wo 2013/130349 A1 [N N0F 0000000 N O O

(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT)
(19) World Intellectual Property

Organization é 0 00 00

International Bureau . s
_").//)/ (10) International Publication Number

WO 2013/130349 A1l

\

(43) International Publication Date
6 September 2013 (06.09.2013) WIPO I PCT

(51) International Patent Classification: (81) Designated States (uniess otherwise indicated, for every
A61K 38/12 (2006.01) kind of national protection available): AE, AG, AL, AM,
. . i AO, AT, AU, AZ, BA, BB, BG, BH, BN, BR, BW, BY,
(21) International Application Number: BZ, CA, CH, CL, CN, CO, CR, CU, CZ, DE, DK, DM,
PCT/US2013/027336 DO, DZ. EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, GT,
(22) International Filing Date: HN, HR, HU, ID, IL, IN, IS, JP, KE, KG, KM, KN, KP,
22 February 2013 (22.02.2013) KR, KZ, LA, LC, LK, LR, LS, LT, LU, LY, MA, MD,
) ME, MG, MK, MN, MW, MX, MY, MZ, NA, NG, NI,
(25) Filing Language: English NO, NZ, OM, PA, PE, PG, PH, PL, PT, QA, RO, RS, RU,
(26) Publication Language: English RW, SC, SD, SE, SG, SK, SL, SM, ST, SV, SY, TH, TJ,
™, TN, TR, TT, TZ, UA, UG, US, UZ, VC, VN, ZA,

(30) Priority Data: M, ZW.

61/603,693 27 February 2012 (27.02.2012) UsS

61/603,661 27 February 2012 (27.02.2012) ys (84) Designated States (unless otherwise indicated, for every
kind of regional protection available): ARIPO (BW, GH,
(71) Applicants: ORAGENICS, INC. [US/US]; 13700 Pro- GM, KE, LR, LS, MW, MZ, NA, RW, SD, SL, SZ, TZ,
gress Boulevard, Alachua, FL 32615 (US). THE TEXAS UG, ZM, ZW), Eurasian (AM, AZ, BY, KG, KZ, RU, TJ,
A&M UNIVESITY SYSTEM [US/US]; Office Of Tech- TM), European (AL, AT, BE, BG, CH, CY, CZ, DE, DK,
nology Commercialization, 800 Raymond Stotzer Parkway, EE, ES, FL, FR, GB, GR, HR, HU, IE, IS, IT, LT, LU, LV,
Suite 2020, College Station, TX 77845 (US). MC, MK, MT, NL, NO, PL, PT, RO, RS, SE, SI, SK, SM,

(72) Tnventors: HILLMAN, Jeffrey, D.; 6424 Sw 26th Place, E/E) I\?IQPII\I](EB%I\IB‘IEDCF”E GC)G’ CL CM, GA, GN, GQ, GW,
Gainesville, FL 32608 (US). SMITH, James, Leif; 606 » MR, NE, SN, TD, TG).
Coachlight Court, College Station, TX 77845 (US). Published:
WILSON-STANFORD, Shawanda, R.; 1109 Southwest
Parkway, Apartment 1811, College Station, TX 77840
(US).

(74) Agent: HILLMAN, Lisa, M.W.; McDomnell Boehnen
Hulbert & Berghotf LLP, 300 South Wacker Drive, Suite
3100, Chicago, IL 60606 (US).

—  with international search report (Art. 21(3))

(54) Title: VARIANTS OF THE LANTIBIOTIC MU1140 AND OTHER LANTIBIOTICS WITH IMPROVED PHARMACOLO-
GICAL PROPERTIES AND STRUCTURAL FEATURES

s . G
A Ay N
Agp\ —(Lgk'h - (F{I_'I\e,xz‘ﬂré.‘ D (ﬁH
e e AN P D e S VR N L P2
{Pheflysiatay” A {AldYADL B ;’AIaYAIa‘I’Arg\'@ht‘»:’GIy‘( 5 ~TyR CH
LLAZASS NIAE NZATEAJEAIIALSS ¢ NIL /
TR e TProy Gly N\ TAIR  NH
8 RPN 4 g R

Figure 1A
Wild-type (native) MU1140
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TITLE: Variants of the Lantibiotic MU1140 and Other Lantibiotics with
Improved Pharmacological Properties and Structural Features
PRIORITY

This application claims the benefit of U.S. provisional application 61/603,661,
filed February 27, 2012, and U.S. provisional application 61/603,693, filed February
27,2012, which are both incorporated herein by reference in their entirety.
BACKGROUND OF THE INVENTION

Many strains of medically important bacteria have become increasingly
resistant to currently available antibiotics. Healthcare associated infections caused
by multi-drug resistant pathogens are particularly vexing. Worldwide, millions suffer
from antibiotic-resistant infections, which results in a huge cost to the healthcare
system. The need for new antibiotics has become a critical, unmet need in the
medical community (Infectious Diseases Society of America, 2010).

Lantibiotics, an important class of antibiotics with potential clinical relevance
(reviewed in Smith & Hillman, (2008) Curr. Opin. Microbiol. 11:401), acquired their
name because of the characteristic lanthionine rings that are present. Lantibiotics
are also known to have various unusual amino acids such as 2,3-didehydroalanine
(Dha), 2, 3-didehydrobutyrine (Dhb), S-amino vinyl-D-cysteine (AviCys),
aminobutyrate (Abu), 2-oxopropionyl, 2-oxobutyryl, and hydroxypropionyl. Hasper et
al. (2006) Science 313, 1636-1637. Mutacin 1140 (“MU1140”) rings A and B (see
Figure 1A), the lipid Il binding domain, is similar to nisin, a well-known lantibiotic
produced by Lactococcus lactis that has been used in the food industry for over 50
years. It was discovered that both nisin and MU1140 abduct lipid Il from the site of
new cell wall synthesis, ultimately causing cell death. Smith et al. (2008)
Biochemistry 47:3308-3314.

Particular features of lantibiotics, such as their novel and diverse mechanisms
of action and, in instances where it has been studied (Chatterjee et al., (2005) Chem
Rev. 105:633), the difficulty of sensitive bacteria to acquire resistance, have aroused
considerable interest in these molecules as potential therapeutic agents. Until now,
organic synthesis of lantibiotics also has been thwarted because of the complex
intertwined ring structures found in these highly unusual peptide molecules (e.g.,
Rings C/D of MU1140 in Figure 1A).
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The problem of synthesizing intertwined macrocyclic rings characteristic of
lantibiotics has recently been solved. See, U.S. Pat. No. 7,521,529; U.S. Publ. No.
2009/0215985. Differentially Protected Orthogonal Lanthionine Technology
(DPOLT) is a peptide synthesis platform technology that has excellent potential for
the cost-effective, large scale manufacture of all known lantibiotics. The crux of
DPOLT involves manufacture of two novel, differentially protected lanthionine
(Alanine-S-Alanine) building blocks for intertwined ring construction. The use of
these building blocks, in combination with standard solid and/or solution phase
peptide synthesis chemistry, is essential for synthesis of the intertwined rings.

MU1140 can be synthesized by a particular strain of the oral microorganism
Streptococcus mutans. Smith et al. (2000) Eur. J. Biochem. 267:6810-6816. When
laboriously produced through large scale fermentation methods and purified using
stepwise precipitation, chromatographic, and crystallization methods, it
demonstrated a submicromolar minimum inhibitory concentration (MIC) for all Gram
positive bacteria against which it was tested. Ghobrial et al. (2009) International
Journal of Antimicrobial Agents 33:70-74. The study also demonstrated that MU1140
is bactericidal against S. pneumonia and multi-drug resistant strains of S. aureus,
bacteriostatic against vancomycin-resistant Enterococcus faecium (VREF), and had
no activity against Gram-negative bacteria or yeast. See id. The study showed that
MU1140’s time-kill profiles for selected pathogens were similar to those of
vancomycin, one of the currently used antibiotics of last resort. See id. It has a novel
mechanism of action which involves binding to and abducting lipid Il essential for cell
wall biosynthesis. Hasper et al., (2006) Science, 313:1636; Smith et al., (2008)
Biochem. 47:3308. It had low cytotoxicity in vitro, low toxicity when administered via
an intravenous route in murine models, and it was distributed into all body
compartments. Ghobrial et al., J. Pharm. Sci. Epub: Dec 28, 2009, DOI
10.1002/jps.22015. Demonstration of efficacy was achieved in a pilot study in which
60 times the LDsp of Staphylococcus aureus was administered in a rat peritonitis
model. Development of significant resistance was not observed during repeated
subculture of S. aureus or Streptococcus pneumoniae in medium containing sub-
lethal concentrations of MU1140. Ghobrial et al. (2009) International Journal of
Antimicrobial Agents 33:70-74. The basis for this observation may be due, in part, to
the fact that the molecular target, lipid Il, is evolutionarily ancient and highly
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conserved throughout the bacterial kingdom, indicating that mutations which alter its
structure and/or function may be prohibited. The molecular structure of MU1140
contains four macrocyclic rings (see Figure 1A), each of which contains a lanthionine
or methyllanthionine residue. This odd chemical feature is likely to be important in
the resistance of MU1140 to hydrolytic degradation, as has been reported. Hillman et
al., Infect. Immun. 44:141 (1984). Resistance to hydrolysis may also be, in part, a
reflection of the unusual, horseshoe-shaped three dimensional structure of MU1140.
Smith et al. (2003) Biochem. 42:10372-10384. Based on these and other studies,
MU1140 has the potential to replace current, failing drugs of last resort and serve in
the treatment of problematic infections caused by Gram positive bacteria such as
methicillin resistant S. aureus (MRSA), vancomycin resistant Enterococci (VRE), and
Clostridium difficile (C. diff).
SUMMARY OF THE INVENTION
One embodiment of the invention provides variants of lantibiotics wherein the
amino acid at position 1 is changed to lle or Gly, the amino acid at position 4 is
changed to an Ala, the amino acid at position 4 is removed, the amino acid at
position 5 is changed to an Ala, or wherein, as in the case of MU1140, the amino
acid at position 13 is Arg, the Arg at position 13 is substituted with Asp, or
combinations of two or more these changes or a pharmaceutically acceptable salt
thereof. The variant lantibiotic can additionally have one or more Lys residues at
positions 12, 13, 14, 15, 22, 23, 27, or 32 substituted with an Asp. Besides
MU1140, variant lantibiotics include, for example, nisin, epidermin, epidermin [Val1
and Leu6], gallidermin, staphylococcin 1580, staphylococcin T, mutacin B-NY266,
mutacin lll, mutacin |, microbisporicin A1 and microbisporicin A2, clausin, streptin,
ericin A, ericin S, subtilin, or a pharmaceutically acceptable salt thereof.
The variant lantibiotic can be, for example,
(@) nisin wherein the lle at position 1 is changed to Gly, the lle at
position 4 is changed to an Ala or is removed; the Dha at position 5
is changed to an Ala, the Lys at position 12 is changed to an Asp,
the Lys at position 22 is changed to an Asp, or combinations
thereof;
(b) epidermin, epidermin [Val1 and Leu6], gallidermin, staphylococcin
1580 or staphylococcin T wherein the lle or Val at position 1 is
3
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changed to lle or Gly, the Lys at position 4 is changed to an Ala or
is removed, the Phe at position 5 is changed to an Ala, the Lys at
position 13 is changed to an Asp, or combinations thereof;

(c) mutacin B-NY266 wherein the Phe at position 1 is changed to lle or
Gly, the Trp at position 4 is changed to an Ala or is removed, the
Dha at position 5 is changed to an Ala, the Lys at position 13 is
changed to an Asp, or combinations thereof;

(d) mutacin Il wherein the Phe at position 1 is changed to lle or Gly,
the Trp at position 4 is changed to an Ala or is removed, the Dha at
position 5 is changed to an Ala, the Arg at position 13 is changed to
an Asp, or combinations thereof;

(e) mutacin | wherein the Phe at position 1 is changed to lle or Gly, the
Leu at position 4 is changed to an Ala or is removed, Dha at
position 5 is changed to an Ala, the Lys at position 15 is changed to
an Asp, or combinations thereof;

(f) microbisporicin A1 and microbisporicin A2 wherein the Trp at
position 1 is changed to lle or Gly, the Cloro-Trp at position 4 is
changed to an Ala or is removed, the Dha at position 5 is changed
to an Ala, or combinations thereof;

(g) clausin wherein the Phe at position 1 is changed to lle or Gly, the
Val at position 4 is changed to an Ala or is removed, the Dha at
position 5 is changed to an Ala, or combinations thereof;

(h) streptin wherein the Trp at position 1 is changed to lle or Gly, the
Arg at position 4 is changed to an Ala or is removed, the Tyr at
position 5 is changed to an Ala, the Lys at position 14 is changed to
an Asp, the Lys at position 23 is changed to an Asp, or
combinations thereof;

(i) ericin A wherein the Val at position 1 is changed to lle or Gly, the
Lys at position 4 is changed to an Ala or is removed, the Dha at
position 5 is changed to an Ala, the Lys at position 28 is changed to
an Asp, or combinations thereof;

(j) ericin S wherein the Trp at position 1 is changed to lle or Gly, the
Glu at position 4 is changed to an Ala or is removed, the Dha at
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position 5 is changed to an Ala, the Lys at position 32 is changed to
an Asp, or combinations thereof; or

(k) subtilin wherein the Trp at position 1 is changed to lle or Gly, the
Glu at position 4 is changed to an Ala or is removed, the Dha at
position 5 is changed to an Ala, the Lys at position 27 is changed to
an Asp, the Lys at position 30 is changed to an Asp, or

combinations thereof;
or a pharmaceutically acceptable salt thereof.

Another embodiment of the invention provides variants of the lantibiotic

MU1140 comprising Formula I:

- S
L ﬁ?é} NG
(T iey 8 "Phe%u/xrg\ p &
. 1\4 N6 i S e / P A\«};f_/ 10 A i
iPhe}L SCONN fAla ”Abd; 9 B {Ala\(Ala ‘ArgyDhbyGlyy Ala) 7Ty CH
CLAZALS AN AN ¢ N\
e TProY Gly oo N [Alay  NH
9. f\m,, Seeg . A\

(SEQ ID NO:17), wherein the following amino acid substitutions are present: Phe1lle
or Phe1Gly; Trp4Ala; Dha5Ala; Arg13Asp; or combinations thereof, or a
pharmaceutically acceptable salt thereof. The variant lantibiotic can further comprise
a TrpdinsAla mutation or a ATrp4 mutation. The following amino acid substitutions
can also be present. Abu8Ala, or Dhb14Ala, or both Abu8Ala and Dhb14Ala. The
vinyl group of ring D (—CH=CH—) can be an ethyl group (—CH2>-CH>—).

Another embodiment of the invention provides an antimicrobial composition
comprising one or more isolated variant lantibiotics of the invention and a
pharmaceutically acceptable carrier, pharmaceutically acceptable diluent, other
diluent or excipient. The composition can further comprise at least one antifungal
agent, one additional antimicrobial agent, a membrane disrupting agent, or
combinations thereof. The one additional antimicrobial agent can have Gram
negative bacteriostatic or bacteriocidal activity and the membrane disrupting agent
can render Gram negative bacteria susceptible to the variant lantibiotic. The one or

more isolated lantibiotics can be present in the composition at about 0.001, 0.01, 0.1,
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1, 5, 10, 20, 30, 40, 50, 75, 100, 200, 300, 400, 500, 600, 700, 800, 900, 1,000 or
more mg/kg or mg/L.

Still another embodiment of the invention provides a method of reducing
reproduction of bacteria or reducing numbers of bacteria present in or on a subject,
comprising administering to the subject a therapeutically effective amount of an
antimicrobial composition of the invention. The subject can be a human or animal.
The composition can be administered orally or topically, nasally, buccally,
sublingually, transmucosally, rectally, transdermally, by inhalation, by injection or
intrathecally. The injection can be intramuscular, intravenous, intrapulmonary,
intramuscular, intradermal, intraperitoneal, intrathecal, or subcutaneous injection.

Yet another embodiment of the invention comprises a preservative comprising
an effective amount of one or more variant lantibiotics of the invention in a
physiological solution at a pH of between 3 and 8.

Even another embodiment of the invention provides a food, beverage, gum, or
dentifrice composition comprising an amount of one or more variant lantibiotics of the
invention sufficient to reduce the reproduction of bacteria or numbers of bacteria in
the food, beverage, gum or dentifrice composition.

Another embodiment of the invention provides a method of reducing
reproduction of bacteria or reducing numbers of bacteria present in or on a
composition or object to be treated, comprising contacting an antimicrobial
composition of the invention with the composition or object to be treated for a period
effective to reduce reproduction of bacteria or reduce numbers of bacteria in or on
the composition or object. The composition to be treated can be, e.g., a food,
beverage, gum, or dentifrice.

Yet another embodiment of the invention provides a purified polynucleotide
comprising SEQ ID NOs: 19-26 or combinations thereof.

Even another embodiment of the invention provides a composition comprising
a solid surface or a woven or non-woven textile with a variant lantibiotic composition
of the invention coated onto, immobilized, linked, or bound to the solid surface or
textile.

Another embodiment of the invention provides a method of reducing a biofilm
or biofouling condition comprising contacting an antimicrobial composition of the
invention with the biofilm or biofouling condition for a period effective to reduce
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reproduction of bacteria or reduce numbers of bacteria in or on the biofilm or
biofouling condition.

Yet another embodiment of the invention provides a kit comprising one or
more lantibiotic mutacins of the invention and one or more applicators.

Therefore, the invention provides, infer alia, unique variants of the lantibiotic
MU1140 and other lantibiotics with improved pharmacological properties and
methods of using the compositions to treat and prevent infections, diseases, and
colonizations by one or more types of bacteria.

BRIEF DESCRIPTION OF THE DRAWINGS

Figure 1A shows the primary amino acid sequence and macrocyclic rings of
wild-type MU1140 (SEQ ID NO:17). Figure 1B shows amino acid substitution sites
of MU1140 (SEQ ID NO:16) as described in this specification.

Figure 2 shows the primers used for mutagenesis of MU1140.

Figure 3 shows the BLAST sequence of chromosomal DNA highlighting the
introduced mutations of the variant MU1140 /fanA polynucleotide sequences with the
wild type MU1140 /anA polynucleotide sequence.

Figure 4A-B shows the results of the zone of inhibition plate assays.

Figure 5 shows the means and standard deviations for the bioactivity of
strains producing variants of MU1140 compared to wild-type MU1140.

Figure 6 shows an overlaid height and phase topography map of an atomic
force microscopy image of a 5 pM gallidermin sample overlaid onto a graphite
surface. Large uniform complexes (some demarcated by square boxes) and fibers
(some demarcated by arrows) of gallidermin are clearly visible. Scan size =5 ym.

Figure 7 shows the sequence of lantibiotics having structural similarity to
MU1140. Amino acid substitutions in naturally occurring variants of lantibiotics (e.g.,
nisin A, nisin Q, nisin C, nisin F, and nisin U) are shown in parentheses in the same
order as the listed variants.

Figure 8 shows the results of the zone of inhibition plate assays for Phe1lle
and Phe1Gly variants.

DETAILED DESCRIPTION OF THE INVENTION

As used herein, the singular forms "a," "an," and "the" include plural referents

unless the context clearly dictates otherwise.
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MU1140 has an overall horseshoe-like shape kinked at the “hinge region”
between rings B and C. Smith et al. (2003) Biochem. 42:10372-10384. This shape is
the result of a turn-like motif in the hinge region that folds the amino-terminal AB
rings (the lipid Il binding domain) towards the carboxy-terminal overlapped rings CD.
The flexibility of the hinge region is believed to be important in promoting lateral
assembly of MU1140, enabling it to abduct and sequester lipid Il. The ¥ angle of
Trp4 and @ angle of Dha5 in ring A help contribute to its flexibility. Also it was
determined that the W bond of sAla7 (a residue that is not confined by the thioether
ring) rotates 360° allowing ring A to spin freely with respect to ring B. This flexibility is
thought to be important in orienting rings A and B during lipid Il binding. The hinge
region also contains a potentially enzymatically susceptible arginine at residue 13.
Mutations in the structural gene (/lanA) for MU1140 were generated to determine the
effect of the following amino acid alterations: Phe1lle, Phe1Gly, Trp4Ala, TrpdinsAla,
ATrp4, Dha5Ala, Alas7insAla, and Arg13Asp. Figure 1B.

It was found that the variants of MU1140 possessing a deletion of Trp4 or
insertion of Ala after Trp4 showed bioactivity activity approximately equivalent to the
wild-type in a deferred antagonism assay using Micrococcus luteus strain ATCC 272
as the target strain. Wilson-Sanford et al., (2009) Appl. Environ. Microbiol. 75:1381.
In this assay, activity is determined by calculating the area of the zone of inhibition.
These results indicate that shortening or lengthening ring A had no deleterious effect
on MU1140 activity, indicating an unexpected permissiveness in the structure of ring
A. As shown in Figure 5, the Trp4Ala substitution resulted in a statistically significant
(p<.001) increase in bioactivity when compared to the wild-type. Since both amino
acids are uncharged and hydrophobic, it can be speculated that the difference in
bioactivity was due to the size difference between the two amino acids. Replacement
of Dha5 with Ala also resulted in a statistically significant (p<.001) increase in
bioactivity. This mutation is potentially very useful since solid phase synthesis will be
simplified by incorporation of Ala in place of Dha, and should therefore impact on
cost of goods. Insertion of alanine after sAla at position 7 resulted in a significant
(p<.001) reduction of bioactivity. While not wishing to be bound to any particular
theory, since it has been determined that sAla7 freely rotates 360° allowing ring A to
spin freely with respect to ring B, it could be concluded that the Alas7insAla mutation
changed the orientation of the rings during lipid Il binding, possibly affecting the
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affinity of the molecule for its substrate, lipid Il. The Arg13Asp substitution showed a
significant (p<.001) increase in bioactivity when compared to the wild-type. While not
wishing to be bound to any particular theory, the observed effect may be the result of
increased solubility. This site-directed change has the potential to significantly
improve MU1140 by decreasing the dose size and decreasing the possibility of
hydrolysis.

As shown in Figure 5, both the Phe1lle and the Phe1Gly substitutions resulted
in statistically significant (p<.001) increases in bioactivity when compared to the wild-
type. While not wishing to be bound to any particular theory, the basis for the
increase may be due to increased binding affinity to the lipid Il target or to improved
efficiency in cleavage of the leader sequence. It is noteworthy that substitution of
Arg (AGA/AGG/CGT/CGC/CGA/CGG) with Asp (GAT/GAC) or the substitution of Ala
(GCT/GCT/GCA/IGCG) for Trp (TGG) or the substitution of Ala
(GCT/GCT/IGCA/GCG) for Ser (AGT/AGC) or the substitution of lle (ATT/ATG) or Gly
(GGT/GGC/CCA/GGG) for Phe (TTT/TTC) are all very unlikely to occur in nature
since they involve multiple point mutations, which may include one or more
transversions in the affected codon.

Variants of the Lantibiotic MU1140 and other Lantibiotics with Improved

Properties and Structural Features

Variants of the lantibiotic MU1140 and other lantibiotics of the invention are
polypeptides comprising  post-translational modifications.  Post-translational
modifications are chemical modifications of a polypeptide after it has been
translated. A polypeptide is a polymer of two or more amino acids covalently linked
by amide bonds. A purified polypeptide is a polypeptide preparation that is
substantially free of cellular material, other types of polypeptides, chemical
precursors, chemicals used in synthesis of the polypeptide, or combinations thereof.
A polypeptide preparation that is substantially free of cellular material, culture
medium, chemical precursors, chemicals used in synthesis of the polypeptide, etc.,
has less than about 30%, 20%, 10%, 5%, 1% or more of other polypeptides, culture
medium, chemical precursors, and/or other chemicals used in synthesis. Therefore,
a purified polypeptide is about 70%, 80%, 90%, 95%, 99% or more pure. A purified
polypeptide does not include unpurified or semi-purified cell extracts or mixtures of
polypeptides that are less than 70% pure.

9
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Wild-type MU1140 is shown in Figure 1A. MU1140 has four rings labeled A,
B, C, and D. Two of these rings are formed by lanthionine (Ala-S-Ala) residues,
including one in Ring A (Alaz-S-Alay) and one in Ring C (Alass-S-Alazq); there is a
methyl-lanthionine residue (Abu-S-Ala) that forms Ring B comprised of the o-
aminobutyrate residue in position 8 and the Ala in position 11 (Abus-S-Alaq4); and the
fourth ring, D, is comprised of the Ala in position 19 linked to an aminovinyl group by
a thioether linkage (Alajg—S—CH=CH—NH—).

One embodiment of the invention provides one or more of the following
variants of the lantibiotic mutacin, MU1140, shown in Figure 1B (SEQ ID NO:16).
That is, the invention includes variants of the wild-type lantibiotic MU1140 (SEQ ID
NO:17) with one or more of the following mutations:

1. Phe1llle or Phe1Gly; that is the phenylalanine at position 1 is changed to

isoleucine or glycine;
Trp4Ala; that is, the tryptophan at position 4 is changed to alanine.

3. DhabAla; that is, the 2,3-didehydroalanine at position 5 is changed to

alanine;

4. Arg13Asp; that is, the arginine at position 13 is changed to aspartate.

In one embodiment of the invention a variant of the lantibiotic MU1140 comprises a
Phe1lle or Phe1Gly amino acid substitution; a Trp4Ala amino acid substitution; a
Dhab5Ala amino acid substitution; an Arg13Asp amino acid substitution; or
combinations thereof. An MU1140 variant of the invention can also comprise, e.g., a
TrpdinsAla in which an alanine is inserted after the fourth tryptophan residue; or a
ATrp4 in which there is a deletion of the tryptophan at position 4. Other amino acid
changes can be present. For example, the following amino acid substitutions can be
present: Abus8Alas, or Dhb14Ala, or both Abu8Ala and Dhb14Ala. Furthermore, the
vinyl group of ring D (—CH=CH—) can be an ethyl group (—CH>-CH>—). These
changes may improve the pharmacological properties of the lantibiotic mutacins of
the invention. These changes will also make the molecules easier and less
expensive to synthesize. Where the Abug8Alas substitution is present, ring B of the
lantibiotic mutacin will be a lanthionine bridge instead of a methyllanthionine bridge.

Biologically active equivalents of lantibiotic polypeptides can have one or
more conservative amino acid variations or other minor modifications and retain

biological activity. A biologically active equivalent has substantially equivalent
10
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function when compared to the corresponding lantibiotic, e.g., MU1140. In one
embodiment of the invention a lantibiotic has about 1, 2, 3, 4, or 5 or less
conservative amino acid substitutions.

Similar mutations and amino acid substitutions can be made in other
lantibiotics with similar structures to MU1140 (see Figure 7) resulting in variant
lantibiotics with advantageous properties and structural features. A variant lantibiotic
has one or more amino acid mutations, substitutions, deletions or additions as
compared to the wild-type lantibiotic. The term “lantibiotics of the invention” includes
all variant lantibiotics described herein. For example, amino acid substitutions and
deletions can occur in nisin at analogous positions (lle1, lle4, Dha5 and Lys22) and
in epidermin, gallidermin and staphylococcin (lle1 or Val1, Lys4, Phe5, and Lys13).

That is, the lle at position 1 of nisin can be changed to a Gly, the lle at
position 4 can be changed to an Ala or deleted; the Dha at position 5 can be
changed to an Ala, the Lys at position 12 can be changed to an Asp, the Lys at
position 22 can be changed to an Asp, or combinations thereof.

For epidermin, epidermin [Val1 and Leu6], gallidermin, staphylococcin 1580,
or staphylococcin T, the lle or Val at position 1 can be changed to lle or Gly, the Lys
at position 4 can be changed to an Ala or removed, the Phe at position 5 can be
changed to an Ala, the Lys at position 13 can be changed to an Asp, or combinations
thereof.

For mutacin B-NY266 the Phe at position 1 can be changed to lle or Gly, the
Trp at position 4 can be changed to an Ala or removed, the Dha at position 5 can be
changed to an Ala, the Lys at position 13 can be changed to an Asp, or combinations
thereof.

For mutacin Ill the Phe at position 1 can be changed to lle or Gly, the Trp at
position 4 can be changed to an Ala or removed, the Dha at position 5 can be
changed to an Ala, the Arg at position 13 can be changed to an Asp, or a
combination thereof. For mutacin | the Phe at position 1 can be changed to lle or
Gly, the Leu at position 4 can be changed to an Ala or removed, the Dha at position
5 can be changed to an Ala, the Lys at position 15 can be changed to an Asp, or

combinations thereof.
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For microbisporicin A1 and microbisporicin A2 the Val at position 1 can be
changed to lle or Gly, the Cloro-Trp at position 4 can be changed to an Ala or
removed, the Dha at position 5 can be changed to an Ala, or combinations thereof.

For clausin the Phe at position 1 can be changed to lle or Gly, the Val at
position 4 can be changed to an Ala or can be removed, the Dha at position 5 can be
changed to an Ala, or combinations thereof.

For streptin the Trp at position 1 can be changed to lle or Gly, the Arg at
position 4 can be changed to an Ala or can be removed, the Tyr at position 5 can be
changed to an Ala, the Lys at position 14 can be changed to an Asp, the Lys at
position 23 can be changed to an Asp, or combinations thereof.

For ericin A the Val at position 1 can be changed to lle or Gly, the Lys at
position 4 can be changed to an Ala or removed, the Dha at position 5 can be
changed to an Ala, the Lys at position 28 can be changed to an Asp, or combinations
thereof.

For ericin S the Trp at position 1 can be changed to lle or Gly, the Glu at
position 4 can be changed to an Ala or removed, the Dha at position 5 can be
changed to an Ala, the Lys at position 32 can be changed to an Asp, or combinations
thereof.

For subtilin the Trp at position 1 can be changed to lle or Gly, the Glu at
position 4 can be changed to an Ala or removed, the Dha at position 5 can be
changed to an Ala, the Lys at position 27 can be changed to an Asp, the Lys at
position 30 can be changed to an Asp, or combinations thereof.

Biologically active equivalent lantibiotic mutacins or other lantibiotic
polypeptides can generally be identified by modifying one of the variant lantibiotic
sequences of the invention, and evaluating the properties of the modified lantibiotic
to determine if it is a biological equivalent. A lantibiotic is a biological equivalent if it
reacts substantially the same as a lantibiotic of the invention in an assay such as a
zone of inhibition assay, e.g. has 90-110% of the activity of the original lantibiotic.

A conservative substitution is one in which an amino acid is substituted for
another amino acid that has similar properties, such that one skilled in the art of
peptide chemistry would expect the secondary structure and general nature of the
polypeptide to be substantially unchanged. In general, the following groups of amino
acids represent conservative changes: (1) ala, pro, gly, glu, asp, gln, asn, dha, abu,

12



10

15

20

25

30

WO 2013/130349 PCT/US2013/027336

dhb, ser, thr; (2) cys, ser, tyr, thr; (3) val, ile, leu, met, ala, gly, dha, abu, dhb, phe;
(4) lys, arg, his; and (5) phe, tyr, trp, his.

A lantibiotic of the invention can be covalently or non-covalently linked to an
amino acid sequence to which the lantibiotic is not normally associated with in
nature, i.e., a heterologous amino acid sequence. A heterologous amino acid
sequence can be from a non-Streptococcus mutans organism, a synthetic sequence,
or an S. mutans sequence not usually located at the carboxy or amino terminus of a
lantibiotic of the invention. Additionally, a lantibiotic of the invention can be
covalently or non-covalently linked to compounds or molecules other than amino
acids such as indicator reagents. A lantibiotic of the invention can be covalently or
non-covalently linked to an amino acid spacer, an amino acid linker, a signal
sequence, a stop transfer sequence, TMR stop transfer sequence, a transmembrane
domain, a protein purification ligand, or a combination thereof. A polypeptide can
also be linked to a moiety (i.e., a functional group that can be a polypeptide or other
compound) that facilitates purification (e.g., affinity tags such as a six-histidine tag,
trpE, glutathione-S-transferase, maltose binding protein, staphylococcal Protein A or
com), or a moiety that facilitates polypeptide stability (e.g., polyethylene glycol;
amino terminus protecting groups such as acetyl, propyl, succinyl, benzyl,
benzyloxycarbonyl or t-butyloxycarbonyl; carboxyl terminus protecting groups such
as amide, methylamide, and ethylamide). In one embodiment of the invention a
protein purification ligand can be one or more amino acid residues at, for example,
the amino terminus or carboxy terminus of a polypeptide of the invention. An amino
acid spacer is a sequence of amino acids that are not associated with a polypeptide
of the invention in nature. An amino acid spacer can comprise about 1, 5, 10, 20,
100, or 1,000 amino acids.

If desired, a lantibiotic of the invention can be part of a fusion protein, which
can contain heterologous amino acid sequences. Heterologous amino acid
sequences can be present at the C or N terminus of a lantibiotic of the invention to
form a fusion protein. More than one lantibiotic of the invention can be present in a
fusion protein. Fragments of lantibiotics of the invention can be present in a fusion
protein of the invention. A fusion protein of the invention can comprise one or more

lantibiotic of the invention, fragments thereof, or combinations thereof.
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Pharmaceutically acceptable salts, esters, amides, and prodrugs are
carboxylate salts, amino acid addition salts, esters, amides, and prodrugs of the
lantibiotic mutacins are part of the present invention. These compounds are suitable
for use with subjects and do not cause undue toxicity, irritation, or allergic response,
are commensurate with a reasonable benefit/risk ratio, and are effective for their
intended use. Salts are the substantially non-toxic, inorganic and organic acid
addition salts of lantibiotics of the invention. Salts include, for example,
hydrobromide, hydrochloride, sulfate, bisulfate, nitrate, acetate, oxalate, valerate,
oleate, palmitate, stearate, laurate, borate, benzoate, lactate, phosphate, tosylate,
citrate, maleate, fumarate, succinate, tartrate, naphthylate mesylate, glucoheptonate,
lactobionate and laurylsulphonate salts, and the like. These may include cations
based on the alkali and alkaline earth metals, such as sodium, lithium, potassium,
calcium, magnesium, and the like, as well as non-toxic ammonium, quaternary
ammonium and amine cations including, but not limited to ammonium,
tetramethylammonium, tetraethylammonium, methylamine, dimethylamine,
trimethylamine, triethylamine, ethylamine, and the like.

Pharmaceutically acceptable, non-toxic esters of lantibiotics of the invention
include, for example, C4-Cs alkyl esters wherein the alkyl group is a straight or
branched chain. Other esters include Cs-C7 cycloalkyl esters as well as arylalkyl
esters such as, but not limited to benzyl C4-C, alkyl esters.

Pharmaceutically acceptable, non-toxic amides of lantibiotics of the invention
include amides derived from ammonia, primary C4-Cg alkyl amines and secondary
C+-Ce dialkyl amines wherein the alkyl groups are straight or branched chains. In the
case of secondary amines, the amine may be in the form of a 5- or 6-membered
heterocycle containing one nitrogen atom. Also included are amides derived from
ammonia, C+4-Cz alkyl primary amines, and C4-C; dialkyl secondary amines.

In one embodiment of the invention a lantibiotic polypeptide of the invention
can be synthesized using DPOLT methodologies. See e.g., U.S. Pat. No. 7,521,529;
U.S. Publ. No. 2009/0215985. A lantibiotic of the invention can be produced
recombinantly. A polynucleotide encoding a lantibiotic of the invention can be
introduced into a recombinant expression vector, which can be expressed in a
suitable expression host cell system using techniques well known in the art. A
variety of bacterial, yeast, plant, mammalian, and insect expression systems are
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available in the art and any such expression system can be used. A lantibiotic of the
invention can also be purified from S. mutans cell culture.

Polynucleotides

Polynucleotides of the invention contain less than an entire microbial genome
and can be single- or double-stranded nucleic acids. A polynucleotide can be RNA,
DNA, cDNA, genomic DNA, chemically synthesized RNA or DNA or combinations
thereof. The polynucleotides can be purified free of other components, such as
proteins, lipids and other polynucleotides. For example, the polynucleotide can be
50%, 75%, 90%, 95%, 96%, 97%, 98%, 99%, or 100% purified. A nucleic acid
molecule existing among hundreds to millions of other nucleic acid molecules within,
for example, cDNA or genomic libraries, or gel slices containing a genomic DNA
restriction digest are not to be considered an isolated polynucleotide.

The polynucleotides of the invention encode the polypeptides of the invention
described above (see Figures 1 and 7). In one embodiment of the invention the
polynucleotides encode a polypeptide shown in SEQ ID NOs:19-26 (see Figure 3),
combinations thereof, or fragments thereof.

Polynucleotides of the invention can consist of less than about 66, 60, 50, 45,
30, 15 (or any range between about 66 and 15) contiguous nucleotides. The purified
polynucleotides can comprise additional heterologous polynucleotides (that is,
nucleotides that are not from Streptococcus mutans) and even additional
Streptococcus mutans polynucleotides. Polynucleotides of the invention can
comprise other nucleotide sequences, such as sequences coding for linkers, signal
sequences, TMR stop transfer sequences, transmembrane domains, or ligands
useful in protein purification such as glutathione-S-transferase, histidine tag, and
Staphylococcal protein A. One embodiment of the invention provides a purified
polynucleotide comprising at least about 6, 10, 15, 20, 25, 30, 40, 45, 50, 60, 66, or
more contiguous nucleotides of encoding SEQ ID NOs:19-26.

Polynucleotides of the invention can be isolated. An isolated polynucleotide is
a naturally-occurring polynucleotide that is not immediately contiguous with one or
both of the 5’ and 3’ flanking genomic sequences that it is naturally associated with.
An isolated polynucleotide can be, for example, a recombinant DNA molecule of any

length. Isolated polynucleotides also include non-naturally occurring nucleic acid
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molecules. Polynucleotides of the invention can encode full-length polypeptides,
polypeptide fragments, and variant or fusion polypeptides.

Degenerate nucleotide sequences encoding polypeptides of the invention, as
well as homologous nucleotide sequences that are at least about 80, or about 90,
95, 96, 97, 98, or 99% identical to the polynucleotide sequences of the invention and
the complements thereof are also polynucleotides of the invention. Degenerate
nucleotide sequences are polynucleotides that encode a polypeptide of the invention
or fragments thereof, but differ in nucleic acid sequence from the given
polynucleotide sequence, due to the degeneracy of the genetic code.

Percent sequence identity has an art recognized meaning and there are a
number of methods to measure identity between two polypeptide or polynucleotide
sequences. See, e.g., Lesk, Ed., Computational Molecular Biology, Oxford
University Press, New York, (1988); Smith, Ed., Biocomputing: Informatics And
Genome Projects, Academic Press, New York, (1993); Griffin & Griffin, Eds.,
Computer Analysis Of Sequence Data, Part I, Humana Press, New Jersey, (1994);
von Heinje, Sequence Analysis In Molecular Biology, Academic Press, (1987); and
Gribskov & Devereux, Eds., Sequence Analysis Primer, M Stockton Press, New
York, (1991). Methods for aligning polynucleotides or polypeptides are codified in
computer programs, including the GCG program package (Devereux et al. (1984)
Nuc. Acids Res. 12:387), BLASTP, BLASTN, FASTA (Atschul et al. (1990) J. Molec.
Biol. 215:403), and Bestffit program (Wisconsin Sequence Analysis Package, Version
8 for Unix, Genetics Computer Group, University Research Park, 575 Science Drive,
Madison, WI 53711) which uses the local homology algorithm of Smith and
Waterman ((1981) Adv. App. Math., 2:482-489). For example, the computer
program ALIGN which employs the FASTA algorithm can be used, with an affine gap
search with a gap open penalty of -12 and a gap extension penalty of -2.

When using any of the sequence alignment programs to determine whether a
particular sequence is, for instance, about 95% identical to a reference sequence,
the parameters are set such that the percentage of identity is calculated over the full
length of the reference polynucleotide and that gaps in identity of up to 5% of the
total number of nucleotides in the reference polynucleotide are allowed.

Polynucleotides of the invention can be isolated from nucleic acid sequences
present in, for example, a bacterial sample. Polynucleotides can also be
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synthesized in the laboratory, for example, using an automatic synthesizer. An
amplification method such as PCR can be used to amplify polynucleotides from
either genomic DNA or cDNA encoding the polypeptides.

Polynucleotides of the invention can comprise coding sequences for naturally
occurring polypeptides or can encode altered sequences that do not occur in nature.
If desired, polynucleotides can be cloned into an expression vector comprising
expression control elements, including for example, origins of replication, promoters,
enhancers, or other regulatory elements that drive expression of the polynucleotides
of the invention in host cells. An expression vector can be, for example, a plasmid.
Minichromosomes such as MC and MC1, bacteriophages, phagemids, yeast artificial
chromosomes, bacterial artificial chromosomes, virus particles, virus-like particles,
cosmids (plasmids into which phage lambda cos sites have been inserted) and
replicons (genetic elements that are capable of replication under their own control in
a cell) can also be used.

Methods for preparing polynucleotides operably linked to an expression
control sequence and expressing them in a host cell are well-known in the art. See,
e.g., U.S. Patent No. 4,366,246. A polynucleotide of the invention is operably linked
when it is positioned adjacent to or close to one or more expression control
elements, which direct transcription and/or translation of the polynucleotide.

Compositions
The lantibiotics of the invention can act as antimicrobials, disinfectants,

antibiotics, antiseptics, preservatives, antiviral or decontaminating agents. An
antimicrobial composition kills microbes or slows the reproduction of microbes such
as bacteria. A disinfectant composition is applied to a non-living object to Kill
microbes or to slow the reproduction of microbes such as bacteria. An antibiotic kKills
microbes or slows the reproduction of microbes, such as bacteria, in the body of a
subject or in cells or tissues. An antiseptic kills microbes or slows the reproduction
of microbes, such as bacteria, on skin, tissue or organs. A preservative composition
kills microbes or slows the reproduction of microbes in products such as paints,
wood, foods, beverages, biological samples, cell or tissue cultures or pharmaceutical
compositions to prevent decomposition by microbes such as bacteria. A

decontaminating agent is a cleaning agent that can be used to kill microbes or to
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reduce the reproduction of microbes, such as bacteria, in or on a living organism,
cells, tissues, or objects.

The lantibiotics of the invention can be bacteriostatic, meaning that the
lantibiotics reduce or prevent the reproduction of bacteria. In one embodiment of the
invention the bacteriostatic action of a variant MU1140 lantibiotic reduces
reproduction of the bacteria by about 5, 10, 20, 30, 40, 50, 60, 70, 80, 90, or 100%
(or any range between about 5% and 100%). The lantibiotics of the invention can be
bacteriocidal, meaning that the lantibiotics kill bacteria. In one embodiment of the
invention the variant MU1140 lantibiotics kill about 5, 10, 20, 30, 40, 50, 60, 70, 80,
90, or 100% (or any range between about 5% and 100%) of the bacteria they come
in contact with. The difference between whether a lantibiotic acts as bacteriostatic
agent or a bacteriocidal agent can be the amount or concentration of lantibiotic
delivered to the subject, composition, or object to be treated. Lantibiotics of the
invention can reduce the numbers of bacteria present in a composition, subject,
cells, or tissues to be treated. In one embodiment of the invention, variant MU1140
lantibiotics reduce the number of bacteria by about 5, 10, 20, 30, 40, 50, 60, 70, 80,
90, or 100% (or any range between about 5% and 100%).

The isolated variant lantibiotics of the invention can be present in antimicrobial
compositions comprising one or more isolated lantibiotics of the invention and one or
more pharmaceutically acceptable carriers, diluents or excipients (solids or liquids).
In one embodiment of the invention, the variant lantibiotic is present in an amount
effective to substantially reduce bacterial reproduction of at least one type of Gram-
positive bacteria by about 5, 10, 20, 30, 40, 50, 60, 70, 80, 90 or 100% (or any range
between about 5 and 100%). In one embodiment of the invention the variant
MU1140 lantibiotic is present in an amount effective to substantially reduce the
numbers of at least one type of Gram-positive bacteria by about 5, 10, 20, 30, 40,
50, 60, 70, 80, 90 or 100% (or any range between about 5 and 100%). The at least
one type of Gram-positive bacteria can be, for example, Staphylococcus aureus,
methicillin  resistant Staphylococcus aureus, Staphylococcus saprophyticus,
Staphylococcus epidermidis, vancomycin resistant Enterococci, vancomycin
resistant Enterococcus faecalis, Enterococcus faecalis, Enterococcus faecium,
Propionibacterium acnes, Streptococcus salivarius, Streptococcus sanguis,
Streptococcus mitis, Streptococcus pyogenes, Lactobacillus salivarius, Listeria
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monocytogenes, Actinomyces israelii, Actinomyces naeslundii, Actinomyces
viscosus, Bacillus anthracis, Streptococcus agalactiae, Streptococcus intermedius,
Streptococcus pneumoniae, Corynebacterium diphtheria, Clostridium sporogenes
Clostridium botulinum, Clostridium perfringens, Clostridium tetani, and Clostridium
difficile. All Gram positive species tested are susceptible to lantibiotic mutacins of
the invention.

Furthermore, Gram negative bacteria can be susceptible to lantibiotic
mutacins of the invention where the outer membrane is disrupted with, for example,
a chelating agent such as Tris, Tris-EDTA, or EDTA. Any membrane disrupting
compounds can be added to compositions of the invention to increase the sensitivity
of Gram negative bacteria to the lantibiotic mutacins of the invention, for example,
polymixins, membrane disrupting antibiotics, cecropins (e.g., Musca domestica
cecropin, hyalophora cecropins, cecropin B, cecropin P1), G10KHc (see Eckert et
al., (2006) Antimicrob. Agents Chemother. 50:1480); alpha and beta defensins, ovine
derived cathelicidine (see Anderson et al., (2004) Antimicrob. Agents Chemother.
48:673), squalamine derivatives (e.g., SM-7, see Kikuchi et al., (1997) Antimicrob.
Agents Chemother. 41:1433, sodium hexametaphosphate, cellular enzymes of
granulocytes (van den Broek, (1989) Rev. Infect. Dis. 11:213), EM49 (Rosenthal et
al., (1976) Biochemistry, 15:5783), and sodium lauryl sarcosinate. The combination
of lantibiotic mutacins of the invention with a membrane disruption agent and/or
other antibiotics or drugs that target Gram negative species can provide a
composition effective against both Gram positive and Gram negative species.
Therefore, the invention includes compositions comprising one or more lantibiotics of
the invention and at least one additional antimicrobial agent or membrane disrupting
agent. The one or more additional antimicrobial agents can have Gram negative
bacteriostatic or bacteriocidal activity. The membrane disrupting agent can render
Gram negative bacteria susceptible to a lantibiotic of the invention (i.e., the
membrane disrupting agent in combination with one or more lantibiotic mutacins of
the invention are bacteriostatic or bacteriocidal to Gram negative bacteria). Gram
negative bacteria include, for example, Bordatella pertussis, Borrelia burgdorferi,
Brucella abortus, Brucella canis, Brucella melitensis, Brucella suis, Campylobacter
Jejuni, Escherichia coli, Francisella tularensis, Haemophilus influenza, Helicobacter
pylori, Legionella pneumophila, Leptospira interrogans, Neisseria gonorrhoeae,
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Neisseria meningitides, Pseudomonas aeruginosa, Rickettsia rickettsii, Salmonella
typhi, Salmonella typhimurium, Shigella sonnei, Treponema pallidum, Vibrio cholera,
and Yersinia pestis.

Gram variable and Gram indeterminate bacteria can also be susceptible to
lantibiotic mutacins of the invention. Chelating agents such as EDTA can be added
to compositions of the invention to disrupt the outer membrane of these organisms.
Gram variable and Gram indeterminate bacteria include, for example, Chlamydia
pneumoniae, Chlamydia trachomatis, Chlamydia psittaci, Mycobacterium leprae,
Mycobacterium  tuberculosis,  Mycobacterium ulcerans, and Mycoplasma
pneumoniae.

A lantibiotic of the invention can be combined with one or more
pharmaceutically acceptable carriers, other carriers, diluents, adjuvants, excipients
or encapsulating substances, which are suitable for administration to an animal,
composition, or object. Exemplary pharmaceutically acceptable carriers, other
carriers, diluents, adjuvants, excipients or encapsulating substances thereof include
sugars, such as lactose, glucose, dextrose, and sucrose; starches, such as corn
starch and potato starch; cellulose and its derivatives, such as sodium
carboxymethyl cellulose, ethyl cellulose, hydropropylmethylcellulose, and methyl
cellulose; polysaccharides such as latex functionalized SEPHAROSE® and agarose;
powdered tragacanth; glycerol; malt; gelatin; talc; solid lubricants, such as stearic
acid and magnesium stearate; calcium sulfate; vegetable oils, such as peanut oil,
cottonseed oil, sesame oil, olive oil, and corn oil; polyols such as propylene glycol,
glycerine, sorbitol, mannitol, propylene glycol, and polyethylene glycol; proteins such
as serum albumins, keyhole limpet hemocyanin, immunoglobulin molecules,
thyroglobulin, ovalbumin, tetanus toxoid; alginic acid; emulsifiers, such as the
TWEEN®s (polysorbate); polylactic acids; polyglycolic acids; polymeric amino acids
such as polyglutamic acid, and polylysine; amino acid copolymers; peptoids; lipitoids;
inactive avirulent virus particles or bacterial cells; liposomes; hydrogels;
cyclodextrins; biodegradable nanocapsules; bioadhesives; wetting agents, such
sodium lauryl sulfate; coloring agents; flavoring agents; tableting agents; stabilizers;
antioxidants; preservatives; pyrogen-free water; isotonic saline; ethanol; ethyl oleate;

pyrrolidone; Ringer's solution, dextrose solution, Hank's solution; sodium alginate;
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polyvinylpyrrolidone; gum tragacanth; gum acacia; and sterile water and aqueous
buffers and solutions such as physiological phosphate-buffered saline.

Carriers, such as pharmaceutically acceptable carriers and diluents, for
therapeutic use are well known in the art and are described in, for example,
Remington’s Pharmaceutical Sciences, Mack Publishing Co. (A.R. Gennaro ed.
(1985)).

Pharmaceutically acceptable salts can also be used in compositions of the
invention, for example, mineral salts such as hydrochlorides, hydrobromides,
phosphates, or sulfates, as well as salts of organic acids such as acetates,
proprionates, malonates, or benzoates.

The variant lantibiotic compositions can be in a form suitable for oral use, for
example, as tablets, troches, lozenges, mouthwashes, dentifrices, buccal tablets,
solutions, aqueous or oily suspensions, dispersible powders or granules, emulsions,
hard or soft capsules, or syrups or elixirs. Such compositions can contain one or
more agents, such as emulsifying agents, wetting agents, pH buffering agents,
sweetening agents, flavoring agents, coloring agents and preserving agents. The
lantibiotic compositions can be a dry product for reconstitution with water or other
suitable liquid before use.

Lantibiotic of the invention can also be administered in the form of
suppositories for rectal, vaginal, or urethral administration of the drug. These
compositions can be prepared by mixing the variant lantibiotic with a suitable non-
irritating carrier that is solid at ordinary temperatures but liquid at the body
temperature and will therefore melt in the rectum to release the drug. Such materials
are cocoa butter and polyethylene glycols.

A lantibiotic of the invention can also be topically administered in the form of,
e.g., lotions, gels, or liposome delivery systems, such as small unilamellar vesicles,
large unilamellar vesicles, and multilamellar vesicles. Liposomes can be formed from
a variety of phospholipids, such as cholesterol, stearylamine or
phosphatidylcholines.

Other dosage forms include, for example, injectable, sublingual, and nasal
dosage forms. Compositions for inhalation typically can be provided in the form of a

solution, suspension or emulsion that can be administered as a dry powder or in the
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form of an aerosol using a conventional propellant (e.g., dichlorodifluoromethane or
trichlorofluoromethane).

Formulations can contain between about 0.0001% and about 99.9999% by
weight of one or more lantibiotic of the invention and usually at least about 5, 10, 15,
20, 25, 30, 40, 50, 60, 70, 80, 90, or 100% (weight %) of one or more lantibiotic
mutacins of the present invention. Some embodiments contain from about 25% to
about 50% or from 5% to 75% of a lantibiotic of invention.

One or more lantibiotics of the invention can be combined with one or more
antimicrobials, antibiotics, bacteriocins, anti-viral, virucidal, or anti-fungal compounds
or molecules to form a composition useful in the methods of the invention.
Antibiotics include, for example, penicillins, cephalosporins, polymixins, quinolones,
sulfonamides, aminoglycosides, macrolides, tetracyclines, cyclic lipopeptides (e.g.,
daptomycin), glycylcyclines (e.g., tigecycline), and oxazolidinones (e.g., linezoid).

Bacteriocins include, for example, acidocin, actagardine, agrocin, alveicin,
aureocin, carnocin, carnocyclin, colicin, curvaticin, divercin, duramycin, enterocin,
enterolysin, epidermin, erwiniocin, gallidermin, glycinecin, halocin, haloduracin,
lactococin, lacticin, leucoccin, macedocin, mersacidin, mesentericin, microbisporicin,
mutacin, nisin, paenibacillin, planosporicin, pediocin, pentocin, plantaricin, reutericin,
sakacin, salivaricin, subtilin, sulfolobicin, thuricin 17, trifolitoxin, variacin, vibriocin,
warnericin, and warnerin.

Antifungals include, for example, polyene antifungals (e.g., amphotericin B,
natamycin, rimocidin, filipin, nystatin, candicin, hamycin), azole antifungals (e.g.,
imidazole, triazole, thiazole), imidazoles (e.g., miconazole, ketoconazole,
clotrimazole, econazole, omoconazole, bifonazole, butoconazole, fenticonazole,
isoconazole, oxiconazole, sertaconazole, sulconazole, tioconazole), triazoles (e.g.,
fluconazole, itraconazole, isavuconazole, ravuconazole, posaconazole, voriconazole,
terconazole, albaconazole), thiazoles (e.g., abagungin), allylamines (e.g., terbinafine,
naftifine, butenafine), echinocandins (e.g., anidulafungin, caspofungin, micafungin),
polygodial, benzoic acid, ciclopiroxolamine, tolnaftate, undecylenic acid, flucytosine,
and griseofulvin.

Antivirals and virucidal agents include, for example, abacavir, aciclovire,
acyclovir, adefovir, amantadine, amprenavir, ampligen, arbidol, atazanavir, atripla,
boceprevir, cidofovir, combivir, delavirdine, didanosine, docosanol, efavirenz,
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emtricitabine, enfuvirtide, entecavir, entry inhibitors, famciclovir, fomivirsen,
fosamprenavir, foscarnet, fosfonet, ganciclovir, ibacitabine, imunovir, idoxuridine,
imiquimod, indinavir, inosine, integrase inhibitor, interferon types i, ii, or iii, interferon,
lamivudine, lopinavir, loviride, maraviroc, moroxydine, methisazone, nelfinavir,
nevirapine, nexavir, nucleoside analogues, oseltamivir, peginterferon alpha-2a,
penciclovir, peramivir, pleconaril, podophyllotoxin, protease inhibitor, raltegravir,
reverse transcriptase inhibitor, ribavirin, rimantadine, ritonavir, pyramidine,
saquinavir, stavudine, tenofovir, tenofovir disoproxil, tipranavir, trifluridine, trizivir,
tromantadine, truvada, valaciclovir, valganciclovir, vicriviroc, vidarabine, viramidine,
zalcitabine, zanamivir, and zidovudine.

Use of Lantibiotics of the Invention

Lantibiotic compositions of the invention can be used to reduce the growth of
bacteria, prevent the growth of bacteria, prevent the reproduction of bacteria, reduce
the reproduction of bacteria, or to reduce or eliminate the numbers of bacteria
present in or on an object, composition or subject. In one embodiment of the
invention, the bacteria are at least one type of Gram positive bacteria, at least one
type of Gram negative bacteria, at least one type of Gram variable or Gram
indeterminate bacteria, or a combination of at least one type of Gram positive or at
least one type of Gram negative bacteria or at least one type of Gram variable or
Gram indeterminate bacteria. The lantibiotic compositions of the invention can be
administered to, added to, or contacted with a composition or subject in need of
treatment.

Lantibiotics of the invention can be used to treat, ameliorate, or prevent a
disease, infection, or colonization. A disease is a pathological condition of a part,
organ, or system of an organism resulting from infection and characterized by an
identifiable group of signs and symptoms. An infection is invasion by and
multiplication of pathogenic microorganisms, such as bacteria, in a bodily part or
tissue, which may produce a subsequent tissue injury and progress to overt disease
through a variety of cellular or toxic mechanisms. Colonization is the act or process
of a microorganism, such as bacteria, establishing itself on or within a host or object.
Colonization may produce a subsequent biofilm or biofouling condition as described
below. Lantibiotics of the invention can be used prophylactically to prevent disease,
infection or colonization or to prevent the spread of a disease, infection or
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colonization to additional bodily parts or tissues, additional surfaces, or to different
subjects. Lantibiotics of the invention can also be used to reduce the number of
pathogenic microorganisms on or in a subject or on a surface.

Examples of diseases, infections and colonizations that can be treated or
prevented by the compositions and methods of the invention include, for example,
septicemia, bacterial meningitis, cystic fibrosis, bovine mastitis, impetigo, bacterial
vaginosis, bacterial pneumonia, urinary tract infections, bacterial gastroenteritis,
erysipelas, cellulitis, anthrax, whooping cough, brucellosis, enteritis, opportunistic
infections, community acquired respiratory infections, upper and lower respiratory
infections, diphtheria, nosocomial infections, diarrhea, ulcer, bronchitis, listeriosis,
tuberculosis, gonorrhea, pseudomonas infections, salmonellosis, shigellosis,
staphylococcal infections, streptococcal infections, and necrotizing fasciitis.

Lantibiotics of the invention can be administered to a mammal, such as a
mouse, rabbit, guinea pig, macaque, baboon, chimpanzee, human, cow, sheep, pig,
horse, dog, cat, or to a non-mammalian animal such as a chicken, duck, or fish.
Lantibiotics of the invention can also be administered to plants.

Administration of the lantibiotics of the invention can be by any means known
in the art, including injection (e.g., intramuscular, intravenous, intrapulmonary,
intramuscular, intradermal, intraperitoneal, intrathecal, or subcutaneous injection),
aerosol, intranasal, infusion pump, suppository (rectal, vaginal, urethral), mucosally,
topically, buccally, orally, parenterally, infusion techniques, by inhalation or spray,
sublingually, transdermally, as an ophthalmic solution, intraspinal application, or by
other means, in dosage unit formulations containing conventional non-toxic
pharmaceutically acceptable carriers, diluents, excipients, adjuvants, and vehicles.
A combination of administration methods can also be used.

In therapeutic applications, the lantibiotic compositions of the invention are
administered to subjects to reduce the reproduction of bacteria or reduce the
numbers of bacteria, or both. The particular dosages of lantibiotic in a composition
will depend on many factors including, but not limited to the species, age, gender,
severity of infection, concurrent medication, general condition of the animal to which
the composition is administered, and the mode of administration of the composition.
An effective amount of the composition of the invention can be readily determined
using only routine experimentation. A therapeutically effective amount means the
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administration of that amount to an individual, either in a single dose or as part of a
series, which is effective for treatment, amelioration, or prevention of bacterial
infection or colonization. A therapeutically effective amount is also an amount
effective in alleviating or reducing the symptoms of an infection or in reducing the
reproduction of bacteria in or on a subject or reducing the amount of bacteria in or on
a subject.

The concentration of lantibiotic in a composition can vary widely, and will be
selected primarily based on activity of the lantibiotic, body weight of the subject,
overall health of the subject, etc. as described above, in accordance with the
particular mode of administration selected and the subject's needs. Concentrations,
however, will typically be selected to provide dosages ranging from about 0.001,
0.01, 0.1, 1, 5, 10, 20, 30, 40, 50, 75, 100, 150 mg/kg/day (or any range between
about 0.001 and 150 mg/kg/day) and sometimes higher. Typical dosages range from
about 0.1 mg/kg/day to about 5 mg/kg/day, from about 0.1 mg/kg/day to about 10
mg/kg/day, from about 0.1 mg/kg/day to about 20 mg/kg/day, and from about 0.1
mg/kg/day to about 50 mg/kg/day.

Lantibiotics of the invention can be administered for a certain period of time
(e.g., 1 day, 3 days, 1 week, 1 month, 2 months, 3 months, 6 months, 1 year or
more) or can be administered in maintenance doses for long periods of time to
prevent or reduce disease, infection, colonization, biofilms or biofouling conditions.

Lantibiotics of the invention can be administered either to an animal that is
not infected or colonized with bacteria or can be administered to bacterially infected
or colonized animal.

One embodiment of the invention provides a method for decontaminating or
reducing bacterial growth on or in an inanimate object comprising contacting the
object with a lantibiotic of the invention for a period effective to substantially inhibit
bacterial growth of at least one type of bacteria. The contacting can be for 1, 15, 30,
or 60 minutes, or 2, 3, 10, 12, 24, 36 or 48 hours (or any range between about 1
minute and 48 hours). An object can be, for example, a food preparation surface,
food preparation equipment, industrial equipment, pipes, or a medical device such as
catheter, scalpel, knife, scissors, spatula, expander, clip, tweezers, speculum,
retractor, suture, surgical mesh, chisel, drill, level, rasp, saw, splint, caliper, clamp,
forceps, hook, lancet, needle, cannula, curette, depressor, dilator, elevator,
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articulator, extractor, probe, staple, artificial joint, wound dressing, catheter, stent,
tubing, bowl, tray, sponge, snare, spoon, syringe, pacemaker, screw, plate, pin,
wire, guide wire, pacemaker lead, implant, sensor, glucose sensor, blood bypass
tubing, i.v. bag, ventricular assist device components, ophthalmic lens, and balloon.

Other objects that can be decontaminated include textiles such as a woven
(woven from natural or non-natural materials or a blend of natural and synthetic
materials) or nonwoven material (e.g., elastic or non-elastic thermoplastic polymers).
The textiles can be used for, e.g., a protective article worn by patients, healthcare
workers, or other persons who may come in contact with potentially infectious agents
or microbes, such as a gown, robe, face mask, head cover, shoe cover, or glove.
Other protective textiles can include surgical drapes, surgical covers, drapes, sheets,
bedclothes or linens, padding, gauze dressing, wipe, sponge and other antimicrobial
articles for household, institutional, health care and industrial applications.

In one embodiment of the invention, a lantibiotic is coated onto, immobilized,
linked, or bound to a solid surface such as a food preparation surface, food
preparation equipment, industrial equipment, pipes, or a medical device such as
catheter, scalpel, knife, scissors, spatula, expander, clip, tweezers, speculum,
retractor, suture, surgical mesh, chisel, drill, level, rasp, saw, splint, caliper, clamp,
forceps, hook, lancet, needle, cannula, curette, depressor, dilator, elevator,
articulator, extractor, probe, staple, artificial joint, wound dressing, catheter, stent,
tubing, bowl, tray, sponge, snare, spoon, syringe, pacemaker, screw, plate, pin,
wire, guide wire, pacemaker lead, implant, sensor, glucose sensor, blood bypass
tubing, i.v. bag, ventricular assist device components, ophthalmic lens, balloon and
textiles as described above.

In another embodiment of the invention, lantibiotic compositions of the
invention are present in a transdermal formulation. A transdermal formulation can be
designed so the lantibiotic composition acts locally at the point of administration or
systemically by entering an animal or human’s blood circulation. Therefore, delivery
can occur by direct topical application of the lantibiotic composition in the form of an
ointment or lotion, or by adhesion of a patch embedded with the Ilantibiotic
composition or with a reservoir that holds the lantibiotic composition and releases it

to the skin all at once or in a time-controlled fashion.
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Optionally, lantibiotic compositions can be contained within vesicles such as
microparticles, microspheres, liposomes, lipid vesicles, or transfersomes for
transdermal or topical delivery. Ultrasound devices to generate shock waves to
enlarge pores, use of electric current to drive substances across skin, and the use of
microneedles to pierce skin and deliver lantibiotic compositions into the bloodstream
can also be used with transdermal or topical administration.

Methods of coating, binding, or immobilizing peptides, such as the lantibiotics
of the invention onto surfaces are well-known in the art. See e.g., Modern Methods
of Protein Immobilization, William H. Scouten, First Ed. (2001) CRC Press; Protein
immobilization (Biotechnology and Bioprocessing), Richard F. Taylor (1991) CRC
Prass.

Methods of the invention can also be used to ameliorate, reduce, remove, or
prevent biofouling or biofilms. Biofouling is the undesirable accumulation of
microorganisms, such as bacteria on structures exposed to solvent. Biofouling can
occur, for example on the hulls of ships, in membrane systems, such as membrane
bioreactors and reverse osmosis spiral wound membranes, water cooling systems of
large industrial equipment and power stations, and oil pipelines carrying, e.g., used
oils, cutting oils, soluble oils or hydraulic oils.

A biofilm can cause biofouling and is an aggregate of organisms wherein the
organisms are adhered to each other, to a surface, or a combination thereof. A
biofilm can comprise one or more species of bacteria, fungi, filamentous fungi,
yeasts, algae, cyanobacteria, viruses, and protozoa and combinations thereof.
Microorganisms present in a biofilm can be embedded within a self-produced matrix
of extracellular polymeric substances. When a microorganism switches to a biofilm
mode of growth, it can undergo a phenotypic shift in behavior wherein large suites of
genes are differentially regulated. Nearly every species of microorganism can form
biofilms. Biofilms can be found on or in living organisms or in or on non-living
structures. Biofilms can be present on structures contained in naturally occurring
bodies of water or man-made bodies of water, on the surface of water, surfaces
exposed to moisture, interiors of pipes, cooling water systems, marine systems, boat
hulls, on teeth, on plant surfaces, inside plants, on human and animal body surfaces,
inside humans and animals, on contact lenses, on catheters, prosthetic cardiac
valves, other prosthesis, intrauterine devices, and other structures/devices.
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Biofilms can cause corrosion of metal surfaces, inhibit vessel speed, cause
plant diseases, and can cause human and animal diseases. Biofilms are involved in
human and animal infections, including, for example, urinary tract infections, catheter
infections, middle-ear infections, dental plaque, gingivitis, dental caries, periodontal
diseases, endocarditis, infections in cystic fibrosis, chronic sinusitis, and infections of
permanent indwelling devices such as joint prostheses and heart valves. Biofilms
can also impair cutaneous wound healing and reduce topical antibacterial efficiency
in healing or treating infected skin wounds.

Some microorganisms that can form biofilms, cause biofouling and/or cause
disease in humans and animals include, for example, bacteria, fungi, yeast, algae,
protozoa, and viruses as described above. Biofilms can be treated in living
organisms as described above. Biofilms and biofouling conditions on non-living
surfaces can be treated by applying the lantibiotics of the invention onto the non-
living surface or to the area surrounding the surface. Lantibiotic of the invention can
also be added to the water, oil, or other fluid surrounding and in contact with the non-
living surface.

The invention provides methods of ameliorating or preventing a biofouling
condition or a biofilm condition, caused by one or more microorganisms, such as
bacteria. The methods comprise administering one or more of the variant lantibiotics
to the biofouling condition or biofilm condition, wherein the biofouling condition or
biofilm condition is ameliorated.

The one or more lantibiotics can be administered to a surface that has a
biofilm or biofouling condition or can be administered to a surface as a prophylactic
measure. The lantibiotics can be in a dried form (e.g., lyophilized or tablet form) or a
liquid solution or suspension form. The dried or liquid forms can be swabbed,
poured, sprayed, flushed through the surface (e.g., pipes or membranes) or
otherwise applied to the surface. Lantibiotics of the invention can be present in a
composition with a carrier or diluent in an amount from about 0.001, 0.01, 0.1, 1, 5,
10, 20, 30, 40, 50, 75, 100, 150 mg/m? (or any range between about 0.001 and about
150 mg/m?) and sometimes higher.

Where the biofilm is present or potentially present on an artificial surface
within @ human or animal (e.g., a catheter or medical device), the artificial surface
can be contacted with the one or more lantibiotics prior to insertion into the human or
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animal. Optionally, the lantibiotics can be delivered to the surface after the artificial
surface is inserted into the human or animal.

In one embodiment of the invention, a variant lantibiotic can be used for
decontaminating or reducing bacterial reproduction or bacterial numbers in a
biological tissue or cell culture. The lantibiotic can be present in a pharmaceutically
acceptable carrier, diluent or excipient at the dosage rates as for pharmaceutical
compositions described above. The lantibiotic or lantibiotic composition can be
contacted with the tissue or cell culture for a period effective to substantially inhibit
bacterial growth of at least one type of gram-positive bacteria. The lantibiotic can be
provided in an amount effective to maintain the physiological characteristics of the
biological tissue or cells and/or in an amount effective to substantially maintain the
viability of the biological tissue or cells.

One embodiment of the invention provides a method for preparing isograft
organs, tissues or cells, autograft tissues or cells, allograft organs, tissues or cells,
xenograft organs, tissues or cells, or other cells or tissue for transplantation. The
method comprises contacting the organs, cells or tissues with a lantibiotic
composition of the invention for a period effective to inhibit or reduce bacterial growth
or bacterial numbers of at least one type of Gram-positive bacteria. The cells,
organs or tissues can be, for example, a heart valve, a blood vessel, pericardium or
musculoskeletal tissue, ligaments such as anterior cruciate ligaments, knee joints,
hip joints, ankle joints, meniscal tissue, skin, cornea, heart, lung, small bowel,
intestine, liver, kidney, bone marrow, bone, and tendons.

The contacting step can be performed at a temperature from about 2°C to
about 42°C for about 0.5, 1, 2, 3, 5, 10, 24, 36, or 48 hours. The lantibiotic
composition can further comprise a physiological solution further comprising one or
more broad spectrum antimicrobials and/or one or more antifungal agents, such as,
for example vancomycin, imipenem, amikacin, and amphotericin B.

Lantibiotic compositions of the invention can also be used as a preservative
for allograft and xenograft process solutions, and cell culture and tissue solutions.
The solutions can comprise an effective amount of one or more lantibiotics in a
physiological solution at a pH of between 3 and 8.

One or more lantibiotics of the invention can be added to foods or beverages
as a preservative. Examples of foods include, processed cheese products,
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pasteurized dairy products, canned vegetables, high moisture, hot baked flour
products, pasteurized liquid egg, natural cheese products. Lantibiotics of the
invention can also be used to control Listeria in foods, to control spoilage by lactic
acid bacteria in, e.g., beer, wine, alcohol production and low pH foods such as salad
dressings. Lantibiotics of the invention can be used as an adjunct in food processing
technologies such as higher pressure sterilization and electroporation. Lantibiotics
can be present in a food or beverages in an amount from about 0.001, 0.01, 0.1, 1,
5, 10, 20, 30, 40, 50, 75, 100, 150, 250, 300, 400, 500, 600, 700, 800, 900, 1,000 or
more mg/kg or mg/L (or any range between about 0.001 and about 1,000 mg/kg or
mg/l and sometimes higher.

Lantibiotics of the invention can also be used as molecular wires, molecular
switches, or molecular based memory systems. Antimicrobial peptide gallidermin
solution, which is structurally similar to MU1140, was placed on a graphite surface
and imaged by atomic force microscopy (AFM). Figure 6 shows an overlay of a
phase and height image. These data demonstrate the propensity for this structural
class of lantibiotics to assemble into large and uniform complexes and filaments.
Therefore, variant lantibiotics and wild-type lantibiotics have potential use for building
nano-circuitry, as well as other nano-based applications.

Molecular wires (also known as molecular nanowires) are molecular-scale
substances that conduct electrical current, which are the fundamental building blocks
for molecular electronic devices. The typical diameter of molecular wires is less than
three nanometers, while the length can extend to centimeters or more. A molecular
wire allows the flow of electrons from one end of the wire to the other end of the wire.
Molecular wires can comprise at least two terminals for contacting additional
components of a nano-electronic device.

A molecular switch (also known as a controllable wire) is a molecular structure
where the electron flow can be turned on and off on demand. A molecular based
memory system is one or more molecule wires or switches that have the ability to
alter its conductivity by storing electrons.

A molecular wire, switch, or molecular based memory system can be present
on or anchored to substrates such as silicon wafers, synthetic polymer supports,

glass, agarose, nitrocellulose, nylon, Au, Cu, Pd, Pt, Ni, Al, Al,Os, nickel grids or
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disks, carbon supports, aminosilane-treated silica, polylysine coated glass, mica, and
semiconductors.
Kits

Compositions of the invention can be present in a kit comprising a container
of one or more lantibiotics of the invention. The lantibiotics can be lyophilized and in
the form of a lyophilized powder or tablet or can be in a solution or suspension
optionally with buffers, excipients, diluents, adjuvants, or pharmaceutically
acceptable carriers. A kit can also comprise one or more applicators for the one or
more lantibiotics to a body part or tissue or surface. The applicator can be, for
example, a swab, a syringe (with or without a needle), a dropper, a sprayer, a
surgical dressing, wound packing, or a bandage. Optionally, the kit can comprise one
or more buffers, diluents, adjuvants, therapeutically acceptable carriers, or
pharmaceutically acceptable carriers for reconstituting, diluting, or preparing the one
or more variant MU1140 lantibiotics.

All patents, patent applications, and other scientific or technical writings
referred to anywhere herein are incorporated by reference herein in their entirety.
The invention illustratively described herein suitably can be practiced in the absence
of any element or elements, limitation or limitations that are not specifically disclosed
herein. Thus, for example, in each instance herein any of the terms "comprising”,
"consisting essentially of", and "consisting of" may be replaced with either of the
other two terms, while retaining their ordinary meanings. The terms and expressions
which have been employed are used as terms of description and not of limitation,
and there is no intention that in the use of such terms and expressions of excluding
any equivalents of the features shown and described or portions thereof, but it is
recognized that various modifications are possible within the scope of the invention
claimed. Thus, it should be understood that although the present invention has been
specifically disclosed by embodiments, optional features, modification and variation
of the concepts herein disclosed may be resorted to by those skilled in the art, and
that such modifications and variations are considered to be within the scope of this
invention as defined by the description and the appended claims.

In addition, where features or aspects of the invention are described in terms of

Markush groups or other grouping of alternatives, those skilled in the art will
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recognize that the invention is also thereby described in terms of any individual
member or subgroup of members of the Markush group or other group.

The following are provided for exemplification purposes only and are not
intended to limit the scope of the invention described in broad terms above.

EXAMPLES
Example 1: Mutagenesis of MU1140
The Streptococcus mutans genome database and /an gene cluster,

GenBank/EMBL accession number (AF051560), was used to design primers for the
mutagenesis and sequencing work. The open reading frame (ORF) of the native
MU1140 structural gene (/anA) plus 500 base pairs (bp) of 5 and 3’ flanking DNA
was cloned into the pVA891 plasmid to create p190. The cloned insert in p190 was
derived by PCR amplification of chromosomal DNA of Streptococcus mutans strain
JH1140 (ATCC 55676) using the primer sequences of SRWIlanA_1 and SRWIlanA_2
(see Figure 2). Reagents and media were purchased from Fisher Scientific, enzymes
were purchased from New England BiolLabs, and primers were purchased from
Integrated DNA Technologies (IDT) unless otherwise stated.

Polymerase Chain Reaction (PCR})

Mutations (see Figure 1B) were introduced into the propeptide region of /anA,
the structural gene for MU1140, to create the variants of MU1140. See Figure 3.
The p190 plasmid (J.D. Hillman, unpublished) was used as a template and the site
specific mutations were introduced using two-step PCR. In the first step, the
upstream and downstream outside primers (SRWlanA_1 and SRWIlanA_2) were
paired with appropriate inside primers (e.g., SRWIlanA_1/Trpd4Ala_2 and
SRWIlanA_2/Trp4Ala_1) (Figure 2), one of which was synthesized to contain an
altered base sequence relative to the wild type sequence. The result of this step
was the production of two fragments, one that included 5’ flanking DNA and a portion
of /anA, including the site directed base alterations. The second fragment contained
the remainder of /anA plus 3’ flanking DNA. Primers used to produce the MU1140
variants are found in Figure 2. The two fragments were then mixed in equal amounts
and subjected to a second round of PCR using the two outside primers, SRWIlanA_1
and SRWIlanA_2, to yield the final amplicon.
PCR reactions were performed using Taq polymerase in a final volume of 50
ML containing 0.4 pmol of each primer, 50 ng of template DNA, 0.016 mM dNTP, and
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1 unit of DNA polymerase in 1X polymerase buffer. Amplification conditions for each
fragment were as follows: preheat at 95°C for 1 min, followed by 27 cycles
incubation with denaturation (95°C) for 30 sec, annealing (56°C) for 30 sec and
extension (72°C) for 2 min followed by a final extension (72°C) for 10 min. Both
fragments were combined 50:50 and amplified using the two outside primers
SRWIlanA_1 and SRWIanA_2 under the same amplification conditions as mentioned
above.

The final PCR product was ligated into a TOPO-TA vector (Invitrogen,
Carlsbad, CA) following kit directions and transformed into DH50-T1%cells
(Invitrogen) using standard methods and spread on LB plates containing 50 pg/mL of
ampicillin and 40 pL of X-gal (40mg/mL). Blue-white screening was utilized to identify
colonies containing an insert. Plasmid DNA from each colony was purified using a
PureYield Plasmid Miniprep System (Promega, Madison, WI) according to the
manufacturer’s instructions. Purified plasmid was subjected to restriction digest using
EcoRI and examined by agarose gel electrophoresis to identify those that have a
cloned insert of proper size (~1100 bp). Plasmids containing the proper sized insert
were sequenced using M13 Forward (-20) primer, 5-GTAAAACGACGGCCAG-3°
(SEQ ID NO:18), to confirm the proper insertion, deletion, or replacement of
nucleotide bases.

Recombination

Restriction enzyme digestion was performed on purified plasmid from colonies
harboring a confirmed mutation. The insert were separated from the TOPO plasmid
by electrophoresis, excised from the gel, and purified using a Qiagen Gel Extraction
Kit (Qiagen, Valencia, CA). The purified insert was then ligated into the S. mutans
suicide vector, pVA891, in a 3:1 insert:vector ratio using T4 DNA ligase at 16°C
overnight. The resultant plasmid was then transformed into DH5a cells using
standard methods and spread on LB plates containing 300 pyg/mL of erythromycin.
Colonies which arose following incubation were analyzed to verify proper insert size
and sequence as described above.

Purified pVA891 DNA containing confirmed inserts was transformed into S.
mutans strain JH1140 (ATCC 55676) as follows: S. mutans was grown overnight
then diluted 1:15 in fresh THyex broth (30 g/L THB, 3 g/L yeast extract), 200uL of
diluted cells were added to a 96 well plate and incubated at 37°C for 2 hours. Two
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microliters of competence stimulating peptide (CSP, 0.1pg/mL) was added, and
plates were incubated for an additional 6 hours. See Li et al., (2002) J. Bacteriol.
184:2699. Fifty microliters of cells were then plated onto pre-warmed THyex agar
plates (30 g/L THB, 3g/L yeast extract, and 15g/L of nutrient agar) containing 300
pg/mL of erythromycin and incubated at 37°C for 48 hours. Genomic DNA was
extracted from clones that arose utilizing a standard chloroform/phenol extraction
method and the DNA was used as template for PCR that used SRWIlanA_1 and
SRWIanA_2 to identify heterodiploid clones presumed to have one wild type and one
mutated copy of the /anA gene separated by vector DNA, as previously described by
Hillman et al., (2000) Infect. Immun. 68:543-549.

Confirming Genetic Identity of Mutant Constructs

Clones containing the desired /anA mutations were obtained by spontaneous
resolution of the heterodiploid state as follows: several confirmed heterodiploids
were grown overnight in 20 mL THyex broth that did not contain erythromycin. The
cultures were subcultured (1:20 dilution into fresh media) and again grown overnight
to saturation. The cultures were then diluted 100,000 fold and spread onto large
THyex agar plates and incubated at 37°C for 48 hours. Resultant colonies were
replica patched onto medium with and without erythromycin to identify spontaneous
recombinants in which elimination of the pVA891 plasmid (expressing the
erythromycin resistance gene) and either the wild-type or mutated /anA gene had
occurred. Erythromycin sensitive colonies that were identified from the replica
plating technique were re-tested on medium with and without erythromycin. The /anA
region of erythromycin sensitive clones was amplified by PCR as described above.
The amplicons generated were sequenced to identify clones possessing only the
modified /anA genes. BLAST sequence analysis was used to compare the wild-type
sequence of /anA to the suspected mutants’ (Figure 3). The mutants generated
were: Phellle, Phe1Gly, Trp4Ala, TrpdinsAla, ATrp4, Dha5Ala, Alas7insAla, and
Arg13Asp.

Example 2: Bioactivity of Mutants

The parent S. mutans strain, JH1140 (ATCC 55676), and the mutants were
grown to an ODggo of 0.8 and diluted to an ODgy of 0.2. Samples (2 pL) of the
cultures were spotted in triplicate on a pre-warmed THyex agar plate (150 X 15mm)
and allowed to air dry. This assay was performed in this manner to help ensure that
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each sample had the same colony size for comparing zones of inhibition. The plate
was incubated for 24 hours at 37°C, and then placed in an oven at 55°C for thirty
minutes to kill the bacteria before the M. luteus ATCC 272 indicator strain was
overlaid in molten top agar. Heat Kkilling the bacteria prevented any further
antimicrobial compound production. M. luteus ATCC 272 was grown to an OD 600,
between 0.4 and 0.8 and diluted to an OD600,, of 0.2. Then, 400 pl of these cells
was added to 10 ml of molten top agar (42°C) (30g/L Todd Hewitt Broth and 7.5g/L
Nutrient agar). All 10 milliliters of top agar containing the standardized suspension
was added to each plate containing approximately 50 ml of THyex agar. The plates
were allowed to solidify before being inverted and incubated overnight at 37°C. Each
inhibitory zone radius was measured in mm from one edge of the colony to the
farthest portion of the zone. The area of the inhibitory zone was calculated for each
zone and compared to the average zone area of the wild-type (n=10).

Figure 4 illustrates the bioactivity of strains producing variants of MU1140
compared to wild-type MU1140. The results are summarized in Figure 5, which
shows that the strains producing TrpdinsAla and ATrp4 had zones that were not
significantly different (Student’'s t test, p>.05) than the wild-type. The strain
producing Arg13Asp had the largest inhibitory zone area amounting to a 2.57-fold
increase relative to wild-type (p<.001). The strains producing Trp4Ala and DhaSAla
produced significant (p<.001) 2.12-fold and 1.87-fold increases, respectively, relative
to the wild-type. The strain producing Alas7insAla had the smallest zone area, which
amounted to a significant (p<.001) ca. 2-fold reduction in zone area when compared
to the wild-type. Figure 8 shows the biological activity of strains producing other
variants of MU1140 (Phe1lle and Phe1Gly) compared to wild-type MU1140. The
strains producing Phe1lle and Phe1Gly demonstrated significant (p<.001) 1.82-fold
and 1.57-fold increases, respectively, relative to the wild-type.

Preliminary studies involving purification of the variant molecules indicated
that they were all made by their respective mutant strains in amounts equal to the
wild-type strain. This result indicates that the changes in the areas of the zones of
inhibition were the result of changes in the bioactivity of the variant molecules rather
than changes in the levels of their production and/or excretion into the environment.

Example 3 Minimum Inhibitory Concentration
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Wild-type mutacin 1140, mutacin 1140 with a F11 mutation, mutacin 1140 with
a W4A mutation, and mutacin 1140 with a R13D mutation was purified to about 90%
purity (measured via HPLC). The minimum inhibitory concentration (MIC) of
MU1140 and variants of MU1140 was determined against several bacteria. The MIC
is the lowest concentration of MU1140 that will inhibit the visible growth of a
microorganism after 24 hour incubation. A lower MIC is an indication of greater
inhibitory activity. Preparation of the antimicrobial agent and bacterial inoculum for
minimum inhibitory concentrations (MICs) was performed by following the method
described in Clinical Laboratory Standard Institute (CLSI) MO7-8A with some minor
modifications.  Streptococcus mutans UA159 was tested overnight in a shaking
Clostridium difficile UK1

was tested in an anaerobic chamber at 37°C. The medium used was THyex. The

incubator to maintain uniform dispersion of the bacteria.

results are shown in Table 1.

15

20

25

Table 1

MU1140 Streptococcus | Streptococcus | Staphylococcus | Micrococcus | Clostridium

Variant mutans pneumonia aureus FA1 luteus difficile
UA159 FA1 ATCC10240 | UK1

Mu1140 2 0.5 16 0.0625 16

Wild-type

Mu1140 F1I 2 0.25 8 0.0156 8

Mu1140W4A [ 2 0.125 16 0.0312 8

Mu1140R13D | 2 4 >16 0.125 16

While the MIC is not necessarily lower for each organism for each mutant, each
mutant may still have advantages over the wild-type MU1140 because it may, for
example, be easier to produce, easier to transport, have better shelf stability, have
better serum stability, or have better proteolytic stability, among other advantageous
properties.
Discussion

There has been a number of studies that used site directed mutagenesis of
the structural gene for nisin and certain other lantibiotics (reviewed by Chatterjee et
al. (2005) Chem. Rev. 105:633) to analyze the importance of particular amino acids
in the activity of these molecules. Rarely have these mutations resulted in increased
bioactivity. Mutations that increase activity are important from the standpoint of
using lantibiotics as therapeutic agents or in other applications, since a reduction in

the amount of lantibiotic needed for administration would obviously improve the cost
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of goods. An additional benefit in the case of use as a drug is the potential to
improve the therapeutic index.

As an independent consideration, certain amino acid substitutions and
deletions that increase or do not change the bioactivity of the native molecule may
facilitate manufacturing of a lantibiotic. This is particularly true in the instance where
the lantibiotic is chemically synthesized, e.g., using DPOLT (U.S. Pat. No. 7,521,529;
U.S. Publ. No. 2009/0215985).

The Phe1lle and Phe1Gly mutants yielded products with significant increases
in activity, as measured by the zone of inhibition assay. One or both of these
mutations may improve MU1140 by reducing the amount needed for application,
thereby decreasing the cost of goods and improving its therapeutic index.

The Trp4insAla mutant yielded a product that had bactericidal activity similar
to wild-type MU1140. The same result was seen for the deletion of tryptophan at
position 4. The mutation replacing tryptophan at position 4 with alanine resulted in a
significant increase in bioactivity when compared to the wild-type. One of these
mutations may benefit manufacture using DPOLT-based synthesis, particularly in the
event that closure of ring A is facilitated.

Replacement of Dha, a residue that starts out as a serine and is later
dehydrated during post-translation modification, with alanine also results in a
significant increase in bioactivity. When this same mutation was made in nisin, the
product showed similar bioactivity when compared to wild-type nisin. Chan et al.
(1996) Applied and Environmental Microbiology 62:2966-2969. This mutation is very
useful as it reduces the number of dehydrated residues in MU1140, thereby
potentially facilitating manufacture and decreasing the cost of goods.

Addition of an alanine after sAla at position 7 resulted in a significant reduction
in bioactivity. The addition of a residue would also increase the complexity of
making synthetic MU1140, and so this variant is not considered to be of any value.

The most interesting result was obtained for the Arg13Asp mutant. This
mutation resulted in an unexpected, highly significant increase in bioactivity when
compared to the wild-type. Here there was replacement of a positively charged
residue with a negatively charged residue in the hinge region. This finding is contrary
to the conventional belief that negative charges for lantibiotics should reduce
bioactivity since positive charges are thought to aid in the interaction of the antibiotic
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with negatively charged lipids present in the target cell membrane. This mutation
also removed a trypsin cleavable site from the compound, thereby making it more

stable to enzymatic hydrolysis.

38



10

15

20

25

30

35

WO 2013/130349

CLAIMS

We claim:

PCT/US2013/027336

1. A variant lantibiotic wherein: the amino acid at position 1 is changed to lle or
Gly, the amino acid at position 4 is substituted with Ala, the amino acid at
position 4 is removed, the amino acid at position 5 is substituted with an Ala,
or where the amino acid at position 13 is Arg, the Arg at position 13 is
substituted with Asp, or combinations of two or more these changes.

2. The variant lantibiotic of claim 1, wherein one or more of the Lys residues at
positions 12, 13, 14 15, 22, 23, 27 or 32 are substituted with an Asp.

3. The variant lantibiotic of claim 1, wherein the lantibiotic is:

(a) nisin wherein the lle at position 1 is changed to Gly, the lle at
position 4 is changed to an Ala or is removed; the Dha at
position 5 is changed to an Ala, the Lys at position 12 is
changed to an Asp, the Lys at position 22 is changed to an
Asp, or combinations thereof;

(b) epidermin, epidermin (Val1 and Leu®6), gallidermin,
staphylococcin 1580 or staphylococcin T, wherein the lle or
Val at position 1 is changed to lle or Gly, the Lys at position 4
is changed to an Ala or is removed, the Phe at position 5 is
changed to an Ala, the Lys at position 13 is changed to an
Asp, or combinations thereof;

(c) mutacin B-NY266 wherein the Phe at position 1 is changed
to lle or Gly, the Trp at position 4 is changed to an Ala or is
removed, the Dha at position 5 is changed to an Ala, the Lys
at position 13 is changed to an Asp, or combinations thereof;

(d) mutacin Ill wherein the Phe at position 1 is changed to lle or
Gly, the Trp at position 4 is changed to an Ala or is removed,
the Dha at position 5 is changed to an Ala, the Arg at
position 13 is changed to an Asp, or combinations thereof;

(e) mutacin | wherein the Phe at position 1 is changed to lle or
Gly, the Leu at position 4 is changed to an Ala or is removed,
Dha at position 5 is changed to an Ala, the Lys at position 15
is changed to an Asp, or combinations thereof;

(f) microbisporicin A1 and microbisporicin A2 wherein the Val at
position 1 is changed to lle or Gly, the Cloro-Trp at position 4
is changed to an Ala or is removed, the Dha at position 5 is

changed to an Ala, or combinations thereof;
39
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(g) clausin wherein the Phe at position 1 is changed to lle or Gly,
the Val at position 4 is changed to an Ala or is removed, the
Dha at position 5 is changed to an Ala, or combinations
thereof;
5 (h) streptin wherein the Trp at position 1 is changed to lle or Gly,
the Arg at position 4 is changed to an Ala or is removed, the
Tyr at position 5 is changed to an Ala, the Lys at position 14
is changed to an Asp, the Lys at position 23 is changed to an
Asp, or combinations thereof;
10 (i) ericin A wherein the Val at position 1 is changed to lle or Gly,
the Lys at position 4 is changed to an Ala or is removed, the
Dha at position 5 is changed to an Ala, the Lys at position 28
is changed to an Asp, or combinations thereof;
(j) ericin S wherein the Trp at position 1 is changed to lle or Gly,
15 the Glu at position 4 is changed to an Ala or is removed, the
Dha at position 5 is changed to an Ala, the Lys at position 32
is changed to an Asp, or combinations thereof; or
(k) subtilin wherein the Trp at position 1 is changed to lle or Gly,
the Glu at position 4 is changed to an Ala or is removed, the
20 Dha at position 5 is changed to an Ala, the Lys at position 27
is changed to an Asp, the Lys at position 30 is changed to an
Asp, or combinations thereof;

or a pharmaceutically acceptable salt thereof.

4. The variant lantibiotic of claim 1, comprising MU1140 of Formula I:

o e
'\05153 (Asty N
(Ty el 5 FPreRm  p M
A N ST ek I}
'Phe{ Lys} Ala A A!a)\’Ab\L}, B (Ala\ A Arg G !a, 7Ty CH
\LAE / LJ, S g,ff[; i C ‘Eg?\@ ‘
s N ;3\%)] Ty "33}/'~—-~"N
25
(SEQ ID NO:17), wherein the following amino acid substitutions are present:
Phe1Gly or Phe1lle; Trp4Ala; DhabAla; Arg13Asp; or combinations thereof, or a
pharmaceutically acceptable salt thereof.
5. The variant lantibiotic of claim 4, wherein the variant lantibiotic further
30 comprises a Trp4insAla mutation or a ATrp4 mutation.
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6. The variant lantibiotic of claim 4, wherein the following amino acid
substitutions are present: Abu8Ala, or Dhb14Ala, or both Abu8Ala and
Dhb14Ala.

7. The variant lantibiotic of claim 4, wherein the vinyl group of ring D (—
CH=CH—) is an ethyl group (—CH2>-CH>—).

8. An antimicrobial composition comprising one or more isolated variant
lantibiotics of claim 1 and a pharmaceutically acceptable carrier,
pharmaceutically acceptable diluent, other diluent or excipient.

9. The antimicrobial composition of claim 8, wherein the composition further
comprises at least one antifungal agent, one additional antimicrobial agent, a
membrane disrupting agent, or combinations thereof.

10.The antimicrobial composition of claim 9, wherein the one additional
antimicrobial agent has Gram negative bacteriostatic or bacteriocidal activity
and the membrane disrupting agent renders Gram negative bacteria
susceptible to the variant lantibiotic.

11. The antimicrobial composition of claim 8, wherein the one or more isolated
lantibiotics are present in the composition at about 0.001, 0.01, 0.1, 1, 5, 10,
20, 30, 40, 50, 75, 100, 150, 200, 300, 400, 500, 600, 700, 800, 900, 1,000 or
more mg/kg or mg/L.

12.A method of reducing reproduction of bacteria or reducing numbers of
bacteria present in or on in a subject, comprising administering to the subject
a therapeutically effective amount of the antimicrobial composition of claim 8.

13.The method of claim 12, wherein the subject is a human.

14.The method of claim 12, wherein the composition is administered orally or
topically, nasally, buccally, sublingually, transmucosally, rectally,
transdermally, by inhalation, by injection or intrathecally.

15.The method of claim 14, wherein the injection is intramuscular, intravenous,
intrapulmonary, intramuscular, intradermal, intraperitoneal, intrathecal, or
subcutaneous injection.

16.A preservative comprising an effective amount of one or more variant
lantibiotics of claim 1 in a physiological solution at a pH of between 3 and 8.

17.A food, beverage, gum, or dentifrice composition comprising an amount of
one or more variant lantibiotics of claim 1 sufficient to reduce the reproduction
of bacteria or numbers of bacteria in the composition.
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18.A method of reducing reproduction of bacteria or reducing numbers of
bacteria present in or on a composition or object, comprising contacting the
antimicrobial composition of claim 8 with the composition or object for a period
effective to reduce reproduction of bacteria or reduce numbers of bacteria in
or on the composition or object.

19.The method of claim 18, wherein the composition is a food, beverage, gum, or
dentifrice.

20.A purified polynucleotide comprising SEQ ID NOs: 19-26 or combinations
thereof.

21.A composition comprising a solid surface or a woven or non-woven textile with
the lantibiotic composition of claim 1 or coated onto, immobilized, linked, or
bound to the solid surface or textile.

22.A method of reducing a biofilm or biofouling condition comprising contacting
the antimicrobial composition of claim 5 with the biofilm or biofouling condition
for a period effective to reduce reproduction of bacteria or reduce numbers of
bacteria in or on the biofilm or biofouling condition.

23. A kit comprising one or more lantibiotic mutacins of claim 1 and one or more
applicators.
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Wild-type (native) MU1140
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Figure 1B

Schematic of Variations to MU1140

Abbreviations and symbols: ins = insertion and A = deletion.
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Figure 2: Primers Used for Mutagenesis of MU1140

Oligonucleotide Sequence (5" —3’)

SRWIlanA_1 AGAATTCAGGATGCTATCGCTGCTTTTTTTGTG (SEQ ID NO:1)
SRWIlanA_2 AGAATTCAGGAAAGTTGCCATATGGTTTTGTG (SEQ ID NO:2)

PhelGly 1 GATCCAGATACTCGTGGCAAAAGTTGGAGCCTTTGTACG (SEQ ID NO:27)
PhelGly 2 CAACTTTTGCCACGAGTATCTGGATCGTCGTTGC (SEQ ID NO:28)
Phellle_1 GATCCAGATACTCGTATCAAAAGTTGGAGCCTTTGTACG (SEQ ID NO:29)
Phellle_2 CAACTTTTGATACGAGTATCTGGATCGTCGTTGC (SEQ ID NO:30)
TrpdAla_1 GCAAGCCTTTGTACGCCTGGTTG (SEQ ID NO:3)

TrpdAla_2 ACAAAGGCTTGCACTTTTGAAACG (SEQ ID NO:4)

TrpdinsAla_1 GCAAGCCTTTGTACGCCTGGTTG (SEQ ID NO:5)

TrpdinsAla_2 CAAAGGCTTGCCCAACTTTTGAAACG (SEQ ID NO:6)

ATrpd_1 ---AGCCTTTGTACGCCTGGTTG (SEQ ID NO:7)

ATrp4_2 CGTACAAAGGCTACTTTTGAAACG (SEQ ID NO:8)

DhaSAla_1 GCACTTTGTACGCCTGGTTGTGC (SEQ ID NO:9)

Dha5Ala_2 GGCGTACAAAGTGCCCAACTTTTGAA (SEQ ID NO:10)

Alas7insAla_1 GCAACGCCTGGTTGTGCAAGGAC (SEQID NO:11)

Alas7insAla_2 ACCAGGCGTTGCACAAAGGCTCC (SEQ ID NO:12)

Argl3Asp_1 GACACAGGTAGTTTCAATAGTTAC (SEQ ID NO:13)

Argl3Asp_2 GAAACTACCTGTGTCTGCACAACCAG (SEQ ID NO:14)

Outside primers are SRWIlanA_1 and SRWIlanA_2 and are homologous to the 5’ and 3’ flanking DNA.
Underlined section represents the engineered EcoRlI site. Mutations are either bolded or dashes.
Numbering designates forward (1) and reverse (2) for primers.
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Wild-type
PhelGly
PhelIle
Trp4Ala
Trpd4insAla
ATrp4
Ser5Ala
Cys7insAla
Argl3Asp

Wild-type
PhelGly
PhelIle
Trp4Ala
Trpd4insAla
ATrp4
Ser5Ala
Cys7insAla
Argl3Asp
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Alignment of mutants to Wild-type Sequence

TTCAAAAGTTGG- - -AGCCTTTGT - - -ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
GECAAAAGTTGG- - -AGCCTTTGT - - -ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
ATCAAANGTTGG- - -AGCCTTTGT - - ~ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
TTCAAAAGTGEA- - -AGCCTTTGT - - -ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
TTCAAAAGTTGGGLAAGCCTTTGT - - -ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
TTCAAAAGT Hizw- -~ AGCCTTTGT- - ~-ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
TTCAAAAGTTGG- - -GCACTTTGT - - -ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
TTCAAAAGTTGG- - -AGCCTTTGTGEAACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
TTCAAAAGTTGG- - -AGCCTTTGT - - -ACGCCTGGTTGTGCAGACACAGGTAGTTTCAATAGTTACTGTTGC

SEQ ID NO:15
SEQ ID NO:25
SEQ ID NO:26
SEQ ID NO:19
SEQ ID NO:20
SEQ ID NO:21
SEQ ID NO:22
SEQ ID NO:23
SEQ ID NO:24

Figure 3
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Figure 4A-B: Zone of Inhibition Plate Assays
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Bioactivity of Strains Producing Variants of MU1140 Compared to Wild-Type MU1140

Variant Mean Azrea* Standard Error of _Ratio of _ _Sta?i§tical
Produced (mm?) the Mean (SEM) | Variant to_ V_V!Id- Slgnlflcange
Type Activities (p value)
MU1140 (wild- 204.44 8.90 - -
type)
Phe1Gly 321.85 46.52 1.57 <.001
Phe1tlle 372.78 75.90 1.82 <.001
TrpdAla 434.80 46.10 212 <.001
TrpdinsAla 212.37 24.70 1.04 > 05
VTrp4 217.56 35.37 1.06 >.05
DhabAla 382.25 31.40 1.87 <.001
Alas7insAla 109.41 9.74 0.54 <.001
Arg13Asp 526.06 55.09 257 <.001
* Based on 10 independent samples.
#Student's t Test

Figure 5
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Figure 6
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rigure /

Nisin A (Q) (Z) (F) (U)
Ile-Dhb-Ala,-Ile-Dha-Leu-sAla-Abu,~Pro-Gly-,Ala-Lys-Abu,-Gly-Ala(Val) (Ala) (Ala) (Ile) -
Leu-Met-Gly (Gly) (Gly) (Gly) (Dhb) -.Ala- Asn(Asn) (Asn) (Asn) (Pro)-Met (Lue) (Met) (Met) (Leu) -
Lys—-Abu,-Ala-Abu,- Ala-His (Asn) (Asn) (Asn) (Gly) -;Ala-Ser (Ser) (Ser) (Ser) (His) -

Ile(val) (Ile) (Val) (Phe)-His(His) (His) (His) (Gly)-Val-Dha-Lys

Nisin U doesn’t have C-terminal Val Dha Lys Nisin A (Q) SEQ ID NO:31; Nisin A (Z) SEQ
ID NO:32; Nisin A(F) SEQ ID NO:33; Nisin A(U) SEQ ID NO:34.

Streptin
Val-Gly- Ala,-Arg-Tyr-Leu- ,Ala-Abu,-Pro-Gly-Ala,-.Ala-Trp-Lys-Leu-Val-,Ala-Phe-Dhb-Dhb-

Dhb-Val-Lys (SEQ ID NO:35)

Ericin A
Val-Leu- Ala,-Lys-Dha-Leu- Ala-Abu,-Pro-Gly-,Ala-Ile-Abu,-Gly-Pro-Leu-Gln-Abu,-,Ala-Trp-
Leu-,Ala-Phe-Pro-Abu,-Phe-Ala-Lys-,Ala (SEQ ID NO:36)

Ericin S
Trp-Lys-Ala,-Glu-Dha-Val-_,Ala-Abu,-Pro-Gly- ,Ala-Val-Abu,-Gly-Val-Leu-Gln-Abu,- ;Ala-Phe-
Leu-Gln-Dhb-Tle-Abu,- ,Ala-Asn-,Ala-His-Ile-Dha-Lys (SEQ ID NO:37)

Subtilin
Trp-Lys-Ala.-Glu-Dha-Leu-.Ala-Abus-Pro-Gly-.Ala-Val-Abu.,-Gly-Ala-Leu-Gln-Dhb- Ala-
Phe-Leu-Gln-Abu,-Ala-Asn- Ala-Lys-Ile-Dha-Lys (SEQ ID NO:38)

Epidermin ([Vall-Leué6]-epidermin) (Gallidermin)

Ile (val) (Ile)-Ala-Ala.-Lys-Phe-Ile (Leu) (Ile)-.,Ala-Abu.,-Pro-Gly-,Ala-Ala-Lys-Dhb-
Gly-Ala,-Phe-Asn-Ala,-Tyr-,Ala-NHCHCH (SEQ ID NO:39)

Staphylococcin 1580 is the same as epidermin.

Staphylococcin T is the same as Gallidermin.

Mutacin III (B-NY266)

Phe-Lys-Ala,-Trp-Dha-Leu (Phe)- Ala-Abu,-Pro-Gly-.Ala-Ala-Arg(Lys)-Dhb-Gly-Ala,-
Phe-Asn-Ala,-Tyr-,Ala-NHCHCH (SEQ ID NO:40)

Mutacin III has the same sequence as MU1140.

Mutacin I
Phe-Dha-Ala,-Leu-Dha-Leu-,Ala-Alas,-Leu-Gly-,Ala-Thr-Gly-Val-Lys-Asn-Pro-Ala,-Phe-
Asn-Ala,-Tyr-.,Ala-NHCHCH SEQ ID NO:41

Microbisporicin Al (A2)
Val-Dhb-Ala.,-ClTrp-Dha-Leu-,Ala-Abu,-Pro-Gly-,Ala-Thr-Ala,-3,4-diOHPro (4-0OHPro)-Gly-
Gly-Gly-Ala,-Asn-.Ala-Ala.-Phe- ,Ala-NHCHCH SEQ ID NO:42

Clausin
Phe-Dhb-Ala,-Val-Dha-Phe- ,Ala-Abu,-Pro-Gly-,Ala-Gly-Glu-Dhb-Gly-Ala,-Phe-Asn-Ala,-Phe-
JAla-NHCHCH SEQ ID NO:43

Abbreviations: ClTrp: 5-chloro-Trp, OHPro: hydroxylated Pro, NHCHCH: AviCys

Positions of amino acid modifications similar to mutacin 1140 are underlined.

Alternate amino acids are in parenthesis.
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(54) ZBRZFR
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(57) HE

AR BB Tk A 52 R s 2 ek
2 ER A E R B CE B R PUAE R
RISk e AR B ) — A SE il 7 RAR SR BT
FIRARER L 252 Ear e py R, Hop s (D) 47
IS FEIR LR Tle B Gly, 58 (4) {7 P FE MR AR Ak
Ala, 5 (4) WL EIRIETR G R, 5 (5) (aI%
PR AR Ala, BE TEH 2R (13) MLIMER LR N Arg
[ MUL140 BB ST Bk 5 (13) A7H Arg AR
it Asp, B P AEE 2 AN AR A5

T
(Agn, / .
I -gu el S Phe\ls Aa D ‘ﬁH
(.phey Lys; Ana, A AlayAbU) B -iuay Ala) Arg Qh!} Glsy)(A!a B 7T2% CH

V / C Y
g Pray'c AR H
s \( rol\ \y) —g. ) N

9 4 AR AR) MUL140



CN 104302307 A m F E Ok P 1/3 7

L — AR B A 2, Jorb 28 1 RS 1Te 8K Gly, 25 4 AL SRR
UL Alas 35 4 AL SRR L5, 26 5 A R R UK Ala, BRE 7E58 13 4 22
M4 Arg IGO0 T , Brik s 13 ALK Arg BEHUARE Asp, B I BUHE 2 XSS SR 2 4 .

2. BURIER 1 AR PREBMPTAESR, s 12.13.14.15.22.23.27 58 32 (7 —A ok
ZA> Lys BRI Asp.

3. BRER 1 AR EBMPUAE SR, WA TR BB AT N DU S22 s
2L

(a) FLEEBAK, Ao L A7) Tle 28Rk Gly, 5 4 7 1) T1e A2k Ala BLAE 2B 528 5 ALK
Dha AZ i Ala, 55 12 f7 [ Lys ZZhk Asp, 5 22 71K Lys 22 Asp, Sl H A5 ;

(b) FFrE F % (Vall Ml Leub) . gallidermin 2 ERE 2% 1580 BRA 4 BRI % T,
P LA Tle 8% Val % Tle 8 Gly, 5% 4 f7 18 Lys 28 Ala 54k 2Bk, 55 5 £7 1] Phe
AR Ala, 55 13 A7) Lys 22 Asp, BUH A S

(c) 22 57 BIIK B-NY266, Hrp 5 1 f71%) Phe ARk Tle 8K Gly, 5 4 718 Trp ARk Ala B HY
FB%, % 5 £ ¢ Dha AZ K Ala, 55 13 7 1¥) Lys 22 Asp, BH A5 ;

(d) 225K TIT, A58 1 A7) Phe 28 Tle 85 Gly, 5% 4 f71%) Trp 22 Ala Bl 2
B, 5 5 ALI¥) Dha 8/ Ala, 55 13 AL[%) Arg A% Asp, BRILA A 5

(e) LIk T, o3 1 A7) Phe A2 T1e 8% Gly, 55 4 A7 (¥ Leu A2k Ala BUfl 6%,
o 5 A7) Dha A2 Ala, 55 15 ALK Lys 28Rk Asp, B A A 5

(£) /NBUAL B Z AL /NS R A2, o2l 1 4711 Val 22 i Tle 8% Gly, 5 4 f7 1
A -Trp A5 Ala B KBk, 55 5 A7 Dha A2 Ala, S A4 ;

(g) clausin, H:AEE 1 A7 Phe 25 T1e B Gly, 2 4 f7 %) Val AR pk Ala sigh bk, 55
5471 Dha ZF % Ala, BRI 4045

(h) BEF W %, HA 38 L AL Trp 28R Tle 5K Gly, 28 4 AL Arg AR Ala Bipl 2Bk, 58
5 ALK Tyr A2 Ala, 55 14 A71%) Lys 22 Asp, 55 23 A7) Lys 2% Asp, SiHAH 5 ;

(1) MRz 2% A, P es | AR Val 28Rk Tle B¥ Gly, 55 4 A7 Lys 28 % Ala Sigl 254, 55
5 A7 ¥ Dha AL Ala, 55 28 £ [¥) Lys 28R Asp, BUHLA G

(3) MR 22 S, Forp o8 1AV H Trp 281K Tle 5K Gly, 58 4 A7 Glu A8 % Ala Bgl 254, 55
5 f7f) Dha A5, Ala, 55 32 f7f) Lys 28 Asp, BRI & B

(k) FHE B2, HP S LA Trp 28K Tle Bk Gly, 55 4 7/ Glu 8k Ala Bl 254, 55
5 f21#) Dha 28 Ala, 55 27 fi71¥) Lys 28 Asp, 55 30 fi21#) Lys 22 Asp, B H A&

4. BORE SR 1 AR EEBRBUESR, A THIMULI40 (SEQ ID NO: 17) siilghy:
AT AL

G o N
Ti‘p s ""“‘;“ . D i
BEY + (B0 BEBED @, [
s Pm @ 2

5 .
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HASEAE R A EIEBE B :PhelGly BE Phellle ;Trp4Ala ;DhabAla ;Argl3Asp ;EEH4H
I\

5. MM ERAMZHRFEEMPLER, KPR TREEmMUAERTE —PEE
TrpdinsAla ArEE A Trpd RAF,

6. BUORIEK 4 B R FmbU AT, AR T AR EUAR :AbuBAla. B Dhb14Ala,
o AbuSAla 1 Dhbl4Ala —F& .

7. BURIE R A AR AR B PU/E S, P D M LA (-CH=CH-) i &3 (-CH,~CH,-) o

8. — M HiI EMA G, kUi LA A 5 BCRE R 1 I — R e 2 i o 3 1A
AEBMPTAE R LR 22 bl 452 B 242 BT 42 52 (R0 T8 371 JEL e 0 TR 51 B T 57D

9. BURIE R 8 WPt EMH &Y, b frid H & Wik — P& 2 /b —Fdr Zwim. —
PR L AN RETTR o Ga st Pl N0, 87 N | s R4S R

10. BUOFIE K 9 WPt A=A &, Horb Brad —Fh o5 S B Bia A 37 HoA 2 == [
FOVTRT B BRI 5 DL T IR SR DR ) A0 2% [ B A B 0T P R A PR - B P A R UK

11, BOREER 8 Wit A &4, Soh vk — M2 M @ Em bl =Y
0.001.0.01.0.1.1.5.10.20.30.40.50.75.100.150.200.300+400.,500,600,700.800.900.
1,000 mg/kg BL mg/L B FE KAF{ET iR &) .

12, — Mk DAPE T2 E 2 heie ERA wm EEBUR DA T2 RE e hEie b
(R B 28R 1 70 TR TR 45 T 32 1WA 16 9T A SR R BCR LR 8 bt A A &
o

13. BURIEEK 12 753, o ik 23838 A N

14, BURIEESR 12 /073, Hoh i 1 A2 O REBUR# A 2 L EIRGE R GERE.
ZENW R AN AR BN AT

15, BURIE SR 14 097515, JErb Bradh i S A2 L PN SR TP I P WL < 2 P T P L S P
BCRZ RS

16. — P R, BT B 3 00 A 3 & A R I RCR SR 1 i —FP el 2 P AR AR B L
A pH 3-8 A BRI

17, — P bR OB EE T FIA G, Iridd &9 a8 2 LTk A 5491
(120 A B AN B R ) R BRI SR | i — a2 AR B B A

18. — P /D AFAE TS s vk 2 sl b 40 v BEOE sk /D A7 AE T S s i
ZHE . BRI w AR B TR, TR A B R ROR R 8 BT AEMAH G S TR A &
VB AR i — B IS TRD 5 I I TR) A R iR 21 A 0 s Ak 2 B8z b IR 40 TR ST B
DETIRL S E R e ERan RS E .

19. BAIEL SR 18 17715, o B 205900 55 OBk D 2 B 21711

20. — PRI L Z IR, TR 2 TR HT SEQ 1D NO: 19-26 sk H 4l &

21. — MG, Frid d-EWa s RARRIER 1 WEERIUERASYEIE KR
B AR B AR GR R W) , B 1 LU | (B 8 B A S 2 AR [ AR T B AR

22, — PP A P R B AR IR PR B 75 32, BT 7 A FE AR BRI SR 5 B AE D
HEY5 Pk A B BAE P B O A — B I 8], B R I TR) A8 28008020 i ik A= 4 F e A 4
BRI 2 HP B b P A0 B sl D T A A AR A BRI 2 R B R R

3
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FEMITEZE M40 IT AR BB U ER AR RFA
EHEMENECFETNESE

[o001] LG

AHIFESR 2012 4 2 H 27 HEEACH 36 EImIN fil 61/603, 661 F1 2012 422 H 27 [
FRATHY S [H i I FP i 61/603, 693 BUACH], — 35 250t 5 | F DA B AR 255 BIA S rh .
[0002] KBTS 5t

P2 b LA R T 2 AR AR A BCROBI 52 H AT I PLAE 2R . 2 S 25 PE R
JR AT | R B 9T ORABAE O B GS JE A N At FE T Y, 208 7 N2 b Ak 2= ik g
P g, XeHEITIRME RS E R W TR R PR K oy B2 il
[RIARIG L TT R (26 AL B 22, 2010)
[0003] “EEBMPLLER, FEABEIEKAH KR —RELERHAER (AT Snith &
Hillman, (2008) Curr. Opin. Microbiol. 11:401), [RIfZAEHFME 1 25 00 20 B 0 1 45
Yo INCAFEBMIUER S A 2T NI, Hn 2, 3- ZHA N2 (Dha) .2, 3- /i
HA@IE TR Ohb) |« S- @I LHMdE -D- LA IR (AviCys) (&I T R (Abu) \2- AN BE.
- FA T L. SR FE N EE. Hasper 2%, (2006) Science 313, 1636-1637. ZF SR fik 1140
(“MULL407) 3RAFIB (B W 1A) (JeFIT 456180 BT FUBERIE, Frd FUBE B Ik A
FURALIKE (Lactococcus lactis) F= RN AR EEBMPUE SR, HOH T8 TIkE
If 50 424 . RILH R, FUEER IR MUT 140 — 38 25 B 4n B 4 s i3 B Fe I 11, &
SEYMIET . Smith %%, (2008) Biochemistry 47:3308-3314,
[0004]  FEHPUEBRMFEA R O 5 X T 587 AW R 1G7 0 I AE 2 K G,
PR R AR A7) G HER AR 2 AR VE FHRLD, BLAAE O HFAT 5T 4] (Chatter jee
%4, (2005) Chem Rev. 105:633) SUBBIIFI 25 ME IO RIME . XE4 4 1k, DR 3 46 78 FE 5 0,
IRy R R I Se R S5 1) (B EE 1A H MUL140 (135 C/D) FTsl, L BmbLAE R
KA NG IR 2 BEAS .
[0005] fRiL O hGREEBMILE R A RES KRS 2 Wk EHEH S
7,521, 529 ;K E A5 2009/0215985, Z= R{RPHIIEAS EEBM A LA (DPOLT) h—fi
KA HCE & HOR, ok + B CAE B BUAE 2 I0A AR R 1 R HU ) % B =
770 DPOLT GBI J il 45 F T 9 8 IR A4 3 [ 8T BN 22 AR P I E B 2 R (N
Mg —S— N2 IR ) Gt IC. XL 50 SRy A A / SORAHIE G etk 2= 4 & 148 A
XF TR GE S 1) A BT 5 oA DB
[0006] MU1140 n]if iof LR AE B BB W (Streptococcus mutans) WIFF € B ARG
o Smith %, (2000) Eur. J. Biochem. 267:6810-6816. %@ i A Bl & 2 v 3R %
A= 7= IAT 2 25 UL (RS N 4 v A B, 6F T S BT X 1 BT A 2 P B,
78 MU0 EE O B B AR A sk BB (MIC) » Ghobrial Z&, (2009) International Journal of
Antimicrobial Agents 33:70-74,iZMFFIRNIESE, MUL140 XTIl REEER 1 (S, pneumonia)
MEHCHZEIKE (S aureus) W12 FIY 25 B A A% B I, 6 T 7 & 2= 1 SR ik
(Enterococcus faecium) (VREF) JJHNB TR, DLW 3 =2 [P M Bk B E YR, &

5
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WLERT o %I R, MULLAO X B e i TR AR iR InE 1) — S i e80T b &= ( B Al
MM mAFRINPIAERZ —) KIE - R aidk. 2 WREE. HEAFKERILE, Brid
VE LIS Je 5 & FF B0 T4 Mo BE A= 45 s & P 75 IRt 1. Hasper 5%, (2006)
Science, 313:1636 ;Smith %%, (2008) Biochem. 47:3308, . EAKKIASN oS, 70
B RS 2 Hh 28 R N i AR 2 7 i RS, IF LA BT BKIX 54, Ghobrial
% J. Pharm. Sci. Epub: Dec 28, 2009, DOI 10.1002/jps. 22015, IhZGIFBHLEWI ST
FUH 5E B P AE K BRI R R BT R 25 5 60 £ LDy, (& s (O 2 BRI (Staphylococcus
aureus) o 1E 75 W EUHLIR FE I MUL 140 [R5 728 P i 52 AR 7% 4 i 600 ) 28 T B BT 98 K
(Streptococcus pneumoniae) B[R], R MR i H W 251 ¥ . Ghobrial 2%, (2009)
International Journal of Antimicrobial Agents 33:70-74, MARELLE R B8
TERARERE BRI F88hs (IR 11D AREL by 2210 3 HLAEREA 4 57 8 = B IR 5T
(RS T, IR R R R 5 /R / BRI RE SR P e 2R 1. MUL140 4>+ 4584 & 1Y
MR (ZWE 1), H&E AT AFEMaRe PREFEEMARZI . AR R4 R i
X MUL140 T 52 7K fft B Adv] B8 B, Wi E 38 . Hillman 28, Infect. Immun. 44:141
(1984) o i 52 7K ff IR AT AEFEMORE L b Sl MU 140 (1977 DL S B3 8 — 4E 4544 » Smith 5%, (2003)
Biochem. 42:10372-10384, J&FIX eIl eioY, MULL140 HA AR H AT 2 F BLR B
IR TR B A 22 PRI PR TR 5 | R IR R By i mT B Fmd 1 2= [ S 2 T 491 a4
VO i AT A BR B (MRSA) T 7 1 & R M EK e (Enterococei)  (VRE) FAXEHEIR &
(Clostridium difficile) (C. diff).
[0007] % B

AR — AN St 7 SRR S B DU R R R B 2% E TRz )3, FLrp s 1 4
[F)28 LR AL I TTe B Gly, 55 4 A7 20 FERR AL il Ala, 55 4 A7 I 20 S BR Ak 2B, o5 B A7 12
SRR AR R Ala, BB R A 13 AR IEIR A Arg I MULLA0 1% I R BTIREE 13 A71%) Arg
B HUAC R Asp, BRUE N BUE 2 MZ SR A & IR R RS EBm IR BB
9 12.13.14.15.22,23.27 8% 32 7 ) — P BUEZ A Lys BRIEHE Asp HUAC. BRMUL140 22 5F,
BREEWMPUERIC OIS LR BRI R K E R E [Vall F Leu6] . gallidermin. ij
FIER A2 1580 2 BRI 2 T 32 57 1 JIK B-NY266 . 22 ¢ i JIK 11128 5% B JIK T /D XU R &
(microbisporicin) Al FI/NNFUEZE A2 clausin i BH = M 2 A M Z Z S A S H R
B 2% Rl AR .
[0008]  Frid A EEMBUER T LRGN B 255 FaT sz i,

(a) FLEEBIML, P oy L A7) Tle 8% Gly, 5 4 A7) Tle A8 Ala Bihk £ Bk 555 5 ALK
Dha AF i, Ala, 55 12 A28 Lys A8k Asp, 25 22 {71 Lys A8 Asp, S HA 5 5

(b) 22 2% [Vall Ml Leu6]. gallidermin, Hi%jEK B 25 1580 sl 2Bk 2 T,
Hrh 2 1 A7 Tle 8k Val 28 R% Tle B Gly, 28 4 S Lys 7Rk Ala B4 L5 6%, 4 5 A7 1Y Phe
AR Ala, 55 13 AL Lys 2% Asp, BRHAH 5

(c) 22 B IR B-NY266, HA 25 1 471K Phe 281k T1e BR Gly, 55 4 A2 Trp 22 Wi Ala B4k
Flg, 45 5 21K Dha 2R f Ala, 25 13 AL [ Lys 22 Asp, BLH A5

(d) &5 BAK TIT, Homh 38 1 A7) Phe A8 Tle 85 Gly, 5% 4 f71%) Trp 2/ Ala BRAl 2
%%, &5 5 A21¥) Dha 2B R Ala, 55 13 A7) Arg 2 Asp, BRI 5

6
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(e) ZZSFWINIK 1, P2 1 A7 % Phe A8RK 11e B Gly, 5 4 {7 (1) Leu 28R Ala BUA 254
% 5 AL Dha A5 Ala, &% 15 A7 Lys 22 Asp, B A4

(£) /NRUAL B Z AL /N A 2R A2, Horp 2 1 A7 11 Trp 22 Tle BY Gly, 5 4 A7 1
A —Trp 2Rk Ala BBk £ BR, 25 5 A7) Dha A2 Ala, BRIHLA S ;

(g) clausin, HH 5 1 A7 11 Phe A8 Tle 5% Gly, 5 4 7 1¥) Val ZZak Ala sigt 2255, 58
5 A7 Dha AZ il Ala, BRI A 5

(h) BERF R 25, HAP S 1AL Trp ABRK Tle 8L Gly, 28 4 A7 10 Arg AR Ala 5kl bk
571 Tyr A2 Ala, 5 14 718 Lys 22 % Asp, 2 23 f711) Lys B Rk Asp, BRI A A 5

(1) Mtz 2 A, Horh 55 1418 Val 28 Tle B Gly, 85 4 A7 19 Lys 28k Ala BREE 255
5 A7[¥) Dha 4B i, Ala, £ 28 A7) Lys A8 Asp, BRI A 5

(3) M2 S, b o L A7 19 Trp 281K Tle 5 Gly, 55 4 71 Glu 28Rk Ala B RE 25
5 f7[#) Dha ZZ i Ala, 55 32 i) Lys 285 Asp, BRELA A B

(k) AlHpR 2, oA 2 1 AL Trp 28/ Tle BE Gly, 28 4 A711) Glu AT Ala BORE 2 R
5 {7 1% Dha AZ i, Ala, 55 27 £71¥) Lys A8 RY Asp, & 30 f71¥) Lys A8k Asp, Bk HAH A,
[0009] AR B o — NSt 7 AR LR B PTAEE MUL140 178 MRk sl L 2524 b n[ #5321
i B A FR T (SEQ ID NO: 17) -

o AHPT 'S e ﬁH
S A B 3 BB @ o
S "ﬁ@ Ala) NH

HASEAE R A EIEBE B :Phellle BF PhelGly ;Trp4Ala ;DhabAla ;Argl3Asp ;EEH4H

G TR B AREEBMPUE RIS — DA TrpdinsAla RAZSK A Trpd 58748 IR0 AFAE T HIE
Eiﬁkﬁifh.Abu8A1a\ZEDhb14A1a,22%?Abu8A1a$HDhb14A1a*4%§0£TDEﬁZLhﬁ%§( CH=CH-)
Al &3 (=CH,~CH,™) o
[0010] AU IR 5 — A5t )7 Rt — R Hid EM A G, Ik B A Al & a5 A
R — el 2 M B AR A E B DU R U e BRI I 3A L 255 ol 832 ik
R HE MR R fridd G m] gt — DA & 20— Frbi s wm ) — P 5 S Bl
IR, BRI A o BT 55 A BT A 50 mT LA 22 PG I P PR B R R
T I S DA I IR RS AR DR TR AT S804 22 FG B 1 A PR AR AR = B b AL R iTih— ek
LM BB P UER T LLZ 0.001.,0.01,0. 1.1.5.10.20.30.40.50.75.100,200.300,
400.500.600.700.800.900.1, 000 mg/kg BX mg/L B KAELE T4 .
[0011] A BRI ) — > SE il 7 RS D AP T 32 1 2 rh sl b 4 i 28 5 ek
DAETE T2 2 e EIA R 1 77, TR T i AR SS TR BT B RGER
KRB EDAEY . k2B LRANBESY) . Pk &Y 2 DIREUR 4
B IRE N ERR L B BN N TR B N AT BITIRTE ST UL
B Il LIPS PN R P A Y B R
[0012] AU BRI O — A~ SE 77 SRS B ), ik By K n B3 A S E AR R ) —
P2 MR R EBmPUAEZT A pH 3-8 (WA BRI

7
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[0013] A BHITT o — NSl 7 4R B i VOB D& RE (gum) BRy&E TG, Frik
AW ELE 2 LY BT IR £ 5h DORE S 75 B B30 2 R0 416 0 v 1) 4 B T B 4 1R A R )
AR R — R Z R R BB R
[0014] AR BHI¥) 5 — A S 5 SR AR AP AE TR LB A S B k2 h a1
N B BB B D A7 A R AR PR S E A Ak 2 TR E . AN A 1 T BT T A
FEAF AR B BT A A A0 5 B MO FE G 205 sl AR ok — Bt T, Tt B 1) 5 28800k />
BTk AW sk vk 2 iz b 020 B T sl D Bk 41 & sk k2 h ek B 4l e 4k
o PTAREF AL AW T] LU a0 S OBk TV B B
[0015] AN B 55— AN Sl 7 SRR AL AL 2 IR, BT id 2 AT IR B 4% SEQ 1D NO:
19-26 B H A4 .
[0016] A AT 55— AN SEili 7 e it — P A6, Pl 204404 5 (8] 1R 36 T B0 4 2R
AR R, AR AR AL B R PUAE R A AW SR eSS B TR E AL
kW)
[0017] AU B 55— A St 77 22 4 At — i b AR ) Bl AR i PR 0 18 T 92, i 7 3
BLFEAE A R B BURUE DA G 5 A IR B AR IR R UIR LB A — BT (1) 5 7 28 B (07 R0
DT I AR SR A AR 2 T Bk R A S SRR D T IR A A i R A TR BUIR W
e LM EEE
[0018] AN BH I 55— A2t 77 R R A — Pl &, B a7 o 2 AR B i — sk £
FBMHUE 2L 7 I — P a2 it H 48
[0019]  [AIBk, A< A B U HLAR L 2E B A BT AR 28 MUL140 (¥ kE 27 PR T LA 50 1) 25 2 1 IR
(S B PT AR 2, AR A FH BTk 20 5 4 Ak 38R0 T 268 ok — o B 2 ol SIS IR f 4 1 1 UK
Yo TR RS T
[0020] Bt fayid

K 1A BoREFERMULLI40 (SEQ ID NO: 17) f—ZRE LB FEM M AIR. B 1B Eonin
FEAE A5 TR 9 MUL140  (SEQ 1D NO: 16) HyZR KR Ao
[0021] ¥ 2 B/x FHT-5748 MUL140 1514
[0022] [l 3 W RARIAMULLA0 Jand ZAEIFIRITH) S5 B ALY MULLA0 Jand Z T TRIT 5 1)
YL fA& DNA [ BLAST 741 ( RESIANFIRLE ).
[0023]  [&] 4A-B Z R PR IR I 45 R
[0024] K 5 B R SEFAER MUL140 ELAE, 7245 MU 140 28 04 B AR (1 A= 030 M K S 25 {0
PREZE
[0025] [ 6 B/nBimfrAEKN RS M gallidermin #£5 IR WA 214 1 E
i R R I FAR TE 3K o gal Lidermin KRS G467k (BLLbidid rHERs ) FHErge (3
ST F kbR ) VEWTRT WL FHERS = 5 .
[0026] [ 7 B/ HA 5 MUL140 S5 MAHARUER SR BMPUERKTA). EEBMBIERIIR
SRATAEHIAZAA (491 Grn L T TR A L% B Ik Q. LB K CL FLBE IR F ANFLBE K U) AP
SERREUAR, AF FH -5 i 20 % R AR B P AR+ 5 B .
[0027] & 8 ZIRATT Phellle I PhelGly 2R A4 B PE P RO B0 R 45 3
[0028]  RHEHITAR
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AR SCB T A B dR N, A ARSI R “a” “an” f1“ the ” 3G T HUT T
Yo
[0020]  MU1140 HA SRR SEFETEAR, JLAERS BRI C 2 [ “BXREIX ” 9. Smith 5%,
(2003) Biochem. 42:10372-10384. %R BHE X B (156 AR IE s 2 Bkom AB 3R (JIg i
IT £56380) HRELIG TS KR CD T2 55 R . YO EHE X 1 FPEXE T2 1E MUT 140 (¥l i
Bl e EE A, A H A B R AR 11, 38 A HP Trp4 () W /A1 Dhab ) © £ 7 B i
HEM. B, AlaT (ASZIR TRBIEREL ) 1) W BEEEH 360° , RVFFR A HIXT
TERB Al A BE. U MZFYER TAEAR R 11 455 WA E FA A B i 5 2 A, ik
BB X M & T BERTING 5 R 56 13 ARk LIRS ZR » 78 MUL 140 45 MFE R (Zand) A=
5T, Ui e P AR RS HIEH :Phellle. PhelGly. TrpdAla. TrpdinsAla. A Trpd.
DhabAla.Alas7insAla fll Argl3Asp. & 1B,
[0030]  RIRLMIIE, HA Trpd #2838 75 Trpd 2 Jaddi A\ Ala [RIMUL 140 AR 4K, 75480 FH e o
TEKE (Wicrococcus luteus) WK ATCC 272 VEARERRIIE IR FEHTIA K 2on S E AR
JUSTAHEE ) A 3% 1 Wilson—Sanford 2%, (2009) Appl. Environ. Microbiol. 75:1381,
TE AR IS, 28 v AR R B ) 1 BRR i e T 1 . IX SR SRR B, A B R A A AT
MUL140 35 BA HAE T, SoFe AR 3R A (450 LB AR A BB R E . e B 5 FR, 587
ERIAHLE, TrpdAla BUAR SECEAYE T LINGh 2 B2 (< 001 K3, ¥ THAE
R ¥ AN H HO K (9 BRI DG AT 00 2, 72 B ia v B2 R IR A S5 R 2 I IK
/INZE S ITEL. Dhab BE#AL Ala JNSEEAEYNE M LS EEE (< 001) Midn. s
Al ReAEE A M, ROGIE LB N Ala B4R Dha #5 fiAk [ A1 A B, R MY S0 7 i A . 76
BT Ala 2GR AN IR FECEDIE M EE (< 001) BK. REAHER T
FTEARZEAL, (H2E T CHE Ala7 B HBER 360° RVFH AN T3 B B H B, BRI A4
Wit IR Alag7insAla SEAF 0% T AF IR 11 454 3R R ], 33X 0T BE 5200 BT iR 73 10 L
W) CHRDT LD W)y, S AERIAHEL, Argl 3Asp BUR B READEME FEZE (< 001)
e RN E R AT HARHEE, (WS B8 R n] Re 2y w3 g . iZe
S U LA T Ik ek 2D ) /N D K R BE Mk W 2 i MUT 140 98 )
[0031]  WifEK 5 F s, SR AMAELL, Phellle Fl PhelGly BUAC — %3 SEALE A WiE
FRSEEEEE < 001) BN, RS AR E R T BARBE , (AR 38 n Z alnT
REAE DR IR BT 1T $EFR G I &5 G o8 A B R GE DI T 5 7 41 838 T, (EARE =
()2, Arg  (AGA/AGG/CGT/CGC/CGA/CGG) HUALH Asp (GAT/GAC) B53# Ala (GCT/GCT/GCA/
GCG) BUALRE Trp (TGG) B{# Ala (GCT/GCT/GCA/GCG) B Ser (AGT/AGC) B Ile (ATT/
ATG) BE Gly (GGT/GGC/CCA/GGG) BUALHE Phe (TTT/TTC) , IR'E A1 M £ B S R AP M HIA K
A BE AR KA, BT 2 8 5 588 n] Be AL B AE 52 5 W 00 1 i — AN B N
[0032] LML/ EE MUL140 (7804 K HLAA B4 3% A M JoORN 46 MR A 1 e 2 TRt P 2

AR BB DU 2 MULLA0 8k R e R BBt AE RN B SRS BN 2
Ko BRI A 7E 2 IR BN 2 5 XL AL 25080 . 22 IR T8 ol e e B S B 1 1
SR Z AN RERMREGY . A2 MO IZRER 2 IEH, A EAS 4. e 2k
M2 IR A=A & Ol 2 It 25 B &0 AR BN 4 fu i o, B 97
T AT AR H T5 O IR 2 R B4k A7 i AR I 22 ) i, B D T4 30%. 20%- 10%. 5% 1%
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B /D S 2K RS A ERTARR / B T A i et . BRI, AL 2 koA 2y
70%-80%-+90%-95%-99% BY SH \m 4h FE 1) . 4k 2 IRASEL S R Al Bt 4k 1 41 B $2 U 53
/NT T0% 2R ) 2 IKIKTR A -
[0033]  EPZEAY MUL140 76 1A 7R MUL140 B FRIE A ASBLC HID [RPUAIR, X LEER
PR B Z R (Ala-S-Ala) FRIEIE AL, PRI ALFEIR A F— (Ala,-S-Ala,)
FIFR C I —A (Alag—S—Alay,) sAFEE R B I P ILFE B2 Rk IE (Abu—S-Ala), HfH
58I o — EE T RRREEINGS 11 ATH Ala 2R (Abug—S-Ala,,) ;LA BIUAIR (D), 5
19 A7) Ala 38 I At BRI 32 2 2 5 SR 4Lk (Ala,g—S—CH=CH-NH-) .
[0034] AU B — St 77 SRR BT F L R Bk MUL140 (7E1 1B P bR (SEQ
ID NO: 16)) W—PekZDLUTF 224k BRI, AR IS A — e 2 AN LU N AR A A
FERHIAEZE MULLI40 (SEQ ID NO: 17) (7844 .

1. Phellle 8% PhelGly ;R[IZE 1 {7 PR 2R A2 i 7 s 2 R Bk H 2%

2. Trp4Ala ;BI5E 4 A7 {02 BRAS N 2 1

3. DhabAla ;HIE 5 f7f) 2, 3— AN A B A &

4. Argl3Asp ;HIZE 13 ALRTRG 20 BRAL IR A28 1% o
[0035]  7F A& W I — AN Sl 7 &=, 2 B P /L 5 MULL40 1 A48 1R 43 75 Phellle 5%
PhelGly & FERINAL ;Trp4Ala ZIEERHUAY ;DhabAla Z IR EUAL sArgl 3Asp R ISR HUAY 58K
HA A . AR MULLA0 AS AR A4 & 9 41 TrpdinsAla, HrP 7R 55 4 D OE R IE Y 5
AWZIE ;BUE A Trpd, P RS 4 AL Az R . I AR E 2 R UUR . 0, W A7
DL R 2 BB ELAC :Abug8Ala, BE Dhb14Ala, B AbuSAla fll Dhbl4Ala — 3. AN DKL
JFE (-CH=CH-) "] Ll 4% (-CH,~CH,~) o XL n AR K HINEBMPEREREH
JREIZ BRI BT XL I AT T IR 43+ S5 oy HSE Bt i & 1. 947 AE Abug8Alag LAY
B, SRR PTAR AR R B KA BB R SR B AR R T AN 2 IR B AR & R
[0036] FEMBLATZ KK AEY= ERE TSR RGPS Z MRT 24 ERE 7
S BUME, JHREE BN TE . R DRSS R S AN SR BT E (i
MUL140) AHEL, HAFEAR FAEFRKDIRE. fEAK WK — LT &, FEBmAER A AY
1.2.3+4 B0 5 B D I PR sF 2 IR R UK.
[0037]  WI7EHA 5 MUL140 BRI EEBRPUAESR (SIE 7)) PR sy
M B EA, 19 2 A AR T S AR e R AL Bibi AR . CHREEMIIAESR
HEEMERRPUERAME, B A8 AR AR R SR . ARTE AR I
FEEMPUEROFEAR SRR AR R FEEBWBUER . a0, SRS T R4
PEFLBE B IR TP 2B AT B (T1el T1e4.Dhab M Lys22) LR R A1rF 2 gallidermin Al
M ZERE 2 (T1el 8% Vall. Lys4.Pheb Fl Lys13) .
[0038] R, FLEE R IKIAGEE L 470 Tle RIABRL Gly, 5 4 71 Ile A AR A Ala BUER K ;56 5 47
[¥) Dha R[22 Ala, 55 12 A7) Lys AR Asp, 55 22 A7) Lys AR Asp, BRI A
[0039]  Xf TR Hz 3 K H % [Vall Ml Leu6]. gallidermin. F 4R B 25 1580 B 2 ER b
F T, 5 LA Tle 8 Val TJAERY Tle B Gly, 5% 4 f71¢) Lys T ZR R Ala BB 2208, 28 5 £ [1
Phe FJAZ % Ala, 55 13 711 Lys A] 28 i Asp, Bl A 5.
[0040]  %f 2% S B Ik B-NY266, %5 1 f7 [ Phe AI AR Y, T1e BX Gly, 55 4 f7 % Trp I 25 Ala
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S 2%, 28 5 £ 1) Dha W AR Ala, 55 13 f7 1) Lys n[ 48K Asp, B4 5.

[0041] X} FAZ SR Ik 111, 5 1 £ %) Phe AR [le B Gly, 55 4 71 Trp A48 RE Ala 55
B £ bR, 55 5 £7 (1) Dha WJAZRK Ala, 55 13 f71K) Arg FIAZ % Asp, BREA & X T8 R BIK I,
1AL Phe PIARRY Tle 8E Gly, 58 4 A711) Leu WIARRY, Ala BHY 2565, 25 5 4711 Dha 7] 7% Ak
Ala, 55 15 71 Lys A 4Z R Asp, B A .

[0042]  XfF/NAUFR 2R AL FU/NUFR B 22 A2, 55 1 AL Val aJ 28 Tle 88 Gly, 28 4 2 A
S -Trp A2 Ala B4 254, 58 5 £ Dha P A8 % Ala, SR 4.

[0043] %I T clausin, 28 1 7K Phe nJ AR % Tle 8K Gly, 58 4 £/ 1 Val 728k Ala B 4% 22
%, 25 5 ALI¥) Dha A] AR HE Ala, Sk 4

[0044] X THEREBZ, 55 1 AL1K) Trp AIAZRE Tle B Gly, 5% 4 7 [ Arg W AR Ala Bl 2%
%, 55 5 AL Tyr AJARRY Ala, 55 14 718 Lys W22 % Asp, 55 23 A711) Lys A 22 RK Asp, B

I
/) o

[0045]  XF Tt e & A, 58 1 A0/ Val AIAE R Tle B Gly, 55 4 A2f#) Lys W AZ Ala B4 %
%, %5 5 A7 K] Dha A] ARk Ala, 55 28 f7 () Lys W ZB Rk Asp, B HZH 4.
[0046] X T-Hfit ¢ 2= S, 45 L A7 1) Trp W ARk Tle 8 Gly, 55 4 A7 Glu A AZRK Ala BiH: 2%
%, 28 5 ALI¥) Dha AJAERK Ala, 55 32 £ Lys n[ A8 % Asp, s H 40 Ao
[0047]  Xf TANELBEER, 55 1 A711) Trp AIAZRE Tle BL Gly, 55 4 7 [ Glu W AR Ala Bl 2%

F%, 55 5 A/ ¥ Dha F]AZ WY, Ala, 55 27 A7) Lys A] A2 1% Asp, 55 30 /1) Lys A] A% Wi, Asp, s H:4H

I
/) o

[0048]  — Al IE B A R AR A E B BUAE R P2 — IR B B bUAE R
(1 o DA s LI A5 R A 2 S R, R e A2 ERE S R R B mb U E R R
KRB E BB AE R 2 IR W BRI R AR W WD B B0 S5 e TP A B A &
B IR E B bR Z R O, 1 W B R8s =R B B AR 3 1 90-110% W3 ok, W3 4249
PR

[0049]  fR 5 HRUAR A I A (1 HRUAR, JHG A Gl B I A e B A AR AU o | o) — s IR, 1t
JRAL 25 U H AR 505 T BT IR 2 BRI R S5 A — M AR BRSO . — K&
N FERANRE LT : (1) ala. pro. gly. glu. asp. gln. asn. dha. abu. dhb. ser.
thr ;(2) cys.ser.tyr.thr;(3) val.ile.leu.met.ala.gly.dha.abu.dhb.phe ;(4) lys.
arg.his ;fl (5) phe. tyr.trp.his.

[0050] WA KR EHREBMPUE RN BEEI M ISR 2 TR EEMPUAERTE AR R
WHEASHZ GG NIRRT, , MRIR SR IR 2 ZE R 77 Pk B HER T RERk
PR A BT AN B B AN S A T AR e BH B SR B AR B AR B 11 I v B 2 R R (1) AR TR R ER
(5. mutans) JEH)e BEAN, AREAS K B ISR B PR RALO BRI A % B 2 R R IR
A P E Sy 1 TR . AR B E B b/ L R AU AR A M 2 s R
FRIAI R 2 IR Bk B T P4 A 1R 7 41) TMR 458 1 R A e 1) L 5 TS 465 ) 05 2 1 o
B BRI A . IR 2 IS 200 Taifb i 7 (BT B2 2 ke e & e
Rell) (Bl fbRes, 7S HEZRARZE S trpE B H K -S- B M i g 6 A
KB E A A B com) , AN T 2 AR E RIEE 7> (HIInZE & B sz S om frdp 2k, 140
FEVAEE BRIHBRIE R AR R SRR BT UL SR AR S PR 2, 9 I PR R £

11
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1) o TEA K B — AN SR 7 b, 8 A S ali A BC AR T LA an i T A e BH 22 iR 2 2 v B
BRI AL IE . 2 LR B BRI XA 2 56 41, Aoy 5 AR R (1)
ZIREBRA LS . BERNGY A EL 1.5.10.20,100 5 1, 000 PR FER .
[0051] TR, AR HMFEBMIUAR T LUERE & A KRS, ik & & e i85
IREIERITA . IR IR A0 A T AR LB PTA 220 C ool N i LLTE a5
HTH. BEEATI AL T DM ARHPEERDUESR . ARHREG EA P AEER
KHAMEBRIVERN A B, KRS EAEE — Nk E MR R EERPUE
HHABLBHAS
[0052] 2% BRI s2 i Eh VB R A RT 25 0 T IR £ B bl AE 22 7 WK R IR 26 27 2
R0 RSB R B JR AT 24, HOR AR R B 4y . X EWiE M T2 iR EF H AL R EGE
P75 2k R BGE BOTE J N, 7B A I AL/ KRS B, IF HoA O THU A& . o8
ARHFEBMPUERNIEEAR ELFRCURA VLR I Eh . ShBFE o) & RR £ Ehig h
i PR 2k It PR A h A R R L S IR £ BEIR Bh IR Bh R R 2h L AR R R L IR R R H AR
R VI ER SR K R EE  FLIER h VIR Eh L T ORNEAIR R AT IR IR A L ok IR L | B R IR AL L BRI
FREL WA IR AL ZE R 2L (naphthylate) « IR £k 7] PEWE IR 25 . FUREIES IR 2R A0 1 — pe 2t
TR £ % o Xl b v A0 & 25 T-00 & R & I BH B 1, 9 anely BE VL BS BESE, LU
B NS, BREEAR T YR & o8 Tl —F i = F . ol o
i
[0053] A& HHRIEBM BRI E T2 o AR A9 4 C—C, e, o
N GERE A H B B . HE PR EE G5 C, Ve 2 iR L S O SR e 5 I 9 AR TR 2% €, -C,
yonE-gUER
[0054] A REHIEEBMPUERIN L B2 e i G AR AT 4 B 2 C,—C, i1 i
F C,=Co It AR G (e, Forb BT IR e 5 HRE BB o AR RE MR D0 T, Frd i ml B
T AEIRTFI 5 JTEl 6 TuAAE R . MR AR C-Cy KA C,—-C, —pE At
W (IR o
[0055]  TEA & BH IV — NS5l 7 S, W AdE H DPOLT 5 A A R I EEmILER 2
Ko Z I pnsE E LA 7,521, 529 ;3£ E AT 2009/0215985, A K B ERBMPTER
Al EA . PR gE AR EBMIUER N Z TR I EARIEEM, rihEAHER
TSRS FH AT I A AN BRI A I8 R R 18 R MR A P Rk . Z P4 BB
T LB B IR RN R 8 R AT 73T, I HoaT AT AT SRR R G . AR ()
FEMPLATIN] 4tk B2 TR 40 35 52
[0056] AL FIR

AR 2 H R & /DT RAEY I A AR IF Hoo] DU A BRI R - 2
MR AT LA RNALDNA. cDNA X120 DNA b2 & B RNA BY DNA BRIL2H A Rl ik 2 1%
HIRA A ey, WlinsE A i Jg e 2 R . S, frid 2% LLg
50%- 75%- 90%- 95%- 96%- 97%- 98%. 99% T 100% LEAL I o A7 T U1 cDNA BSR4 SCIE N 1)
HE 2B E NN eSS P RIEIR S 808 5 A JE R 2 DNA PRl B v A0 4 () e i
PR AN 2 S 2 TR
[0057] A Z RIS FIRRKIAR KK Z IR (S 0K LR o fEA K I — 5%
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7 ZH, Brid 2 Bk gatd SEQ 1D NO: 19-26 AT /RZHE (LK 3) A A e 4 B
[0058] AR EHM 2T /D T4 66.60.50.45.30.15 (B F /T4 66-15 2 [A] T
FIEH ) MR AZ T RA K. Fridatb i) 2 ] a8 DA R 2 R (B, JF
Ak B RTERERE 2 B IR ) M2 5 MR TEBIRE 2 % R AR 2% E IR
A5 J L TR 0, ) g 423k A5 5 540 TMR 158 1 H AR 40 | I T 6 R Bl Bl AR 1)
A, J T A A B an 4 DeH Ik —S— bl A RbR A0 A ERE A 0 A AR
) —ANE Ty AR Rl ) 2% R, HAU S i SEQ ID NO: 19-26 [ 5704 6,10,
15.20.25.30.40.45.50.60.66 8¢5 Z 4RI IR -

[0059] PR AR RN & o 703 K2 % R XA IR RAFAE I 2 B TR, S
HAREBRVERRGZ G157 M3 WMBERAFH <z —8 = 7 ERNEZZ TR
S AT S R EEZH DNA 73 1o 20 S 2 1% B IR IN B RS S ER AL LR 70 1o AR ]
2 AT gl 2K 2 IR 2 O B UL R iR sl it & 2 ik

[0060]  #hd A< W 22 IR ) 8T L B IR 41, LA A R W 2 % IR ) HoA 22204 80
249 90.95.96.97.98 £ 99% [F]— Mk i [F UL 5 IR 52 41) B JEH AN A1), AR AR B 2 4% 8
M. B IF B IR P2 iR 2 A% 1R, Hegm b A BT 22 IR sl i B, F ER G A% 3 05 £ 1
HYEMEZR A EAR T4 2 M2 E R4 .

[0061] ARl —MEE 73 i R A AV A AR SOF A V2 77 2R IE A~ 2 kel £
M 2 BB A — M. 2 W8 0 Lesk 4n%e, Computational Molecular Biology,
Oxford University Press, New York, (1988) ;Smith %45 ,B7ocomputing: Informatics
And Genome Projects, MAcademic Press, New York, (1993) ;Griffin & Griffin 4n%s,
Computer Analysis Of Sequence Data, Part I, Humana Press, New Jersey, (1994) ;
von Heinje, Sequence Analysis In Molecular Biology, Academic Press, (1987) ;FH
Gribskov & Devereux 4k, Sequence Analysis Primer, M Stockton Press, New York,
(1991) « HF X 2 A% R 802 I B 7 VL4008 B SN b, P v S LRE PB4 GCG
e Devereux 2%, (1984) Nuc. Acids Res. 12:387) \BLASTP.BLASTN.FASTA (Atschul
&, (1990) ). Molec. Biol. 215:403) PAKASH] Smith Rl Waterman (1) ey 7] Y 14 5512
((1981) Adv. App. Math., 2:482-489) 1] Bestfit F£J* (Wisconsin Sequence Analysis
Package, T Unix i 4s 8, Genetics Computer Group, University Research Park,
575 Science Drive, Madison, WI 53711). @1u0m[{f FHl R A FASTA HVEM T HHURE 7
ALTGN, 48 F 77 KT g6 FAST 225 R 1 TR IE0 20 oh —12 BBtk FY ST 3 oA -2,

(o021 %4 £ 1 51 L R R e 2 52 12 75 5 52 1) LA 40124 95
[Fl— P, B S UME TIRIESE 2 RN S KM E R NG 548, IF RS 21
MRz I RBUN £ L 5% (I E— MRSk 04 R

[0063] AR EHI ZAZ B EER] 4 2 B AZAE T W 40 W A 5 AR T4« JRm] ) andsi T B
BE AR LR A M E LR . AT R % W1 PCR 554 3832 A G b fr ik 22 JOA ) 2[R 4
DNA B, cDNA i 38 2 B H 1%

[0064] A< W) 22 4% 1 AT ALHE TR ARAF A6 1) 22 IR 1A 4 10 e 1) 80 ) 9w 0 AE R ARAF A8
(KI5 o T B2, WK 2 A% 1 IR v e A B RIS TR o M R B 3t b, ik R 151
P AL FE ) T 52 S A R B B SR B KB AR R W 2 R IR A S AR AR
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e VIR TCIE . RIETARTT LI B An 5ok o R AT A FH i W1 MC AT MC1 2547 Y€ | i 3
P TR R RN TR (L 40 B N TS (AR i 22 ORE i B AR ORE VR R (P A
IR A cosfr fif ok ) MBS+ (REWAEH B S 6 T g b S SRR TR .
[0065]  F Tl & n] 4 A i B 22 AR AN A% P A1) FAT L A 7 = 4l e T R IK 1K U732, R ARSIk
. 2 WoltnsEEEH) S 4, 366, 246, 44K WKL E B T4 R — i E
MRIEWETTH (s SR 2RI M/ BUEEE ) N, ik 2 1R v e
£
[oo66]  ZHA&W

AR REBMPTUE R 78 YA EE S PrAE B PR B R T B R
BUEVT o DU E DL -S4 AR B ) BRI A A ) B B3, BT il i A= 9 L 4 1 o K T
R AL AT T A A A LR BRI ) s 18 S A= 4 () B, P ad il A A 45 4 R
PUAE B RIEZ IR T P B 40 M sl A 23 A IR A A s N Tk A= P (R 0, B i il e 1
M. DL ARICR ARS8 E BRI AE D BRI 5k A 4 () BT, B sk A= 4 48] L 40
W o 7 B FZH - 0 8 A= I A (R0 A ) B 2 sl A 400 1) S L B 1 308 e i G 40 o S Bk A )
I FE T, T 3R 7™ b 51 A Y8 S A B OB AR L 4 MR B 2R B R B 2 A
G FVFIN T T RIETE Y A R s A 2 ek A s T TR e
AW ETE B R, BT A=) ) an 4 B
[0067] AU BIII=E B DA Z 0] DU DB Y, BRE PITd = Bhat Hi A= 22 ek 53 BHL1 - 48 1R
FRVESH o AE AR K — AN S5 22y, A8 4K MUL 140 2B 0 AR 2% 1090 B 4 A 40 1 1) 50
W21 5.10.20.30.40.50.60.70.80.90 8% 100% (B3 A T4 5%—100% 2 [B) RAFATIEH ) o
AR EBMIUERVLUEREN, BRENTREEMPUER RIEME . TEARKHK—
AN J7 e, TR AR R MU1140 *EEBRibAE R R IEL 5.10.20.30,40,50.60.70.80,90 BY
100% (BLFH A T2 5%-100% Z AR AAATYa ) 52 Bm 4w . EEBmbid = a4
PR3 2 25 TR 371 2 TR PR 22 30 P AE T Ik 45 R AL B 32 33 A A B R e B b AR &
BRI o AR BRI BRPU/E 2= AP E TR B A A ) 520 Al M B A 2R
VA AL o TEAS R I — AN S 7 S8, 28 AR MUL 140 BP0 4l i 2 > 24
5.10.20.30.40.50.60.70.80.90 B{ 100% ( B E/T-4 5%-100% 2[R AT ia ) o
[0068] Ak BH K4y B AR AL B PUAE R A THURAED AW, b Sii e
WA T AR — R sl 2 P2y B E BT AE R AP 2 fr 22 bl 82 128
P R R B ) AR BB A ) o A8 A B — AN 52Tt 7 S8, Bl A2 1R = B b Bt
A28 DU FE I A7 AR, PTId 8 80T 28 /D — PSS B 1 5 22 [P B ) 4 o BB I AR I
Ik /> 29 5.10.20.30.40.50.60.70.80.90 B 100% ( 5 & A~ T 2 5%—-100% 2 7] {5 AT ¥
) o TEARK B E—ANSZHE )7 A, Frid ARk MUL140 22 B Br A 2 DUXFEIY & 74, T
A B RCH A 2 D — B SR A R MR R I B S A kb 24 5.10.20.30,40.50
60.70.80.90 5k 100% ( B & T2 5%-100% 2 [A) (AFFTTEE ) o Ak & /b —Fp 28R (1) 2
= P R T A 18] a4 T T 5 KR P AR PR < R A R R S A A R R
(Staphylococcus saprophyticus) . 3 J7 % % B B (Staphylococcus epidermidis) \ i
T EEGERE N 5 B RSBk Enterococcus faecalis) 2 EREE PR IGER H
VEIE TN AT (Propionibacterium acnes) WEWRBEEKW (Streptococcus salivarius) .
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MEEERE (Streptococcus sanguis) EREREERE (Streptococcus mitis) - B[k 5% BK B
(Streptococcus pyogenes) VEWFANTE (Lactobacillus salivarius) Hr% 40 i 21
SN (Listeria monocytogenes) A W E W (Actinomyces israelii) W K
(Actinomyces naeslundii) KGINLREE (Actinomyces viscosus) IRIEF B (Bacillus
anthracis) I . 8% ¥k B (Streptococcus agalactiae). T &% B (Streptococcus
intermedius) \ fifi % B BK W A W& WK A B (Corynebacterium diphtheria) . "% i
® (Clostridium sporogenes) W T FF (Clostridium botulinum) 7= X ¥ &
R W (Clostridium perfringens) W i W W (Clostridium tetani) 3R Mt R
(clostridium difficile) . WENERIFTA 522 KA A 2 R T AR HEEBRPUERD
SR K.

[0060]  JLAL, 1E A1 ik ] 4 B4 50) (30 Tris. Tris—EDTA B EDTA) BERIN, &5 2% (G R Pk
WA AT ARHPEEMBUE R RE K. 1A K A S I AT AT I8 1)
A LA I 2= P B P R A e BH IR =2 B e A 370 7 B IR IR U, BT ik AL & 4 91
R = VIR = R\ R (B FE W (Musca domestica) KA E . hyalophora
RIEFH RIHE BLRAE PL) L GLOKHe (2 ], Eckert 4%, (2006) Antimicrob. Agents
Chemother. 50:1480) ;a F1 B Bl & . FE R UE ] cathelicidine (£ W Anderson %%,
(2004) Antimicrob. Agents Chemother. 48:673).fi & [ f7 4 Y () a1 SM-7, & I
Kikuchi 2%, (1997) Antimicrob. Agents Chemother. 41:1433) . /N{mBAEREN 40 L)
M EE (van den Broek, (1989) Rev. Infect. Dis. 11:213). EM49 (Rosenthal %,
(1976) Biochemistry, 15:5783) -+ " htZEPlz M. AR FEBMIUERZRE
K5 B A ISR M A I R IR SRR/ B e B AR R B A I AL A, T R RO B
B2 PGP 22 [ R = A 5. B, Ak HERRA-EY, fridd-avas
AR —Fh ek 2 P2 B PR R DAL 20 —F B AN BB R SRR . BTk —
FhER 2 B oy A BT A AR P50 T B 22 I B P 0 B B TR o T AR AR A SR T S A
IR Z BT AR HEERPUER (A SRR —REZ ML Emb/EEL R
BRI DR A B BT FBE RO 3R], T2 == PG PR T & R R BRI ) o S 22 PR 9 2 o 5 41
mH HWEAE Bordatella pertussis) AH KM HEIR Borrelia burgdorferi) iy~
G IKHM B Brucella abortus) RAG KA W (Brucella canis) A5 AT W Brucella
melitensis) JG i M B Brucella suis) .= WmaS W E (Campylobacter jejuni) .
KWW Escherichia coli) - Hr BN (Francisella tularensis)WéIMFT B
(Haemophilus influenza) WA 1WEN B (Helicobacter pylori) WERTZEHE (Legionella
pneumophila) 05 ERWRHEIR (Leptospira interrogans) <2 S IRERE (Veisseria
gonorrhoeae) N 5 % 25 ICERE Weisseria meningitides) 2N W (Pseudomonas
aeruginosa) 3. [ 3. 58 IR K Rickettsia rickettsii) A F v 1] K H (Salmonella
typhi) WA FEY VIR (Salmonella typhimurium) K W& B (Shigella sonnei)
A E MR BER (Treponema pallidum) %€ 8L\ W (Vibrio cholera) iR ¥% BE /K £F
(Yersinia pestis) .

[0070] 2% AT ARFHIE 22 [GAN 2 (4 R IR ] 50 BT AR BH ) - Bl b AL 22728 e 1w IR 7]
] A% R BT AL 0 N N 5 G EDTA S8 Z8-55), DA DR IX S8 AE Ry AR . A 22 [CR] AR T A
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=2 AN IE B 40w B 0 ikl AR JGAK (Chlamydia pneumoniae) VVWRARGAK (Chlamydia
trachomatis) < BS RY A JR AR (Chlamydia psittaci) Bk A ¥ AT B Mycobacterium
leprae) GRS Wikt B Mycobacterium tuberculosis) 9z 53 ¥ ¥ Bl (Mycobacterium
ulcerans) MR L IFAK Uycoplasma pneumoniae) .
[0071]  AKHMEBMIUE R 5E T4 T A5 R —M e 2y2 En]
sz A e B R ) AR O R BB sE  A S . ORI 2 A TR
WA e B AR A ) TR 7 B L B A ot R B, 91 40 L | R RE A e RE R
B S VE R, 0 U R OKVE K I B B e s 4T 4R R AT AR, B in s IR AT Y 3 L3 4T
YeZR RN L PIRLA YR P IRET e 3R s 2 8F, I LB A AL I SEPHAROSE® FIERIRHE sy
RVGTCE NS s HIH 2228 s B sk s [ AR ¥ 5], 461 4o s T I FH s T IR 8% s At IR 4TS s H
VDI, B W AR TR BRI O TH R K 5 22 T, 9 G T R S H R L AR
HEEm N R 2 R & A5 B g (8 L RE I s R R R E T
AR ER R O OGS O I AR B 2 W IR 5 FLAL TR, 1 dn TWEEN® ( 2% (L AU ) 5 5%
FLER (B OB s 2 R AR, Bl 2 BE R RN 2 B8 ;A S WAL ERY 2RIk 2K 5
(Lipitoid) s Joid VW oo 5 R0 Bl 4t 1 40 i s R DU s AKBEIRS s FORIDRG 5 A mT B (1)
ZHOK I BE 5 ARG B R 5P SR, 490 H AR SR BR BN A 43R s RR R s R R TR s AR e A s B
AT BT KR s AR SB EK s ST TR OB LM el sRinger” s VR A0 TiERE
W Hank’ s WV s I BRI 5 28 SRR el 5 v 28 IS s PR AR I 5 A RIS Bl ZK A 25 7K
B PSR VR ) U R TR B B i () AR T 2R UK
[0072]  H T-i697 AR A (anghe bRl 2 (M3t ) FRRRE TR, Ry A< Gs i 2 -l
iR T4 41 Remington’s Pharmaceutical Sciences, Mack Publishing Co. (A.R. Gennaro
¥ (1985)) o
[0073]  Zh2% BTS2 R IR TT H T AR K BH BG40, Bl s ) &8, Wi dh e £h E0R R 31
TR R B IR £, DL N SR 3 IN IR 36 T  BR EhBUR F IR Eh S A MR 1 £h
[0074]  JITd AR ERPTERA-GW T UL R T O A e =, 60 a4 7 3m) BE B
TR BE TR K VA 3 5 500 S P S VB0 7K P s e VR ) T 4 D A RO ) L
) ol s ) A ) k3 R R R IR AR AL A TSl — Rk 2 R R, 1
WrFL AT YRR pH G2 BRI B RR B SRR OREGR . iR BB R A G
Al LA T 2 m K B e A IS R R T
[0075] AU HIEEBM LA RIS U T E W HEBURES T 25 1 r e 4
To XL S Y] IEEE TR AR R LB PUAR R A IE W R SRR AR &, BTid
BARLE TR T A B AR E LR AR A, R I e B s AL CURBS I ) . X R
n A SRS £
[0076] AR WIS Ehi P A IR AT LAAT W pE ) Bk IR SR BRI 8 R i e KR 4y
T IR IR PR IR L RG] A0/ B T B KB IR AR 2 S IR Bk . IR AR T TR A
22 PR, 45 L 1R [ e i T Pk M s e S B L
[0077] MRS AL EAG) dn vl vE S R A S PRI . T RN AL ST DL E
TR R 25 T I T VR e R BCEL R e Ul s DA R et ) (i — s —
A AR T ) MRERIEARL.
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[0078]  #HIFFIAT AL 0. 0001%— £ 99. 9999% I A K B ) —Fh sl Fh L BRIHTE R,
DA AL 2 /D44 5,10, 15.204.25.30.40,50.60.70.80.90 B 100% ( F 8 %) KIA K
H— A AP E RS Bk — 2By RS 4 25% 29 50% 2iE 5%-75% 14
KW EEBMIUER,

[0079] AR MHP—MEZAEEBMBUAE RSB ZMEHAED T DR R AR
PURER AR B BIUREEWE T TS, DB T A KM IERa ey . iz s
FR a5 8 2 IS LA R F 2 L 2N TR E S W I RS T S L R L R e R L Y
WERB RIS (BRI HmER ) HABH RER (Gl mIcs ) MgEmepeine (4
25 e fiZ ) o

[0080]  4H B4 2 AU FE ) 41 acidocin. actagardine. 1+ ¥ #F B % . alveicin. aureocin.
carnocin. carnocyclin, KHAF R« curvaticin. divercin. it A& 2 . 7iE W 2. %
2 R E . erwiniocin., gallidermin. glycinecin. halocin. haloduracin FLEREE 2 FL
WEEREEZ « leucoccin. macedocin, mersacidin. B E % (mesentericin) «/DHUE % A7
S0 K FLBEE k. paenibacillin. planosporicin. JERE 2. pentocin. fHA) FLH B % .
reutericin. sakacin MES F % (salivaricin) AL ELE & M B 25 (sulfolobicin) 7%
“EWE 17, trifolitoxin A FH % (variacin) JJRF % . warnericin fll warnerin.
[0081]  HUELIRAVFEG W 2 ot LR (B2 B aE &= L AR 31 AR
TR 2R IR R 2R ) MRS HT LB (7 Tk =i I ) (KIS (5] I e A |
Pl SR WA B A e A BB SR A IR RS S AT R AR S5 A | S R A R SRR | < At R
M et R e P R M ) — eSS (A G g R e A ot S s L S R M R SR R L b e L AR AT
RS R R e | T B R ) (IBERESS (BT abagungin) VIR RESS (B UK LEZE 07 VB R AF AR
255 ) AR (BB JE 551 RS KR 550 ) VK R F R  ASDEL il %
FEZEME T — AR R F K K 2

[0082] T3 B R FH A 90 BRI AL A6 9 B LR 5 | aciclovire Bl £y 5 Bl 2548 5 L G W
Bl 22 B S 22 R I L B LG S R VBT FLIB 5 | atripla (38R 4E . VE 2485 XUK 2,

BigH AR F A VB IR VB R . fosfonet 51 & %5 LY. imunovir. il BK
W SRy B AR S U BE A R R SR 1 A, i R i TR T IR RORR E.
VT 38T e SR H 2 Gk, 05| L 23 AE B A5 S P\ nexavir iz R4
VR IEKE RO TETINER o 2a W E&T AR T kAl B S = R O
FPHIFA) T REAR S 0 SR R A AR B W) g RIFETR S e RE (pyramidine)
PR F A R e AR TR BB IE (tenofovir disoproxil) By 5. il i
PRAEFS trizivir, iGN R & LIS RE & B 805 &% . vieriviroe. Pl 8% i 1.
viramidine FLPHARIE LK T MF 2 K E.
[0083] AR EHIEEBMBLUAERKHE

AR B E BT R A GV AT T 0 4B 0 A= ST A BRI A TR 4 B
FIH D R BT, 88 T BB BRAEAE TR A AW ik 2 hekiz B4
BEE . (EA R BII— A SEE 7 S, ik d g o 22 /b — P B (1) 5 22 G A PR B L 222D — R
AP 22 GBI MR 222D Rp S Y [ 22 (] AR B 22 [N 8 4 R, B 2 /b — s
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TR 22 PGB e B B 22 2D — Pl R AR g 22 (G B M B Bl 2 /D P A ) o 22 [ mT AR B
RAE A RINAEG. ARHPFEEMDUERA SV 4T 2827 20N A5
B B 2 B

[0084] A& EHAEBMPIAE T AT A T ACHE L s sy B SR Bl e T . 5 A )
A A E BRGNP, LIRS 5 [ I FURRIE D9 — 2 mT HR A AR R IR o B
TRV E Y (IngER ) ANAR IEAE B A0 7 s A 2R P 3G 3, o]l i 22 Fh g b sl e
PERLH /1 5 B 2R3 0 R 0 B R o 28 T A 1 A 48 B S5 0 A H B 5 A7 2
TrE s h . FB P RAT N BOI R e TE ] AT Pl 1) S AL I AR A AR
ROC o AN BB R P AR 2 ] TR P b A T PR 5 S e B JE B FH T TIUS7 95  Je%
PBUE Y TR 5 AN B AR BRA AR AR I BGE Y TR AR 2R . ARHE
EEBMBIAERIN A H T D 2R ¢ bl mhak R m L R R A

[0085] W] i A BH 2 AN 7 26 T BCTITT PR35 S G R o B ) S )4 456 491 g
IR 240 B o 98 S PR T AR Ak A FL R 98 TG 41 BT 14 [0 T8 5 400 T 2 I 8 PR i T
e AN E % PEEE R AR ORIE AT R 2 LA R IR SR R
PR T JR S b T PR g s e B Bt S s IEYS S Wt 0 S 8 TR TRV S5 A%
TR AR L B B IR VD T B G R B TR T 2 R B S K B R R IR T A K
[0086] AUk BII=E BB PLA TR W45 TR LB, 40 /N L A RS A 0 SR
NEE VS O, B 25 TARMFLBh ), B ks Mg s fn o AR I LB BT R IP
CIREmRickY/R

[0087] AR HMEEBMBTA RIS T ol A8 O 7 =8, DLASH I L5
(K125 2 b AT RS2 I A3 R ) I 311) A T R R PR 50 2 B sl R 3E AT, BT ik O A
FES CEI AL AR Y Il Y UL B P B P B P BB R 5 ) U A S R
R CHM B JRIE ) R 58 & M. DR B W 4h S BRI N B 22
T IER AR IR R AW A e E A e s AR T A A .
[0088]  FEYRYT NI, WA KA B EBmbU/ L R A G W T 23 & DLk D40 B 10 208 5%
R R, B . FERMDUERAA AW BRI EE R T2 &R, AR E
ANFR WA VA RE P B R BV | (R I REAT I 25T VR TR AL S s T B
BRI, LU TR A G5 TALK . AT S8 360 (58 0] 25 2 M fff o A e IR 205 )
AR 7 AR EETR D RGBS AR EN G TR E, ik E
R TIR97 OGE s TR 40 B IR Bl E B . VAT R B R O IR B, o U T2
A B IR R IR B0 Tl 523 o P Bl B4 B B B D 52 3 2 Ek
Z Edig .

[0089]  “EEMPUERIEA S TR Z AR, F HAE Pk ) B ARes 7 B A 52
RE R FE, W TEETFEBWMBUERFEIE 2R E AR E 23 00 e e Sk ik
P&, 00 Rk . SR, TR PR B LA AEZY 0. 001.0. 01,0, 1.1.5.10.,20,30.40,
50.75.100.150 mg/kg/ K (BHE AT T4 0.001-150 mg/kg/ R IHRAEFTEH ) LA IS
FmEIHE. MAEFIENE A2 0.1 mg/ke/ K -2y 5 mg/kg/ R.40.1 mg/kg/ K -4
10 mg/kg/ R #10.1 mg/kg/ K- 20 mg/kg/ RULKZ 0.1 mg/kg/ K —#)50 mg/kg/
Ko
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[0090]  WPRE AR B E B DU R4S TR BUR R IR (0 1R3 RV LA A
2N A3 H 6 A AL R TR ) B0 TT AYE R R T R I TR DATIR B b
I SR B T AR B AE IR BUIR .

[0001]  FIH AR I EMBUE RS TR MW BRSNS, B 45 7 O 24
R I SO T B o

[0092] AR BH 1) —AN St 7 SRR (i 2L BR B WD e e ) vk B b B Al B AR )
J5i5s BT D7 TR AR BT iRt 5 A R W I 2R B R B/ L FR ek — BE R, BTk i R R
R E A 22D — Fh A B () Al B AR o PR B A v] 3547 1.15.30 5060 738, 8i# 2.3.10,
12.24.36 2% 48 /N (ERE T4 1 4380 —48 /N Z (R EATIE [ ) o AT LU B fr
s VERI &S RIME R 2 Tk e & 18, sk e e, B S48 s ) T B9 ). 2y
I KA e VB B AT A SR LD IS A IR 1l KA R T
IR T S NN R A I 113 o R R B P AN T T I N ) Nk 77
HER R AT N TG A VBORE SA AR E  FEAL E 4n  BE A R T
5 RIS BAT PR KR ER SR B2 RIS S AN A IR | A A L I
SR HR R S O S R A B A B A R

[0093] W[k Ji5 T IREREU, Bl (SR A RARKAERRM B o E KRR
G HAM BB AR ) SEAEgRAY (Bansp e sEE R EE R S ) o TR ER
W] B 90 ik A BT AR TR R B T R R A s A Ak G T SR R N R
B4 i A O A T B R B B R T i A AT AR FAR
TN AT A B R B R AT BORL ARl B AT g 4 DL T A3 B
I7 PR Tl R B e Ui A E i o

[0094]  FEARRWIM—NSERE T RZH, S EEMPUERRE LR . BE B & 2 kK
[T, T IS (6] A 3 1o 49 £ S VR R 1 L & S AR B % Tk 2% VI I, B T A, B
N S DININ IR PIR A N S S O f MG N 32N Y X AN INAEY/ N
AT VBl AT R T VB 1 AR R VB VR A D B R R AR B
TR TEREML A IR B HRSL AT N TSR A DR S SR TR B T
B A P B R R R IBAT TR R S T RS SR A
TR T B A TR L I 5 T A L R T B A O A B A A B R DL R BB
N INEALY/ R

[0095]  FEA K B 55— SEt 7 &b, AR BB PR R A AW LLUE K HIFIFLE.
AL IE R TR B PUAE R A GRS T R E B B NS Ek N
WA A4 S E . Rk, nlE R B3 R 7 BRSO R R LB i E 4
EIEEAT RIS, B B R S TR R B PUAE R A S W BN S AT 2 IO WG R BEAT i
%, BB AEA7 25 B TR LB P/ B AL W R I ST BRI I sl a LA [R) 52 478 AR RS I
ES) 3

[0096] fTIEMA2, LEBMPIAERA GG ERR UL FIE RS R 6%, ik
YRGB ORE RER IR A TR BE S B AL S R o 7= A i AT R FLIR P 7 2 L A AL
DA A0 o i J 5 Jk LR A FH S et o) 28 B I IR I iR R B b A s L S B i, Jn] 5
% R BR R T — A
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[0097] ik WA BV =E B B A 22 S IR L &5 6 sl A e B3R i - 75 ARSI i
. 2 WA & B b 52 vk (Modern Methods of Protein Immobilization),
William H. Scouten,Z—fR (2001) CRC Press ;A A EMN (AEWHEAMAYLRE)
(Protein Immobilization (Biotechnology and Bioprocessing)), Richard F. Taylor
(1991) CRC Press.

[0098] A EHI A iLJRm] BT ol b L BR s Iy AR iR AR B AR o AR Ry i
WA BB E e B TR A VR I 250 BN G TR S E R R A R] A an i ()
Atk B RS (B WA S N 2R AT B i E R e e ) R Tk 25 R HL sk R 7K 7%
IR G LN AR 2 al  UTH b P ES THE S s el A o

[0099] AN W] B AR UL B A A=) 0 B B, e T Bk A= )48 SR BE RS B TR
B S YRR — A AP T LB 22 R B I RE TS L W 4 R
TEE R AL B S A o AEAE T A AP v N B 7 (R M AR5 1) 3 ) 2 5
W o A AR B A I A KB S, HE R 8 G AEAT N B R R A, o 22 2 FE R O 22
S LRI RS T AR . SRR AR TSR e
BB WAAE T R a2z P ez b EWIET LA TR S R RIRAFAE R AR AR BN TOK 4
Z B b AR AR T K B ER TR R b VETE I A EUK R4 AR R S i i
b AIAEE T AU B AR B RN AR R SR B NS S R IR B L,
EE T8 NER B e lih B W ds e gl / 328 .

[0100] A=A mT 3 304 Ja 2 1 A ol U0 v A L S BOCRE A s IR BT S BN R Bl
o SEMILIE e NRIS Wikt , AOFEAG) G b i s B SRk b B L F TR B AR AR LR
VI JRL 0 /0 PR 98 L MR AT Ak (R B R S5 58, DL AOK A B B RSB N TRy
RO R S ) S o AN ] 5 55 B A 1 386 B ALK A BR 7 S RS 1 B Bk
R B R DA

[o101]  WIJE M S ECEIR AR/ BB RIS e 1 S5 A, AR
Wrbn b PR A0 B LR B ER ESE  RVES R R . T AR TR BT IR B R AR B
VIl . JCAEdr R b A A AE IR RROR O, PT84 R B S A B A B R 2 P
IR Te A A B v A P 2 v ] R X R AR F . IR AR B SR B DL AE RS
I0E Bk I A= i 2 100 8 R K 5 2 B K T B e AR

[0102] Ak R A et s B A= )i AR D B AR SBOIR L 19 77 0% BT i ARt — Fh ki &2
b Ay (HInmane ) 8 Frik e ssE— el 2 ML b 2= T A7
FRR OB AP AR, Frh Bl AL Py BRSO B A MR 45 38 e

[0103] W] PriR—PpEl 2 Phop B A 2 A T B AR EsE i B GG 2R 1, 5%
F i TR AR A B . iR EBmPrAE R UL 2T (B kT 808 FE
X)) BB BB BIR BB o P ol T Bl 41 B WS mhvr v g R
[ (g el ) Bl DL e 07 Atie TR 1. AR EEBmPLAE RV 5ER sk
Fl— A T4 5, A4 0.001.0.01.0. 1.1.5.10.20.30,40,50.75. 100,150 mg/
m’ (BFE A TFL0.001- 25 150 mg/m’ Z (B IFMERNEE ) BLACH I 3 &

[0104]  HAY A7 AR B FT R/ AL T AN BB a8 I N AR By (9 4n S48 sl o7
W) s AR A NS R N 2 BT N T3R5 — A el 2 s B b A = . ik
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AR N TR AN N 2 G ¥ iR FEEBmpiAE =ik 2 rid g i .

[0108]  TEARBHI—ANSEit )y &b, R FE BB =T T 2 i/ 241 2R sl 41
MBS A (0 B B sl A W A . TR 2B B bUAE =T ln b vk T 29 4 A7)
AR, AR T2 TR 3R R SO R o AT Ik - AP A 2= Bl - B bt
WG S R kAl i B 2 B A — BB Ta), BT IAS B T) 45 2850k, DR 00 i) 2 2 —Fp 2 Y ()
2 G A AR . P B DT R ] DUX A R 4L, Pk S A 4 £ ik
AECY/p s e Al o A e S (1 S s NI W 2 27 T8 N B EAR RN v 1) DN SO RAER G
[0106] A B IR — A~ SETl 77 Ze e ik FH Tl & A R A a8 B 4L 2R s i e . B AR B A 20 21
SCAE I [F] AP RS A AR B AL 2B A e AR AR A B L A 2 A i B R A A i e
BTV TR T AR TR S B A sk 2 S5 AR L B PIAE S 50 E i —
BN R, B3 WS TB) A7 A5 41 st sy 2 22—l 248 00 B 22 G 1 P 7 1) A o A B4 TR 2
TR 20 0 L 2% B s ZH £8UR] DL 90 o U 30 S L I8 O D LR AL 0 (R R AT X
e ) EICTT CEE ST VBRI L H AR B A O il B e R
[

[0107]  AI{EHMICPIRIEL 2°C - 24 42°C R FIE4T4£9 0. 5.1.2.3.5.10,24,36 8% 48 /]>
o BT ETmPUERA SW T 3 — SO R, TR BRI — PSRk Z
BT S B AEYRIA /8P el 2 Frpi e w4 a0 #E ER  WEs BK R AR
EZEB,

[0108] A BN EmPLA R AL -G W IR AT HAE R T B R S A8 1 A A0 S BB Al A i
FEL UL A s Fe R A AR s i 3 S 7)o iR T B A A E N — M 2 M
b L BB pH AT 3-8 2.

[0109] AR EHI—FP el 2 Pl =M B AL F v I 216 i B ACRE R VR 7 50 . B il sk
(2R sy | e L PO G B N eI 1IN 2o N ) e £ 0 T N N AW e R s e
FARFLEG I o AR B BTAEZR IR 0] F T4 i b o i 2= 30k vt R T 423 1) dan
T A2 RS 7 DA by R R SR pH £ o e LR R T BRI, AR R BH
Ebi P A B v AR a0 s K AR 2 FL A B o TR P Ak Bl . =Bl ER AT
DL AE 1) B AT AE T80 sloRl b, TR 84 24 0. 001,0. 01,0, 1.1.5.10.20.30,40.,50.75,
100.150.250.300.400.500.600.700.800,900. 1, 000 mg/kg Bimg/L 8{FH £ (siF H/H T4
0.001- £y 1,000 mg/kg 5 mg/1 WHEATIEH ) LLAAT IN B o

[o110]  ARWMFEEMILERIFHED F2E& 0 FHXEEET 5 FIRIZ RS
P A IK gal lidermin WE T A s8R 1 @ 5+ 0 2005 (ARM) 4, ik
gallidermin 7F&5 R F2RAIT MUL140, B 6 WonAHAI i B 515 10 78 o P o I el 6 1 IX
AR EBMDLAE R IR H IS G SR 2 RAR R R PR, 22 AR =E R Bt
s g ppIvE SRSk A= RSl eI p NN AD WS e B S S ARl b R
01111 3754 (IRFRA KL ) IiE SRR TRy, KA T 5 F i 73
BINEAL M FIC. 5T SRR ERDT 3 90K, MK E M SR F K. o
TREAVTTHETANFEN—mi i LW —in. 5 RE A H THRMA KR 7 E
(e 5 1 A PR Ao R

[0112] 43Pk (IRRRAFIR S S ) AL ipml s SR AT R OC FT L - K 73 45 1 o
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BT THRCIZRG N B TR SRR I — 1 2 N0 T 54
BT K

[0113] 73 F QL& JF RS IE T FIIdIZ R (A 4E T80l 2 T 5L, ek 4 ) an
R R S SRR B B R R RS TR AT 4E 2% JE B Au Cu. Pdy Pty Niy AL ALO, R
MRS B R AL TS PR IR R R A B AL 2 IR IR B . = BERI2 1A,
lo114]  RFI&

AR A AT AFE TR G, ke &4k Wik —Mek 2R e Bt Hik
RIAR . PR EEBRMPUE R TR ET 0 LU DRG0 88 % =X, sk ] L
PR35 B0 22 PR IR0 R RS T 7 ok 2 2% 1 mT e 32 I A s T S B 7 P o )
BIRATAS H B TR —Fhek 2 R oE B P AR 2O A T 5 A o B 2Bk T — Pl ek
ZR S . P 2R T LU A T R (B SESk ) E  BEEERR AR
B AT CHFE Y BENH o AT BT IR & ] L& — Pk 2 Fh 2 i BB 01 Bl ) S v 97 BT
B2 AR a3 22 LT B2 10k ok, FH T2 R4 R0 ol 4% BTk — P sk 22 P2 £k MU 140
EEMPIER.

[0115]  ASCHTA L7 38 K BT A &R &R g AL e B2 s AR SO, 3 iE ik 51 H
DAL PRk &5 BRSO o AR A U I ME AR K A< R B, 38 224 ] 8 A S R B AR 2 TR
R —NEEA R BRHIAEAERIE DL T S50 PR, 46, 75 A ST 1) & Sl o, AR “
FE7CIEA B e L R e R AT — A, BT A RTE R 4, [ R B A
S o TR A RATE R K2 ARG Mo B R AR T, 9 A E A IR AR
TR 26 s 45 1T 7 AR T S AR i P A AT S A0 ) G 30 0 HEBR AR S A UGR B 2, R B SR AR
(A 2 BH 95 L2 IS 2 PSSO T e R, R BRI 2, RV LR St 7 R LRy
FEAR R B, AE2 AR AN S AT ] SR AR ST 24 FF MRS R Rl B A 18 iR 5y, 3 AL
YR T IR G RN AR 7 38 2o 158 45 A0 B AR 8 SR T o AR e BRI BBl 2 9

[0116] b4k, 24LL Markush #F 20 B g ] 1 3F 20 1) 77 Xl A & B 9 Re AiE B8R 7 TR, AR
AU AR N FUB AR B L, A B IR B LA Markush R 8 31 BEAH AR ATART B B IR B8R
F8 3 0T ()T 3R R

[0117]  $RHELURACH T 28460 5t 8 H 11, Al s B BR i 7 B Se A BL ORISR 1) Ak 31
IR

S
[o118]  SEEfF] 1 :MUL140 [1i578

A0 T B BR B FE A A B RN Jan ZE [N % (GenBank/BMBL £ 5 (AF051560)) i T-%
THFEAFIN T TAERIS 1. K RIAMULL40 G5R5ER (Jand) BIFFIRIE EHE (ORF) i b 5” Fd
37 {3 DNA [#] 500 MgEEXT (bp) FLFE F pVASI L UKL LAKA L p190. FLFE R p190 H1¥HE A 7
B, 3848 5 14741 SRWlanA_1 F1 SRWlanA_2 (WLl 2) XAZTEBEER B B Ak JH1140 (ATCC
55676) MY (A DNA JEAT PCR ™ HER1G H . BiAES A HUE, /5 WHAF R 7530 B Fisher
Scientific, i B New England Biolabs, UL G| B Integrated DNA Technologies
(IDT) »
[o119]  EEAMERE SV (PCR)
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HRA (S W 1B) 5N land (MUL140 [FE5HZEER) RRTIEIX , LA MU1140 1728
o Z 0K 3, ¥ pl190 Juki (J.D. Hillman, RAAT ) HAERMIFATH P PCR 5] A GE i
RAF, S AE LR RS54 (SRWLanA_1 A1 SRWlanA_2) 553& 41 Py 5| 4 Ec Xof
({540 SRWlanA 1/Trp4Ala 2 M1 SRWlanA 2/TrpdAla 1) (K 2), ik W1z —& A
X T AR B A OO AR 4 . VD BRI 5 SRk = A A B B — A BB 57
L DNA I anA 11—, HoAL 35 8 sUBZE O o 508 AN AL Zand OB R4 0 F 37
3 DNA. JHF7=/1 MUL140 226 5 19 W18 2. SRIG S =R & I A B, HAE LR
KPS 14 SRWlanA 1 Fil SRWlanA_2 [K)%55 —%& PCR, 19 2 m A M4 G+
[0120]  ffifH Taq SRGHELL 50 KL EARTRIEAT PCR Y, HoALE 0.4 bmol %5144.50 ng
FEAR DNALO. 016 mM dNTP DK & 1 /NEA4A7 DNA B8-Sl 1X BB A M. FT& Fr B
PGS U 95 CHiA | min, #5527 MEMHFFIARME (95°C) HFF 30 75,18k (56°C) 30
FHAEM (72°C) 2 min, BEERAWEM (72°C) 10 min. KM FBLL 50:50 &3F, Fffd
FIPAN41514) SRWLanA_1 A1 SRWlanA_2 fE20 b T8 A AR R B9 45 1 N oA 15 .
[0121] 2 MRS 20 U BH 150 B ¢ PCR 7= 1% 42 21 TOPO-TA #44& (Invitrogen, Carlsbad,
CA) , S HARHUE T 1A AL B DHS « ~T1" 412 (Invitrogen) , JFRAT RS 50 Hg/mL 2 KGR Al
40 ML X-gal (40mg/mL) [¥J LB 4R b0 SRATEE 19 6ok %2 S A BEI B 74 o AR i
WVt B AL A PureYield Plasmid Miniprep System (Promega, Madison, WI) 4tk 5
5 BEVRIRTURE DNA o A A AL IR BORE 28 3 A8 Zco T 1 R IBEH AL, JF 38 L 35 I BE e e rL ik K
ML E HAES R/ (291100 bp) e BV Boki. {FH M13 Forward (-20)
515" -GTAAAACGACGGCCAG=3" (SEQ ID NO: 18) A& 1 A/l A K BB ki e, LA
B UAZ R IRIE (1) 4 N B 2k Bl o
[0122] 4]

SR B B B S AR W B VR B 2 Ak TR R AT SR R VS Ak . T I H OB BT IR N R
B AN TOPO UKL A 43 B, MBE IS 1) F148 ] Qiagen Gel Extraction id##& (Qiagen,
Valencia, CA) Ziifk. #RJ5{EH T4 DNA EHEELL 3: 1 HGRAN A BE « Sk L RlG 4t i A
JBCT 16°C ot OB 2R TR REIK BT H R B0 pVABIL . SR A AR HE T1 154 T4 Tk 44k
% DHS a AMMeHIRAT R 300 Hg/mL 2157 201 LB “FAR Lo X Hi R 5 IR i % 14T 43
M, ASRAE D b Bk (38 2 14 A v BEK /N B 7 41
[0123] 1T ¥ A T AR A R Be 44K pVAS9L DNA ¥4 4k 2 747 JE 5 2K B B & JH1140
(ATCC 55676) AT KB A Kt A% FF Rl J UL 12 15 MR 21 THyex 1Y% (30 g/L THB.3 g/
L B RHEE) ) P, o 20000 FRRERIZE B & 96 FLARJE T 37°CHEZE 2 /M. IO 2 BTk
Z AR (CSP, 0. 1ug/mL) , FFAE AR B R R 6 /. 220 Li %, (2002) J. Bacteriol.
184:2699., SRJ5H¥ 50 TFH40 Huig A 225 300 Hg/mL 4145 2 [ Widh THyex Bifg FAR (30 g/
L THB.3g/L W RHERUMA 16g/L B IR ) JF+ 3T CHEFRE 48 /Nt FIIARHES T / Byde
2 A H TR R) o [ o 4 BXCBE BT 20 DNA, 44 ik DNA R A48 SRW1anA_1 il SRWlanA_2 (¥
PCR [{IABE, DL %S 5 S UM 1A e %E{D‘JF)TJZS%XRP%%EZ/\%?J Rl 244 DNA 53 B3 1% ZanA
F R — AP A 748 DR — AN 587048 DL, n5E AT IS Hillman %%, (2000) Infect. Immun.
68:543-549 fTik .
[0124]  FfIA G R AR st AL [R]—
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W A R TR R AU AR RASRIRIG S A P Land FEL ) ol ATEATHIA
[ 5 DS RAEAN B L8 F I 20 mL THyex WA H AEK IR B2 RasaR (1:20 #kt
BB TR ) R KR R ARG TR 100, 000 5, A 22 K8 THyex
ENRPAR B JF T 37°CHE TR 48 /NI # I fT B V& B il it 2 5 A S s RN gk LU
Y Hoh & AR pVASIL Jiiky (RIAAFFHBIMERR) LLREF R R ak5EAF Jand FERI BRI H
REM . HETIAE LR IR A B 1 S HPPAR AR % e 45 2 UK 75 . 18
i TR I PCR 47 4185 UK ST R 10 Jand X o T PS4 3800 L& 52 A B AT 154
() Zand FER 50 . A8 BLAST [0 Mol 1and BEF A0 FE51) 5 S0 S8 AR A ) e A1) 1EA T
tbig (K 3) . BRIFIZ5E451A N Phellle PhelGly. Trp4Ala, TrpdinsAla. A Trp4.DhabAla.
Alag7insAla F1 Argl3Asp.

[0125] S 2 AR PR A e T

AR T BEBK B B R JH1140 (ATCC 55676) [ SRR Az 2 0Dgy0 0. 8 FFHRE B 0Dy
0.2, FEEFEIFES (2 nL) — X =PRI HFAR THyex SIET-H (150 X 15mm) FJF
VTR LU 7 2T 1200 52, DA Bh AR DA 25 A6 i EL A A TR 19 B 7% /s LU F B A 4 s
Bl BEM T 37T°CHE % 24 /NI, JHBE S B T 55 CHUAR ik 30 20 Bh LR IE4N T , 4R 5 LU
AT R BT T T L MR (L Juteus) ATCC 272 ¥ R bk, R K40 1HT
P P ED S . AT TR R ATCC 272 42K %2 0D 600, /T 0. 4-0. 8
Z IR R RE G 0D 600, 0. 2. RJEFF 400 1 IXEE40M NZ 10 ml FALKITHZ B (42°C)
(30g/L Todd Hewitt AV 7.5g/LEFFER ) o & HZ 50 ml THyex BiflgH) & T4
TN 10 T+ B & ARG TR BT T2 Bl o A P AR e B, ARG (8 B JF 1 37 CRe il
Lo MNBRTE 1 — 10 5 22 0 B Pl 1) s 308 2 L o 000 50 45 00 7 P 2470 o) #5900 ] P o 910
B P (R TR OE S AR (n=10) B9 SF- 340300 B Pl T B AT L 252
[o126] & 4 [flIR T 7= A2 MUL 140 78 R IR B AR 5 BT AR B MUL 140 J3RAT B AR 0 k. 4521
MER T 5, LR 7R =4 TrpdinsAla F1 A Trpd 1 BRE- 55 AR RUAH b LA 0 30 vy Pl G (25 %
5 (Student’ s t K3, p>. 05) o 7=/ Arg13Asp M TRAR FL A S5 X 10340 i P i AL, AR X1
AERLETE 2. 57 5N (p<. 001) o 7=/ Trp4Ala il DhabAla (1R, X075 2 5y il 7=
AW ER (< 001) 2. 12 f5F0 1. 87 534 . 7=4E AlagTinsAla [ BIRE B AT B/ i 400 1R Pl
AR, 58 ARG, AR B AR St H 22511 @< 001) 2 2 f55kb. B 8 Wors™
AR HE MULL40 84K (Phellle T PhelGly) HJRRIFRS BF A MUL140 JEAT LA B AR e
724 Phel Tle Al PhelGly [ RIMk, A R AR B R R (< 001) 1,82 £5A1 1. 57
&R
[0127]  ¥5 S SAL BT IR AR AR A3 7 A0 A 9038 W, L34 DL [R] B AR R 1 PR 1) it L 5%
H SRR % o gl R B, 7EP0 B Rl BT AR b AR AL S TR AR AR O 7 B AR S T B
Aty 5, M AELE H =26 AT/ s 0 B EREE P (KK B IR AL IR 45 3
[0128]  SEZjifs] 3 ARSIk &

H WA A R K 1140, B F11 583832 e IR 1140 B A WA 5838 1 A8 7 B K
1140 F1HA R13D Z8AF (74 SR IE 1140 4tk 2225 90% 4 (28 1 HPLC 52 ) o BF X8k
B B T MUL 140 0 MU 140 784K ) B AR FD IR EE (MLC) » MIC N AE 24 /NI IG5 2 J5
AT DL AE AR K I MUTLA0 TR AR o BRARC IR MTC 3R BITRR (TS o T Sk
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T RE (MIC) (R BLAd A 400300 R0 Al B B M 1 ol 2%, T8 Tk 34 LA FE 26/ 23 [#) Clinical
Laboratory Standard Institute (CLSI) MO7-8A F TR HikibdT. EIRvGB =M L
PR AR T BE IR B UALS9 DAAERF AN B 25 iAo AR RS IR T 37T CINAIR MEAR B
UKL, AR FRAEEN THyexo SRAERX 1 P EIR.

[0129] 1

MU1140 4 [ EEEK B UALS9 [fith 8 BEEKE FAL | & ORI A5 EK B FAL | AER 1 ATCC10240 R ERR BT UKL
Mul14 Hy 8|2 0.5 16 0.0625 16

Mul l40FLT |2 0.25 8 0.0156 8

Mul140w4a |2 0.125 16 0.0312 8
Mul140R13D |2 4 >16 0.125 16

BN T R SRR &, &AW MIC R AR, (5% 5828 PR AT T~ B 2 Y MUL140 1)
HAMRSR, B Ak T HEARMERE A, Honl il in s g+ 457 8 5 i A B i
AERE M B S i) i i As e M B B S I B KA T
[0130] iFiE

OV VF 22 W 5040 I ORE LA B DR R 2 28 302 = Bl b A2 3R 1 45 A 26 R 19 0 1) 15 A
(Chatterjee %, (2005) Chem. Rev. 105:633 £xi& ) K3 MR & 2 35 BL 161X L8 7 F v 7
HRR A XSO D S O AR . M AR BB B A R AR R FHIEUH T
e N OIS & B IS TR RN, PN RS TR I EmPLIAE R & L
90K B S UG R A o AR AR5 00 1 D5 — S 31 AL A AT BERGE VR TT TR AL
[0131] R —APUSEI TS 1, 380 BRAS DO R AR 73 B AR 0 P () S 1 2 R 1 AR R
0, AR TR BB R . EBI W DPOLT AL 224 i Bt b A i sl b oJu 3
m (EEERS 7,521, 529 ;EEH NS 2009/0215985) o
[0132]  Phellle Fl PhelGly €748 (7= Az i Pk o 5 38 N )= 40, Gnadh b 41 B Bl X 4 BT ) 5
IR 5 AR 7 — B 3 n] @ i ek b B P i R =R A MU 140, A T 9020 1 o s A I e
BT RS
[0133]  TrpdinsAla S A4 LA AL+ B4R A MUL140 (IR mEMER =Y. X128 4
P EEIR IR T AR R 45 . N AR B 4 M AR IR AL, S AR S 8UE
e ER R G . X B — WA R TAE L ZE T DPOLT & Bt il 4, e 2 7E3F A
[543 B R 0T o
[0134]  FH A% IR & ¥t Dha 7R 5 20430 T8 10 2 25 380, BT ik Dha 2415 8 22 % 1R T 4R F
b i 5 30 S5 4G o S TR K B ke gk o 2 A SLBE B IR T AT A R R A, B B AR A AL
TR R AE EE P SR AU A ) 3% Y. Chan 2%, (1996) Applicd and Environmental
Microbiology 62:2966-2969. AR HEG H, B4 8> MUL140 Hh i KB R (15 &, I\
AT BEHA )28 k2L 7S it AR o
[0135]  TE%% 7 A% Ala Z S5 i I A &R 5 B T ) 2 28 B Ao BRI IS IR 18
il £ A MUL140 1= 2%, FF PLIAS A I 5878 A AT
[0136]  Xf T~ Argl3Asp RARMEAT A AN KIERIG R . SHABHLEL, IR S EAE A
TSR B ARA B R B I N . AR BRE DX AP AE AR A I L R PR IR B T O
[RI5R AL . BRBIT T 45 SR 500 U8 A S, T8 A IR SRR B AR 22 1 67 L er B PR ZE 4
TG T BRL UA I FLART P B S B B AR 2R S A7 AR TR AN MR A gy O T S AR AR
ICSEAR TR BT Ak 25 25 e it 2 1 g m T DRI A, AT Ao G % i A4 SR AR
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( 5?‘33 ‘,fAfS‘ﬁ} !./”WS’H\\
o7 o UL
(e s~ B s o
{Phe}/LYSY Ata A fAIé{Abu, B ’Ala\/AtaK hb/GI Aia} "\"_,é/f-fr»} {JH
N3 \,\‘, \\7 P A12 14 /\QS/Q%/ c \?E’,/‘“"\ ;
\\ﬁ S RPm*(Gy iA!} NH
S \_2,,,-”\,;__9; — S — V.}%?/___,‘r’
A (R K) MU1140
K 1A
’§$3§_g§§k

2 MU1140 Z T ¢9+& B
BB Fu iy ins=iEAFfe A=tk

K 1B
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FF MU1140 5569514

EAH® A% (5-3)

SRWlanA_1 AGAATTCAGGATGCTATCGCTGCTTTTTTTGTG (SEQ ID NO:1)

SRWlanA 2 AGAATTCAGGAAAGTTGCCATATGGTTTTGTG (SEQ ID NO:2)

PhelGly 1 GATCCAGATACTCGTGGCAAAAGTTGGAGCCTTTGTACG (SEQ ID NO:27)
PhelGly 2 CAACTTTTGCCACGAGTATCTGGATCGTCGTTGC (SEQ, ID NO:28)
Phellle_1 GATCCAGATACTCGTATCAAAAGTTGGAGCCTTTGTACG (SEQ 1D NO:29)
Phellle 2 CAACTTTTGATACGAGTATCTGGATCGTCGTTGC (SEQ,ID NO:30)
TrpdAla_1 GCAAGCCTTTGTACGCCTGGTTG (SEQ ID NO:3)

TrpdAla_2 ACAAAGGCTTGCACTTTTGAAACG (SEQ D NO:4)

TrpdinsAla_1 GCAAGCCTTTGTACGCCTGGTTG (SEQ ID NO:5)

TrpdinsAla_2 CAAAGGCTTGCCCAACTTTTGAAACG (SEQ ID NO:6)

ATrp4_1 -—-AGCCTTTGTACGCCTGGTTG (SEQ ID NO:7)

ATrp4 2 CGTACAAAGGCTACTTTTGAAACG (SEQ ID NO:8)

DhaSAla_1 GCACTTTGTACGCCTGGTTGTGC (SEQ ID NO:9)

DhaSAla_2 GGCGTACAAAGTGCCCAACTTTTGAA (SEQ ID NO:10)

Alas7insAla_1 GCAACGCCTGGTTGTGCAAGGAC (SEQ ID NO:11)

Alas7insAla_2 ACCAGGCGTTGCACAAAGGCTCC (SEQ. 1D NO:12)

Arg13Asp_1 GACACAGGTAGTTTCAATAGTTAC (SEQ ID NO:13)

Arg13Asp 2 GAAACTACCTGTGTCTGCACAACCAG (SEQ ID NO:14)

41314 % SRWlanA_1 #= SRWlanA 2 5 H 5 5°4= 3° M DNA Fl &,
FTRIZHR s RA TR EcoRI 2,5, REAMKRIE R X,
%5 £ 5| b B (1) A RE) (2).
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3/1T 1

L 2
PhelGly
Phellle
Trpd4Ala
Trpd4insAla
ATrp4
SerbAla
Cys7insAla
Argl3Asp

LS R
PhelGly
PhelIle
Trpd4Ala
Trpd4insAla
ATrp4
Ser5Ala
Cys7insAla
Argl3Asp

REKRE 25T 5] 0 plsd

TTCAAAAGTTGG- - -AGCCTTTGT- - -ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
GGCAAAAGTTGG———AGCCTTTGT———ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
ATEAANAGTTGG- - -AGCCTTTGT- - -ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTSC
TTCAAAAGTEEA- - -AGCCTTTGT- - - ACGCCTGGTTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTGC
TTCAAAAGTTGGGEARGCCTTTGT- - - ACGCCTGETTGTGCAAGGACAGGTAGTTTCAATAGTTACTGTTSEC

TTCAAAAGTTGG- - -AGCCTTTGTGUAACGCCTGGT TG TGCAAGGACAGGTAGT TTCAATAGTTACTGTTGC
TTCAAAAGTTGG- - - AGCCTTTGT - - - ACGCCTGETTETGCAEAEACAGETAGT TTCAATAGTTACTGTTEC

SEQ ID NO:15
SEQ ID NO:25
SEQ ID NO:26
SEQ ID NO:19
SEQ ID NO:20
SEQ ID NO:21
SEQ ID NO:22
SEQ ID NO:23
SEQ ID NO:24

Kl 3

¥ B AGKE

Kl 4A-B
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& MU1140 TR B RS E AR MUL140 BEATIAR 69 £ WiE 1
; . FE) AR F )1 TAR/EF A A SRiITFREN
FaLe (mm”) ¥ £ (SEM) MR (p 1)’
MU1140 204 .44 8.90 - -
(F 4 A
Phe1Gly 321.85 46.52 1.57 <.001
Phe1lle 372.78 75.90 1.82 <.001
TrpdAla 434 80 46.10 212 <.001
TrpdinsAla 212.37 24.70 1.04 >.05
VTrp4 217 .56 35.37 1.06 >.05
DhabAla 382.25 31.40 1.87 <.001
Alas7insAla 109.41 9.74 0.54 <.001
Arg13Asp 526.06 55.09 2.57 <.001
T 10 MR A S
*Student’s t 4%
K 5
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FLEEE K A (Q) (Z) (F) (U)
Ile-Dhb-Ala,-Ile-Dha-Leu-sAla-Abu.-Pro-Gly-.Ala-Lys-Abu,~Gly-Ala(Val) (Ala) (Ala) (Ile) -
Leu-Met-Gly(Gly) (Gly) (Gly) (Dhb) -;Ala- Asn{Asn) {Asn) {Asn) (Pro)-Met (Lue) (Met) (Met) (Leu) -
Lys-Abu,-Ala-Abu.,-.,Ala-His (Asn) (Asn) (Asn) (Gly) -.,Ala-Ser (Ser) (Ser) (Ser) (His) -

Ile(Val) {Ile) {(Val) (Phe)-His(His) (His) (His) (Gly) -Val-Dha-Lys

FAABH R U A4 C 3% ValDhaLys; $L45E K A (Q)SEQ IDNO: 31; 5L48% ik A (Z) SEQ ID NO: 32;

L4EH Ak A (F) SEQ ID NO: 33; 3$L&tH Ak A (U) SEQ ID NO: 34,

HEHE
Val-Gly- Ala.-Arg-Tyr-Leu-_Ala-Abu.-Pro-Gly-Ala,-.Ala-Trp-Lys-Leu-Val-_Ala-Phe-Dhb-Dhb-
Dhb-Val-Lys {SEQ ID NO:3%)

HEE A
Val-Leu- Ala,-Lys-Dha-Leu-,Ala-Abu.-Pro-Gly-.Ala-Ile-Abu,-Gly-Pro-Leu-Gln-2Abu.-.Ala-Trp-
Leu-.Ala-Phe-Pro-Abu,-Phe-Ala-Lys-Ala (SEQ ID NO:36)

MR E S
Trp-Lys-Ala,-Glu-Dha-Val-,Ala-Abu,-Pro-Gly-,Ala-Val-Abu,-Gly-Val-Leu-Gln-2Abug- Ala-Phe-
Leu-Gln-Dhb-Ile-Abu,- Ala-Asn-,Ala-His-Ile-Dha-Lys (SEQ ID NO:37)

HEEHE
Trp-Lys-Ala.-Glu-Dha-Leu-Ala-Abus-Pro-Gly-.Ala-Val-Abu,-Gly-Ala-Leu-Gln-Dhb-.Ala-
Phe-Leu-Gln-Abu.-Ala-Asn-Ala-Lys-Ile-Dha-Lys (SEQ ID NO:38)

A F([Vall-Leu6]-£ & %) (Gallidermin)

Ile (Val) (Ile)-Ala-Ala,-Lys-Phe-Tle (Leu) (Ile)- Ala-Abu.,-Pro-Gly-.Ala-Ala-Lys-Dhb-
Gly-Ala,-Phe-Asn-Ala,-Tyr-.Ala-NHCHCH (SEQ ID NO:39)

A KB & 1580 H5EK FATF.

B HHEGF T % Gallidermin 78F].

K 7+ B AL 111 (B-NY266)

Phe-Lys-Ala,-Trp-Dha-Leu (Phe) - Ala-Abu,-Pro-Gly-sAla-Ala-Arg(Lys)-Dhb-Gly-Ala,-
Phe-Asn-Ala,-Tyr-.Ala-NHCHCH (SEQ ID NO:40)

R BEIT 5 MUL140 A4 797 #5757,

LTS 79|
Phe-Dha-Ala,-Leu-Dha-Leu-,Ala-Ala,-Leu-Gly-,Ala-Thr-Gly-Val-Lys-Asn-Pro-Ala.-Phe-
Asn-Ala,-Tyr-.Ala-NHCHCH SEQ ID NO:41

P RIBHE AL (A2)
Val-Dhb-Ala,-ClTrp-Dha-Leu- ;Ala-Abu,-Pro-Gly-,Ala-Thr-Ala,-3,4-diOCHPro (4-OHPro)-Gly-
Gly-Gly-Ala,-Asn-,Ala-Ala.-Phe- Ala-NHCHCH SEQ ID NO:42

Clausin
Phe-Dhb-Ala,-Val-Dha-Phe-_Ala-Abu,-Pro-Gly-.Ala-Gly-Glu-Dhb-Gly-Ala,-Phe-Asn-Ala,-Phe-
<Ala-NHCHCH SEQ ID NO:43

#%: CITrp: 5-%-Trp, OHPro: ## 4t Pro, NHCHCH: AviCys

FAT T F B 1140 M B A BISF A B R T R AL+

kg BABA TR,
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