asp

Leu

Val

Gly

Ala

Ile

Leu

Ala

Arg

130

Gln

Val

Leu

Tyr

Thr

210

Leu

Ala

Glu

Asp

Asp

Gly

35

Val

Arg

Tyr

Phe

Arg

115

Thr

Met

Met

Phe

Val

195

Ile

Asp

Asp

Pro

Ile
275

Gly

20

Glu

Tyr

Phe

Gln

Leu

100

Met

Asp

Val

Asp

Gly

180

Ser

Leu

Arg

Phe

Val

260

Ser

501

Ile

Gly

310

Ala

Asp

Asp

Val

295

Trp

Phe

Ile

Ile

280

Ser

Val

Asp

Val

Gly
360

Ile

Ser

Thr

Ile

345

Ser

Asp

Ala

Ala

330

Gln

Ala

Actinoplanes liguriae

207

Val

5

Val

Asn

Gln

Ala

Glu

85

Gly

Val

Val

Ala

Glu

165

Val

His

Arg

Arg

Thr
245

Leu

Phe

Ser

Ser

Gly

Pro

Thr

70

Val

Arg

Ala

Arg

Leu

150

Pro

Ile

Arg

Asp

Thr
230
Ser

Arg

Asp

Gly

Phe

Ala

Asp

Pro

Asn

Glu

Glu

Arg

135

Ala

Thr

Arg

Leu

Gly

215

Leu

Phe

Val

Val

Val

Thr

Gly

40

Ser

Leu

Leu

Pro

Ala

120

Arg

Arg

Ser

Glu

Asp

200

Lys

Val

Ser

Ser

Arg
280

Ser

Leu

25

Lys

Gly

Asp

Val

Arg

105

Thr

Leu

Ala

Ser

Leu

185

Glu

Leu

Ser

Glu

Gly

265

Pro

Lys

10

Asn

Ser

Glu

Ala

Pro

90

Asn

Glu

Gly

Val

Leu

170

His

Leu

Val

Leu

Ser
250

Leu

Gly

Gly

Val

315

Thr

Asp

Tyr

Thr

Pro

Thr

Leu

Gln

75

Leu

Arg

Ile

Thr

Met

155

Glu

Thr

Tyr

His

Met
235
Pro

Thr

Glu

Thr
300
Ile

Lys

Arg

Phe

Gly

Leu

Arg

Arg

Met

Phe

Leu

Leu

140

Val

Pro

Ala

Arg

Thr

220

Leu

Gln

Ser

Val

285

Lys

Glu

Phe

Ala

Pro

Glu

Ile

45

Tyr

Ala

Ser

Gly

Ala

125

Ala

Asp

Arg

Gly

Val

205

Gly

Gly

Ser

Arg

Val
285

Gly

Ser

Phe

Tyr
350

Gly

Val

30

Lys

Arg

Gly

Val

Leu

110

Gly

Leu

Ala

Glu

Ile

190

Cys

Arg

Arg

Thr

Pro
270

Gly

Ala

Asn

Gly

335

Asp

Val

15

His

Val

Gly

Ile

Ala

95

Leu

Tyr

Gly

Arg

Val

175

Gly

Asp

Met

Glu

Pro
255

Arg

Leu

Val
Pro
320

Gly

Glu

Arg

Ala

Leu

Glu

Ser

80

His

Asp

Gly

Ala

Val

160

Glu

Ile

Ala

Ala

Phe
240
Glu

Leu

Gly
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-continued

218

Gly

Ala

305

Gly

Pro

Asp

Val

Leu

385

Gly

Pro

Ala

Leu

Ala

465

Thr

Ala

Leu

290

Tyr

Arg

Glu

Asn

Ser

370

Arg

Gly

Lys

Lys

Gly

450

Asp

Gly

Ala

Leu

Pro

Pro

Asp

Ile

355

Asp

Ile

Asn

Val

Ala

435

Val

Arg

Asp

Asp

Gly

Ile

Ser

Arg

340

Ala

Lys

Lys

Gln

Leu

420

Glu

Val

Val

Arg

Glu
500

Ala

Asp

Thr

325

Lys

Leu

Arg

Ala

Gln

405

Leu

Val

Leu

Val

Val

485

His

<210> SEQ ID NO 208

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes liguriae

PRT

<400> SEQUENCE:

Met Ser Thr Glu

1

Trp

Val

Ile

Ala

65

Met

Thr

Ile

Thr

Gly
145

Ala

Asn

Gln

50

Leu

Ala

Ala

Asn

Leu
130

Gly

Ala

Ile

35

Leu

Val

Leu

Ala

Gly
115

Ala

Gln

Arg

20

Ala

Ile

Ile

Ala

Ile

100

Val

Leu

Leu

319

208

Thr

5

Tyr

Phe

Gln

Gly

Ala

85

Leu

Leu

Phe

Lys

Gly

Ser

310

Val

Ala

Ala

Ile

Ser

390

Lys

Leu

Gln

Val

Val

470

Thr

Leu

Gly

Thr

Ala

Thr

70

Ala

Val

Val

Val

Asp
150

Arg

295

Gly

Arg

Glu

Ile

Asp

375

Gly

Val

Asp

Ala

Ser

455

Leu

Thr

Thr

Val

Pro

Ala

55

Glu

Phe

Ser

Ala

Gly
135

Val

Ser

Val

Ala

Gly

Leu

360

Ser

Pro

Leu

Glu

Leu

440

Ser

Arg

Glu

Arg

Tyr

Tyr

40

Pro

Gly

Ile

Leu

Lys
120

Gly

Arg

Glu

Ile

Val

Ile

345

Pro

Ile

Asp

Leu

Pro

425

Ile

Asp

Asp

Ala

Pro

Ala

25

Phe

Val

Ile

Pro

Leu

105

Ala

Arg

Asn

Thr

Glu

Arg

330

Val

Arg

Val

Gln

Ala

410

Thr

Asp

Ala

Gly

Leu
490

Arg

10

Ala

Leu

Val

Asp

Leu

90

Ala

Gly

Gly

Ala

Ile

Val

315

Ala

Pro

Met

Ala

Ala

395

Arg

Arg

Glu

Glu

Ala

475

Met

Met

Ile

Thr

Ile

Leu

75

Tyr

Gly

Leu

Leu

Asp
155

Lys

300

Gly

Gly

Gly

Ala

Thr

380

Val

Leu

Gly

Leu

Glu

460

Val

Ala

Thr

Val

Leu

Val

60

Ser

Leu

Val

Gln

Ala

140

Leu

Ala

Gly

Val

Leu

Arg

365

Tyr

Gly

Leu

Ile

Ala

445

Leu

Val

Thr

Phe

Leu

Ser

45

Ala

Val

Gly

Ala

Pro

125

Val

Leu

Ile

Val

Ala

Ser

350

Phe

Met

Asp

Ala

Asp

430

Lys

Val

Gly

Ile

Asn

Leu

30

Asn

Leu

Gly

Tyr

Val

110

Ile

Val

Tyr

Gly

Arg

Thr

335

Ile

Gly

Ser

Leu

Thr

415

Val

Glu

Glu

Thr

Ala
495

Pro

15

Ile

Leu

Gly

Ser

Gly

95

Gly

Val

Ile

Leu

Gly

Leu

320

Gln

Arg

Leu

Arg

Ser

400

Gly

Gly

Gly

Gly

Leu

480

Glu

Ala

Val

Arg

Met

Val

80

Val

Leu

Ala

Ser

Gly
160
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-continued

220

Ser

Leu

Arg

Leu

Leu

225

Asp

Val

Gly

Ile

Ile
305

Gly

Val

Leu

Pro

210

Ala

Ala

Val

Thr

Lys

290

Ile

Asp

Leu

Leu

195

Val

Ser

Ser

Val

Val

275

His

Leu

Leu

Val

180

Ala

Lys

Ile

Ala

Gly

260

Ala

Asp

Val

Leu

165

Val

Val

Arg

Ala

Val

245

Gly

Gly

Leu

Ala

<210> SEQ ID NO 209

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ser Ile Pro

1

Gln

Ala

Ala

Ile

65

Gly

Ala

Leu

Leu

Thr
145

Ser

Gly

Val

Gly

Phe

Ala

Thr

Val

Ala

Ile

Leu

130

Thr

Leu

Ala

Ala

Arg

Ala

Pro

35

Ala

Gly

Val

Pro

Ser

115

Gly

Tyr

Leu

Gly

Ile
195

Arg

Leu

20

Gly

Pro

Gly

Ala

Leu

100

Arg

Ala

Leu

Gly

Ile
180

Gly

Ile

320

Gly

Ala

Gly

Val

Gly

230

Gly

Thr

Ala

Pro

Val
310

Val

Phe

Gly

Leu

215

Leu

Leu

Pro

Leu

Pro

295

Tyr

Pro

Val

Asn

200

Ile

Leu

Leu

Leu

Leu

280

Ser

Val

Val

Val

185

Arg

Gly

Ser

Ile

Thr

265

Met

Thr

Ala

Leu

170

Arg

Pro

Val

Val

Glu

250

Gly

Gln

Thr

Arg

Actinoplanes liguriae

209

Val

5

Ala

Phe

Pro

Ile

Ala

85

Leu

Thr

Arg

Val

Val
165
Leu

Gly

Lys

Pro

Val

Arg

Met

Asp

70

Trp

Leu

Gly

Gly

Arg

150

Gly

Val

Ser

Val

Ala

Leu

Ser

Leu

55

Leu

Ala

Cys

Met

Leu

135

Ser

Leu

Leu

Glu

Trp

Phe

Val

Ala

40

Ile

Ser

Ser

Gly

Ala

120

Met

Asp

Pro

Asn

Asp
200

Val

Arg

Thr

25

Asp

Ala

Val

Gln

Ala

105

Pro

Arg

Val

Val

Arg
185

Ala

Tyr

Asn

10

Val

Asn

Leu

Gly

Trp

90

Ile

Phe

Ser

Phe

Trp
170
Thr

Ala

Leu

Val

Arg

Ala

Tyr

Ala

235

Leu

Gly

Leu

Glu

Glu
315

Gly

Val

Ala

Gly

Ser

75

Gly

Gly

Ile

Ile

His

155

Leu

Arg

Ala

Leu

Trp

Thr

Ala

Val

220

Arg

Ser

Arg

Val

Met

300

Arg

Gly

Ala

Gly

Met

60

Leu

Val

Val

Val

Ser

140

Glu

Ala

Phe

Leu

Ser

Ile

Val

Glu

205

Phe

Ile

Ala

Val

Val

285

Val

Arg

Phe

Ile

Thr

45

Thr

Tyr

Val

Leu

Thr

125

Asp

Leu

Ala

Gly

Met
205

Gly

Ala

Phe

190

Leu

Cys

Gln

Ile

Arg

270

Ala

Gln

Thr

Val

Ser

30

Ile

Phe

Val

Ala

Asn

110

Leu

Glu

Gly

Val

His
190

Gly

Leu

Ala

175

Gly

Ala

Ala

Ser

Thr

255

Val

Thr

Ala

Arg

Gln

15

Leu

Leu

Val

Leu

Ala

95

Gly

Ala

Gly

Thr

Leu
175
Ala

Leu

Leu

Leu

Arg

Gly

Val

Ser

240

Ala

Leu

Met

Val

Arg

Ala

Val

Ile

Gly

80

Leu

Ile

Ala

Ser

Gly

160

Val

Val

Pro

Ala
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-continued

222

Gly

225

Val

Gly

Ala

Gly

Ala
305

<210>
<211>
<212>
<213>

<400>

210

Leu

Leu

Gly

Gly

Asn

290

Ala

Ala

Gly

Thr

Val

275

Val

Val

Gly

Ser

Leu

260

Leu

Asn

Val

PRT

SEQUENCE :

Met Arg Thr Ser

1

Val

Pro

Gly

Pro

65

Ala

Ala

Arg

Gly

Ala

145

Ser

Thr

Asn

Val

Val
225

Ile

Ile

Leu

Ser

Asn

50

Glu

Val

Ser

Asp

Arg

130

Leu

Ala

Phe

Gly

Tyr

210

Gly

Arg

Ala

Ala

Pro

35

Gly

Lys

Ala

Ile

Gly

115

Leu

Val

His

Thr

Thr

195

Arg

Asp

Asp

Gly

Leu

20

Gly

Gly

Asp

Gly

Gly

100

Asp

Phe

Ala

Leu

Ile

180

Leu

Glu

Phe

Val

Glu
260

Ala

Gly

245

Leu

Leu

Ser

Val

SEQ ID NO 210
LENGTH:
TYPE :
ORGANISM: Actinoplanes liguriae

486

Ser

Tyr

Pro

Gln

85

Arg

Glu

Arg

Thr

Leu

165

Thr

Val

Ser

Val

Val

245

Arg

Ile

230

Met

Thr

Leu

Asn

Ala
310

Gly

Ala

Ala

Asp

Lys

70

Ser

Val

Leu

Val

Pro

150

Phe

Leu

Ser

Ala

Val
230

Pro

Glu

215

Asn

Glu

Gly

Gly

Trp

295

Gln

Thr

Ala

Gly

Val

55

Gln

Leu

Ser

Thr

Thr

135

Asp

Pro

Thr

Thr

Pro
215
Glu

Arg

Gln

Ala

Leu

Gly

Val

280

Gln

Thr

Arg

Ala

Leu

40

Leu

Val

Ser

Val

Val

120

Val

Gly

Gly

Val

Thr

200

Met

Arg

Arg

Leu

Ala

Asp

Ser

265

Ile

Gln

Thr

Val

Ala

25

Gly

Asp

Val

Arg

Asp

105

Ile

Ala

Thr

Asn

Pro

185

Glu

Ala

Arg

Leu

Ala
265

Lys

Ala

250

Gly

Gln

Val

Leu

Leu

10

Pro

Asp

Tyr

Ser

Phe

90

Gly

Pro

Asn

Val

Asp

170

Ala

His

Thr

Pro

Ala
250

Trp

Leu

235

Ile

Ser

Asn

Ile

Val
315

Thr

Ala

Arg

Asp

Gly

75

Asp

Gln

Arg

Phe

Leu

155

His

Gly

Asp

Glu

Ala
235

Gly

Met

220

Gly

Ala

Ile

Leu

Ser

300

Arg

Val

Gln

Leu

Leu

60

Asp

Leu

Pro

Arg

Thr

140

Ala

Pro

Trp

Gly

Leu
220
Ala

Thr

Glu

Ser

Ala

Ala

Ile

285

Gly

Ala

Gly

Ala

Tyr

45

Arg

Val

Asp

Ala

Pro

125

Ala

Ala

Arg

Thr

His

205

Val

Gly

Leu

Lys

Gly

Val

Gly

270

Asn

Gly

Arg

Ala

Gly

30

Pro

Leu

Thr

Phe

Arg

110

Leu

Ala

Gln

Asp

Gly

190

Val

Gln

Gly

Leu

Gln
270

Val

Val

255

Thr

Gln

Phe

Arg

Thr

15

Pro

Leu

Arg

Ile

Gly

95

Ala

Pro

Pro

Pro

Lys

175

Thr

Ser

Thr

Thr

Pro

255

Ala

Thr

240

Ile

Val

Val

Leu

Ser
320

Val

Ser

Leu

Tyr

Thr

80

Gly

Ala

Arg

Ala

Gly

160

Ala

Ala

Ser

Ala

Pro
240

Ala

Gly
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-continued

224

Pro

Gly

Phe

305

Ala

Val

Glu

Ala

Tyr

385

Phe

Arg

Leu

Leu

Trp

465

Val

Tyr

Tyr

290

Thr

His

Trp

Glu

Phe

370

Gly

Asn

Gln

Thr

Ala

450

Leu

Val

Pro

275

Ala

Gly

Gln

Leu

Thr

355

Phe

Pro

Pro

Lys

Thr

435

Ser

Leu

Thr

Phe

Leu

Pro

Trp

Asn

340

Gly

Lys

Val

Asn

Ile

420

Tyr

Arg

Gly

Pro

Glu

Glu

Glu

Phe

325

Glu

Gly

Ala

Ala

Val

405

Gly

Arg

Val

Val

Gly
485

<210> SEQ ID NO 211

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes liguriae

PRT

<400> SEQUENCE:

Met

1

Leu

Thr

Arg

Glu

65

Leu

Ala

Ser

Pro
145

Asp

Ala

Met

Gly

Ala

Ser

Pro

Arg

Pro

130

Ala

Ser

Gly

Arg

35

Asp

Tyr

Ala

Asp

Thr

115

Ala

Gly

Pro

Phe

20

Val

Asp

Val

Ala

Trp
100
Val

Gly

Ser

286

Gly

Ile

Arg

Leu

Glu

85

Ser

Gly

Leu

Thr

Asp

Thr

Thr

310

Gly

Gly

Phe

Val

Ala

390

Tyr

Ala

Gly

Ala

Thr

470

Ser

Leu

Ala

Asp

Ile

Ser

70

Arg

Asp

Gly

Arg

Ala
150

Tyr

Gln

295

Thr

Asp

His

Pro

Tyr

375

Pro

Ala

Ala

Arg

Arg

455

Thr

Asn

Glu

Gly

Arg

Val

Thr

Arg

Leu

Ser
135

Gly

Gly

280

Thr

Arg

Ser

Ala

Gln

360

Ala

Leu

Gly

Thr

Ser

440

Gln

Pro

Gly

Leu

Ala

40

Ala

Lys

Arg

Met

Arg

120

Arg

Arg

Ser

Leu

Gly

Val

Thr

345

Tyr

Ala

Asp

Gly

Phe

425

Ala

Asp

Pro

Glu

Pro

25

His

Val

Ala

Ala

Ile
105
Arg

Ala

Leu

Leu

Ser

Pro

Ser

330

Trp

Thr

Gly

Ala

Ala

410

Gln

Ser

Leu

Met

Asp

10

Pro

Arg

Leu

Asn

Ala

90

Ala

Arg

Gly

Lys

Val

Leu

Ser

315

Pro

Tyr

Gly

Asp

Ala

395

Leu

Arg

Thr

Arg

Pro
475

Pro

Ile

Leu

Phe

Val

75

Glu

Ala

Arg

Arg

Ala
155

Ile

Tyr

300

Met

Phe

Glu

Leu

Ile

380

Thr

Val

Val

Gly

Pro

460

Asn

Arg

Val

Ser

Asp

Thr

Arg

Ser

Ala

Asp

140

Val

Asp

285

Gly

Thr

Ser

Met

Ala

365

Phe

Thr

Leu

Glu

Asp

445

Phe

His

His

Val

Ala

45

Gly

His

Ile

Ser

Ala
125

Ser

Asp

Asp

Ala

His

Trp

Leu

350

Asp

Arg

Trp

Tyr

Arg

430

Phe

Leu

Pro

Thr

His

30

Ala

Thr

Gly

Ile

Gly
110
Ser

Arg

Tyr

Asp

Ala

Glu

Ser

335

Trp

Arg

Ala

Asp

Ala

415

Ala

Ile

Thr

Asp

Glu

15

Arg

Arg

Glu

Leu

Thr

95

Leu

Gly

Val

Leu

Leu

Leu

Leu

320

Asp

Ser

Glu

Arg

Val

400

Leu

Trp

Thr

Ser

Trp
480

Val

Ala

Leu

Gln

Pro

80

Met

Gly

Glu

Arg

Gln
160
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-continued

226

Asp

Ser

Asp

Ser

Leu

225

Ala

Glu

Arg

Pro

Pro

Pro

210

Arg

Ala

His

Trp

Pro

Ser

Ile

195

Pro

Phe

Val

Ser

Arg
275

Asp

Thr

180

Pro

Leu

Ser

Gln

Ala

260

Glu

Ala

165

Ala

Ala

Arg

Glu

Asp

245

Gln

Phe

<210> SEQ ID NO 212

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ser Ala Ile

1

Glu Asp Leu Thr

20

Phe Glu Asp Leu

35

Trp Val Cys Thr

50

64

Ser

Arg

Thr

Ser

Ser

230

Gly

Ala

Ala

Leu

Asp

Gln

Leu

215

Gly

Glu

Leu

Asp

Arg

Val

Arg

200

Val

Arg

Trp

Ala

Ile
280

Glu

Arg

185

Ala

Gln

Asp

Lys

Lys

265

Leu

Ile

170

Asp

Ala

Gly

Leu

Gly

250

Ile

Glu

Actinoplanes liguriae

212
Thr
5

Ala

Arg

Leu

<210> SEQ ID NO 213

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ser Ser Phe

1

Glu

Val

Ile

Leu

65

Gly

Leu

Phe

Pro

Arg

Glu

Arg

50

Thr

Glu

Ala

Ala

Arg
130

Ser

Ser

35

Leu

Asp

Leu

Arg

Gly

115

Thr

Ala

20

Trp

Arg

Gly

Ala

Ser

100

Leu

Ala

1046

Val

His

Glu

Thr

Glu

Pro

Asp

Ile
55

Thr

Ala

Arg

40

Glu

Thr

Gly

Thr

Cys

Trp
10
Leu

Ile

Gly

Actinoplanes liguriae

213

Ala

5

Gly

Arg

Glu

Ala

Ala

85

Thr

Ile

Gly

Ile

Pro

Glu

Leu

Tyr

70

Val

Lys

Glu

Thr

Ala

Gly

Ser

Gly

55

Asp

Leu

Leu

Arg

Val
135

Ala

Gly

Ala

Leu

Ala

Ala

Trp

Phe
120

Arg

Ser

Asp

25

Phe

Ser

Gly

Thr

Ala

105

Leu

Val

Pro

10

Pro

Leu

Arg

Ser

Gly
90
Gln

Ala

Ser

Ala

Arg

Ala

Leu

Leu

235

Leu

Ala

Lys

Lys

Gly

Tyr

Thr

Ala

Val

Asp

Ala

Thr

75

Thr

Gly

Tyr

Leu

Arg

Leu

Arg

Ala

220

Arg

Val

Arg

Asp

Asn

Phe

Ala

Leu
60

Ser

Ala

Asp

Glu

60

Ala

Gly

Phe

Tyr

Leu
140

His

His

Pro

205

Ser

Trp

Asp

His

Ala
285

Thr

Gly

Ala

45

Val

Ala

Glu

Pro

45

Phe

Leu

Ala

Asp

Glu

125

Glu

Ala

Arg

190

Gly

Asp

Leu

Thr

Cys

270

Ala

Asp
Glu
30

Ser

Cys

Tyr

His

30

Val

Gly

Asp

Val

Arg

110

Pro

Ser

Gly

175

Gly

Asn

Pro

Ile

Ile

255

Ser

Leu
15
Leu

Ser

Ala

Leu

15

Glu

Leu

Arg

Trp

Thr

95

Leu

Arg

Leu

Val

Glu

Asp

Ser

Ala

240

Pro

Arg

Arg

Ser

Gly

Cys

His

Arg

Asp

Leu

Ala

80

Gly

Pro

Val

Ala
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-continued

228

Asn

145

Val

Tyr

Ser

Gly

Ala

225

Gly

Gly

Tyr

Ala

Val

305

Pro

Ala

Glu

Thr

Thr

385

Leu

Ser

Met

Ala

Val

465

Ala

Ala

Arg

Asp

Gly
545

Arg

Ala

Asp

Leu

Arg

210

Asp

Glu

Arg

Lys

Ala

290

Leu

Cys

Val

Asn

Leu

370

Arg

Pro

Ala

Val

Thr

450

Arg

Tyr

Gly

Tyr

Ala
530

Ala

Leu

Arg

His

Phe

195

Arg

Arg

Val

Ala

Pro

275

Leu

Asp

Ala

Leu

Val

355

Leu

Ala

Ala

Ile

Val

435

Met

Pro

Asp

Phe

Ser
515

Arg

Arg

Leu

Val

Tyr

180

Gly

Trp

Pro

Thr

Val

260

Arg

Asn

Arg

Asp

Ala

340

Ile

Gln

Leu

Arg

Gly

420

Glu

Leu

Glu

Leu

Gly

500

Met

Asp

Pro

Thr

His

165

Asp

Glu

Ala

Ala

Ala

245

Ala

Pro

Arg

Gly

Arg

325

Thr

Ala

Pro

Asp

Ala

405

Gly

Pro

Gly

Glu

Ile

485

Asp

Phe

Arg

Asp

Val

150

Gly

Arg

Tyr

Ser

Leu

230

Leu

Ile

Val

His

Ala

310

Ala

Thr

Ala

Gly

Leu

390

Phe

Gly

Phe

Ala

His

470

Val

Val

Leu

Asp

Leu
550

Ala

Arg

Val

Pro

Ala

215

His

Arg

Leu

Gly

Gly

295

Tyr

Asp

Leu

Gly

Val

375

Leu

Gly

Glu

Thr

Gln

455

Thr

Arg

Glu

Thr

Arg
535

Ile

Thr

Leu

Leu

Val

200

Met

Ala

Pro

Thr

Pro

280

Leu

Gly

Leu

Leu

Ser

360

Pro

Asn

Gly

Ala

Asp

440

Asn

Glu

His

Val

Glu
520

Leu

Pro

Arg

Thr

Leu

185

Leu

Ala

Ala

Asp

Phe

265

Glu

Ser

Trp

Asp

Leu

345

Ser

Ser

Gln

Arg

Gln

425

Val

Arg

Ala

Arg

Arg

505

Ser

Leu

Ile

Thr

Gly

170

Thr

Gly

Glu

Gly

Leu

250

Arg

Arg

Leu

Cys

Arg

330

Gly

Cys

Gly

Ser

Glu

410

Thr

Ala

Pro

Val

Glu

490

Tyr

Tyr

Asp

Ile

Leu

155

Ala

Asp

Arg

Leu

Leu

235

Gly

Ser

Ala

Pro

Glu

315

Phe

Ala

Met

Asp

Val

395

Arg

Ala

Arg

Val

Val

475

Asp

Leu

His

Lys

Glu
555

Leu

Thr

Pro

Ala

Phe

220

Leu

Asp

Gly

Tyr

Leu

300

Leu

Tyr

Val

Pro

Ala

380

Leu

Lys

Pro

Ile

Leu

460

Ala

Phe

Pro

Pro

Leu

540

Ser

Leu

Pro

Asp

Met

205

Gln

Pro

Pro

Ala

Ala

285

Thr

Val

Arg

Asp

Ile

365

Thr

Ala

Ser

Arg

Glu

445

Val

Gly

Ala

Arg

Asp

525

Trp

Glu

Glu

Gly

Tyr

190

Val

Arg

Ala

His

Gln

270

Glu

Ala

Arg

Arg

Val

350

Asp

Asp

Ile

Val

Pro

430

Ala

Gly

Phe

Asp

Pro
510
Tyr

Thr

Lys

Leu

Glu

175

Leu

Glu

Leu

Gly

Asn

255

Leu

Thr

Val

His

Thr

335

His

Leu

Ala

Gly

Asp

415

Val

Val

Ala

Thr

Leu

495

Thr

Leu

Ala

Arg

Asn

160

Arg

Arg

Cys

Asp

Ala

240

Ser

Val

Ala

Asp

Glu

320

Gly

Met

Glu

Tyr

Ile

400

Val

Pro

Glu

Glu

Glu

480

Leu

Arg

Arg

Ala

Gln
560
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230

Leu

Ala

Pro

Pro

625

Arg

Val

Trp

Lys

Thr

705

Leu

Ala

Gly

Ser

Ala

785

Ala

Arg

Asp

Leu

Glu

865

Arg

Trp

Leu

Val
945

Trp

Leu

Ile

Gly

Arg

610

Ala

Gly

Arg

Ile

Pro

690

Tyr

Thr

Glu

Leu

Leu

770

Thr

Val

Glu

Val

Gly

850

Leu

Ala

Arg

Trp

Arg

930

Ala

Gly

Pro

Ala

Arg

Ile

595

Ala

Pro

Gly

Glu

Gly

675

Met

Ala

Arg

His

Leu

755

Leu

Arg

Val

Val

Glu

835

Gly

Ala

Val

Asp

Cys

915

Ile

Leu

Asp

Gly

Gly

Thr

580

Glu

Ala

Gly

Leu

Leu

660

Val

Ala

Tyr

Arg

Arg

740

Tyr

Gly

Glu

Ala

Ala

820

Gly

Phe

Ala

Glu

Leu

900

His

Arg

Val

Phe

Ser

Asp

565

Ala

Val

Gln

Pro

Asp

645

Ala

Ser

Thr

Ala

Thr

725

Ile

Thr

Glu

Glu

Leu

805

Glu

Ala

Ser

Glu

Phe

885

Arg

Gly

Pro

Arg

Gly

965

Gly

Ile

Ser

Leu

Leu

Ile

630

Pro

Asp

Ile

Gly

Ala

710

Val

Val

Leu

Ile

Cys

790

Ser

Ile

Ala

His

Phe

870

Asp

Pro

Ala

Asp

Arg

950

Ala

Gly

Pro

Ala

Ala

Arg

615

Ala

Arg

Glu

Glu

Leu

695

Arg

Lys

Glu

Asp

Glu

775

Pro

Leu

Cys

Gly

Gly

855

Gly

Arg

Glu

Ala

Glu
935
His

Leu

His

Cys

Pro

Gly

600

Ile

Gly

Glu

Ala

Gly

680

Tyr

Thr

Leu

Thr

His

760

Ala

Asp

Tyr

Gly

Trp

840

Ser

Asp

Arg

Met

Gly

920

Arg

Gly

Ala

Asp

Phe

Val

585

Arg

Ile

Thr

Ala

Ile

665

Leu

Asp

Leu

Val

Val

745

Val

Ala

Leu

Arg

Arg

825

Ala

Ala

Arg

Leu

Ala

905

Ile

Leu

Phe

Leu

Glu

Arg

570

Ala

Leu

Arg

Pro

Ala

650

Leu

Asp

Gly

Gly

Ser

730

Gly

Ala

Leu

Ile

Arg

810

Arg

Ala

Gly

Asp

Tyr

890

Gly

Gly

Ala

Gly

Leu
970

Arg

Ala

Pro

Arg

Glu

Ala

635

Thr

Gly

Gln

Ile

Asp

715

Gly

Ala

His

Pro

Ala

795

His

Leu

Thr

Ile

Leu

875

Val

Thr

Leu

Glu

His
955

Gly

Ala

Leu

Asp

Gln

Ser

620

Pro

Leu

Ala

Glu

Ala

700

Glu

Tyr

Tyr

Ala

Trp

780

Gly

Gly

Ala

Arg

Ala

860

Arg

Pro

Asp

Ser

Glu
940
Asn

Leu

Gly

Ala

Phe

Phe

605

Met

Ser

Gly

Asp

Thr

685

Gly

Arg

Leu

Ser

Thr

765

Leu

Leu

Ile

Gly

Thr

845

Trp

Glu

Ala

Gly

Arg

925

Ala

His

Ala

Ala

Gly

Phe

590

Gly

Gly

Ser

Asp

Asp

670

Phe

Met

Tyr

Arg

Gly

750

Gly

Arg

Ala

Ala

Thr

830

Gly

Ala

Leu

Ala

Tyr

910

Leu

Arg

Ser

Asp

Val

Asp

575

Asp

Pro

Thr

Glu

Arg

655

Ala

Ser

Ala

Leu

Tyr

735

Met

Asp

Glu

Gly

Gly

815

Ala

Val

Leu

Ala

Gly

895

Pro

Leu

Ala

Leu

Arg
975

Val

Arg

Ala

Val

Met

Arg

640

Leu

Gly

Tyr

Leu

Asp

720

Leu

Ala

Ala

Cys

Cys

800

Tyr

Val

Ile

His

Asp

880

Ala

Ala

Ile

Ala

Cys
960

Ala

Arg
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-continued

232

Asp

Met

Leu

Glu

Ile Gly Glu Thr Gly Leu Arg Cys Gly Leu Gly Asn Gly Ile Arg
1000

Pro

1010

Arg Leu Ala Ala Pro Ala
1025

Pro

1040

995

980

985

10

990

05

Gly Leu Met Leu Gly Ala Ala Gly Ala Gly Leu Ser Leu
1020

Pro Arg Gly Thr His

<210> SEQ ID NO 214

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ser Glu Thr

1

Gly

Gln

Ser

Val

65

Thr

Leu

Leu

Thr

Ser

145

Leu

Arg

Thr

Ala

Arg

225

Gly

Gly

Leu

Gln

Lys

Leu

Ala

50

Val

Gly

Leu

Val

Ser

130

Ile

Ala

Leu

Ala

Gly

210

Ala

Pro

Phe

Val

Leu
290

Leu

Gly

35

Gln

Gly

Glu

Arg

Ser

115

Gly

Ala

Pro

Arg

Ser

195

Ala

Arg

Ile

Gly

Ala
275

Ala

Ala

20

Gln

Pro

Ala

Ala

Leu

100

Arg

Val

Gly

Val

Pro

180

Thr

Thr

Ala

Val

Gly
260

Phe

Glu

575

1015

Asp Val Pro Ala Val

1030

Val

1045

Actinoplanes liguriae

214

Ala

5

Ala

Pro

Tyr

Ala

Met

85

Pro

Val

Val

Met

Leu

165

Leu

Thr

Glu

Ala

Arg

245

Tyr

Thr

Ala

Gly

Val

Phe

Arg

Leu

70

Val

Val

Gly

Asp

Ile

150

Cys

Ser

Arg

Arg

Gly

230

Leu

Arg

Leu

Ala

Leu

Ala

Leu

Gln

55

Gly

Phe

Ala

Ala

Leu

135

Ile

Gly

Ser

Ala

Glu

215

Val

Ala

Val

Leu

Thr
295

Leu

Gly

Ile

40

Leu

Ala

Thr

Ala

Asp

120

Ala

Ile

Ala

Ala

Leu

200

Thr

Arg

Leu

Ala

Leu
280

Arg

Arg

Leu

25

Arg

Ala

Val

Val

Tyr

105

Thr

Gly

Asp

Ala

Val

185

Gly

Ala

Leu

Gln

Asn
265

Phe

Ile

Arg

10

Ala

Arg

Leu

Gln

Arg

90

Asp

Ala

Gly

Pro

Gly

170

Gln

Ala

Leu

Ala

Gly

250

Gly

Thr

Gln

Ser

Val

Val

Ala

Gln

75

Arg

Glu

Gln

Val

Val

155

Val

Glu

Ile

Ile

Leu

235

Ala

Ala

Leu

Thr

1035

Leu

Ala

Leu

Val

60

Phe

Thr

Arg

Val

Leu

140

Leu

Arg

Ser

Arg

Val

220

Val

Phe

Val

Ala

Gly
300

Leu

Gly

Thr

45

Leu

Leu

Leu

Gln

Arg

125

Leu

Leu

Leu

Ile

Thr

205

Ala

Ala

Val

Ser

Leu

285

Leu

Thr Trp Leu

Asp

Val

30

Ala

Ala

Leu

Val

Ser

110

Ser

Val

Gly

Val

Gly

190

Ile

Glu

Ala

Ala

Val
270

Pro

Gly

His

15

Gly

Val

Val

Gln

Ala

95

Gly

Val

Gly

Val

Gly

175

Ala

Arg

Ala

Gln

Val

255

Gly

Leu

Ala

Arg

Cys

Gln

Met

Arg

His

Asp

Ile

Gly

Ser

160

Arg

Leu

Val

Asp

Ala

240

Ile

Asp

Ala

Leu
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-continued

234

Thr

305

Gly

Leu

Leu

Val

Arg

385

Ile

Glu

Leu

Ser

Ala

465

Arg

Phe

Gln

Ala

Asp

545

Arg

Arg

Val

Glu

Arg

Gly

370

Leu

Arg

Gln

Ala

Val

450

Pro

Leu

Asp

His

His

530

Asp

Asp

Ile

Arg

Phe

Asp

355

Pro

Tyr

Asp

Glu

Ala

435

Asn

Val

Ala

Glu

Gly

515

Arg

Gly

Pro

Glu

Ala

Asp

340

Val

Ser

Glu

Tyr

Ala

420

Pro

Leu

Gly

Val

Pro

500

Leu

Leu

Arg

Thr

Glu

Arg

325

His

Ser

Gly

Val

Pro

405

Pro

Asp

Asp

Asp

Ala

485

Thr

Thr

Ala

Ser

Tyr
565

<210> SEQ ID NO 215

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Leu Ser Val

1

Ala

Leu

Asn

Thr

65

Ser

Pro

Glu

Gly

Ala

50

Glu

Pro

Gly

Ala

Tyr

35

Cys

Arg

Leu

Arg

Val

20

His

Ala

Ile

Lys

Ile
100

347

Ile

310

Thr

Val

Phe

Ala

His

390

Leu

Val

Val

Asp

Gly

470

Arg

Ala

Ala

Thr

Val

550

Arg

Leu

Pro

Ser

Arg

Gly

375

Gly

Ala

Leu

Ala

Leu

455

Gly

Thr

His

His

Val

535

Ala

Glu

Ala

Ala

Phe

Val

360

Lys

Gly

Glu

Ala

Glu

440

Leu

Val

Leu

Leu

Ala

520

Ala

Ala

Phe

Leu

Thr

Arg

345

Pro

Ser

Arg

Leu

Gly

425

His

Ala

Leu

Leu

Asp

505

Ala

His

Gly

Ala

Pro

Val

330

Tyr

Ala

Thr

Ile

Arg

410

Thr

Ala

Arg

Phe

Ala

490

Ala

Gly

Ala

Arg

Thr
570

Actinoplanes liguriae

215

Leu

5

Arg

Arg

Ala

Arg

Val

85

Asp

Asp

Glu

Phe

Pro

Val

70

Ala

Leu

Gln

Ala

Trp

Glu

55

Gly

Glu

Gly

Val

Val

Ile

40

Ile

Thr

Ala

Phe

Pro

Gly

25

Ala

Val

Gly

Phe

Gly
105

Val

Leu

Glu

Ala

Gly

Arg

90

Arg

Asp

315

Arg

Pro

Gly

Ile

Leu

395

Ala

Val

Ile

Asp

Ser

475

Pro

Arg

Arg

Asp

His

555

Arg

Phe

Ala

His

Ala

Val

75

Val

Gly

Glu

His

Thr

Ser

Leu

380

Leu

Ala

Arg

Arg

Pro

460

Gly

Gly

Asn

Thr

Gln

540

Glu

Gln

Arg

Arg

His

Ala

60

Leu

Leu

Arg

Asp Ser Ala

Asp

Gly

Thr

365

Ala

His

Leu

Asp

His

445

Ala

Gly

Glu

Glu

Leu

525

Ile

Glu

Leu

Gly

Ala

Gly

45

Val

Leu

Ala

Gly

Pro

Gly

350

Thr

Leu

Gly

Gly

Asn

430

Val

Gly

Glu

Leu

Gln

510

Val

Leu

Leu

Leu

Asp

Ala

30

Ser

Ala

Pro

Ala

Gly
110

Val

335

Glu

Ala

Ile

Arg

Tyr

415

Leu

Thr

Leu

Arg

Leu

495

Ala

Val

Val

Leu

Thr
575

Asp

Glu

Ala

Gly

Tyr

Leu

95

Pro

Leu

320

Leu

Ile

Leu

Ala

Asp

400

Val

Thr

Ala

Asp

Gln

480

Leu

Leu

Val

Ile

Val
560

Pro

Ser

Ala

Ala

Tyr

80

Tyr

Ala
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-continued

236

Val

Tyr

Thr

145

Pro

Leu

Pro

Leu

Thr

225

Thr

Gly

Asp

Ala

Val

305

Ala

Gly

Met

Ala

130

Val

Trp

Gly

Glu

Asp

210

Ala

Thr

Val

Leu

Glu

290

Ala

Pro

Val

Ala

115

Glu

Ser

Leu

Val

Ala

195

Glu

Glu

Gly

Pro

Ala

275

Thr

Glu

Val

Thr

Glu

Gln

Arg

Leu

Pro

180

Ile

Pro

Asp

Trp

Asn

260

Met

Val

Val

Leu

Arg
340

Leu

Val

Val

Gly

165

Phe

Ala

Gln

Ala

Arg

245

Leu

Arg

Gly

Met

Arg

325

Val

<210> SEQ ID NO 216

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes liguriae

PRT

<400> SEQUENCE:

Met Ala Asp

1

Ile

Asp

Val

Thr

65

Thr

Cys

Val

Ser

Lys

Arg

Leu

50

Arg

Leu

Gly

Arg

Ile

Met

Asp

35

Leu

Leu

Ala

Phe

Ala

115

Met

Val

Ile

Ser

Asp

Arg

Ala

Leu

100

Leu

Leu

217

216

Leu

5

Leu

Ala

Ala

Asp

Ser

85

Leu

Ala

Gly

Leu

Gly

Ser

150

Ser

Cys

Ala

Ala

Glu

230

Ala

Ala

Ala

Glu

Leu

310

Ala

Arg

Val

Glu

Leu

His

Leu

70

Ser

Lys

Ser

Ala

Asn

Arg

135

Val

Gly

Phe

Tyr

Met

215

Glu

Gln

Asp

Ser

Glu

295

Thr

Ala

Pro

Val

Thr

Ala

Ala

55

Glu

Thr

Asp

Gly

Ala

Pro

120

Leu

Thr

Val

Ala

Gln

200

Leu

Leu

Val

Ala

Arg

280

Ile

Thr

Gly

Ala

Ala

Met

Ala

40

Thr

Ser

Val

Ser

Val
120

Cys

Tyr

Leu

Pro

Gly

Gln

185

Glu

Ala

Ala

Arg

Gln

265

Pro

Arg

Asn

Arg

Arg
345

Glu

Gly

Val

Leu

Gly

Leu

Gln

105

Thr

Arg

Ala

Ala

Ala

Ser

170

Phe

Ser

Leu

Thr

Pro

250

Arg

Tyr

Arg

Cys

Arg

330

Arg

Glu

10

Gly

Ser

Pro

Pro

Glu

90

Pro

Val

Gly

Ile

Phe

Val

155

Ala

Ile

Phe

Arg

Gly

235

Asp

Tyr

Leu

Leu

Pro

315

Ala

Trp

Ala

Phe

Glu

Glu

Ala

75

Ser

Glu

Leu

Thr

Ala

Leu

140

Gln

Arg

Ala

Arg

Val

220

Phe

Asp

Thr

Gln

Arg

300

Gly

Arg

Leu

Ser

His

Ser

60

Leu

Leu

Gln

Ala

Pro

Thr

125

Gly

Asp

Leu

Thr

Ser

205

Leu

Trp

Asp

Leu

Ile

285

Lys

Ala

Ala

Val

Val

Arg

45

Val

Ala

Arg

Leu

Pro

125

Ala

Glu

Asp

Pro

Ala

Glu

190

Ser

Ala

Met

Tyr

Thr

270

Ser

Val

Ala

Asp

Ser

Val

Pro

Pro

Val

Gly

Val

110

Glu

Ala

Glu

Ala

Pro

Gly

175

Glu

Pro

Ala

Ser

Arg

255

Glu

Gly

Tyr

Ala

Arg
335

Ile

15

Ala

Ala

Leu

Leu

Gly

95

Ala

Ala

Glu

Ala

Arg

Leu

160

Met

Cys

Trp

Gly

Cys

240

Gly

Glu

Thr

Asp

Pro

320

Ala

Gly

Ala

Val

Leu

Ala

80

Ala

Ala

Ser

Asn
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238

Ala

145

Gly

Phe

Lys

Ala

130

Val

Leu

Ile

Leu

Gly
210

Asp

Ile

Ser

Gly

195

Leu

Glu

Gly

Asp

180

Val

Thr

Val

Gln

165

Ser

Ala

Thr

<210> SEQ ID NO 217

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ile Phe Thr

1

Leu

Ala

Ala

Thr

65

Val

Gly

Ser

Gly

Val

145

Val

Ser

Pro

Thr

Asp

225

Leu

Gln

Leu

Thr

Ala

Val

Arg

Asp

Val

Gln

130

Gly

Thr

Asp

Pro

Val

210

Ala

Thr

Ala

Arg

Ala

Ala

35

Ala

His

Ser

Arg

Arg

115

Val

Ala

Val

Tyr

Ala

195

Asp

Ser

Gln

Ser

Val
275

Ile

20

Thr

Pro

Asp

Val

Arg

100

Trp

Val

His

Val

Arg

180

Ala

Ala

Ala

Leu

Ile

260

Arg

814

Lys

150

Gly

Thr

Asn

Asp

135

Gln

Leu

Val

Arg

Glu
215

Leu

Thr

Lys

Val

200

Leu

Ser Asp

Asn Ala
170

Glu Tyr
185

Gln Ala

Ala

Actinoplanes liguriae

Val

Phe

Leu

Pro

Asp

85

Gly

Phe

Ala

Leu

Gly

165

Phe

Leu

Val

Ala

Val
245

Leu

Gln

Ala

Ala

Ala

Thr

Gln

70

Pro

Ser

Thr

Asp

Asp

150

Ser

Tyr

Leu

Gly

Ala
230
Val

Val

Val

Trp

Ala

Ser

Thr

55

Trp

Gln

Ala

Val

Arg

135

Phe

Ala

Ala

Thr

Arg

215

Asp

Leu

Ile

Ala

Ser

Val

Thr

40

Ala

Tyr

Tyr

Asn

Asp

120

Arg

Arg

Asp

Ala

Val

200

Ala

Ala

Met

Ala

Leu
280

Gln Val
10

Val Leu
25

Ser Asp

Asp Ile

Gln Ala

Ala Arg
90

Val Gln
105

Glu Gly

Thr Leu

Gln Gly

Leu Gly
170

Ala Ser
185

Thr Asp

Leu Pro

Ala Ala

Leu Ala

250

Asn Thr
265

Leu Arg

Arg
155
Glu

Val

Ala

Arg

Ala

Glu

Val

Ala

75

Thr

Ser

Thr

Thr

Thr

155

Phe

Phe

Arg

Pro

Gly
235
Phe

Phe

Leu

140

Glu

Ile

Ser

Val

Ser

Thr

Gly

Leu

60

Ala

Val

Ile

Trp

Asp

140

Ala

Arg

Phe

Asp

Gly

220

Arg

Ala

Gln

Val

Gln

Ala

Val

Leu
205

His

Gly

Leu

45

Asp

Gly

Ser

Pro

Pro

125

Leu

Ala

Pro

Ala

Arg

205

Ala

Phe

Ala

Val

Gly
285

Ala

Gly

Ile

190

Ala

Pro

Phe

30

Arg

Ala

Val

Val

Ala

110

Ser

Gly

Pro

Leu

Gly

190

Leu

Thr

Ala

Val

Ile

270

Gly

Val
Arg
175

Leu

Tyr

Gly

15

Leu

Leu

Asp

Arg

Phe

95

Thr

Ala

Val

Val

Thr

175

Asp

Ala

Ala

Gly

Ala

255

Val

His

Leu
160
Leu

Arg

Ala

Arg

Ala

Thr

Asp

Gly

80

Gly

Ala

Ala

Gly

Pro

160

Gly

Thr

Glu

Thr

Gly

240

Leu

Ser

Arg
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-continued

240

Arg

Ile

305

Gly

Ile

Ala

Ala

Arg

385

Leu

Gly

Ala

Ala

Ala

465

Leu

Glu

Ile

Thr

Pro

545

Leu

Pro

Thr

Arg

Val

625

Thr

Ala

Glu

Leu

Asn

Gln

290

Gly

Ala

Val

Ala

Leu

370

Arg

Gly

Val

Leu

Ala

450

Ser

Ala

Ala

Asp

Ala

530

Thr

Ala

Ala

Val

Leu

610

Leu

Ala

Val

Gly

Gly

690

Leu

Val

Ala

Gly

Leu

Trp

355

Gln

Leu

Leu

Leu

Leu

435

Ser

Ala

Val

Arg

Asp

515

Thr

Pro

Pro

Ser

Thr

595

Ala

Thr

Pro

Ala

Gly
675

Met

Leu

Ser

Val

Leu

Ala

340

Ala

Glu

Val

Ala

Leu

420

Leu

Leu

Thr

Ala

Tyr

500

Arg

Val

Ala

Glu

Tyr

580

Ala

Asp

Ala

Gly

Ala
660
Asp

Leu

Gly

Arg

Ile

Leu

325

Leu

Pro

Val

Ala

Ala

405

Ala

Pro

Ala

Met

Ser

485

Pro

Thr

Ala

Arg

Leu

565

Leu

Gly

Thr

Ala

Gly

645

Arg

Ile

Ala

Leu

Val

Gly

310

Asp

Cys

Ala

Pro

Gly

390

Ile

Ala

Pro

Gly

Ala

470

Ala

Val

Val

Thr

Ile

550

Ser

Thr

Gly

Thr

Gly

630

Phe

Asp

Met

Val

Ser

Val

295

Ala

Ile

Val

Arg

Asp

375

Leu

Gly

Gly

Ala

Ser

455

Val

Ser

Ala

Arg

Ser

535

Ala

Ala

Ala

Arg

Gly

615

Val

Asp

Ala

Asn

Thr
695

Val

Leu

Val

Asn

Leu

Arg

360

Ala

Ile

Thr

Leu

Ala

440

Asn

Val

Gly

Val

Ala

520

Ala

Ala

Ser

Arg

Asp

600

Gln

Arg

Arg

Gly

Val
680

Val

Ile

Ala

Ala

Gly

Thr

345

Ala

Leu

Leu

Ser

Leu

425

Arg

Leu

Val

Arg

Ser

505

Leu

Ala

Leu

Thr

Gly

585

Leu

Leu

Thr

Glu

Val
665
Leu

Val

Glu

Glu

Gly

Gly

330

Gly

Thr

Pro

Ile

Leu

410

Thr

Gly

Arg

Gly

Ala

490

Val

Ser

Thr

Pro

Gly

570

Leu

Arg

Leu

Val

Thr

650

Glu

Ser

Ile

Arg

Ala

Val

315

Gly

Val

Arg

Ala

Gly

395

Pro

Ala

Leu

Gln

Ala

475

Thr

His

Gly

Phe

Thr

555

Asp

Thr

Phe

Gly

Pro

635

Leu

Val

Ile

Ala

Thr

Ala

300

Gly

Leu

Gly

Val

Gln

380

Leu

Leu

Leu

Glu

Asn

460

Ala

Val

Thr

Ile

Pro

540

Asp

Pro

Asp

Thr

Val

620

Thr

Ala

Gly

Leu

Leu
700

Arg

Ile

Leu

Ala

Ala

Pro

365

Val

Ala

Ala

Pro

Arg

445

Ala

Leu

Glu

Asp

Thr

525

Ala

Val

Val

Gly

Ala

605

Thr

Thr

Ala

Gly

Leu
685

Leu

Glu

Ala

Gly

Val

Thr

350

Pro

Arg

Val

Leu

Leu

430

Phe

Arg

Ile

Ala

Gly

510

Gly

Ala

Ala

Leu

Ala

590

Arg

Thr

Val

Asp

Gly

670

Gly

Gly

Met

Gly

Tyr

Asn

335

Val

Val

Gly

Gly

Val

415

Gly

Gly

Arg

Thr

Asp

495

Ala

Leu

Gly

Gly

Leu

575

Pro

Gly

Gly

Trp

Val

655

Val

Leu

Ile

Ala

Ser

Leu

320

Pro

Val

Arg

Gly

Val

400

Gly

Ile

Val

Thr

Gly

480

Leu

Ala

Thr

Lys

Arg

560

Val

Leu

Ser

Asp

Gly

640

Asn

Thr

Ser

Ala

Leu
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242

705

Leu

Val

Ile

Gln

Leu

785

Arg

<210>
<211>
<212>
<213>

<400>

Arg

Glu

Gly

Ala

770

Val

Arg

Ala

Ala

Val

755

Glu

Ala

Ala

Leu

Val

740

Pro

Pro

Ala

Thr

PRT

SEQUENCE :

Met Val Ser Cys

1

Ala

Phe

Ala

65

Arg

Thr

Arg

Ile

Gln

145

Val

Ala

Ile

Val

Thr
225

Val

Thr

Leu

50

Gly

Arg

Leu

Pro

Gly

130

Gln

Phe

Leu

Ile

Leu
210

Leu

Val

Ala

Leu

Thr

Asp

Thr

Val

115

Asp

Arg

Ala

Leu

Met
195

Ile

Glu

Ala

20

Ile

Ala

Ala

Arg

Ala

100

Asp

Arg

Val

Asp

Ala

180

Val

Met

Ser

Gly

725

Thr

Val

Val

Ala

Arg
805

SEQ ID NO 218
LENGTH:
TYPE :
ORGANISM: Actinoplanes liguriae

240

218

Arg

5

Val

Met

Gly

Leu

Val

85

Glu

Arg

Leu

Ala

Glu

165

Gly

Thr

Ala

Ile

<210> SEQ ID NO 219

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes liguriae

PRT

362

710

Thr

Ile

Gly

Ile

Val

790

Ile

Asn

Asp

Gly

Leu

Ala

70

Gly

Gln

Asp

Gly

Val

150

Pro

Leu

His

Asp

Met
230

Arg

Thr

Leu

Met

775

Thr

Ala

Leu

Gly

Pro

Asp

55

Gly

Phe

Asn

Arg

His

135

Ala

Thr

Gln

Asp

Gly

215

Ser

Arg

Leu

Val

760

Leu

Gly

Pro

Arg

Val

Ser

40

Thr

Leu

Ile

Ile

Leu

120

Arg

Arg

Gly

Asn

Ala
200

Arg

Val

Ser

Val

745

Gly

Ala

Val

Ala

Lys

Ser

25

Gly

Pro

Asp

Phe

Val

105

Gln

Pro

Ala

Ala

Ala

185

Ala

Leu

Met

Arg

730

Gly

Val

Trp

Leu

Glu
810

Arg

10

Thr

Ser

Thr

Asp

Gln

90

Leu

Arg

Ala

Leu

Leu

170

Ala

Ala

Trp

Ala

715

Leu

Thr

Ile

Pro

Ala

795

Gly

Tyr

Ser

Gly

Glu

Arg

75

Ala

Pro

Ile

Glu

Leu

155

Asp

Arg

Ala

Asp

Ser
235

Arg

Val

Ala

Gln

780

Ser

Leu

Gly

Phe

Lys

Gly

60

Ala

Phe

Leu

Ala

Leu

140

Thr

Ile

Gln

Thr

Glu
220

Val

Ala

Ala

Ala

765

Leu

Leu

Val

Thr

Ala

Thr

45

Glu

Leu

Asn

Arg

Ala

125

Ser

Glu

Ala

Ala

Tyr

205

Leu

Thr

Met

Gly

750

Val

Gly

Ala

Arg

Gly

Ala

30

Thr

Val

Thr

Leu

Leu

110

Ser

Gly

Pro

Thr

Ser

190

Ala

Arg

Val

Val

735

Ile

Gly

Leu

Pro

Asp

15

Gly

Leu

Ser

Asp

Leu

95

Ala

Leu

Gly

Ser

Gly

175

Gln

Asp

Ala

Thr

720

Ala

Val

Arg

Val

Ala
800

Ala

Glu

Met

Leu

Leu

80

Pro

Gly

Gln

Gln

Val

160

Arg

Thr

Arg

Pro

Ser
240
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244

<400> SEQUENCE:

Val Ile Ala Gly

1

Gly

Ile

Ser

Leu

65

Arg

Val

Pro

Leu

Arg

145

Ile

Ala

Gln

Ile

225

Pro

Glu

Val

Thr

Glu

305

Gly

Asp

Pro

<210>
<211>
<212>
<213>

<400>

Leu

Arg

Gly

Val

Val

Thr

Ala

Met

130

Arg

Glu

Ser

Arg

Ile

210

Asp

Gly

Val

Tyr

Gln

290

Val

Arg

Cys

Leu

Asp

Arg

35

Ile

Asp

Arg

Ala

Ala

115

Gln

Leu

Glu

Leu

Ala

195

Gly

Gly

Leu

Ala

Arg

275

Arg

Ser

Gly

Glu

Ala
355

Glu

20

Ser

His

Leu

His

Arg

100

Leu

Arg

Ala

Arg

Ala

180

Asp

Arg

Asp

Leu

Gly

260

Val

Gln

Val

Leu

Ile
340

Arg

PRT

SEQUENCE :

219

Ala

Trp

Ala

Met

Val

Leu

85

Ala

Ile

Arg

Glu

Thr

165

Ser

Ala

Glu

Thr

Ala

245

Pro

Ile

Ala

Thr

Ser

325

Val

Pro

SEQ ID NO 220
LENGTH:
TYPE :
ORGANISM: Actinoplanes liguriae

218

220

Ala

Tyr

Pro

Ile

Ala

70

Gly

Leu

Val

Gln

Gln

150

Arg

Val

Val

Ala

Pro

230

Gly

Glu

Gln

Arg

Ser

310

Gly

Ala

Glu

Val

Trp

Val

Tyr

55

Val

Leu

His

Ala

Arg

135

Asp

Ile

Ile

Val

Leu

215

Asp

Val

Gln

Glu

Leu

295

Pro

Ile

Gly

Val

Met

Ser

Val

40

Ser

His

Leu

Asp

Ala

120

Ala

Ser

Ser

Ala

Ala

200

Asn

Asp

Ser

Pro

Ser

280

Ser

Leu

Arg

Gln

Ala
360

Val

Ala

25

Phe

Gly

Ala

Leu

Gly

105

Thr

Asp

Ala

Gln

Gln

185

Gly

Asp

Phe

Ala

Leu

265

Leu

Leu

Thr

Gln

Thr
345

Val

Cys

10

Ala

Leu

Ser

Val

Gly

90

Leu

Leu

Val

Met

Glu

170

Ala

Pro

Val

Ala

Ala

250

Ala

Thr

Val

Phe

Arg

330

Phe

Pro

Leu

Leu

Ala

Phe

Ala

75

Val

Pro

Ala

Ile

Arg

155

Met

Glu

Leu

Lys

Gln

235

Gly

Ser

Asn

Trp

Ala

315

Cys

Ser

Leu

Cys

Leu

Ala

60

Gly

Ala

Ser

Ala

Glu

140

Ala

His

Gly

Phe

Arg

220

Gly

Leu

Gly

Val

Thr

300

Gly

Ser

Val

Leu

Val

Val

45

Phe

Tyr

Gly

Ser

Trp

125

Ala

Arg

Asp

Gly

Asp

205

Leu

Leu

Asp

Met

Leu

285

Pro

Ala

Leu

Ile

Gly

Pro

30

Ala

Pro

Gly

Ser

Ala

110

Ser

Asp

Leu

Ile

Arg

190

Arg

Leu

Pro

Val

Asp

270

Lys

Ala

Leu

Phe

Thr
350

Leu

15

Leu

Val

Gly

Pro

Leu

95

Thr

Thr

His

Ala

Ile

175

Val

Ile

Asn

Asp

Thr

255

Leu

His

Trp

Arg

Asn

335

Arg

Ala

Val

Leu

Asp

Ala

80

Val

Leu

Gly

Arg

Ala

160

Ala

Ala

Ala

Ser

Leu

240

Phe

Ala

Ala

Leu

Glu

320

Gly

Trp
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-continued

246

Met

Val

Val

Glu

Asp

Pro

Arg

Ala

Val

His

145

Arg

Ala

Arg

Trp

Thr

Arg

Val

Phe

50

Gly

Lys

Ile

Glu

Leu

130

Pro

Glu

Asp

Val

Ala
210

Glu

Thr

Ala

35

Arg

Ile

Ile

Leu

Gly

115

Ala

Ala

Val

Arg

Leu

195

Tyr

Pro

Gly

20

Thr

Pro

Thr

Val

Ala

100

Leu

Pro

Arg

Phe

Leu

180

Ala

Arg

Gln

Phe

Ala

Asp

Ala

Ala

85

Ala

Thr

Ser

Pro

Asp

165

Asn

Lys

Asn

<210> SEQ ID NO 221

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Actinoplanes liguriae

PRT

<400> SEQUENCE:

Met Pro Ile Leu

1

His

Ala

Ala

Leu

65

Thr

Asn

Asp

Arg

Val
145

Arg

Phe

Leu

50

Gly

Gly

Pro

Leu

Gly
130

Ala

Leu

Leu

35

Met

Ala

Thr

Asp

Val
115

Val

Leu

Val

20

Pro

Arg

Trp

Pro

Pro
100
Gly

Leu

Trp

301

221

Trp

5

Pro

Trp

Arg

Leu

Asp

85

Ala

Leu

Asp

Ser

Ile

Ala

Ala

Val

Ala

70

Leu

Gly

Ala

Thr

Ser

150

Leu

Leu

Ile

Gly

Thr

Asn

Phe

Ser

Ile

70

Leu

Gly

Glu

Ala

Arg
150

Asp

Leu

Asp

Val

55

Arg

Thr

Ala

Ala

Thr

135

Ala

Ile

Ala

Gly

Ala
215

Ala

Ala

Gly

Leu

55

His

Ile

Thr

Glu

Glu
135

Tyr

Val

Val

Gly

40

Leu

Ala

Thr

Ser

Ile

120

His

Leu

Val

Glu

Val

200

Gly

Val

Val

Leu

40

Thr

Phe

Val

Ala

Val

120

Leu

Pro

Val

Val

25

Ala

Met

Ile

Tyr

Gly

105

Arg

Arg

Leu

Ala

Val

185

Arg

Pro

Leu

Gly

25

Ala

Gly

Gly

Val

Arg
105
Leu

Pro

Leu

Ile

Asp

Glu

Asp

Leu

Asp

90

Tyr

Thr

Leu

Asp

Gly

170

Thr

Asp

Ser

Ala

10

Asn

Val

Leu

Gly

Gln

90

Ala

Pro

Phe

Thr

Ala

Ser

Val

Ile

Glu

75

Asn

Leu

Val

Val

Ser

155

Ala

Ile

Arg

Gly

Ala

Pro

Ala

Tyr

75

His

Leu

Glu

His

Gly
155

Asp Asp Gln

Ala

Val

Arg

60

Gly

Asp

Leu

His

Thr

140

Phe

Ser

Lys

Val

Ala

Gly

Val

Ala

60

Val

Asn

Leu

Ala

Thr

140

Ala

Pro

Arg

45

Met

Asn

Glu

Lys

Arg

125

Ala

Thr

Asn

Thr

Asn
205

Val

Ser

Leu

45

Val

Val

Val

Ala

Val

125

Val

Glu

Asp

30

Leu

Pro

Ala

Tyr

Asp

110

Gly

His

Thr

Ala

His

190

Val

Ile

Leu

30

Leu

Leu

Asp

Ser

Ala

110

Ala

Gln

Ala

Asp

15

Met

Ala

Arg

Gln

Ala

95

Thr

Gly

Arg

Arg

Glu

175

Val

Val

Leu

15

Ile

Leu

Leu

Arg

Asp

95

His

Ala

Gly

Ile

Leu

Arg

Ala

Val

Pro

80

Ser

Thr

Ser

Gln

Glu

160

Ile

Gly

Ile

Gly

Glu

Leu

Pro

Asp

80

Glu

Pro

Tyr

Thr

Asp
160
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-continued

248

Ile

Val

Pro

Glu

Arg

225

Leu

Phe

Ala

Ser

<210>
<211>
<212>
<213>

<400>

Met

1

Val

Val

Thr

Gly

Arg

Asp

Gly

Val

Leu

145

Leu

Glu

Arg

Ala

Pro

Arg

Ala

Ser

Ser

210

Leu

Arg

Thr

Arg

Asp
290

Arg

Thr

His

Tyr

50

Thr

Asp

Arg

His

Ile

130

Glu

Gly

Asp

Asp

Ala
210

Trp

Pro

Arg

Val

195

Ala

Val

Pro

Trp

Ser

275

His

Asn

Ala

Pro

35

Leu

Gly

Trp

Phe

Val

115

Val

Arg

Arg

Leu

Asn
195

Thr

Ser

His

Thr

180

Arg

Arg

Val

Ile

Pro

260

Met

Leu

PRT

SEQUENCE :

Asn

Thr

20

Ala

Ala

Arg

Ile

Pro

100

Ile

Ala

Phe

Leu

Pro

180

Tyr

Leu

Thr

Asp

165

Pro

Val

Lys

Ile

Arg

245

Ala

Thr

Pro

SEQ ID NO 222
LENGTH:
TYPE :
ORGANISM: Actinoplanes liguriae

290

222

Glu

5

Leu

Thr

Glu

Ser

Gly

85

Gly

Ala

Ser

Arg

Leu

165

Ala

Phe

Thr

Pro

Leu

Gly

Thr

Leu

Gly

230

Gln

Arg

Val

Leu

Thr

Phe

Ala

Asn

Gly

Ala

Leu

Leu

His

Val

150

Gly

Ala

Phe

Gly

Arg

Gly

Gly

Ala

Gly

215

Asp

Val

Thr

Thr

Ala
295

Val

Ala

Thr

Gly

55

Ser

Asp

Pro

Gly

Ile

135

Arg

Tyr

Ala

Asp

Pro
215

Gln

Glu

Asp

Ala

200

Ala

Leu

Met

Pro

Arg

280

Ala

Arg

Pro

Pro

40

Ile

Pro

Ala

Arg

Ala

120

Ala

Ile

Val

Met

Asp
200

Val

Met

Asp

Thr

185

Gly

Leu

Asn

Ile

Val

265

Leu

Glu

Ile

Glu

25

Gln

Ala

Arg

Pro

Leu

105

Ala

Ala

Met

Pro

Leu
185
Pro

Leu

Asp

Trp

170

Ala

Leu

Leu

Thr

Asp

250

Ala

Thr

Ile

Pro

10

Ser

Gly

Thr

Asp

Ala

90

Ala

Gly

Leu

Leu

Ala

170

Glu

Ser

Ala

Ala

Asn

Val

Thr

Ala

Ser

235

Ser

Arg

Ala

Arg

Val

Ala

Phe

Val

His

Val

Ala

Pro

Arg

His

155

Arg

Trp

Met

Val

Leu

Arg

Tyr

Ser

Ala

220

Val

Pro

Ile

Leu

Phe
300

Ala

Arg

Tyr

Thr

60

Arg

Ala

Gly

Asp

Thr

140

Ile

Ser

Gly

Arg

Gly

220

Thr

Gly

Val

Ala

205

Asp

Asp

Ala

Asp

Pro

285

Pro

Thr

Ala

Ala

45

Tyr

Asp

Ala

His

Leu

125

Ile

Leu

Leu

Gly

Ala
205

Thr

Val

Leu

Ala

190

Arg

Pro

Asp

Asp

Gln

270

Arg

Gly

Val

30

Ser

Asp

Leu

Trp

Ser

110

Ala

Pro

Gly

Gly

Trp

190

Ala

Thr

His

Arg

175

His

Arg

Val

Arg

Phe

255

Val

Thr

Gly

Leu

Phe

Tyr

Gly

Ala

95

Leu

Ala

Ser

Pro

Leu

175

Ala

Glu

Asp

Leu

Ala

Leu

Asp

Pro

Gly

240

Ala

Leu

Gly

Ala

Val

Ala

Arg

Met

80

Ala

Gly

Ser

Arg

Ala

160

Gly

Arg

Arg

Asp

Thr
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-continued

250

225

Ser

Pro

Val

Ser

Ala

Val

Trp

Arg
290

Ser

Ile

Pro
275

Val

Gly
260

Glu

Glu
245

His

Leu

<210> SEQ ID NO 223

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Val Arg Leu Pro

1

Val

Ser

Ile

Gly

Asp

Gln

Trp

Gly
145

Arg

Gly

Gly

50

Leu

Pro

Gln

Leu

Leu
130

Arg

Ala

35

Asp

Val

Ala

Val

Thr

115

Glu

Trp

20

Gly

Val

Asn

Asp

Val

100

Ala

His

145

230

Arg Arg Thr

His Gly Leu

Leu Ala Trp

280

Tyr

Phe
265

Leu

Ser
250

Arg

His

Actinoplanes liguriae

223

Arg

5

Ile

Val

Thr

Arg

Ala

85

Ile

Gly

Val

<210> SEQ ID NO 224

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Ala Asp Ser

1

Gly

Met

Pro

Ala

65

Gln

Asp

Arg

Glu

Gly

50

Trp

Pro

Gly

Gly

Cys

35

Thr

Gly

Gly

Gln

Thr

20

Gly

Ala

Asp

Glu

Gly

175

Leu

Asp

Leu

Ala

Leu

70

Arg

His

Phe

Thr

Ile

Ala

Phe

Ala

55

Glu

Ala

Ala

Asp

Arg
135

Phe

Arg

Tyr

40

Leu

Arg

Val

Arg

Asp

120

Val

Leu

Ser

25

Leu

Gly

Gly

Arg

Gly

105

Ala

Ser

Leu

10

Gly

Ala

Ala

Gly

Leu

90

Leu

Glu

Val

Actinoplanes liguriae

224

Val

5

Thr

Phe

Val

Lys

Glu

85

Gly

Val

Ser

Tyr

Asp

Leu

70

Ala

Leu

Phe

Leu

Asn

Pro

55

Tyr

Trp

Phe

Asp

Ser

Leu

40

Ser

Cys

Ala

Val

Gln

Ala

25

Val

Gly

Val

Gly

Glu

Ile

10

Phe

Arg

Lys

Tyr

Ile

90

His

235

Pro

Arg

Ala

Phe

Asp

Gly

Ser

Cys

75

Ala

Val

Ile

Gln

Pro

His

Leu

Ala

Ala

75

Gly

Glu

Ala

Ala

His

Asn

Thr

His

Pro

60

Leu

Leu

Asp

Ala

Arg
140

Val

Asp

Ser

Pro

60

Glu

Trp

Gly

Ala

Val

Ser
285

Ala

Gly

Glu

45

Ser

Thr

Thr

Asp

Val

125

Glu

Val

Ala

Ser

45

Val

Gln

Val

Thr

Ala
Arg
270

Glu

Asp

Ile

30

Asn

Gly

Arg

Pro

Leu

110

Val

Glu

Arg

Leu

30

Val

Pro

His

Gln

Ser

Gly
255
Asp

Lys

Arg

15

Gly

Ala

Met

Ser

Arg

95

Asn

Gln

Arg

Ala

15

Val

Ile

Val

Ala

Arg

95

Glu

240

Val

Thr

Ala

Ala

Ala

Leu

Ser

Gln

80

Gly

Glu

Arg

Leu

Ile

Thr

Pro

Gly

Ser

80

Arg

Ser
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-continued

252

Phe

Ser
145

Ala

100

Val Arg Glu Ala

115

Glu Asp Asp Phe

130

Asp Gly Glu Pro

Pro Trp Arg Gly

165

<210> SEQ ID NO 225

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Thr Leu Ser

1

Arg

Gly

Cys

65

Ala

Gly

Asp

Ser

Ile

145

Gly

Tyr

Val

Gly

Ala

225

Leu

Arg

Pro

Gly

Leu

Asp

Gly

50

Ala

Lys

Leu

Ala

Val

130

Gly

Gln

Gly

Thr

His

210

Ile

Gly

Leu

Pro

Ile
290

Asp

Leu

35

Thr

Glu

Gly

Gly

Gly

115

Ala

Ser

Arg

Val

Arg

195

Arg

Gly

Gly

Arg

Glu
275

Thr

Pro

20

Thr

Pro

Tyr

Gly

Cys

100

Ile

Asp

Ala

Val

Arg

180

Ser

Leu

Phe

Gly

Ala

260

Val

Val

406

Ile

Lys

Ala
120

Asp Gly Pro

Val
150

Val

135

Cys

Arg

Ala

Ala

105

Ser

Asp

Met

Thr

Leu

Phe

Val

Asp
170

Actinoplanes liguriae

225

Glu

5

Ala

Val

Val

Val

Leu

85

Tyr

Arg

Leu

Ser

Leu

165

Leu

Arg

Asn

Val

His

245

Val

His

His

Ile

Asn

Gly

His

Ala

70

Leu

Cys

Pro

Glu

Glu

150

Leu

Asn

Arg

Arg

Ala

230

Ala

Ala

Val

Arg

Leu

Trp

Gly

Val

55

Ala

Arg

Arg

Glu

Ala

135

Ala

Arg

Ser

Leu

Phe

215

Arg

Ala

Gln

Ser

Val
295

Pro

Pro

Val

40

Ile

Phe

Gly

Ser

Ser

120

Ala

Glu

Val

Ser

Val

200

Gly

Leu

Asp

Val

Pro
280

Val

Ser

Leu

25

Pro

Asp

Gly

Ala

Ala

105

Leu

Leu

Val

Arg

Ala

185

Leu

Thr

Arg

Leu

Thr
265

Gly

Ala

Leu

10

Thr

Val

Glu

Pro

Ala

90

Ala

Ala

Ser

Val

Pro

170

Ala

Ala

Tyr

Thr

Pro

250

Ser

Arg

Ala

Arg

Val

Leu

155

Pro

Gly

Ala

Thr

Thr

Gly

Arg

Glu

Leu

Cys

Ala

155

Gly

Leu

Gly

Glu

Thr

235

Val

Glu

Ala

Gly

Asp
Val
140

Ala

Pro

Ala

Arg

Arg

Asp

60

Ala

Trp

Leu

Phe

Gly

140

Ala

Ser

Ala

Leu

Ser

220

Val

Gly

Gly

Leu

Asp
300

Leu
125
His

Pro

Gly

Ser

Trp

Ile

45

Val

Val

Ile

Arg

Gly

125

Ala

Arg

Ala

Ala

Asp

205

Cys

Pro

Ile

Tyr

Leu
285

Gly

110

Val

Gly

Tyr

Met

Leu

Thr

30

Ala

His

Cys

Ala

Thr

110

Ser

Ala

Ser

Gln

Val

190

Cys

Leu

Val

Phe

Gly

270

Gly

Val

Lys

Val

Glu

Asn
175

Arg

15

Glu

Ala

Ser

Cys

Arg

95

Ala

Gly

Val

Arg

Arg

175

Ala

Ser

Arg

Leu

Ala
255
Ile

Arg

Ile

Gly

Val

Thr
160

Pro

Pro

Ala

Arg

Ser

80

Asp

Leu

Lys

Val

Pro

160

Gly

Thr

Leu

Glu

Asn

240

Ala

Glu

Ala

Glu
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-continued

254

Leu

305

Leu

Ser

Pro

Ala

Ala

385

Asp

Asp

His

Ile

Gly

Tyr

370

Val

Arg

Gly

Thr

Thr

Asp

355

His

Cys

Ile

Asp

Ala

Val

340

Met

Gln

Gly

Leu

Val

Ala

325

Arg

Ala

Arg

Gly

Tyr
405

<210> SEQ ID NO 226

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Val Arg Ser Lys

1

Ala

Glu

Thr

Ala

65

Thr

Gly

Ile

Val

His

145

Arg

Gly

Gly

Gly

Arg

225

Leu

Val

Glu

Tyr

50

Leu

Ile

Val

Glu

Ile

130

Val

Leu

Leu

Arg

Phe

210

Leu

Arg

Glu

Leu

Ala

Ala

Arg

Ser

Leu

Pro

115

Asp

Gly

Lys

Leu

Glu

195

His

Leu

Glu

Arg

Val

20

Arg

Leu

Lys

Thr

Pro

100

Asp

Val

Ile

Arg

Ala

180

Leu

Ala

Val

Thr

Pro
260

309

Pro

310

Leu

Cys

Ala

Arg

Arg

390

Ala

Asp

Ile

Gly

Gly

Asp

375

Ala

Cys

Gly

Asp

Asp

360

Val

Arg

Leu

Arg

Ala

345

Leu

Tyr

Thr

Pro

Ala

330

Thr

Val

Val

Leu

Actinoplanes liguriae

226

Arg

5

Val

Arg

Glu

Glu

Ala

85

Leu

Leu

Asp

Gly

Ala

165

Arg

Arg

Gly

Ala

Ala
245

Phe

Glu

Asn

Arg

Gln

Pro

70

Gly

Gly

Glu

Leu

Leu

150

Val

His

Phe

Arg

Tyr

230

Arg

Ile

His

Thr

Leu

Ser

55

Asp

Arg

Thr

Ala

Gly

135

Ser

Gly

Arg

His

Pro
215
Pro

Asn

Ala

Ser

Arg

Val

Gly

Leu

Met

Thr

Ala

120

Val

Gly

Arg

Pro

Thr

200

Ile

Val

Ala

Val

Ala

Ser

25

Glu

Gly

Leu

Leu

Asn

105

Ile

Ala

Glu

Leu

Val

185

His

Thr

Gly

Ala

Arg
265

Asp

10

Arg

Ala

Leu

Ile

Ala

90

Asn

Ala

Gly

Val

Ala

170

Arg

Gln

Ala

Gly

Thr
250

Glu

Gly

315

Ser

Val

Ala

Gly

Leu
395

Ile

Arg

Gly

Asp

Ala

75

His

Phe

Thr

Asp

Met

155

Tyr

Ala

Val

Asp

Ala
235

Gly

Leu

Ala

Pro

Ala

Leu

Arg

380

Pro

Arg

Gly

Phe

Gly

60

Gly

Arg

Ala

Leu

Val

140

Ile

Pro

Val

Tyr

Ala
220
Ser

His

Trp

Asp Cys Ala

Ala

Val

Ser

365

Pro

Arg

Arg

Arg

Glu

45

Leu

Gly

Asp

Arg

Val

125

Pro

Ser

Met

Ile

Val

205

His

Arg

Arg

Leu

Pro

Ala

350

Gly

Ala

Glu

Gly

Leu

30

Leu

Ile

Gly

Val

Thr

110

Asp

Phe

Ala

Thr

Arg

190

Ala

Ala

Arg

Arg

Glu
270

Gly

335

Glu

Thr

Val

Thr

Arg

15

Leu

Leu

Ser

Asp

Ala

95

Val

Gly

Thr

Pro

Ala

175

Ala

Asn

Asp

Glu

Thr
255

Thr

Gly

320

Arg

Leu

Gly

Val

Ile
400

Arg

Tyr

Gly

Glu

Gly

80

Leu

Arg

Lys

Asn

Pro

160

Leu

Glu

Gly

Asp

Leu
240

Leu

Asp
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255 256

-continued

Arg Pro Val Ala Val Glu Val Asp Gly Glu Pro Arg Gly Thr Thr Pro
275 280 285

Met Arg Ile Ala Ile Asp Pro Asn Ala Leu Arg Ile Met Ala Pro Ala
290 295 300

Asp Ser Pro Asp Leu
305

<210> SEQ ID NO 227

<211> LENGTH: 367

<212> TYPE: PRT

<213> ORGANISM: Actinoplanes liguriae

<400> SEQUENCE: 227

Val Val Phe Gly Ser Leu Leu Leu Val Gly Gly Gly Gly Gly Ala Ile
1 5 10 15

Gly Leu Asn Ala Thr Val Ala Ala Ala Thr Ser Ser Val Gly Gln Glu
20 25 30

Ser Leu Leu Gly Ser Ala Lys Pro Ala Glu Glu Lys Lys Asn Ala Asn
35 40 45

Leu Asp Gly Ala Lys Asn Leu Leu Leu Val Gly Ile Asp Gln Arg Pro
50 55 60

Thr Gln Thr Asn Gly Glu Pro Leu Arg Ser Asp Ser Ile Ile Leu Leu
65 70 75 80

His Ile Asn Lys Asp His Ser Ser Gly Tyr Met Ile Ser Leu Pro Arg
85 90 95

Asp Ser Tyr Val Tyr Ile Pro Ala Tyr Asp Asn Gly Lys Gln Lys Trp
100 105 110

Ala Gly Gly Lys Thr Lys Ile Asn Ala Ala Phe Ala Phe Gly Thr Arg
115 120 125

Gly Leu Lys Gly Asn Glu Ala Leu Gln His Gly Phe Glu Leu Leu Thr
130 135 140

Met Thr Val Lys Glu Leu Thr Gly Ile Thr Pro Asp Ala Gly Ala Ile
145 150 155 160

Ile Asp Phe Gln Gly Phe Arg Asp Val Val Asn Val Leu Gly Lys Val
165 170 175

Cys Met Tyr Val Asp Thr Thr Thr Lys Ser Ile His Leu Gly Lys Asp
180 185 190

Gln Asn Gly Lys Thr Ala Lys Pro Phe Val Ile Asn Pro Asp Gly Thr
195 200 205

Leu Lys Ser Lys Ile Ser Gly Val Thr Pro Asn Thr Tyr Thr Lys Gly
210 215 220

Asp His Cys Phe Thr Pro Gly Gln Ala Leu Asp Phe Val Arg Gln Arg
225 230 235 240

Asp Leu Leu Ala Asp Asn Ser Leu Asp Tyr Gly Arg Gln Arg His Gln
245 250 255

Gln Gln Phe Phe Lys Ala Ile Ile Asn Gln Ala Leu Lys Asp Gly Leu
260 265 270

Asp Ser Pro Thr Lys Leu Pro Lys Leu Leu Ser Ala Phe Gly Lys Ala
275 280 285

Met Thr Val Asp Asp Gly Gly Ile Asp Leu Ala Asp Trp Ala Leu Ala
290 295 300

Met Arg Ser Leu Lys Pro Asp Lys Leu Leu Thr Ile Lys Thr Asn Ala
305 310 315 320

Gly Lys Leu Asn Ser Glu Asn Val Pro Gly Ser Gly Ser Val Glu Leu
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-continued

325 330 335

Leu Ser Asp Asp Ser Met Asp Leu Leu Lys Ser Ile Lys Lys Asp Gln
340 345 350

Ile Asp Thr Phe Leu Leu Ser His Pro Ala Phe Ile Ala Asn Ser
355 360 365

<210> SEQ ID NO 228

<211> LENGTH: 317

<212> TYPE: PRT

<213> ORGANISM: Actinoplanes liguriae

<400> SEQUENCE: 228

Met Pro Ser Glu Pro Asp Val Ser Val Val Ile Pro Thr Cys Asn Arg
1 5 10 15

Pro Glu Leu Ala Val Arg Ala Val Arg Ser Ala Leu Gly Gln Thr His
20 25 30

Arg Asn Leu Glu Val Ile Val Val Val Asp Gly Pro Asp Glu Ala Thr
35 40 45

Val Thr Ala Leu Gly Glu Val Gly Asp Pro Arg Leu Ser Val Ile Val
50 55 60

Leu Pro Glu Arg Gly Lys Ala Pro Asn Ala Arg Asn Thr Gly Ala Arg
65 70 75 80

Ala Ala Arg Gly Arg Trp Thr Ala Met Leu Asp Asp Asp Asp Glu Trp
85 90 95

Leu Pro Thr Lys Ile Glu Arg Gln Leu Glu Thr Ala Ala Ala Ala Thr
100 105 110

Val Glu Arg Pro Val Val Ala Cys Arg Met Ile Ser Arg Thr Pro Arg
115 120 125

Ala Asp Thr Ile Met Pro Arg Arg Leu Pro Glu Pro Gly Glu Pro Ile
130 135 140

Ser Glu Tyr Leu Leu Val Arg Arg Gly Leu Phe Tyr Gly Asp Gly Phe
145 150 155 160

Val Gln Thr Ser Cys Ile Met Ala Pro Thr Glu Leu Trp Arg Lys Val
165 170 175

Pro Phe Thr Val Gly Leu Arg Arg Ala Gln Glu Leu Asp Trp Thr Leu
180 185 190

Arg Ala Met Arg Glu Pro Gly Thr Ala Leu Ile Tyr Ala Glu Glu Pro
195 200 205

Leu Val Leu Trp His Gln Asp Glu Asn Arg Asp Arg Ile Ser Leu Gln
210 215 220

Asn Pro Trp Arg Glu Gln Leu Glu Trp Leu Arg Gly Asn Arg Glu Leu
225 230 235 240

Phe Thr Pro Arg Ala Tyr Ala Ala Phe Thr Leu Ser Val Leu Ser Ser
245 250 255

Met Ala Ala Pro Thr Arg Asp Thr Gly Leu Phe Arg Glu Leu Leu Ala
260 265 270

Glu Ala Arg Thr His Gly Asp Pro Gly Thr Val Asp Tyr Leu Thr His
275 280 285

Met Gln Ile Trp Ala Leu Pro Pro Ser Val Arg His Arg Leu Arg Asp
290 295 300

Val Val Val Gly Arg Gly Lys Thr Ser Ser Asn Ala Gly
305 310 315

<210> SEQ ID NO 229
<211> LENGTH: 369
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-continued

260

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Pro Ala Glu

1

Gly

Thr

Pro

Arg

65

Arg

Ser

Gly

Arg

Ile

145

Asp

Glu

Arg

Ala

Met

225

Phe

Ser

Glu

Val

Glu

305

Ser

Ala

Thr

Val

Ser

Pro

Asp

50

Leu

Pro

His

His

Tyr

130

Ala

Pro

Gln

Phe

Val

210

Thr

Ala

Arg

Gly

Val

290

Thr

Leu

Arg

Arg

Glu

Ala

Asp

Thr

Asn

Ser

Asp

115

Arg

Val

Ala

Pro

Val

195

Glu

Ala

Gly

Leu

Leu

275

Ala

Gly

Thr

Ala

Arg
355

Thr

20

Tyr

Val

Gly

Leu

Ala

100

Val

Arg

Ser

Lys

Glu

180

Ala

Ser

Met

Ser

Leu

260

Pro

Thr

Leu

Arg

Arg

340

Leu

Actinoplanes liguriae

229

Arg

5

Phe

Val

Ile

Ala

Val

85

Gln

Thr

Asn

Glu

Val

165

Glu

Lys

Arg

Arg

Arg

245

Ala

Thr

Arg

Leu

Leu
325

Arg

Glu

<210> SEQ ID NO 230

<211> LENGTH:

459

Arg

Val

Gly

Ala

Ser

70

His

Gln

Arg

Leu

Val

150

Lys

Val

Lys

Pro

Ala

230

Thr

Cys

Thr

His

Ser

310

Leu

His

Asp

Val

Arg

Ala

Phe

55

Pro

Ala

Leu

Gln

Gln

135

Ile

Val

Pro

Gly

Arg

215

Arg

Pro

Pro

Ile

Ser

295

Pro

Gly

Val

Leu

Ala

Asn

Val

Pro

Gln

His

Gly

Pro

120

Thr

Arg

His

Lys

Val

200

Ala

Ala

Glu

Ser

Leu

280

Gly

Glu

Asp

Thr

Tyr
360

Ile

Gln

25

Arg

Gly

Leu

Phe

Val

105

Ser

Val

Gly

Tyr

Arg

185

Asp

Leu

Glu

Gln

Lys

265

Glu

Ile

Ala

Glu

Ala
345

Asp

Trp

10

Ala

His

Gly

Gln

Gly

90

Pro

Ser

Phe

Gln

Thr

170

Trp

Asp

Leu

Gln

Val

250

Thr

Ala

Pro

Asp

Asp

330

His

Glu

Arg

Asp

Glu

Lys

Lys

75

Gly

Leu

Pro

Thr

Ala

155

Gly

Asp

Leu

Ile

Leu

235

Arg

Ala

Ala

Glu

Pro

315

Leu

Phe

Val

Ser

Ala

Ser

Gly

60

Thr

Asp

Ala

Gly

Arg

140

Ile

Ile

Val

Leu

Gly

220

Gly

Arg

Pro

Ala

Ala

300

Ala

Gln

Asp

Val

Ser

Leu

Val

45

Phe

Ile

Gly

Val

Ala

125

Ala

Arg

Ala

Val

Thr

205

Asp

Val

His

Asp

Leu

285

Val

Ala

Arg

Leu

Ala
365

Met

Thr

30

Leu

Leu

Ser

Trp

Thr

110

Lys

Ser

Trp

Val

Phe

190

Ala

Gly

Asp

Leu

Gly

270

Gly

Ile

Leu

Arg

Val
350

Gly

Leu

15

Arg

Ser

Arg

Ala

Leu

95

Val

Gly

Leu

Gly

Pro

175

Ile

Leu

Glu

Val

Leu

255

Asp

Leu

Asp

Ala

Leu
335

Glu

Ala

Pro

Trp

Arg

Leu

Val

80

Val

His

Val

Val

Ala

160

Pro

Gly

Ala

Leu

Thr

240

Glu

Thr

Pro

Gly

Val

320

Gly

Gln

Arg
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262

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Gly Glu His

1

Tyr

Val

Pro

His

65

Ala

Gly

Arg

Val

Ile

145

Ile

Ala

Val

Glu

Val

225

Val

Asp

Gly

Ile

Asp

305

Ile

Tyr

Phe

Val

Asp
385

Val

Glu

Ser

50

Gln

Val

Val

Gly

Thr

130

Pro

Leu

Ile

Thr

Val

210

Arg

Arg

Lys

Leu

Asp

290

Val

Val

Arg

Gly

Ala
370

Ala

Ala

Asp

Lys

Ala

Ala

His

Glu

115

Phe

Gly

Asp

Gly

Ile

195

Ser

Val

Val

Val

Glu

275

Asp

Thr

Ala

Met

Trp
355

Lys

Thr

Ala

20

Lys

Ala

Gln

His

Phe

100

Phe

Asp

Thr

Pro

Val

180

Val

Lys

Gly

Thr

Met

260

Thr

Phe

Ala

Ala

Ile
340
Thr

Phe

Gly

Actinoplanes liguriae

230

Phe

5

Ile

Tyr

Leu

Thr

Gln

85

Leu

Thr

Asn

Ser

Asp

165

Glu

Glu

Glu

Thr

Val

245

Gln

Thr

Cys

Lys

Glu

325

Pro

Glu

Pro

Phe

Asp

Arg

Trp

Leu

Phe

70

Arg

Met

Asp

Cys

Val

150

Leu

Phe

Phe

Leu

Arg

230

Ser

Ala

Gly

Arg

Leu

310

Thr

Arg

Ala

Phe

Val
390

Leu

Gly

Gly

Arg

55

Gly

Ser

Lys

Ala

Ile

135

Ser

Pro

Ala

Leu

Leu

215

Val

Lys

Ile

Val

Thr

295

Met

Ile

Ala

Gln

Thr
375

Lys

Val

Ala

Gly

Asn

Ile

Arg

Lys

His

120

Leu

Lys

Asp

Tyr

Asp

200

Arg

Glu

Asn

Gly

Thr

280

Asn

Leu

Ala

Thr

Ala
360

Ala

Ile

Val

Gln

25

Val

Ala

Glu

Ser

Asn

105

Thr

Ala

Arg

Ser

Val

185

Arg

Gln

Gly

Gly

Phe

265

Val

Val

Ala

Gly

Phe
345
Arg

Asn

Leu

Leu

10

Leu

Cys

Glu

Gly

Val

90

Gly

Leu

Thr

Val

Ile

170

Leu

Met

Tyr

Ile

Lys

250

Lys

Ser

Pro

His

Ala

330

Cys

Glu

Gly

Ser

Gly

Gly

Leu

Leu

Lys

75

Ala

Ile

Arg

Gly

Val

155

Val

Arg

Leu

Arg

Glu

235

Thr

Pro

Asp

Gly

Ala

315

Glu

Gln

Gln

Lys

Asp
395

Ala

Leu

Asn

Ala

60

Val

Asp

Thr

Val

Ala

140

Thr

Ile

Asn

Pro

Lys

220

Glu

Glu

Asn

Arg

Ile

300

Ala

Thr

Pro

Gly

Ala
380

Ala

Gly

Thr

Val

45

His

Thr

Gly

Glu

Gly

125

Ser

Tyr

Val

Tyr

Leu

205

Leu

Gly

Val

Val

Gly

285

Tyr

Glu

Met

Gln

Phe
365

His

Lys

Pro

Thr

30

Gly

Ile

Phe

Arg

Ile

110

Asp

Thr

Glu

Gly

Gly

190

Glu

Gly

Ala

Leu

Glu

270

Ala

Ala

Ala

Ala

Val
350
Asp

Gly

Tyr

Gly

15

Ala

Cys

Phe

Asp

Val

95

Gln

Arg

Arg

Glu

Ala

175

Val

Asp

Val

Asp

Glu

255

Gly

Val

Ile

Met

Leu

335

Ala

Val

Leu

Gly

Gly

Ile

Ile

His

Phe

80

Lys

Gly

Thr

Met

Gln

160

Gly

Asp

Glu

Asp

Ser

240

Ala

Tyr

Glu

Gly

Gly

320

Asp

Ser

Lys

Gly

Glu
400
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-continued

264

Leu Leu Gly Ala His

Glu

Arg

Ile

Leu

405

Thr Leu Ala

420

Asn Val His Ala

His
450

435

Leu

Gln

His

Ile

Gln

Pro

Gly Leu Ala Gly His

<210> SEQ ID NO 231

<211> LENGTH:

<212> TYPE:
<213> ORGANISM:

PRT

<400> SEQUENCE:

Met Thr Thr Pro

1

Thr

Ser

Val

Leu

65

Gly

Leu

Met

Ala

Thr

145

Val

Thr

Val

Val

Leu

225

Leu

Ala

Ile

Gly

Gly

Val

Arg

Ala

50

Asp

Ala

Leu

Thr

Ala

130

Ala

Met

Val

Arg

Ala

210

Arg

Ala

Ala

Tyr

Ile
290

Ala

Glu

Arg

35

Val

Ala

Gly

Ala

Tyr

115

Ser

Ala

Ser

Val

Gly

195

Pro

Gly

Gly

Asp

Leu
275

Gly

Pro

Pro

20

Arg

Val

Leu

Val

Ala

100

Val

Ala

Ile

Leu

Ala

180

Pro

Ile

Ala

Val

Ala

260

Ala

Leu

Gln

348

455

Gly Pro Asp

410

Trp Asp Leu

425

Thr Leu Ala

440

Met Ile Asn

Actinoplanes liguriae

231

Pro

5

Pro

Arg

Thr

Arg

Leu

85

Phe

Arg

Ala

Ser

Gly

165

Gly

Val

Ala

Arg

Ile

245

Leu

Val

Ile

Val

Arg

Ile

Leu

Leu

Ala

70

Ser

Gly

Ser

Tyr

Ala

150

Leu

Leu

Pro

Arg

Ser

230

Asn

His

Gln

Glu

Thr

Arg

Ala

Gly

Arg

55

Ala

Gln

Val

Ala

Ala

135

Thr

Leu

Ala

Ala

Leu

215

Val

Trp

Ala

Val

Thr
295

Ala

Ser

Pro

Tyr

40

Asp

Asp

Ile

Arg

Leu

120

Phe

Ala

Tyr

Val

Arg

200

Leu

Pro

Leu

Gly

Val
280

Ser

Ala

Gly

Ala

Leu

Arg

Trp

Ala

Val

105

Ser

Gln

Thr

Ala

Leu

185

Ala

Gln

Ala

Leu

Leu
265
Arg

Met

Gly

Thr

10

Pro

Ala

Leu

Arg

Tyr

90

Pro

Met

Val

Leu

Ala

170

Leu

Gly

Arg

Arg

Asp

250

Gly

Gln

Leu

Ile

Val

Thr

Glu

Phe

Leu

Pro

Phe

Pro

Trp

Ala

Ala

Ala

Tyr

Ile

155

Thr

Leu

Val

Pro

Thr

235

Met

Trp

Ile

Ala

Val

Thr

Val

Ala

Ser

Ala

Val

Asp

60

Ala

Glu

Arg

Leu

Arg

140

Ser

Trp

Trp

Pro

Ala

220

Trp

Ala

Ser

Pro

Gly
300

Leu

Glu

His

Val
445

Leu

Ala

Leu

45

Pro

Ala

Gln

Arg

Pro

125

Arg

Thr

Ser

Ile

Arg

205

Val

Leu

Cys

Arg

Leu
285

Leu

Ile

Leu
Glu
430

Lys

Val

Pro

30

Val

Gly

Leu

Gln

Ala

110

Ala

His

Val

Leu

Tyr

190

Arg

Ala

Thr

Leu

Leu
270
Thr

Ile

Tyr

Leu
415
Val

Glu

Thr

15

Gly

Ala

Glu

Ala

Arg

Ile

Gly

Gly

Val

Thr

175

Arg

Leu

Gln

Val

Leu

255

Ala

Pro

Ala

Arg

Pro

Gly

Ala

Leu

Arg

Val

Phe

Val

80

Arg

Ala

Ser

Ala

Thr

160

Ala

Thr

Arg

Ala

Thr

240

Leu

Leu

Gly

Ala

Leu
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265

-continued

266

305

Ile Ser Phe Trp

Leu Arg Arg Gly

340

<210> SEQ ID NO

<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

<210> SEQ ID NO
<400> SEQUENCE:

000

310 315 320

Leu Ile Leu Pro Ser Gly Leu Ala Ala His Leu Thr
325 330 335

Thr Val Pro Pro Val Thr Pro Gly
345

232

233

234

235

236

237

238

239

240

241

241
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-continued

268

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

242

243

244

245

246

247

248

249

249

250

250

251

251

252

252

253
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-continued

270

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

253

254

254

255

255

256

256

257

257

258

259

260

261

262

263

264

264
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-continued

272

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

265

266

267

268

269

270

271

272

273

274

275

275
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-continued

274

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

276

277

278

279

280

281

282

283

284

285

286

287
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-continued

276

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

000

<210>

<400>

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

SEQ ID NO

SEQUENCE :

287

288

289

290

291

292

293

294

295

296

297

298

298
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278

-continued

000

<210> SEQ ID NO 299

<400> SEQUENCE: 299

000

<210> SEQ ID NO 300

<211> LENGTH: 48

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence:
<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (30)..(30)

<223> OTHER INFORMATION: n is a, ¢, g, or t
<400> SEQUENCE: 300

tgggtstgca csctsacsat cgartgeggn acsgtsatct gegestge

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 301

LENGTH: 16

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic sequence:

<400> SEQUENCE: 301

tccagcacge gegggy

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 302

LENGTH: 16

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic sequence:

<400> SEQUENCE: 302

gttcgaccag ccgecce

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 303

LENGTH: 27

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic sequence:

<400> SEQUENCE: 303

ttctagacgt tgttctecca tttteac

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 304

LENGTH: 27

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic sequence:

<400> SEQUENCE: 304

aagatcttcg aaggtgagcet cgccgaa

<210> SEQ ID NO 305

<211> LENGTH: 94

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

Primer O/SBDIG-1

48
Primer O/ACTOSF

16
Primer O/ACTO9R

16
Primer O/AGvarOlbF

27
Primer O/AGvar02bR

27
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-continued

<220> FEATURE:
<223> OTHER INFORMATION: Synthetic sequence: Primer O/AGvarO3F

<400> SEQUENCE: 305
gatcttegeg aggaccgcac catctacgece gecagcageg getgggtgtyg tacactgacg 60

atcgagtgeg gcaccgtgat ctgegectge tgac 94

<210> SEQ ID NO 306

<211> LENGTH: 94

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primer O/AGvar04R

<400> SEQUENCE: 306
ctaggtcage aggcgcagat cacggtgecg cactegateg tcagtgtaca cacccagecg 60

ctgetggegy cgtagatggt geggtecteg cgaa 94

<210> SEQ ID NO 307

<211> LENGTH: 26

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primer O/AGvarO5F

<400> SEQUENCE: 307

gcctgetgac ctaggtcgac gategt 26

<210> SEQ ID NO 308

<211> LENGTH: 27

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primer O/AGvarOér

<400> SEQUENCE: 308

tgaattcggce tgctcecccege gcgaaat 27

<210> SEQ ID NO 309

<211> LENGTH: 59

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primer O/SB5OF

<400> SEQUENCE: 309

attcgecegg gaagtccace gaaaggaaga cacaccatga ttceggggat ccegtcgace 59

<210> SEQ ID NO 310

<211> LENGTH: 58

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primer O/SB51R

<400> SEQUENCE: 310

gggcgatgee cgeccceggge cggaaacgat cgtcgatcat gtaggetgga getgette 58

<210> SEQ ID NO 311

<211> LENGTH: 59

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Primer O/SB52F
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<400>

SEQUENCE: 311

aagtatatat gagtaaactt ggtctgacag ttaccaatga

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 312

LENGTH: 58

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic sequence:

SEQUENCE: 312

gcttcaataa tattgaaaaa ggaagagtat gagtattcat

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<220>
<221>
<222>
<220>
<221>
<222>
<220>
<221>
<222>
<223>

<400>

SEQ ID NO 313

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic sequence:

FEATURE:
NAME/KEY: MOD_RES
LOCATION: (7, 9, 14)
OTHER INFORMATION: Abu

FEATURE:

NAME/KEY: THIOETH
LOCATION: (1) ..(é)
FEATURE:

NAME/KEY: THIOETH
LOCATION: (7)..(12)
FEATURE:

NAME/KEY: THIOETH
LOCATION: (9)..(17)
FEATURE:

NAME/KEY: MISC_FEATURE
LOCATION: (14)..(19)
OTHER INFORMATION: Linked by Y, where

SEQUENCE: 313

ttceggggat cegtegace

Primer O/SB53R

gtaggetgga getgette

Compound of Formula I

Y is -S- or -S(0O)-

Ala Ser Gly Trp Val Ala Xaa Leu Xaa Ile Glu Ala Gly Xaa Leu Val

1

5 10

Ala Ala Ala

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<220>
<221>
<222>
<220>
<221>
<222>
<220>
<221>
<222>
<223>

<400>

SEQ ID NO 314

LENGTH: 19

TYPE: PRT

ORGANISM: Artificial sequence

FEATURE:

OTHER INFORMATION: Synthetic sequence:
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (7, 9, 14)

OTHER INFORMATION: Abu

15

Compound of Formula I

FEATURE:

NAME/KEY: THIOETH
LOCATION: (1)..(6)
FEATURE:

NAME/KEY: THIOETH
LOCATION: (7)..(12)
FEATURE:

NAME/KEY: THIOETH
LOCATION: (9)..(17)
FEATURE:

NAME/KEY: MISC _FEATURE
LOCATION: (14)..(19)
OTHER INFORMATION: Linked by Y, where Y is -S- or -S(O)-

SEQUENCE: 314

Ala Ser Gly Trp Val Ala Xaa Leu Xaa Ile Glu Ala Gly Xaa Val Val

1

5 10

Ala Ala Ala

15

59

58
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<210> SEQ ID NO 315

<211> LENGTH: 19

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Compound of Formula I
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (7, 9, 14)

<223> OTHER INFORMATION: Abu

<220> FEATURE:

<221> NAME/KEY: THIOETH

<222> LOCATION: (1).. (e)

<220> FEATURE:

<221> NAME/KEY: THIOETH

<222> LOCATION: (7)..(12)

<220> FEATURE:

<221> NAME/KEY: THIOETH

<222> LOCATION: (9).. (17

<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (14)..(19)

<223> OTHER INFORMATION: Linked by Y, where Y is -S- or -S(O)-

<400> SEQUENCE: 315

Ala Ser Gly Trp Val Ala Xaa Leu Xaa Ile Glu Ala Gly Xaa Leu Ile
1 5 10 15

Ala Ala Ala

<210> SEQ ID NO 316

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Compound of Formula I
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (8, 10, 15)

<223> OTHER INFORMATION: Abu

<220> FEATURE:

<221> NAME/KEY: THIOETH

<222> LOCATION: (2)..(7)

<220> FEATURE:

<221> NAME/KEY: THIOETH

<222> LOCATION: (8)..(13)

<220> FEATURE:

<221> NAME/KEY: THIOETH

<222> LOCATION: (10)..(18)

<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (15)..(20)

<223> OTHER INFORMATION: Linked by Y, where Y is -S- or -S(O)-

<400> SEQUENCE: 316

Ala Ala Ser Gly Trp Val Ala Xaa Leu Xaa Ile Glu Ala Gly Xaa Leu
1 5 10 15

Val Ala Ala Ala
20

<210> SEQ ID NO 317

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic sequence: Compound of Formula I
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (8, 10, 15)

<223> OTHER INFORMATION: Abu

<220> FEATURE:

<221> NAME/KEY: THIOETH
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-continued

<222> LOCATION: (2)..(7)
<220> FEATURE:

<221> NAME/KEY: THIOETH
<222> LOCATION: (8)..(13)
<220> FEATURE:

<221> NAME/KEY: THIOETH
<222> LOCATION: (10)..(18)
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE
<222> LOCATION: (15)..(20)
<223> OTHER INFORMATION: Linked by Y, where Y is

<400> SEQUENCE: 317

-S- or -S(0)-

Ala Ala Ser Gly Trp Val Ala Xaa Leu Xaa Ile Glu Ala Gly Xaa Val

1 5 10

Val Ala Ala Ala
20

<210> SEQ ID NO 318

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:

15

<223> OTHER INFORMATION: Synthetic sequence: Compound of Formula I

<220> FEATURE:

<221> NAME/KEY: MOD_RES
<222> LOCATION: (8, 10, 15)
<223> OTHER INFORMATION: Abu
<220> FEATURE:

<221> NAME/KEY: THIOETH
<222> LOCATION: (2)..(7)
<220> FEATURE:

<221> NAME/KEY: THIOETH
<222> LOCATION: (8)..(13)
<220> FEATURE:

<221> NAME/KEY: THIOETH
<222> LOCATION: (10)..(18)
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE
<222> LOCATION: (15)..(20)
<223> OTHER INFORMATION: Linked by Y, where Y is

<400> SEQUENCE: 318

-S- or -S(0)-

Ala Ala Ser Gly Trp Val Ala Xaa Leu Xaa Ile Glu Ala Gly Xaa Leu

1 5 10

Ile Ala Ala Ala
20

15

The invention claimed is:
1. A compound of the formula:

wherein:

-X1-X2- represent -Leu-Val-[, -Val-Val-] or -Leu-Ile-;
Y is —S— or —S(0)—;

Z. is either —NH, or an amino acid; and

50

55

60

65

R represents the group —OH or —NR'R?, wherein R* and
R? independently represent:

(1) hydrogen;

(ii) a group of formula —(CH,),—NR>R?*, in which n
represents an integer from 2 to 8 and R* and R* indepen-
dently represent hydrogen or (C,-C,) alkyl, or R* and R*

taken together represent —(CH,);—, —(CH,),—,
(CH,),—O0—(CH,),—, —(CH,),—S—(CH,),— or
—(CH,)s—;

orR* and R? taken together with the adjacent nitrogen atom
represent a piperazine which may be substituted in posi-
tion 4 with a substituent selected from:

(a) (C,-Cyalkyl;

(b) (C5-C,)-cycloalkyl,

(¢) pyridyl,

(<)) —(CHz)p—NRS R® in which p represents an integer
from 1 to 8 and R® and R independently represent
hydrogen or (C,-C,) alkyl,

(e) piperidinyl,

(f) substituted piperidinyl, wherein the substituted pip-
eridinyl bears a N-substituent which is (C,_,)alkyl,
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(g) benzyl, and
(h) substituted benzyl, wherein a phenyl therein bears 1
or 2 substituents selected from chloro, bromo, nitro,
(C,-C,alkyl and (C,-C,)alkoxy;
or a biologically active variant thereof wherein 1, 2, 3 or 4
amino acids at positions 2, 3, 4, 5, 8, 10, 11, 13 or 18 are
substituted by another amino acid, and the another amino acid
is a naturally occurring amino acid or its D-isoform, or a
pharmaceutically acceptable salt of said compound or vari-
ant.

2. The compound according to claim 1 wherein Z is an
amino acid.

3. The compound according to claim 2 wherein Z is an
amino acid selected from the group Ala, Ile-, Lys-, Phe-, Val-,
Glu-, Asp-, His-, Leu-, Arg-, Ser- and Trp, and said amino
acids are in the D- or L-configuration.

4. The compound according to claim 2 wherein Z is an
amino acid selected from the group lle-, Lys-, Phe-, Val-,
Glu-, Asp-, His-, Leu-, Arg- and Ser-.

5. The compound according to claim 2 wherein the amino
acid is Ala.

6. The compound according to claim 1 wherein R repre-
sents the group —NR'R?.

7. The compound according to claim 1 wherein R repre-
sents the group —NR'R?, wherein R! and R? independently
represent hydrogen, a group of formula —(CH,),—NR>R*,
in which n represents an integer from 2 to 8 and R* and R*
independently represent hydrogen or (C,-C,) alkyl, or R* and
R* taken together represent —(CH,);—, —(CH,),—,
(CHy),—O-—(CH,),—, ~ —(CHy),—S—(CH,),— or
—(CH,)s—, or R* and R? taken together with the adjacent
nitrogen atom represent a piperazine which may be substi-
tuted in position 4 with a substituent selected from (C,-C,)
alkyl, (Cs5-C,)-cycloalkyl, pyridyl, benzyl, and substituted
benzyl wherein a phenyl therein bears 1 or 2 substituents
selected from chloro, bromo, nitro, (C,-C,)alkyl and (C,-C,)
alkoxy.

20

25

30

35
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8. The compound according to claim 1 in which the com-
pound comprises a modification to a carboxy function of a
side chain of an internal residue such that said function is
modified from —COOH to a group —COOR?® in which R®
represents hydrogen, (C,-C,)alkyl or (C,-C,)alkoxy(C,-C,)
alkyl.

9. The compound according to claim 1 in which the com-
pound comprises a modification to the N-terminal amino
group such that this group —NH, is instead a group —NHR?®
wherein R° represents C,_jalkyl.

10. A variant of a compound as described in claim 1,
wherein 1, 2, 3 or 4 amino acids are substituted by another
amino acid, provided that when both positions 15 and 16 are
substituted and none of the other positions are changed, 15
and 16 are not Val and Ile respectively.

11. A pharmaceutical composition comprising a com-
pound according to claim 1 together with a pharmaceutically
acceptable carrier or diluent.

12. A method of treatment of a bacterial infection selected
from the group consisting of Staphylococcus, Streptococcus,
Enterococcus, Clostridium, and Propionibacterium, compris-
ing administering to a subject an effective amount of the
compound according to claim 1.

13. The method of treatment of a bacterial infection
according to claim 12 wherein said infection is a gut super-
infection caused by Clostridium difficile.

14. A method of treatment of a bacterial infection selected
from the group consisting of Staphylococcus, Streptococcus,
Enterococcus, Clostridium, and Propionibacterium, compris-
ing administering to a subject an effective amount of the
compound according to claim 10.

15. The method of treatment of a bacterial infection
according to claim 12 wherein said infection is a gut super-
infection caused by Clostridium difficile.

#* #* #* #* #*



