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SECRETION OF FATTY ACIDS BY PHOTOSYNTHETIC MICROORGANISMS

Cross-Reference to Related Applications

[0001] This application claims benefit of provisional application 61/007,333 filed

11 December 2007. The contents of this application are incorporated herein by reference.

Technical Field

[0002] This invention relates to photosynthetic microorganisms that convert inorganic
carbon to fatty acids and secrete them into the culture medium, methods of production of
fatty acids using such organisms, and uses thereof. The fatty acids may be used directly or
may be further modified to alternate forms such as esters, reduced forms such as alcohols, or

hydrocarbons, for applications in different industries, including fuels and chemicals.

Background Art

[0003] Photosynthetic microorganisms, including eukaryotic algae and cyanobacteria,
contain various lipids, including polar lipids and neutral lipids. Polar lipids (e.g.,
phospholipids, glycolipids, sulfolipids) are typically present in structural membranes
whereas neutral lipids (e.g., triacylglycerols, wax esters) accumulate in cytoplasmic oil
bodies or oil globules. A substantial research effort has been devoted to the development of
methods to produce lipid-based fuels and chemicals from photosynthetic microorganisms.
Typically, eukaryotic microalgae are grown under nutrient-replete conditions until a certain
cell density is achieved, after which the cells are subjected to growth under nutrient-
deficient conditions, which often leads to the accumulation of neutral lipids. The cells are
then harvested by various means (e.g., settling, which can be facilitated by the addition of
flocculants, followed by centrifugation), dried, and then the lipids are extracted from the
cells by the use of various non-polar solvents. Harvesting of the cells and extraction of the
lipids are cost-intensive steps. It would be desirable to obtain lipids from photosynthetic
microorganisms without the requirement for cell harvesting and extraction.

[0004] PCT publication numbers W02007/136762 and WO2008/119082 describe the
production of biofuel components using microorganisms. These documents disclose the
production by these organisms of fatty acid derivatives which are, apparently, short and long

chain alcohols, hydrocarbons, fatty alcohols and esters including waxes, fatty acid esters or
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fatty esters. To the extent that fatty acid production is described, it is proposed as an
intermediate to these derivatives, and the fatty acids are therefore not secreted. Further,
there is no disclosure of converting inorganic carbon directly to secreted fatty acids using a
photosynthetic organism grown in a culture medium containing inorganic carbon as the
primary carbon source. The present invention takes advantage of the efficiency of
photosynthetic organisms in secreting fatty acids into the medium in order to recover these
valuable compounds.

[0005] The invention includes the expression of heterologous acyl-ACP thioesterase
(TE) genes in photosynthetic microbes. Many of these genes, along with their use to alter
lipid metabolism in oilseeds, have been described previously. Genes encoding the proteins
that catalyze various steps in the synthesis and further metabolism of fatty acids have also
been extensively described.

[0006] The two functional classes of plant acyl-ACP thioesterases (unsaturated fatty
acid-recognizing Fat A versus saturated fatty acid-recognizing FatB) can be clustered based
on amino acid sequence alignments as well as function. FatAs show marked preference for
18:1-ACP with minor activity towards 18:0- and 16:0-ACPs, and FatBs hydrolyze primarily
saturated acyl-ACPs with chain lengths that vary between 8—16 carbons. Several studies
have focused on engineering plant thioesterases with perfected or altered substrate
specificities as a strategy for tailoring specialty seed oils.

[0007] As shown in Figure 1, fatty acid synthetase catalyzes a repeating cycle wherein
malonyl-acyl carrier protein (ACP) is condensed with a substrate, initially acetyl-CoA, to
form acetoacetyl-ACP, liberating CO,. The acetoacetyl-ACP is then reduced, dehydrated,
and reduced further to butyryl-ACP which can then itself be condensed with malonyl-ACP,
and the cycle repeated, adding a 2-carbon unit at each turn. The production of free fatty
acids would therefore be enhanced by a thioesterase that would liberate the fatty acid itself
from ACP, breaking the cycle. That is, the acyl-ACP is prevented from reentering the cycle.
Production of the fatty acid would also be encouraged by enhancing the levels of fatty acid
synthetase and inhibiting any enzymes which result in degradation or further metabolism of
the fatty acid.

[0008] Figure 2 presents a more detailed description of the sequential formation of acyl-
ACPs of longer and longer chains. As shown, the thioesterase enzymes listed in Figure 2
liberate the fatty acid from the ACP thioester.

[0009] Taking advantage of this principle, Dehesh, K., et al., The Plant Journal (1996)
9:167-172, describe “Production of high levels of octanoic (8:0) and decanoic (10:0) fatty
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acids in transgenic canola by overexpression of ChFatB2, a thioesterase cDNA from Cuphea
hookeriana.” Dehesh, K., et al., Plant Physiology (1996) 110:203-210, and report “Two
novel thioesterases are key determinants of the bimodal distribution of acyl chain length of
Cuphea palustris seed oil.”

[0010] Voelker, T., et al., Science (1992) 257:72-74, describe “Fatty acid biosynthesis
redirected to medium chains in transgenic oilseed plants.” Voelker, T., and Davies, M.,
Journal of Bacteriology (1994) 176:7320-7327, describe “Alteration of the specificity and
regulation of fatty acid synthesis of Escherichia coli by expression of a plant medium-chain

acyl-acyl carrier protein thioesterase.”

Disclosure of the Invention

[0011] The present invention is directed to the production of recombinant
photosynthetic microorganisms that are able to secrete fatty acids derived from inorganic
carbon into the culture medium. Methods to remove the secreted fatty acids from the
culture medium without the need for cell harvesting are also provided. It is anticipated that
these improvements will lead to lower costs for producing lipid-based fuels and chemicals
from photosynthetic microorganisms. In addition, this invention enables the production of
fatty acids of defined chain length, thus allowing their use in the formulation of a variety of
different products, including fuels and chemicals.

[0012] Carbon dioxide (which, along with carbonic acid, bicarbonate and/or carbonate
define the term “inorganic carbon”) is converted in the photosynthetic process to organic
compounds. The inorganic carbon source includes any way of delivering inorganic carbon,
optionally in admixture with any other combination of compounds which do not serve as the
primary carbon feedstock, but only as a mixture or carrier (for example, emissions from
biofuel (e.g., ethanol) plants, power plants, petroleum-based refineries, as well as
atmospheric and subterranean sources).

[0013] One embodiment of the invention relates to a culture of recombinant
photosynthetic microorganisms, said organisms comprising at least one recombinant
expression vector encoding at least one exogenous acyl-ACP thioesterase, wherein the at
least one exogenous acyl-ACP thioesterase preferentially liberates fatty acid chains
containing 6 to 20 carbons from these ACP thioesters. The fatty acids are formed from
inorganic carbon as their carbon source and the culture contains substantially only inorganic
carbon as a carbon source. The presence of the exogenous thioesterase will increase the

secretion levels of desired fatty acids by at least 2-4 fold.
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[0014] Specifically, in one embodiment, the invention is directed to a cell culture of
a recombinant photosynthetic microorganism where the microorganism has been modified
to contain a nucleic acid molecule comprising at least one recombinant expression system
that produces at least one exogenous acyl-ACP thioesterase, wherein said acyl-ACP
thioesterase preferentially liberates a fatty acid chain that contains 6-20 carbons, and
wherein the culture medium provides inorganic carbon as substantially the sole
carbon source and wherein said microorganism secretes the fatty acid liberated by the acyl-
ACP thioesterase into the medium. In alternative embodiments, the thioesterase
preferentially liberates a fatty acid chain that contains 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16,
17, 18, 19 or 20 carbons.

[0015] In other aspects, the invention is directed to a method to produce fatty acids of
desired chain lengths by incubating these cultures and recovering these secreted fatty acids
from the cultures. In one embodiment, the recovery employs solid particulate adsorbents to
harvest the secreted fatty acids. The fatty acids thus recovered can be further modified

synthetically or used directly as components of biofuels or chemicals.

Brief Description of the Drawings

[0016] Figure 1 is a diagram of the pathway of fatty acid synthesis as is known in the
art.

[0017] Figure 2 is a more detailed diagram of the synthesis of fatty acids of multiple
chain lengths as is known in the art.

[0018] Figure 3 is an enzymatic overview of fatty acid biosynthesis identifying
enzymatic classes for the production of various chain length fatty acids.

[0019] Figure 4is a schematic diagram of a recovery system for fatty acids from the
medium.

[0020] Figure 5 shows an experimental system based on the principles in Figure 4.

[0021] Figure 6 shows representative acyl-ACP thioesterase from a variety of

organisms.

Modes of Carrying Out the Invention

[0022] The present invention provides photosynthetic microorganisms that secrete fatty
acids into the culture medium, along with methods to adsorb the fatty acids from the culture

medium and collect them for processing into fuels and chemicals. The invention thereby
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eliminates or greatly reduces the need to harvest and extract the cells, resulting in
substantially reduced production costs.

[0023] Figure 2 is an overview of one aspect of the invention. As shown in Figure 2,
carbon dioxide is converted to acetyl-CoA using the multiple steps in the photosynthetic
process. The acetyl-CoA is then converted to malonyl-CoA by the action of acetyl-CoA
carboxylase. The malonyl-CoA is then converted to malonyl-ACP by the action of malonyl-
CoA:ACP transacylase which, upon progressive action of fatty acid synthetase, results in
successive additions of two carbon units. In one embodiment of the invention, the process is
essentially halted at carbon chain lengths of 6 or 8§ or 10 or 12 or 14 or 16 or 18 carbons by
supplying the appropriate thioesterase (shown in Figure 2 as FatB). To the extent that
further conversions to longer chain fatty acids occur in this embodiment, the cell biomass
can be harvested as well. The secreted fatty acids can be converted to various other forms

including, for example, methyl esters, alkanes, alkenes, alpha-olefins and fatty alcohols.

Thioesterases (Acyl-ACP TEs)

[0024] In order to effect secretion of the free fatty acids, the organism is provided at
least one expression system for at least one thioesterase that operates preferentially to
liberate fatty acids of the desired length. Many genes encoding such thioesterases are
available in the art. Some of these are subjects of U.S. patents as follows:

[0025] Examples include U.S. Patent 5298421, entitled “Plant medium-chain-preferring
acyl-ACP thioesterases and related methods,” which describes the isolation of an acyl-ACP
thioesterase and the gene that encodes it from the immature seeds of Umbellularia
californica. Other sources for such thioesterases and their encoding genes include U.S.
Patent 5,304,481, entitled “Plant thioesterase having preferential hydrolase activity toward
C12 acyl-ACP substrate,” U.S. Patent 5,344,771, entitled “Plant thioesterases,” U.S. Patent
5,455,167, entitled “Medium-chain thioesterases in plants,” U.S. Patent 5,512,482, entitled
“Plant thioesterases,” U.S. Patent 5,530,186, entitled “Nucleotide sequences of soybean
acyl-ACP thioesterase genes,” U.S. Patent 5,639,790, entitled “Plant medium-chain
thioesterases,” U.S. Patent 5,667,997, entitled “C8 and C10 medium-chain thioesterases in
plants,” U.S. Patent 5,723,761, entitled “Plant acyl-ACP thioesterase sequences,” U.S.
Patent 5,807,893, entitled “Plant thioesterases and use for modification of fatty acid
composition in plant seed oils,” U.S. Patent 5,850,022, entitled “Production of myristate in
plant cells,” U.S. Patent 5,910,631, entitled “Middle chain-specific thioesterase genes from
Cuphea lanceolata,” U.S. Patent 5,945,585, entitled “Specific for palmitoyl, stearoyl and
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oleoyl-alp thioesters nucleic acid fragments encoding acyl-ACP thioesterase enzymes and
the use of these fragments in altering plant oil composition,” U.S. Patent 5,955,329, entitled
“Engineering plant thioesterases for altered substrate specificity,” U.S. Patent 5,955,650,
entitled “Nucleotide sequences of canola and soybean palmitoyl-ACP thioesterase genes and
their use in the regulation of fatty acid content of the oils of soybean and canola plants,” and
U.S. Patent 6,331,664, entitled “Acyl-ACP thioesterase nucleic acids from maize and
methods of altering palmitic acid levels in transgenic plants therewith.”

[0026] Others are described in the open literature as follows:

[0027] Dormann, P. er al., Planta (1993) 189:425-432, describe “Characterization of
two acyl-acyl carrier protein thioesterases from developing Cuphea seeds specific for
medium-chain and oleoyl-acyl carrier protein.” Dormann, P., et al., Biochimica Biophysica
Acta (1994) 1212:134-136, describe “Cloning and expression in Escherichia coli of a cDNA
coding for the oleoyl-acyl carrier protein thioesterase from coriander (Coriandrum sativum
L.).” Filichkin, S., et al., European Journal of Lipid Science and Technology (2006)
108:979-990, describe “New FATB thioesterases from a high-laurate Cuphea species:
Functional and complementation analyses.” Jones, A., et al., Plant Cell (1995) 7:359-371,
describe “Palmitoyl-acyl carrier protein (ACP) thioesterase and the evolutionary origin of
plant acyl-ACP thioesterases.” Knutzon, D. S., et al., Plant Physiology (1992) 100:1751-
1758, describe “Isolation and characterization of two safflower oleoyl-acyl carrier protein
thioesterase cDNA clones.” Slabaugh, M., et al., The Plant Journal (1998) 13:611-620,
describe “Condensing enzymes from Cuphea wrightii associated with medium chain fatty
acid biosynthesis.”

[0028] Additional genes, not previously isolated, that encode these acyl-ACP TEs can
be isolated from plants that naturally contain large amounts of medium-chain fatty acids in
their seed oil, including certain plants in the Lauraceae, Lythraceae, Rutaceae, Ulmaceae,
and Vochysiaceae families. Typically, the fatty acids produced by the seeds of these plants
are esterified to glycerol and retained inside the cells. The seeds containing the products can
then be harvested and processed to isolate the fatty acids. Other sources of these enzymes,
such as bacteria may also be used.

[0029] The known acyl-ACP TEs from plants can be divided into two main classes,
based on their amino acid sequences and their specificity for acyl-ACPs of differing chain
lengths and degrees of unsaturation. The “FatA” type of plant acyl-ACP TE has preferential
activity on oleoyl-ACP, thereby releasing oleic acid, an 18-carbon fatty acid with a single

double bond nine carbons distal to the carboxyl group. The “FatB” type of plant acyl-ACP
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TE has preferential activity on saturated acyl-ACPs, and can have broad or narrow chain
length specificities. For example, FatB enzymes from different species of Cuphea have
been shown to release fatty acids ranging from eight carbons in length to sixteen carbons in
length from the corresponding acyl-ACPs. Listed below in Table 1 are several plant acyl-
ACP TEs along with their substrate preferences. (Fatty acids are designated by standard
shorthand notation, wherein the number preceding the colon represents the acyl chain length

and the number after the colon represents the number of double bonds in the acyl chain.)

Table 1
Plant Acyl-ACP Thioesterase

Garcinia mangostana FatA 18:1 and 18:0
e ——
Coriandrum sativum FatA 181
Cuphea hookeriana FatBl 160
Cuphea hookeriana FatB2 80and 10:0
Cuphea wrightii FatB1 12:0t0 16:0
Cuphea palustris FatB1 " 8:0 and 10:0

Cuphea palustris FatB2 14:0 and 16:0

Ulmus americana FatB1 8:0 and 10:0

[0030] The enzymes listed in Table 1 are exemplary and many additional genes
encoding acyl-ACP TEs can be isolated and used in this invention, including but not limited
to genes such as those that encode the following acyl-ACP TEs (referred to by GenPept

Accession Numbers):

CAA52069.1, CAA52070.1, CAA54060.1, CAA85387.1, CAA85388.1, CAB60830.1,
CAC19933.1, CAC19934.1, CAC39106.1, CAC80370.1, CAC80371.1, CAD32683.1,
CALS50570.1, CAN60643.1, CANS81819.1, CAO17726.1, CAO42218.1, CAO65585.1,
CAO068322.1, AAA33019.1, AAA33020.1, AAB51523.1, AAB51524.1, AAB51525.1,
AAB71729.1, AAB71730.1, AAB71731.1, AAB88824.1, AAC49001.1, AAC49002.1,
AAC49179.1, AAC49180.1, AAC49269.1, AAC49783.1, AAC49784.1, AACT2881.1,
AACT2882.1, AACT2883.1, AADO1982.1, AAD28187.1, AAD33870.1, AAD42220.2,
AAG35064.1, AAG43857.1, AAG43858.1, AAG43859.1, AAG43860.1, AAG43861.1,
AAL15645.1, AAL77443.1, AAL77445.1, AAL79361.1, AAM09524.1, AAN17328.1,
AAQO08202.1, AAQO08223.1, AAX51636.1, AAX51637.1, ABB71579.1, ABB71581.1,
ABC47311.1, ABD83939.1, ABE01139.1, ABH11710.1, ABI18986.1, ABI20759.1,
ABI20760.1, ABL85052.1, ABU96744.1, EAY74210.1, EAY86874.1, EAY86877.1,
EAYS86884.1, EAY99617.1, EAZ01545.1, EAZ(09668.1, EAZ12044.1, EAZ23982.1,
EAZ37535.1, EAZA5287.1, NP_001047567.1, NP_001056776.1, NP_001057985.1,
NP_001063601.1, NP_001068400.1, NP_172327.1, NP_189147.1, NP_193041.1,
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XP_001415703.1, Q39473, Q39513, Q41635, Q42712, Q9SQI3, NP_189147.1,
AAC49002, CAA52070.1, CAA52069.1, 193041.1, CAC39106, CAO17726,
AACT2883, AAA33020, AAL79361, AAQO8223.1, AAB51523, AAL77443,
AAA33019, AAG35064, and AAL77445.

Additional sources of acyl-ACP TEs that are useful in the present invention include:
Arabidopsis thaliana (At); Bradyrhizobium japonicum (Bj); Brassica napus (Bn);
Cinnamonum camphorum (Cc); Capsicum chinense (Cch); Cuphea hookeriana (Ch);
Cuphea lanceolata (Cl); Cuphea palustris (Cp); Coriandrum sativum (Cs); Carthamus
tinctorius (Ct); Cuphea wrightii (Cw); Elaeis guineensis (Eg); Gossypium hirsutum (Gh);
Garcinia mangostana (Gm); Helianthus annuus (Ha); Iris germanica (1g); Iris tectorum (It);
Mpyristica fragrans (Mf); Triticum aestivum (Ta); Ulmus Americana (Ua); and Umbellularia
californica (Uc). Exemplary TEs are shown in Figure 6 with corresponding NCBI

accession numbers.

[0031] In one embodiment, the present invention contemplates the specific production
of an individual length of medium-chain fatty acid, for example, predominently producing
(8 fatty acids in one culture of recombinant photosynthetic microorganisms. In another
embodiment, the present invention contemplates the production of a combination of two or
more different length fatty acids, for example, both C8 and C10 fatty acids in one culture of
recombinant photosynthetic microorganisms.

[0032] Illustrated below are manipulations of these art-known genes to construct
suitable expression systems that result in production of effective amounts of the
thioesterases in selected recombinant photosynthetic organisms. In such constructions, it
may be desirable to remove the portion of the gene that encodes the plastid transit peptide
region, as this region is inappropriate in prokaryotes. Alternatively, if expression is to take
place in eukaryotic cells, the appropriate plastid transit peptide encoding region to the host
organism may be substituted. Preferred codons may also be employed, depending on the

host.

Other Modifications

[0033] In addition to providing an expression system for one or more appropriate acyl-
ACP TE genes, further alterations in the photosynthetic host may be made. For example,
the host may be modified to include an expression system for a heterologous gene that

encodes a B-ketoacyl synthase (KAS) that preferentially produces acyl-ACPs having
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medium chain lengths. Such KAS enzymes have been described from several plants,
including various species of Cuphea. See Dehesh, K., et al., The Plant Journal (1998)
15:383-390, describe “KAS IV: a 3-ketoacyl-ACP synthase from Cuphea sp. is a medium
chain specific condensing enzyme.”; Slabaugh, M., er al., The Plant Journal (1998) 13:611-
620), and would serve to increase the availability of acyl-ACP molecules of the proper
length for recognition and cleavage by the heterologous medium-chain acyl-ACP TE.
Another example is that the photosynthetic host cell containing a heterologous acyl-ACP TE
gene may be further modified to include an expression system for a heterologous gene that
encodes a multifunctional acetyl-CoA carboxylase or a set of heterologous genes that
encode the various subunits of a multi-subunit type of acetyl-CoA carboxylase. Other
heterologous genes that encode additional enzymes or components of the fatty acid
biosynthesis pathway could also be introduced and expressed in acyl-ACP TE-containing
host cells.

[0034] The photosynthetic microorganism may also be modified such that one or more
genes that encode beta-oxidation pathway enzymes have been inactivated or downregulated,
or the enzymes themselves may be inhibited. This would prevent the degradation of fatty
acids released from acyl-ACPs, thus enhancing the yield of secreted fatty acids. In cases
where the desired products are medium-chain fatty acids, the inactivation or downregulation
of genes that encode acyl-CoA synthetase and/or acyl-CoA oxidase enzymes that
preferentially use these chain lengths as substrates would be beneficial. Mutations in the
genes encoding medium-chain-specific acyl-CoA synthetase and/or medium-chain-specific
acyl-CoA oxidase enzymes such that the activity of the enzymes is diminished would also
be effective in increasing the yield of secreted fatty acids. An additional modification
inactivates or down-regulates the acyl-ACP synthetase gene or inactivates the gene or
protein. Mutations in the genes can be introduced either by recombinant or non-recombinant
methods. These enzymes and their genes are well known, and may be targeted specifically
by disruption, deletion, generation of antisense sequences, generation of ribozymes or other
recombinant approaches known to the practitioner. Inactivation of the genes can also be
accomplished by random mutation techniques such as UV, and the resulting cells screened
for successful mutants. The proteins themselves can be inhibited by intracellular generation
of appropriate antibodies or intracellular generation of peptide inhibitors.

[0035] The photosynthetic microorganism may also be modified such that one or more
genes that encode storage carbohydrate or polyhydroxyalkanoate (PHA) biosynthesis

pathway enzymes have been inactivated or down-regulated, or the enzymes themselves may

9



WO 2009/076559 PCT/US2008/086485

be inhibited. Examples include enzymes involved in glycogen, starch, or chrysolaminarin
synthesis, including glucan synthases and branching enzymes. Other examples include
enzymes involved in PHA biosynthesis such as acetoacetyl-CoA synthase and PHA

synthase.

Expression Systems

[0036] Expression of heterologous genes in cyanobacteria and eukaryotic algae is
enabled by the introduction of appropriate expression vectors. For transformation of
cyanobacteria, a variety of promoters that function in cyanobacteria can be utilized,
including, but not limited to the lac, tac, and trc promoters and derivatives that are inducible
by the addition of isopropyl B-D-1-thiogalactopyranoside (IPTG), promoters that are
naturally associated with transposon- or bacterial chromosome-borne antibiotic resistance
genes (neomycin phosphotransferase, chloramphenicol acetyltransferase, spectinomycin
adenyltransferase, etc.), promoters associated with various heterologous bacterial and native
cyanobacterial genes, promoters from viruses and phages, and synthetic promoters.
Promoters isolated from cyanobacteria that have been used successfully include the
following:

secA (secretion; controlled by the redox state of the cell)
rbe (Rubisco operon)

psaAB (PS I reaction center proteins; light regulated)
psbA (D1 protein of PSII; light-inducible)

[0037] Likewise, a wide variety of transcriptional terminators can be used for expression
vector construction. Examples of possible terminators include, but are not limited to, psbA,
psaAB, rbc, secA, and T7 coat protein.

[0038] Expression vectors are introduced into the cyanobacterial strains by standard
methods, including, but not limited to, natural DNA uptake, conjugation, electroporation,
particle bombardment, and abrasion with glass beads, SiC fibers, or other particles. The
vectors can be: 1) targeted for integration into the cyanobacterial chromosome by including
flanking sequences that enable homologous recombination into the chromosome, 2) targeted
for integration into endogenous cyanobacterial plasmids by including flanking sequences
that enable homologous recombination into the endogenous plasmids, or 3) designed such

that the expression vectors replicate within the chosen host.
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[0039] For transformation of green algae, a variety of gene promoters and terminators
that function in green algae can be utilized, including, but not limited to promoters and
terminators from Chlamydomonas and other algae, promoters and terminators from viruses,
and synthetic promoters and terminators.

[0040] Expression vectors are introduced into the green algal strains by standard
methods, including, but not limited to, electroporation, particle bombardment, and abrasion
with glass beads, SiC fibers, or other particles. The vectors can be 1) targeted for site-
specific integration into the green algal chloroplast chromosome by including flanking
sequences that enable homologous recombination into the chromosome, or 2) targeted for
integration into the cellular (nucleus-localized) chromosome.

[0041] For transformation of diatoms, a variety of gene promoters that function in
diatoms can be utilized in these expression vectors, including, but not limited to:

1) promoters from Thalassiosira and other heterokont algae, promoters from viruses, and
synthetic promoters. Promoters from Thalassiosira pseudonana that would be suitable for
use in expression vectors include an alpha-tubulin promoter (SEQ ID NO:1), a beta-tubulin
promoter (SEQ ID NO:2), and an actin promoter (SEQ ID NO:3). Promoters from
Phaeodactylum tricornutum that would be suitable for use in expression vectors include an
alpha-tubulin promoter (SEQ 1D NO:4), a beta-tubulin promoter (SEQ ID NO:5), and an
actin promoter (SEQ ID NO:6). These sequences are deduced from the genomic sequences
of the relevant organisms available in public databases and are merely exemplary of the
wide variety of promoters that can be used. The terminators associated with these and other
genes, or particular heterologous genes can be used to stop transcription and provide the
appropriate signal for polyadenylation and can be derived in a similar manner or are known
in the art.

Expression vectors are introduced into the diatom strains by standard methods, including,
but not limited to, electroporation, particle bombardment, and abrasion with glass beads,
SiC fibers, or other particles. The vectors can be 1) targeted for site-specific integration into
the diatom chloroplast chromosome by including flanking sequences that enable
homologous recombination into the chromosome, or 2) targeted for integration into the

cellular (nucleus-localized) chromosome.

Host Organisms

[0042] The host cells used to prepare the cultures of the invention include any

photosynthetic organism which is able to convert inorganic carbon into a substrate that is in
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turn converted to fatty acid derivatives. These organisms include prokaryotes as well as

eukaryotic organisms such as algae and diatoms.

[0043] Host organisms include eukaryotic algae and cyanobacteria (blue-green algae).

Representative algae include green algae (chlorophytes), red algae, diatoms, prasinophytes,

glaucophytes, chlorarachniophytes, euglenophytes, chromophytes, and dinoflagellates. A

number of cyanobacterial species are known and have been manipulated using molecular

biological techniques, including the unicellular cyanobacteria Synechocystis sp. PCC6803

and Synechococcus elongates PCC7942, whose genomes have been completely sequenced.

[0044] The following genera of cyanobacteria may be used: one group includes

Chamaesiphon
Chroococcus
Cyanobacterium
Cyanobium
Cyanothece

Dactylococcopsis
Gloeobacter
Gloeocapsa
Gloeothece
Microcystis

[0045] Another group includes

Cyanocystis
Dermocarpella
Stanieria

Xenococcus
Chroococcidiopsis
Myxosarcina

[0046] Still another group includes

Arthrospira
Borzia
Crinalium
Geitlerinema
Halospirulina
Leptolyngbya

Limnothrix
Lyngbya
Microcoleus
Oscillatoria
Planktothrix
Prochlorothrix

[0047] Still another group includes

Anabaena
Anabaenopsis
Aphanizomenon
Calothrix

Cyanospira

Cylindrospermopsis

Cylindrospermum
Nodularia

[0048] And another group includes

Chlorogloeopsis
Fischerella

Geitleria
Iyengariella

Prochlorococcus
Prochloron
Synechococcus
Synechocystis

Pleurocapsa

Pseudanabaena
Spirulina
Starria
Symploca
Trichodesmium
Tychonema

Nostoc
Rivularia
Scytonema
Tolypothrix

Nostochopsis
Stigonema

[0049] In addition, various algae, including diatoms and green algae can be employed.

[0050] Desirable qualities of the host strain include high potential growth rate and lipid

productivity at 25-50°C, high light intensity tolerance, growth in brackish or saline water,

i.e., in wide range of water types, resistance to growth inhibition by high O, concentrations,

filamentous morphology to aid harvesting by screens; resistance to predation, ability to be

flocculated (by chemicals or ‘on-demand autoflocculation’), excellent inorganic carbon
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uptake characteristics, virus or cyanophage-resistance, tolerance to free fatty acids or other
compounds associated with the invention method, and ability to undergo metabolic
engineering.

[0051] Metabolic engineering is facilitated by the ability to take up DNA by
electroporation or conjugation, lack of a restriction system and efficient homologous

recombination in the event gene replacement or gene knockouts are required.

Fatty Acid Adsorption, Removal, and Recovery

[0052] The fatty acids secreted into the culture medium by the recombinant
photosynthetic microorganisms described above can be recovered in a variety of ways. A
straightforward isolation method by partition using immiscible solvents may be employed.
In one embodiment, particulate adsorbents can be employed. These may be lipophilic
particulates or ion exchange resins, depending on the design of the recovery method. They
may be circulating in the separated medium and then collected, or the medium may be
passed over a fixed bed column, for example, a chromatographic column containing these
particulates. The fatty acids are then eluted from the particulate adsorbents by the use of an
appropriate solvent. Evaporation of the solvent, followed by further processing of the
isolated fatty acids and lipids can then be carried out to yield chemicals and fuels that can be
used for a variety of commercial purposes.

[0053] The particulate adsorbents may have average diameters ranging from 0.5 mm to
30 mm which can be manufactured from various materials including, but not limited to,
polyethylene and derivatives, polystyrene and derivatives, polyamide and derivatives,
polyester and derivatives, polyurethane and derivatives, polyacrylates and derivatives,
silicone and derivatives, and polysaccharide and derivatives. Certain glass and ceramic
materials can also be used as the solid support component of the fat adsorbing objects. The
surfaces of the particulate adsorbents may be modified so that they are better able to bind
fatty acids and lipids. An example of such modification is the introduction of ether-linked
alkyl groups having various chain lengths, preferably 8-30 carbons. In another example,
acyl chains of various lengths can be attached to the surface of the fat adsorbing objects via
ester, thioester, or amide linkages.

[0054] In one embodiment, the particulate adsorbents are coated with inorganic
compounds known to bind fatty acids and lipids. Examples of such compounds include but

are not limited to aluminum hydroxide, graphite, anthracite, and silica.
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[0055] The particles used may also be magnetized or otherwise derivatized to facilitate
recovery. For instance the particles may be coupled to one member of a binding pair and
the adsorbed to a substrate containing the relevant binding partner.

[0056] The fatty acids may be eluted from the particulate adsorbents by the use of an
appropriate solvent such as hexane or ethanol. The particulate adsorbents may be reused by
returning them to the culture medium or used in a regenerated column. The solvent
containing the dissolved fatty acids is then evaporated, leaving the fatty acids in a purified
state for further conversion to chemicals and fuels. The particulate adsorbents can be
designed to be neutrally buoyant or positively buoyant to enhance circulation in the culture
medium. A continuous cycle of fatty acid removal and recovery can be implemented by
utilizing the steps outlined above. The recovered fatty acids may be converted to alternative
organic compounds, used directly, or mixed with other components. Chemical methods for
such conversions are well understood in the art, and developments of biological methods for
such conversions are also contemplated

[0057] The present invention further contemplates a variety of compositions comprising
the fatty acids produced by the recombinant photosynthetic microorganisms described
herein, and uses thereof. The composition may comprise the fatty acids themselves, or
further derivatives of the fatty acids, such as alcohols, alkanes, and alkenes which can be
generated from the fatty acids produced by the microorganisms by any methods that are
known in the art, as well as by development of biological methods of conversion. For
examples, fatty acids may be converted to alkenes by catalytic hydrogenation and catalytic
dehydration.

[0058] The composition may serve, for example, as a biocrude. The biocrude can be
processed through refineries that will convert the composition compounds to various
petroleum and petrochemical replacements, including alkanes, olefins and aromatics through
processes including hydrotreatment, decarboxylation, isomerization and catalytic cracking
and reforming. The biocrude can be also converted to ester-based fuels, such as fatty acid
methyl ester (commercially known as biodiesel), through established chemical processes
including transesterification and esterification.

[0059] In addition, one of skill in the art could contemplate a variety of other uses for
the fatty acids of the present invention, and derivatives thereof, that are well known in the
art, for example, the production of chemicals, soaps, surfactants, detergents, lubricants,

nutraceuticals, pharmaceuticals, cosmetics, efc. For example, derivatives of the fatty acids
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of the present invention include C8 chemicals, such as octanol, used in the manufacture of
esters for cosmetics and flavors as well as for various medical applications, and octane, used
primarily as a co-monomer in production of polyethylene. Derivatives of the fatty acids of
the present invention may also include C10 chemicals, such as decanol, used in the
manufacture of plasticizers, surfactants and solvents, and decene, used in the manufacture of
lubricants.

[0060] Biocrudes are biologically produced compounds or a mix of different
biologically produced compounds that are used as a feedstock for refineries in replacement
of, or in complement to, crude oil or other forms of petroleum. In general, but not
necessarily, these feedstocks have been pre-processed through biological, chemical,
mechanical or thermal processes in order to be in a liquid state that is adequate for
introduction in a petroleum refinery.

[0061] The fatty acids of the present invention can be a biocrude, and further processed
to a biofuel composition. The biofuel can then perform as a finished fuel or a fuel additive.

[0062] “Finished fuel” is defined as a chemical compound or a mix of chemical
compounds (produced through chemical, thermochemical or biological routes) that is in an
adequate chemical and physical state to be used directly as a neat fuel or fuel additive in an
engine. In many cases, but not always, the suitability of a finished fuel for use in an engine
application is determined by a specification which describes the necessary physical and
chemical properties that need to be met. Some examples of engines are: internal combustion
engine, gas turbine, steam turbine, external combustion engine, and steam boiler. Some
examples of finished fuels include: diesel fuel to be used in a compression-ignited (diesel)
internal combustion engine, jet fuel to be used in an aviation turbine, fuel oil to be used in a
boiler to generate steam or in an external combustion engine, ethanol to be used in a flex-
fuel engine. Examples of fuel specifications are ASTM standards, mainly used ion the US,
and the EN standards, mainly used in Europe.

[0063]

“Fuel additive” refers to a compound or composition that is used in combination with
another fuel for a variety of reasons, which include but are not limited to complying with
mandates on the use of biofuels, reducing the consumption of fossil fuel-derived products or
enhancing the performance of a fuel or engine. For example, fuel additives can be used to
alter the freezing/gelling point, cloud point, lubricity, viscosity, oxidative stability, ignition

quality, octane level, and flash point. Additives can further function as antioxidants,
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demulsifiers, oxygenates, thermal stability improvers, cetane improvers, stabilizers, cold
flow improvers, combustion improvers, anti-foams, anti-haze additives, icing inhibitors,
injector cleanliness additives, smoke suppressants, drag reducing additives, metal
deactivators, dispersants, detergents, demulsifiers, dyes, markers, static dissipaters, biocides,

and/or corrosion inhibitors.

The following examples are offered to illustrate but not to limit the invention.

Example 1
Secretion of Fatty Acids by Strains Derived from the Unicellular Photoautotrophic

Cvyanobacterium Synechococcus elongatus PCC 7942

[0064] The Cuphea hookeriana FatB2 gene encoding an acyl-ACP thioesterase
(ChFatB2) enzyme was modified for optimized expression in Synechococcus elongatus PCC
7942. First, the portion of the gene that encodes the plastid transit peptide region of the
native ChFatB2 protein was removed. The remainder of the coding region was then codon-
optimized using the “Gene Designer” software program (version 1.1.4.1) provided by
DNAZ2.0, Inc. The nucleotide sequence of this derivative of the ChFatB2 gene (hereafter
ChFatB2-7942) is provided as SEQ ID NO:7. The protein sequence encoded by this gene is
provided in SEQ ID NO:8.

[0065] Two different versions of the trc promoter, trc (Egon, A., et al., Gene (1983)
25:167-178) and “enhanced trc” (hereafter trcE, from pTrcHis A, Invitrogen) were used to
drive the expression of ChFatB2-7942 in S. elongatus PCC 7942. The trc promoter is
repressed by the Lac repressor protein encoded by the laclq gene and can be induced by the
addition of isopropyl f-D-1-thiogalactopyranoside (IPTG). The trcE promoter is a
derivative of trc designed to facilitate expression of eukaryotic proteins in E. coli and is also
inducible by IPTG.

[0066] The fusion fragments of ChFatB2-7942 operably linked to trc or trcE, together
with the laclq gene, were cloned into the shuttle vector pAM2314 (Mackey, S. R., et al.,
Methods Mol. Biol. (2007) 362:115-129), which enables transformation of S. elongatus
PCC 7942 via double homologous recombination-mediated integration into the “NS1” site
of the chromosome. The constructed plasmid containing the trcE::ChFatB2-7942
expression cassette and laclq gene is designated pSGI-YCO1. SEQ ID NO:9 represents the
sequence between and including the NS1 recombination sites of pSGI-YCO1. The
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constructed plasmid containing the trc::ChFatB2-7942 expression cassette and laclq gene is
designated pSGI-YCO09. SEQ ID NO:10 represents the sequence between and including the
NS1 recombination sites of pSGI-YCO09.

[0067] Each of the plasmids pSGI-YCO1 and pSGI-YC09, along with the control vector
pAM2314, were introduced into wild-type S. elongatus PCC 7942 cells as described by
Golden and Sherman (J. Bacteriol. (1984) 158:36-42). Both recombinant and control strains
were pre-cultivated in 100 mL of BG-11 medium supplied with spectinomycin (5 mg/L) to
late-log phase (OD730,m = 1.0) on a rotary shaker (150 rpm) at 30°C with constant
illumination (60 pE m> sec'l). Cultures were then subcultured at initial OD730,m = 0.4-0.5 in
BG-11 and cultivated overnight to OD730nm = 0.7-0.9. For time-course study, 60 mL
aliquots of the culture were transferred into 250-mL flasks and induced by adding IPTG
(final conc. = 1 mM) if applicable. Cultures were sampled 0, 48, 96, and 168 hours after
IPTG induction and then filtered through Whatman® GF/F filters using a Millipore vacuum
filter manifold. Filtrates were collected in screw top culture tubes for gas chromatographic
(GC) analysis.

[0068] Free fatty acids (FFAs) were separated from filtered cell cultures using liquid-
liquid extraction. Five mL of the filtrate were mixed with 125 uL of 1 M H3;PO; and
0.25 mL of 5 M NaC(l, followed by addition of 2 mL of hexane and thorough mixing. For
GC-FID analyze, a 0.2 ul sample of the hexane was injected using a 40:1 split ratio onto a
DB-FFAP column (J&W Scientific, 15 m x 250 um x 0.25 pm), with a temperature profile
starting at 150°C for 0.5 min, then heating at 15°C/min to 230°C and holding for 7.1 min
(1.1 mL/min He).

[0069] GC analysis results indicating the levels of medium-chain FFAs (8:0 and 10:0) in
cultures containing various Synechococcus elongatus strains 168 hours after IPTG induction

are shown in Table 1-1.

Table 1-1

Medium-chain fatty acid secretion in various strains of S. elongatus

Fatty Acids (mg/L)

Strain Parent Strain = Plasmid Added Transgenes ot e e
- 80 ¢ 100
SGC-YC2-5 PCC7942  pAM2314 none ~ ND  ND
AAAAAA < GC-YC1-2PCC7942pSGI-YC01trcEChFatB2-79421535
SGC-YC14-4 AAAAAAAAA R pSGI-YC09 AAAAAAAAAAAAAAAAA e AAAAAAAAAA S AAAAAAAAA e

Note: ND represents “not detected” (<1 mg/L).
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Example 2
Secretion of Fatty Acids by Strains Derived from the Unicellular Photoheterotrophic

Cvyanobacterium Synechocystis sp. PCC 6803

[0070] The trcE::ChFatB2-7942 and trc::ChFatB2-7942 fusion fragments, together with
the laclq gene, were cloned into the shuttle vector pSGI-YCO03 (SEQ ID NO:11), which
enables transformation of Syrnechocystis sp. PCC 6803 via double homologous
recombination-mediated integration into the “RS1” site of the chromosome (Williams,
Methods Enzymol. (1988) 167:766—778). The constructed plasmid containing the
trcE::ChFatB2-7942 expression cassette and laclq gene is designated pSGI-YCO08. SEQ ID
NO:12 represents the sequence between and including the RS1 recombination sites of pSGI-
YCO8. The constructed plasmid containing the trc::ChFatB2-7942 expression cassette and
laclq gene is designated pSGI-YC14. SEQ ID NO:13 represents the sequence between and
including the RS1 recombination sites of pSGI-YC14.

[0071] Each of the plasmids pSGI-YCOS8, pSGI-YC14, and the control vector pSGI-
YCO03, was introduced into wild-type Synechocystis PCC 6803 cells, as described by Zang,
X. et al., J Microbiol. (2007) 45:241-245. Both recombinant and control strains were pre-
cultivated in 100 mL of BG-11 medium supplied with kanamycin (10 mg/L) to late-log
phase (OD730n,m = 1.0) on a rotary shaker (150 rpm) at 30°C with constant illumination
(60 uE-m'z-sec'l). Cultures were then subcultured at initial OD730p, = 0.4-0.5 in BG-11 and
cultivated overnight to OD730,m, = 0.7-0.9. For time-course studies, 60-mL aliquots of the
culture were transferred into 250-mL flasks and induced by adding IPTG (final conc. =1
mM) when applicable. Cultures were sampled 0, 72, and 144 hours after IPTG induction
and then filtered through Whatman® GF/B filters using a Millipore vacuum filter manifold.
Filtrates were collected in screw top culture tubes for gas chromatographic (GC) analysis.
Free fatty acids (FFA) were separated from the filtered culture supernatant solutions by
liquid-liquid extraction. For each sample, 2 mL filtered culture was extracted with a
mixture of 50 pl phosphoric acid (1 M), 100 ul NaCl (5 M) and 2 mL hexane. A 0.2 ul
sample was injected using a 40:1 split ratio on to a DB-FFAP column (J&W Scientific,

15 m x 250 pm x 0.25 um), with a temperature profile starting at 150°C for 0.5 min, then
heating at 15°C/min to 230°C and holding for 7.1 min (1.1 mL/min He).

[0072] GC analysis results indicating the levels of medium-chain FFAs (8:0 and 10:0) in

cultures 144 hours after IPTG induction are shown in Table 2-1.
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Table 2-1

Medium-chain fatty acid secretion in various strains of Synechocystis.

- Fatty Acids (mg/L)

Strain Parent Strain Plasmid Addedé Transgenes R e
- 80 ¢ 100
 SGC-YC9-8 PCC6803 = pSGI-YCO3 | none ~ ND  ND
' SGC-YC10-5 PCC6803 = pSGI-YCO8 = tcE:ChFatB2-7942 = 613 = 527
SGC-YC162 PCC6803  pSGE-YCI4 | tre:ChFatB2-7942 27 5.8

Note: ND represents “not detected” (<1 mg/L).

Example 3

Secretion of Fatty Acids by Strains Derived from the Filamentous Cyanobacterium

Anabaena variabilis ATCC 29413

[0073] The trc::ChFatB2-7942 and trcE::ChFatB2-7942 fusion fragments, together with
the laclq gene, were PCR amplified using primers RS3-3F (SEQ ID NO:14) and 4YC-
rrnBter-3 (SEQ ID NO:15) from pSGI-YC14 and pSGI-YCOS, respectively, and then cloned
into the shuttle vector pEL.17, which enables transformation of A. variabilis ATCC 29413
via double homologous recombination-mediated integration into the nifU1 locus of the
chromosome (Lyons and Thiel, J. Bacteriol. (1995) 177:1570-1575). The constructed
plasmids are designated pSGI-YC69 and pSGI-YC70 for trc::ChFatB2-7942 and
trcE::ChFatB2-7942, respectively.

[0074] Each of the plasmids pSGI-YC69, pSGI-YC70, along with the control vector
pEL17, are introduced into wild-type A. variabilis ATCC 29413 cells via tri-parental
conjugation, as described by Elhai and Wolk (Methods Enzymol. (1988) 167:747-754).
Both recombinant and control strains are pre-cultivated in 100 mL of BG-11 medium
supplied with 5 mM NH4CI and spectinomycin (3 mg/L) to late-log phase (OD730nm = 1.0)
on a rotary shaker (150 rpm) at 30°C with constant illumination (60 uE-m'z-sec'l). Cultures
are then subcultured at initial OD7304m = 0.4-0.5 in BG-11 and cultivated overnight to
OD7300m = 0.7-0.9. For time-course studies, 60-mL aliquots of the culture are transferred
into 250 mL flasks and induced by adding IPTG (final conc. = 1 mM) if applicable.
Cultures are sampled every 72 hours and then filtered through Whatman® GF/F filters using
a Millipore vacuum filter manifold. Filtrates are collected in screw top culture tubes for gas

chromatographic (GC) analysis as described in Example 1.
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Example 4

Secretion of Fatty Acids in Strains Derived from Synechococcus elongatus PCC 7942

Containing an Inactivated Acyl-ACP Synthetase Gene

[0075] A putative acyl-ACP synthetase gene in S. elongatus PCC 7942,
synpcc7942_0918 (Cyanobase gene designation), was disrupted via replacing of an internal
422-bp portion of its coding region with a 1,741-bp DNA sequence carrying the
chloramphenicol resistance marker gene, cat (which encodes chloramphenicol
acetyltransferase). Primer pairs 918-15 (SEQ ID NO:16) / 918-13 (SEQ ID NO:17) and 918-
25 (SEQ ID NO:18) / 918-23 (SEQ ID NO:19) were used to amplify two DNA fragments
corresponding to a 5° portion (1-480 bp) and a 3’ portion (903-1521 bp) of the coding region
of synpcc7942_0918, respectively. The catr fragment was amplified from plasmid pAM1573
(Mackey et al., Methods Mol. Biol. 362:115-29) using PCR with primers NS21-3Cm (SEQ
ID NO:20) and ter-3Cm (SEQ ID NO:21), which overlap primers 918-13 and 918-25,
respectively. The recombinant chimeric PCR technique was then used to amplify the
complete disruption cassette with the three aforementioned PCR fragments, as well as
primers 918-15 and 918-23. The resulting 2,840-bp blunt-end PCR fragment (SEQ ID
NO:22) was then ligated into pUC19 (Yanisch-Perron et al., Gene 33:103-119), which has
been digested with both HindIll and EcoRI to remove the multiple cloning sites and
subsequently blunted with T4 DNA polymerase, to yield plasmid pSGI-YCO04.

[0076] Plasmid pSGI-YC04 was introduced into S. elongatus strain SGC-YC1-2, which
harbors a copy of trcE::ChFatB2-7942 integrated into NS1 (see Example 1). The resulting
strain was designated SGC-YC4-7. Fatty acid production assays and GC analyses were
performed as described in Example 1. The results of GC analyses indicating the levels of
FFAs in cultures of various S. elongatus strains 168 hours after IPTG induction are shown in
Table 4-1. It is possible that inactivation of the acyl-ACP synthetase gene has a larger

impact on secretion of long-chain fatty acids than on secretion of medium-chain fatty acids.
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Table 4-1

Medium-chain fatty acid secretion in various strains of S. elongatus.

Strain éParent Strain Plasmid Transgenes Deletions Fat:ty ACl;dS (mg/ L)
| Added 8:0 10:0 16:0 16:1
SGC-YC2-5 PCC7942 pAM2314  mone  mone ~ ND ND ND 14
i i pSGI- §trcE::ChFatB2§
%SGC YC1 2 PCC 7942 ycor 7942 none 1.4 4.2 ND 1.6
A ‘w1 DPSGI-  trcE::ChFatB2 synpcc7942_
§SGC YC4 7§SGC YC1-2 YCO4 7942 0918 1.0 3.1 1.1 39

Note: ND represents “not detected” (<1 mg/L).

Example 5
Secretion of Fatty Acids in Strains Derived from Synechocystis sp. PCC6803 Containing an

Inactivated Acyl-ACP Svnthetase Gene

[0077] A ~1.7-kbp DNA fragment spanning an area upstream and into the coding region
of the acyl-ACP synthetase-encoding gene, slr1609 (Cyanobase gene designation), from
Synechocystis sp. PCC 6803 was amplified from genomic DNA using PCR with primers
NBOO1 (SEQ ID NO:23) and NB0OO2 (SEQ ID NO:24). This fragment was cloned into the
pCR2.1 vector (Invitrogen) to yield plasmid pSGI-NB3 and subsequently cut with the
restriction enzyme Mfel. A chloramphenicol resistance marker cassette containing the car
gene and associated regulatory control sequences was amplified from plasmid pAM1573
(Andersson, et al., Methods Enzymol. (2000) 305:527-542) to contain flanking Mfel
restriction sites using PCR with primers NBO10 (SEQ ID NO:25) and NBO11 (SEQ ID
NO:26). The car gene expression cassette was then inserted into the Mfel site of pSGI-NB3
to yield pSGI-NBS5 (SEQ ID NO:27).

[0078] The pSGI-NBS5 vector was transformed into trcE::ChFatB2-7942-containing
Synechocystis strain SGC-YC10-5 (see Example 1) according to Zang et al., J Microbiology
(2007) 45:241-245. Insertion of the chloramphenicol resistance marker into the SIr1609
gene through homologous recombination was verified by PCR screening of insert and
insertion site. The resulting strain was designated SGC-NB10-4, which was tested in liquid
BG-11 medium for fatty acid secretion. All liquid medium growth conditions used a rotary
shaker (150 rpm) at 30°C with constant illumination (60 uE-m'z-sec'l). Cultures were
inoculated in 25 mL of BG-11 medium containing chloramphenicol and/or kanamycin (5
ug/mL) accordingly and grown to a sufficient density (minimal OD7304, = 1.6-2). Cultures

were then used to inoculate 100 mL BG-11 medium in 250 mL polycarbonate flasks to
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OD730nm = 0.4-0.5 and incubated overnight. 45 mL of overnight culture at OD7300m = 0.7-

0.9 were added to new 250 mL flasks, inducing with 1 mM IPTG or using as uninduced

controls. 5 mL samples were taken at 0, 72 and 144 hours post induction and processed as

described in Example 2.

[0079] Free fatty acids (FFA) were separated from the filtered culture supernatant

solutions by liquid-liquid extraction for GC/FID (flame ionization detector) analysis. For

each sample, 2 mL filtered culture was extracted with a mixture of 50 ul phosphoric acid (1

M), 100 pl NaCl (5 M) and 2 mL hexane. A 0.2 ul sample was injected using a 40:1 split

ratio on to a DB-FFAP column (J&W Scientific, 15 m x 250 um x 0.25 um), with a

temperature profile starting at 150°C for 0.5 min, then heating at 15°C/min to 230°C and
holding for 7.1 min (1.1 mI/min He).

[0080] GC results indicating secreted levels of free fatty acids after 144 hours are shown
in Table 5-1.

Table 5.1

Medium-chain fatty acid secretion in various strains of Synechocystis.

. . Plasmid ) Fatty Acids (mg/L)
Strain Parent Strain —A dded Transgenes Deletions 8:0 10:0
SGC-YC10-5| PCC 6803 |pSGI-YCO8| trcE::ChFatB2-7942 none 58.3 67.7
SGC-NB10-4 | SGC-YC10-5 | pSGI-NBS | trcE::ChFatB2-7942 | sir1609 57.7 73.7

Note: ND represents “not detected” (<1 mg/L).

Example 6

Expression of Cuphea lanceolara Kas-1V and Helianthus annuus Kas-111 genes in

Svnechocvstis sp.

[0081] A DNA fragment comprising a functional operon was synthesized such that it

contained the following elements in the given order: the trc promoter, the Cuphea

lanceolata 3-ketoacyl-acyl carrier protein synthase IV gene (ClKas-IV, GenBank Accession

No. CAC59946) codon-optimized for expression in Synechococcus elongatus PCC 7942,
and the rps14 terminator (SEQ ID NO:28) from Synechococcus sp. WH8102. The

nucleotide sequence of this entire functional operon, along with various flanking restriction

enzyme recognition sites, is provided in SEQ ID NO:29.
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[0082] Another DNA fragment comprising a functional operon was synthesized such
that it contained the following elements in the given order: the trc promoter, the Helianthus
annuus 3-ketoacyl-acyl carrier protein synthase III gene (HaKas-III, GenBank Accession
No. ABP93352) codon-optimized for expression in both Syrnechococcus elongatus
PCC 7942 and Synechocystis sp. PCC 6803, and rps14 terminator from Synechococcus sp.
WHE8102. The nucleotide sequence of this functional operon, along with various flanking
restriction enzyme recognition sites, is provided in SEQ ID NO:30.

[0083] Codon optimization was performed by the use of the “Gene Designer”

(version 1.1.4.1) software program provided by DNA2.0, Inc. The functional operon
(expression cassette) containing the codon-modified ClKas-IV gene as represented in SEQ
ID NO:29 was digested by the restriction enzymes Spel and Xbal and inserted into plasmid
pSGI-YC39 between the restriction sites Spel and Xbal to form plasmid pSGI-BL26, which
enables integration of the functional operon into the Synechocystis sp. PCC 6803
chromosome at the “RS2” recombination site (Aoki, et al., J. Bacteriol (1995) 177:5606-
5611). The plasmid pSGI-BL27 containing the DNA fragment represented in SEQ 1D
NO:30 was constructed in the same way.

[0084] Plasmid pSGI-BL43 contains the trcE promoter, the codon-optimized ClKas-IV
gene, and the rps14 terminator as represented in SEQ ID NO:31 and was made by inserting
a Spel/Ncol trcE fragment from pTrcHis A (Invitrogen) into Spel/Ncol-digested pSGI-
BL26. An additional plasmid, pSGI-BL44, contains the trcE promoter, the optimized
ClIKas-1V gene, the S. elongatus PCC 7942 kaiBC intergenic region, the optimized HaKas-
IIT gene, and the rps14 terminator as represented in SEQ ID NO:32 and was made by
inserting a BamHI/Sacl fragment (containing the S. elongatus kaiBC intergenic region, the
HaKas-III gene, and the rps14 terminator) generated via PCR amplification into BglIl/Sacl-
digested pSGI-BL43. The PCR primers used to generate the DNA fragment containing the
kaiBC region, HaKas-1III, and rps14 terminator are provided as SEQ ID NO:33 and SEQ ID
NO:34.

[0085] Wild-type Synechocystis PCC 6803 cells and transgenic Synechocystis strain
SGC-YC10-5, which contains the ChFatB2-7942 gene, were transformed with plasmids
pSGI-BL26, pSGI-BL27, pSGI-BLA43 and pSGI-BL44 as described by Zang, X. et al. J.
Microbiol. (2007) 45:241-245. Both recombinant and wild-type control strains were pre-
cultivated in 20 mL of BG-11 medium to mid-log phase (OD7304m = 0.7-0.9) on a rotary
shaker (150 rpm) at 30°C with constant illumination (60 uE-m'z-sec'l). Kanamycin (5
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pg/mL) and/or spectinomycin (10 pg/mL) were included in recombinant cultures as
appropriate. Cultures were then subcultured at initial OD730pm = 0.4-0.5 in BG-11 and
cultivated overnight to OD730,,, = 0.7-0.9. For a time-course study, 45-mL aliquots of the
culture were transferred into 250 mL flasks and induced by adding IPTG (final conc. = 1
mM) when applicable. Cultures were sampled 0, 72, and 144 hours after IPTG induction
and then filtered through Whatman® GF/B filters using a Millipore vacuum filter manifold.
Filtrates were collected in screw top culture tubes for gas chromatographic (GC) analysis as
described in Example 2.

[0086] Results indicating the levels of secreted octanoic acid and decanoic acid in
culture supernatants 144 hours after culture inoculation are shown in Table 6-1. The ClKas-
IV and HaKas-III genes present in the indicated strains were under the control of the trc

promoter.

Table 6-1

Medium-chain fatty acid secretion in (in mg/L) various Synechocystis sp. strains

. . Plasmid Fatty Acids (mg/L)
Strain Parent Strain Added Transgenes 20 10:0
PCC 6803 n/a n/a None ND ND
SGC-YC10-5| PCC 6803 | pSGI-YCO8 trcE-ChFatB2-7942 69.8 68.4
SGC-BL26-3 | PCC 6803 | pSGI-BL26 tre-ClKas-1V ND ND
trcE-ChfatB2-7942
SGC-BL26-5 |SGC-YC10-5| pSGI-BL26 tre-ClKas-TV 69.5 71.9
SGC-BL27-1 | PCC 6803 | pSGI-BL27 trc-HaKas-II1 ND ND
SGC-BL27-2 |SGC-YC10-5| pSGL-BL27 | (eEChratB27942 657 | 66.6
trc-HaKas-111

Note: ND represents “not detected” (<1 mg/L).

[0087] For a more optimized measurement of fatty acid secretion in these strains, the
fatty acid secretion data shown in Table 6-1 were normalized to cell culture density,
measured as optical density at 730 nm (OD7304m); these data are presented in Table 6-2.

Other experiments described in this application could be normalized in a similar fashion.

Table 6-2

Normalized medium-chain fatty acid secretion (mg/L/OD7304m) in various Synechocystis sp.
strains
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. . Plasmid Fatty Acids
Strain Parent Strain Added Transgenes 30 10:0
PCC 6803 n/a n/a None ND ND
SGC-YC10-5| PCC 6803 | pSGI-YCO8 trcE-ChFatB2-7942 11.7 11.4
SGC-BL26-3 | PCC 6803 | pSGI-BL26 trc-ClKas-1V ND ND
trcE-ChfatB2-7942
SGC-BL26-5 |SGC-YC10-5| pSGI-BL26 tre-ClKas-TV 11.7 12.1
SGC-BL27-1 | PCC 6803 | pSGI-BL27 trc-HaKas-II1 ND ND
SGC-BL27-2 |SGC-YC10-5| pSGL-BL27 | (eEChratB27942 122 | 123
trc-HaKas-I11

Note: ND represents “not detected” (<1 mg/L).

[0088] Results indicating the levels of secreted octanoic acid and decanoic acid in
culture supernatants of additional strains 120 hours after culture inoculation are shown in
Table 6-3. The ClKas-IV and HaKas-III genes present in the indicated strains were under

the control of the trcE promoter.

Table 6-3

Medium-chain fatty acid secretion (in mg/L) in various Synechocystis sp. strains

. . Plasmid Fatty Acids (mg/L)

Strain Parent Strain Added Transgenes 20 10:0

SGC-YC10-5| PCC 6803 | pSGI-YCO08 trcE-ChFatB2-7942 34.8 43.5

SGC-BL44 | PCC 6803 | pSGI-BL44 | trcE-CIKAS-IV+HaKAS-1II | ND ND
SGC-YC10- trcE-ChFatB2-7942

5 BLA3 SGC-YC10-5| pSGI-BLA3 treE-ClKas-IV 40.0 48.1
SGC- YC10- trcE-ChfatB2-7942

sBLaq | SOCYCI0S) pSCIBLAY |k cikAS-IVeHaKAS T | 252 47.1

Note: ND represents “not detected” (<1 mg/L).

[0089] For a more optimized measurement of fatty acid secretion in these strains, the
fatty acid secretion data shown in Table 6-1 were normalized to cell culture density,

measured as optical density at 730 nm (OD7304m); these data are presented in Table 6-4.
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Table 6-4
Normalized medium-chain fatty acid secretion (mg/L/OD730nm) in various Synechocystis sp.
strains
. . Plasmid Fatty Acids
Strain Parent Strain Added Transgenes 50 10:0
SGC-YC10-5| PCC 6803 | pSGI-YCO8 trcE-ChFatB2-7942 6.8 8.5
SGC-BL44 PCC 6803 | pSGI-BL44 | trcE-CIKAS-IV+HaKAS-III ND ND
SGC-YC10- trcE-ChFatB2-7942
5 BLA3 SGC-YC10-5| pSGI-BL43 treE-ClKas-IV 7.4 8.9
SGC- YC10- trcE-ChfatB2-7942
sBL4s  |POCYCI0-5) pSGIBLAY b cikas-IV4HaKAS-TT | S 10.2

Example 7

Introduction of a Heterologous Acyl-ACP Thioesterase Gene into a Diatom

[0090] A synthetic gene that encodes a derivative of the ChFatB2 enzyme with
specificity for medium-chain (8:0-10:0) acyl-ACPs is expressed in various diatoms
(Bacillariophyceae) by constructing and utilizing expression vectors comprising the
ChFatB2 gene operably linked to gene regulatory regions (promoters and terminators) that
function in diatoms. In a preferred embodiment, the gene is optimized for expression in
specific diatom species and the portion of the gene that encodes the plastid transit peptide
region of the native ChFatB2 protein is replaced with a plastid transit peptide that functions
optimally in diatoms. The nucleotide sequence provided as SEQ ID NO:35 represents a
synthetic derivative of the ChFatB2 gene that has been optimized for expression in
Thalassiosira pseudonana and in which the native plastid transit peptide-encoding region of
the gene has been replaced with the plastid transit peptide (including coupled signal
sequence) associated with the gamma subunit of the coupling factor portion (CF1) of the
chloroplast ATP synthase from T. pseudonana (JGI Identifier = jgi/Thaps3/40156/est
Ext_gwp_gwl.C_chr_40019). The protein encoded by this gene, referred to hereafter as
ChFatB2-Thal,) is provided in SEQ ID NO:36.

[0091] To produce an expression vector for 7. pseudonana, the ChFatB2-Thal gene was
placed between the T. pseudonana alpha-tubulin promoter and terminator regulatory
sequences. The alpha-tubulin promoter was amplified from genomic DNA isolated from T.
pseudonana CCMP 1335 by use of primers PR1 (SEQ ID NO:37) and PR3 (SEQ ID
NO:38), whereas the alpha-tubulin terminator was amplified by use of primers PR4 (SEQ
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ID NO:39) and PR8 (SEQ ID NO:40). The Kpnl/BamHI fragment from the alpha-tubulin
promoter amplicon, the BamHI/Xbal fragment from the alpha-tubulin terminator and the
large fragment from Kpnl/Xbal- cut pUC118 (Vieira and Messing, Meth. Enzymol. (1987)
153:3-11) were then combined to form pSGI-PRS. The Ncol/BamHI fragment from
ChFatB2-Thal gene was then inserted into Ncol/BamHI-digested pSGI-PRS to form pSGI-
PR16. In addition, a codon-optimized gene that encodes the nourseothricin acetyltransferase
(NAT) enzyme from Streptomyces noursei (SEQ 1D NO:41) (Krugel, et al., Gene (1993)
127:127-131) was synthesized and the Ncol/BamHI fragment from this NAT-encoding
DNA molecule was inserted into the large Ncol/BamHI fragment from pSGI-PRS to form
pSGI-PR7, which upon introduction into 7. pseudonana and other diatoms can provide
resistance to the antibiotic nourseothricin.

[0092] pSGI-PR16 and pSGI-PR7 were co-transformed into 7. pseudonana CCMP 1335
by means of particle bombardment essentially as described by Poulsen, et al., (J. Phycol.
(2006) 42:1059-1065). Transformed cells were selected on agar plates in the presence of
100 mg/L nourseothricin (ClonNAT, obtained from Werner BioAgents, Germany). The
presence of the ChFatB2-Thal gene in cells was confirmed by the use of PCR.
Transformants were grown in ASW liquid medium (Darley and Volcani, Exp. Cell Res.
(1964) 58:334) on a rotary shaker (150 rpm) at 18°C with constant illumination (60 pE-m
“sec™). Samples were removed seven days after inoculation and the culture medium was
tested for the presence of FFAs as described in Example 1.

[0093] Although no fatty acid secretion was detected under these particular
experimental conditions, optimization of the ChFatB2-Thal gene and diatom host strain can
be performed to achieve fatty acid secretion in diatoms, which are known to have relatively

impervious cell walls.

Example 8
Secretion of Fatty Acids by Green Algae

[0094] A synthetic gene that encodes a derivative of the ChFatB2 enzyme with
specificity for medium-chain (8:0-10:0) acyl-ACPs is expressed in green algae
(Chlorophyceae) by constructing and utilizing expression vectors comprising the ChFatB2
gene operably linked to gene regulatory regions (promoters and terminators) that function in
green algae. The gene is optimized for expression in specific green algal species and the

portion of the gene that encodes the plastid transit peptide region of the native ChFatB2
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protein is replaced with a plastid transit peptide that functions optimally in green algae. The
nucleotide sequence provided as SEQ ID NO:42 represents a derivative of the ChFatB2
gene optimized for expression in Chlamydomonas reinhardtii and in which the native
plastid transit peptide-encoding region of the gene has been replaced with the plastid transit
peptide associated with the gamma subunit of the coupling factor portion (CF1) of the
chloroplast ATP synthase from C. reinhardtii (GenPept Accession No. XP 001696335).
The protein encoded by this gene is provided in SEQ ID NO:43.

Example 9
Secretion of Fatty Acids in Strains of Synechocystis sp. Containing a Disrupted 1.4-alpha-

Glucan Branching Enzvme Gene

[0095] A 1.4-kbp DNA fragment spanning an area upstream and into the coding region
of the 1,4-alpha-glucan branching enzyme gene (g/gB, Cyanobase gene designation =
slI0158) from Synechocystis sp. PCC6803 was amplified from genomic DNA using PCR
with primers glgB-5 (SEQ ID NO:44) and glgB-3 (SEQ ID NO:45). This fragment was
cloned into the pCR4-Topo vector (Invitrogen) to yield plasmid pSGI-BL32 and
subsequently cut with the restriction enzyme Aval. A spectinomycin resistance marker
cassette containing the aadA gene and associated regulatory control sequences was digested
by HindIII from plasmid pSGI-BL27. Both of the linear fragments were treated with the
Quick Blunting™ Kit (New England Biolabs). The aadA gene expression cassette was then
inserted into the Aval site of pSGI-BL32 to yield pSGI-BL33. The portion of pSGI-BL33
that inserts into and inactivates the glgB gene is provided as SEQ ID NO:46).

[0096] The pSGI-BL33 vector was transformed into wild-type Synechocystis PCC 6803
and into trcE::ChFatB2-7942-containing Synechocystis strain SGC-YC10-5 (see Example 1)
according to Zang, et al., J. Microbiology (2007) 45:241-245. Insertion of the
spectinomycin resistance marker into the S110158 (g/gB) gene via homologous
recombination was verified by PCR screening of insert and insertion site. Verified knockout
strains were tested in liquid BG-11 medium for secretion of fatty acids. All liquid medium
growth conditions used a rotary shaker (150 rpm) at 30°C with constant illumination (60
uE-m'z-sec'l). Cultures were inoculated in 25 mL of BG-11 medium containing
spectinomycin (10 ug/mL) and/or kanamycin (5 pg/mL) accordingly and grown to a

sufficient density (minimal OD730,, = 1.6-2). Cultures were then used to inoculate 100 mL
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BG-11 medium in 250-mL polycarbonate flasks to OD730um = 0.4-0.5 and incubated

overnight. Forty-five mL of overnight culture at OD730nm = 0.5 were added to new 250-mL

flasks; some cultures were induced with 1 mM IPTG or used as uninduced controls.

Samples (0.5 mL) were taken at 0, 72, 144, and 216 hours post induction and processed as

described in Example 2.

[0097] Free fatty acids (FFA) were separated from the filtered culture supernatant

solutions by liquid-liquid extraction for GC/FID analysis. For each sample, 2 mL of filtered

culture were extracted with a mixture of 50 uL phosphoric acid (1 M), 100 uL NaCl (5 M)

and 2 mL hexane. A 0.2 pl sample was injected using a 40:1 split ratio on to a DB-FFAP

column (J&W Scientific, 15 m x 250 pm x 0.25 um), with a temperature profile starting at

150°C for 0.5 min, then heating at 15°C/min to 230°C and holding for 7.1 min (1.1 mL/min

He).

[0098] GC results indicating secreted levels of free fatty acids after 216 hours are shown

in Table 9-1.

Table 9-1

Medium-chain Fatty Acid Secretion (in mg/L) in Various Synechocystis sp. Strains

Strain Parent Strain P:zis(rf;id Deletion Transgenes ;zgty Acll gso
PCC 6803 n/a n/a None None ND ND
SGC-BL33-1 | PCC 6803 | pSGI-BL33 | S1I0158 (gigB) None ND ND
SGC-YC10-5| PCC6803 |pSGI-YCOS None trcE-ChFatB2-7942 | 70.0 68.7
SGC-BL33-2 | SGC-YC10-5 | pSGI-BL33 | S110158 (gigB) | trcE-ChFatB2-7942 | 66.2 68.1

Note: ND represents “not detected” (<1 mg/L).

[0099] For a more optimized measurement of fatty acid secretion in these strains, the

fatty acid secretion data shown in Table 9-1 were normalized to cell culture density,

measured as optical density at 730 nm (OD730nm); these data are presented in Table 9-2.

Other experiments described in this application could be normalized in a similar fashion.

Table 9-2

Normalized Medium-chain Fatty Acid Secretion (mg/L/OD730um) in Various Synechocystis

sp. Strains
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Strain Parent Strain P::is(rf;id Deletion Transgenes 51: :zgty Acll gso
PCC 6803 n/a n/a None None ND ND
SGC-BL33-1 | PCC 6803 | pSGI-BL33 | S1I0158 (gigB) None ND ND
SGC-YC10-5| PCC 6803 | pSGI-YCO8 None trcE-ChFatB2-7942 | 9.8 9.7
SGC-BL33-2 |SGC-YC10-5| pSGI-BL33 | S110158 (gigB) | trcE-ChFatB2-7942 | 10.4 10.7

Note: ND represents “not detected” (<1 mg/L).

Example 10
Capture of Free Fatty Acids from Model Solutions with Hyvdrophobic Adsorbent Resins

[00100] A spike solution was formulated by dissolving 75 mg/L octanoic acid and

75 mg/L decanoic acid in BG-11 medium supplemented with 300 mM NaCl and adjusting

the pH to 5.8. 50 mg of each of the resins listed in Table 1 were weighed into a 50 mL

centrifuge tube and combined with 1.0 mL of methanol and shaken gently. The excess

methanol was decanted and the resins were dried under a 25 in Hg vacuum, room

temperature, overnight. 50 mL of the spike solution was then added to each of the resins

and incubated with gentle shaking at 31°C for 24 hours. Following incubation, the resins

were removed by filtering over a Whatman® GF/F glass fiber filter and the filtrates were

analyzed for octanoic acid and decanoic acid content by gas chromatography as described in
Example 2. The capacity of each resin for octanoic and decanoic acid could then be

determined by the difference in the concentration of each fatty acid before and after

incubation with each resin. The results are shown in Table 10-1 below.
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Table 10-1

Adsorption capacities of several commercially-available adsorbents

Adsorption Capacity (mg/g)
Description Resin type Octanoic | Decanoic | Total free
Acid acid fatty acids
Dowex Optipore® Post cross-linked macroporous 26.3 69 8 96.0
V503 (Dow Chemical) | polystyrene divinyl benzene ' ' '
Lewatit 1064 MD Macroporous polystyrene
(LanXess) divinyl benzene I 467 478
Zeolyst CBV 28014 |y ow-alumina zeolite | 174 | 74.7 92.0
(Zeolyst)
Zeolyst CBV 901 Low-alumina zeolite 54 64.8 70.1
(Zeolyst)
Hisiv 3000 Silicalite e
(UOP Honeywell) Hydrophobic silicalite 15.3 23.7 39.1
Lipidex 5000 (Packard
Instrument Co.) Alkylated sephadex gel 0.00 18.6 18.6
Norit ROW 0.8 (Fluka) | Extruded activated charcoal 40.2 71.8 112.1

[00101] Elution of free fatty acids from the hydrophobic adsorbents was also
investigated. Dowex® Optipore® V503, Zeolyst CBV 28014, Zeolyst CBV 901, and Norit®
ROW were incubated with 1.0 mL of spike solution per mg of adsorbent as described above.
After the incubation period, the adsorbents were rinsed and combined with 0.1, 0.5, or
1.0 mL methanol per mg of adsorbent and shaken gently at room temperature for 4 hours.
The methanol eluates and post-adsorption spikes were analyzed for free fatty acid

concentration by gas chromatography. The results are listed in Table 10-2 below.

Table 10-2

Desorption of free fatty acids in methanol

mL MeOH/mg Resin
Dowex Optipore” V503

[00102] The effect of pH on adsorbent capacity was studied utilizing Dowex®
Optipore® V503. 40 mg of the resin were combined with 40 mL of BG-11 media spiked
with 150 mg/L of octanoic and decanoic acid and adjusted to a pH of 10.0, 7.5, 4.8, or 2.8.
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The pH 10 spike was buffered with 5 mM CAPS. The pH 7.5 and 2.8 spikes were buffered
with 5 mM phosphate, and the pH 4.8 was buffered naturally by the dissolved fatty acids,
with 5 mM NaCl added to maintain consistent conductivity. The spikes were incubated with
resin as described above. Free fatty acid concentrations were measured with an enzymatic
assay purchased from Zen-bio. The results are displayed in Table 10-3 below. From these
results, it is clear that hydrophobic adsorption of free fatty acids is possible over a wide

range of pH.

Table 10-3

Adsorption capacity of Dowex” Optipore® V503 at various pH values

pH Adsorption Capacity (mg FFA/g resin)

10 42 +13
R
R e o
T o

Reported values are the mean of two experimental replicates, +/- one standard deviation.

Example 11
In Vivo Capture of Free Fatty Acids from Cultures of Synechocystis Strain SGC-YC10-5

[00103] Synechocystis sp. strain SGC-YC10-5, which contains the ChFatB2-7942 gene as
described in Example 1, was cultured in BG-11 with and without Dowex® Optipore® V503
resin. 400 mL of fresh culture was induced with 5 mM IPTG and incubated at room
temperature for 1 hour to allow for uptake of the inducer. The culture was then divided into
four 1,000 mL baffled Erlenmeyer flasks with PTFE vent caps. To two of the flasks,
approximately 400 mg of Dowex® Optipore® V503 were added. The adsorbent resin in the
test flasks was recovered and exchanged for fresh resin daily for 10 days. The recovered
resin was washed liberally with deionized water and eluted with 2 mL of methanol. Samples
of culture medium from the test flasks and control flasks were also taken daily. The samples
were measured for OD73o,m, and filtered over a Whatman® GF/B glass fiber filter and
analyzed for octanoic acid and decanoic acid content by gas chromatography as previously

described in Example 2. The results are presented in Table 11-1.
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Table 11-1

In vivo capture of free fatty acids from Synechocystis SGC-YC10-5 cultures

. Average Free Fatty
Avg. Specific . Acid Productivity (mg |

| . Growth Rate (d) | Ltdh
~ Without Dowex . 0.090+0.005 16 0.8
 WithDowex |  0.09020.010 31+3

Reported values are the mean of two biological duplicates +/- one standard deviation.

Example 12

Integration of CO» Delivery and Product Recovery as a Means for Enhancing the

Efficiency and Economy of Both

[00104] Table 10-3 above reveals a clear relationship between free fatty acid adsorption
capacity and pH. This relationship results from the inefficiency of extraction of the ionized
form of the free fatty acids. Many potential production hosts require a pH significantly
higher than the pKa of free fatty acids in order to survive and reproduce. An extreme
example of this would be the alkalophilic cyanobacteria such as those belonging to the
genera Synechococcus, Synechocystis, Spirulina, and many others, which prefer a pH
between 9 and 11 for optimum growth. Figure 5 outlines an embodiment of the invention
wherein this problem is solved by recycling a portion of the culture first through a vessel
where it is contacted with concentrated CO, gas to lower the pH, then through a stationary
adsorbent column wherein the protonated free fatty acids are captured.

[00105] The CO,-enriched, free fatty acid-depleted suspension is then returned to the
bulk culture. The pressure inside the gas-liquid contactor can be controlled independently to
provide a constant pH in the stream exiting the adsorption column. Further, the pressure of
the post-column flash vessel can be controlled so as to provide a supply of CO, which is
titrated to the CO, consumption rate of the bulk culture through PID control of pH,
dissolved CO,, off-gas CO,, or any combination of the three. The excess CO, can then be
recycled.

[00106] In order to demonstrate proof of concept for the invention described above, an
experimental system was constructed as displayed in Figure 5.

[00107] Vessel E-1 was filled with 4L of a spike solution containing 700 mg/L octanoic
acid dissolved in 100 mM NaCl, pH 11.1. Column C1 was filled with 45.2 g of Dowex®

Optipore® V503 polymeric resin. The resin was activated with two column volumes of
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methanol, followed by a wash of three column volumes of 100 mM NaCl, pH 11.1. Liquid-
gas contact vessel E2 was then filled with 200 mL of spike solution and 34.7 psia of CO,.
When the pH of the spike solution inside E-2 had decreased to between 5 and 6 (as
determined by a slip of pH paper contained within E-2) peristaltic pumps P-1 and P-2 were
set to the same flow rate and column loading was initiated. Valve V-2 was adjusted as
needed to increase the column pressure and prevent the formation of gas bubbles.

[00108] Fractions of the flowthrough were taken at periodic intervals of 70-100 mL and
assayed for octanoic acid by a commercially-available free fatty acid assay purchased from
Zen-Bio. Two superficial linear flow rates were evaluated: 16.3 cm/min and 6.1 cm/min.
For both flow rates, a control run was performed whereby vessel E-2 was bypassed and the
column was loaded directly at a pH of 11.1. Table 12-1 below displays the results of this
experiment. For both flow rates, column dynamic binding capacity was approximately 4-

fold greater when CO, was used to lower the pH of the load.

Table 12-1

Dynamic binding capacity with and without CO,-mediated load acidification

§ ‘ Dynamic Binding Capacity (mg/g) ‘
. Flow velocity (cm/min) ~ +34.7 psia CO, | Control (pH 11.1) 0 psia CO,

................................ 6t . .48s5 s
16.3 7.2 1.9
Example 13

Secretion of Oleic Acid by Photosynthetic Microorganisms

[00109] A synthetic gene that encodes a derivative of a FatA-type plant acyl-ACP TE
enzyme with specificity for oleoyl-ACP is expressed in various photosynthetic
microorganisms by constructing and utilizing expression vectors comprising a FatA gene
operably linked to gene regulatory regions (promoters and terminators) that function in the
host photosynthetic microorganism. The gene is optimized for expression in the host
photosynthetic microorganism and the portion of the gene that encodes the plastid transit
peptide region of the native FatA protein is removed for expression in cyanobacteria or
replaced with a plastid transit peptide that functions effectively in the host eukaryotic

photosynthetic microorganisms.
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[00110] Genes that could be used for this purpose include, but are not limited to, those
that encode the following acyl-ACP TEs (referred to by GenPept Accession Numbers):
NP_189147.1, AAC49002, CAA52070.1, CAA52069.1, 193041.1, CAC39106, CAO17726,
AACT2883, AAA33020, AAL79361, AAQ08223.1, AAB51523, AAL77443, AAA33019,
AAG35064, and AAL77445.

[00111] The following is a sequence listing of all sequences referred to above.

SEQ ID NO:1
ATATCGTGGAGTATATCAATGGTGGGGAGGTIGTIGGTGTAGTAGTITGCGAGCAAAGATGACACTTGGTAAACTGA
TGCGACGTGGATACTGCGACGAAGATTGGCCGTACACACGTICGGATITGAATGAACATATGTIGTITITATTICAAA
CCAATTTGACTAGTTTGAGGAACCTITCACGIGTTITCGCTICICAAACTTTGAGACAACAGCCTCCGAATCCAAAT
GAATGACTITTAAACACAAGCTAGGAGCTGGTGATATATAATATGCTIGGTITGTATGAAAGAGACTAATCGTGTG
AAATAAATGATGGCTCGCCCTAGTGAATGCTICCTICAGAGACGCTICATTICGTICCAAGTGTTICGICACTITCTIGICA
TTGTITICCICCGAGGCCAAGGIGGICGAGTAGGTAGATACCAGCTATTICICTIGCTICTITTACTITATCTCCC
TCTACCAAAAACAGCACGTITATTATCTCCTITCCATICCACGCAATAACAAGAGGCAATCGGTAAAGAGGCACA
AACAAGAGAACAAAGACCCCGGCTGCTICTICICGICCGTICCGCCGCCCCTAAACTTCAAGTTITACTTCAAGTT
CAATCIGTITTITGGCGCAAAAAGCGCCGTIGCTICCGCCGICCICCGCACTTTITCAGTICTCIGTICGTCGAGGA
CIGITATCAACTTCCAAGATCICCATCICTICTCCTATCCTICCCCTAACAAAGTACG

SEQ ID NO:2
GTTICAATGCCTITGGTIGTITIGTICGTCAATAGGCACTTCGACTITTIGCTCTITGGTICCGTITATCCCAAACTTIGAACG
AGCGCCACGGTCCTICICGGTITICGGTGGTATCCCAGGACCICTICGTAGTTIGATGCAGGGTITCAGAATCGAGATA
ACTCATGTIGICGTITIGTIGTITTIGITGATTITTACCTIGCTITCCAGCTTICGGICTIGTAATTACAGTGACACGC
TGTACTAGAAATGATGTACGTITGATGGAATCTCTAAAATTATGAGCTATTTATGAACACAGGAGTITCICATCA
ACTTTCCATCGAAATCCGTAGGAGAATICTAATGTICCICTICGGACGAGAGACAGACGTATCAGGAGTCACTIG
AAGGTICCAAGATTCTIATCITCATGAGGTCIGGATATGACAGTCCTGCCTITCGAGGCAAGCCCTGICACTGIGA
CCITTICGCGTCGTCAATAATTITTAGGAACGCAAGGATAGGGATTCICCATAGTAAGGACTATTGTITTGACCCC
TGAAACTTCAACCTTITACCCCAAGAATGGGGCATTCATAAGTGAAAAACGTTIGTTATGTATGCCCCAATTCCT
ACACAGGAATAGGTATTGAATCACGTAGAAAATGATCGTITGCGCCGCAAGCAAACACACCGGCTCICTICCGCC
GCACTCTICTITCCAATCCAACAAACAAACGCAACC

SEQ ID NO:3
ACGCAGATAGTGTATATTIGCGTICACAGTICICTIIGTCGTCATAGGAGAGGAGAACTAGAGAACAAAAAGCGTICA
TGTAATAAATGTTGGATGITGGCATGTCGTCCCAGCCAGTATCCAAAACACCGAATTIGTCGAGGTICGTIGAGCT
TGCAGCACTCATGGCAACGGCTAATTTCATATCTATGTITATCAATGTITATCTGTAACACTAATGCTAAGTAATG
CGICAACAACTTIATCTICCICCGGCICTICACTCCACTICGCTIGACGICGITTGATATTITTATCTIGCTCTATTIAT
TCAAGTTGAATCTGCAGTTIGAGGCATTCTCTAACTTAGCCGAGAAATCAAGACGGTGACTITTGAATTTACAAGT
ACAGTTACGCTTACACAAGATACCTITTICTICACAAAAAAGATTCCGTIGGCTCCCACTIGCGCATTGCTACTTGGT
ACTATICCCATGIGGAACTIGGATTIGGGGGAAAGAGGGAGTICTGAGTITTGTAAATGTACATTIGTTIATICCCTT
CATTATCGACAACATCACTAACTCATCGTGCATACAGAGAAAAACAATCTCCACTTITCTICAACAAAAGTGGCCA
CAATGTIGCCTCCGACACAGCCICAAGAGCCGACCGATCGTIGCATTITTCACTICTCGAACACACACACACACAC
ACACCCACACACCACCACCICICTITATCCAACC

SEQ ID NO:4
AGTCGGATTGAAAACAGCGAATGTACGCCATTICCAAAGGCGCTCAGCAAAAGGAGACATATGCACACATCCAGC
GGAAGTAAGTACGACACTIGAACAAGAGCATGACCTGTICAAAGCATGCTGCCATCGICGCTTCGCTITCTATICC
CAATGACACTTIGGTICACCACGACTITGAAAAACGGCAATCAGCAAAATAAGCGATAGACCCTGACCAACGGCAG
CTITTICATCITTTATGAACGGCAGATATICGCATCCTICITTTATCGATACAGCAAACACGCAGAATTTCIGTICT
CTTITCAAGACGACAAGCACGAATTICGGTACGCIGTCATAATTTATTIGACTATGTTAGATAACACAACTCTCAT
GCGCTITGAAAATCTIGCTTACTITCACAGTAAAGAGACAAGCTCITTGCACTGACTGCGACAGAGATGGAAARAAA
GGAATTICTACCGGCAATTGACAGACTGATGTGAAAACAGAGAGTAACCGTAAACAAGTACCGGTAAGTATGCGC
GCAACCTTTIACTITGTITCCGTITGGCGICIGTCATTITGATGTCACGCAGACTTGAAAAGTCGTTCGCICCATTGTG
AAAAATATCATGCGACAACGTICAGAAAGGCCGGCGTGCAATCGGTTITGCCTIGTTICTGATCCGCTGCTTTITT
GAGCAACGACCTIGCGGAGGACCACAATGATCTITICICITGICGTIGAGAGCTAGTTCTATTACCTGTITCAATTAC
CIGCTITCITGTIATTIACICGAAGCICTICGTICTICTATC
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SEQ ID NO:5
TTTITGTAATTCGCCACTACCTITACGCAAGTAAGAACGTTTICATGCTIGGAGTCGTGGACCAATCGTAAGGTATA
CGITAGTCATACCGCGCCIGTACTATTTACGACACGAGAGAAAGCCACTGCAGTTCTIGGGATGGGATCAGATGC
TTGCTCCTITCACTGCGCIGGCAAACTGTATGCTAGACACGACTICGGATCGGATATCGAAATCAAACGGCGGAG
AATGGGTTCGGATGACTGICCGGAGCTACCTAGGAAAAGCTTICTITTITCGTITICGGACCACCAAGAGGGAAGCSG
CTIGCCIGTACTCGTGCGATAGGAAGCATCAGACGTATTITGITCGGATGAGATCACACCAGAACTAGCCAGGCAG
CCAGCTAGCTATTGTICATCTACAGATTICGAACCAAACGTGGATACTAGAAAGCATGGGATTGACTIGTGACTIGT
GATTTGTIGITGCACACTTITATACCTACCCTCGACCTCGTACTTIGTGTAGTAGCAAAATGTGGATIGTIGCGTTG
AAATGTAGAAGGGTTIGGGGTIGACACGGGTITCATTCATATCCGGGTACTCGAAAATGACCGCAACGATACTCA
TCGATCGAGATACGGTGTACACGTAGACTACGTAGAAAACCTACGAGGAAGCAGATATGATTTITCCGGICCGCA
GCATCCACCCAGCCAACGICGGCAAACAACCAAACAACCTCGTCGCCCCITGTITGTTICAAGATCTGCATTCCAT
TGACAGCCTITTTICAACGAAACCGTICGCTICGTITTIGATICCATACGTCTTTIGAATACCAACAGAAAAT

SEQ ID NO:56
AAAGTATCAATAGCTTIATICCAGATTTITGIGATGTITAGCCTACTTGTAAAGCAGCGGAGGTCTGICATGACGS
TGTAGIGGCTIGGTTICGCICCGGAAATTAAGTTCTGGTITTTATATCTCAACATAACTAGAGATAAAGTTACAGS
CACGTTACIGTAAGTICCGCAGATTGCTAATGCTTITGCTITCGGTGTCCGTAAAGCTTATGTITACTGTITCTAGATT
AGAGTGGTATCCACGATTITCAAACGAAAGTGACATATTGCGAATTGTGCAGTATCAGAAAATCTCCAAAGCAG
GAGCATACATTAGTTITGGCCGTIATIGCAACGAGTAGCTICTICCTGAAGATGCAAGTAATAGAGGCTGTGAGCGTG
AATAATGAATTTIGCCIGTITAGAAGCTGGGGATCACATCTICGTGCTCCCCAAAAGTCTCTCAGTAAATCAAGAA
TGITCCTATTTICGAAAACATIGCTIATITATTTAGTTAACCGGCTITCGTCCTCCCATTTAAATAAAGATTTICA
AAAATGACACCACCAACGICCGCAAGATCACGATICGAGAGGATTICTITCITTIGTICCCAACCATGGATGACCICT
CCTATTAACACGTATATGAAGTACCGCIGCIGGTACCCGGAAAAGAGAGGACATTCCTTIGTGGGAGAGTICATCG
ATGCGCTGCCAATCGAAAAAAATGCCAAGGCGAGAAAAGCGCAGTTCGTICTTIATAATCCAATTTIGAGTTICA
AGACATACTCGTIGCTACCTITCCCACCTITCCCAACCAAACCACTCGCAACC

SEQ ID NO:7
CCATGGCGAATGGTICTGCAGICTICITIGAAATCTGGAAGCTTGAATACGCAGGAGGATACTAGTICCAGTCCC
CCICCICGGACGTITITTGCATCAGCTGCCCGACTGGAGTCGCTIGCTGACCGCCATCACAACAGTGTITIGTCAA
ATCTAAACGACCGGACATGCATGATCGGAAAAGCAAGCGCCCAGATATGCTICGTICGATAGTTICGGACTCGAGT
CTACTGTGCAGGACGGCCIGGIGTICCGTCAATCCTTCAGCATCCGAAGCTACGAGATTGGTACGGACCGTACC
GCTAGCATTIGAAACGTITGATGAACCATCTCCAAGAAACCAGTTIGAACCACTGCAAGAGCACGGGCATCCTGCT
GGATGGTITITGGCCGCACATTGGAAATGTGCAAGCGAGACTITGATCTIGGGTGGTCATTAAAATGCAGATCARAAG
TTAATCGATACCCGGCCTGGGGAGATACCGTITGAGATCAATACACGCTITITCCCGTITTGGGCAAAATTGGCATG
GGICGCGATTGGCTGATCTICCGACTIGCAACACCGGTGAGATCTIGGICCGTGCAACGTCTIGCGTACGCGATGAT
GAATCAAAAGACGCGTICGGTTGAGTAAGCTGCCGTATGAAGTTCACCAAGAAATTGTTCCATIGTICGITGATA
GTICCCGTITATCGAGGATTICTGACCTICAAAGTCCACAAGTTTAAAGTCAAGACTGGCGATICCATCCAGAAGGGC
CTGACGCCAGGTITGGAACGATCTIGGATGTGAACCAACACGTITAGCAACGTITAAGTATATCGGCTGGATCTTGGA
AAGTATGCCTACGGAAGTCCTGGAGACGCAGGAACTCIGCAGTCTICGCTCTGGAGTACCGCCGTGAGTGTGGCC
GTGATICCGTIGCTICGAGTICCGICACTGCGATGGACCCTAGCAAAGTGGGTIGTICGCAGTCAATACCAACACCTC
TTGCGGCTCGAAGATGGGACCGCCATTGTGAACGGCGCGACCGAATGGCGCCCCAAAAATGCCGGCGCTAACGS
GGCAATTAGTACCGGGAAAACCTCCAATGGAAACAGCGTCAGCTAATGATAGGATCC

SEQ ID NO:8
MANGSAVSLKSGSLNTQEDTSSSPPPRTFLHQLPDWSRLLTAITIVEVKSKRPDMHDRKSKRPDMLVDSEFGLES
TVODGLVEFROSFSIRSYEIGTIDRTASIETLMNHLOETSLNHCKSTGILLDGFGRTLEMCKRDLIWVVIKMQIKV
NRYPAWGDTVEINTRESRLGKIGMGRDWLISDCNTGEILVRATSAYAMMNOQKTRRLSKLPYEVHQEIVPLEVDS
PVIEDSDLKVHKFKVKIGDSIQKGLTPGWNDLDVNQHVSNVKYIGWILESMPTEVLETQELCSLALEYRRECGR
DSVLESVIAMDPSKVGVRSQYQHLLRLEDGTAIVNGATEWRPKNAGANGAISTGKTSNGNSVS

SEQ ID NO:9

CGCCGGGGCTGGCAGCTTAGTCCTGCGCAATCTCTACTACATCTIGCCAACCCAGTGAAATTTIGATCTITGCTIG
GCAGTAGTCGCCGCAGTAGTGATGGCCGCCGAGTTGGCTATCGCTTGGTCAAGGGCGGCAGCAGCCTGCGGGTA
CCICTGCTGGAAAAAGCGCTCCGCATGGATCTGACCAACATGATCATTGAGTIGCGCGTITCCAATGCCTTICTC
CAAGGGCGGCATTCCCCTIGACTIGTIGAAGGCGTTIGCCAATATCAAGATTGCTGGGGAAGAACCGACCATCCACA
ACGCGATCGAGCGGCIGCITGGCAAAAACCGTAAGGAAATCGAGCAAATTGCCAAGGAGACCCTCGAAGGCAACLC
TTGCGIGGIGTITTAGCCAGCCTICACGCCGGAGCAGATCAACGAGGACAAAATTGCCTTIGCCAAAAGTCTGCT
GGAAGAGGCGGAGGATGACCTIGAGCAGCTGGGICTAGTCCTCGATACGCTGCAAGTCCAGAACATTTCCGATG
AGGTCGGTTATCICTCGGCTAGTGGACGCAAGCAGCGGGCTIGATCTGCAGCGAGATGCCCGAATTGCTGAAGCC
GATGCCCAGGCTIGCCTICTIGCGATCCAAACGGCCGAAAATGACAAGATCACGGCCCIGCGTICGGATCGATCGCGA
TGTAGCGATCGCCCAAGCCGAGGCCGAGCGCCGGATTCAGGATGCGTTIGACGCGGCGCGAAGCGGTGGTGGLCG
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AAGCTGAAGCGGACATTGCTACCGAAGTCGCTICGTAGCCAAGCAGAACTCCCIGTGCAGCAGGAGCGGATCAAA
CAGGTGCAGCAGCAACTTCAAGCCGATGTGATCGCCCCAGCTGAGGCAGCTTGTAAACGGGCGATCGCGGAAGC
GCGGGGGGCCGCCGCCCGTATCGTCGAAGATGGAAAAGCTCAAGCGGAAGGGACCCAACGGCTIGGCGGAGGCTT
GGCAGACCGCTGGTGCTAATGCCCGCGACATCTICCIGCTCCAGAAGCTCGAAATTCGAGCTCGGTACCATTITA
CGITGACACCATCGAATGGTGCAAAACCTTICGCGGTATGGCATGATAGCGCCCGGAAGAGAGTCAATTICAGGS
TGGTGAATGTGAAACCAGTAACGTTATACGATGTICGCAGAGTATGCCGGIGTCTICTTATCAGACCGTTICCCGC
GTGGTGAACCAGGCCAGCCACGTITICTGCGAAAACGCGGGAAAAAGTGGAAGCGGCGATGGCGGAGCTGAATTA
CATTCCCAACCGCGTIGGCACAACAACTGGCGGGCAAACAGTICGTITGCTIGATTGGCGTITGCCACCTCCAGTCIGG
CCCTGCACGCGCCGTICGCAAATTGICGCGGCGATTAAATCTICGCGCCGATCAACTGGGTGCCAGCGTGGTGGTG
TCGATGGTAGAACGAAGCGGCGTCGAAGCCTIGTAAAGCGGCGGTIGCACAATCTTCTICGCGCAACGCGTCAGTIGS
GCTIGATCATTAACTATCCGCTGGATGACCAGGATGCCATTGCTGTGGAAGCTGCCTGCACTAATGTTCCGGCGT
TATTTCTITGATGTICICTGACCAGACACCCATCAACAGTATTIATITTICTICCCATGAAGACGGTACGCGACTGGGC
GTGGAGCATCTGGTCGCATTGGGTCACCAGCAAATCGCGCIGTTAGCGGGCCCATTAAGTITCIGTICTICGGCGCG
TCIGCGICIGGCTGGCTGGCATAAATATCTCACTCGCAATCAAATTCAGCCGATAGCGGAACGGGAAGGCGACT
GGAGTGCCATGICCGGTTITCAACAAACCATGCAAATGCTGAATGAGGGCATCGTTICCCACTGCGATGCTGGTT
GCCAACGATCAGATGGCGCTGGGCGCAATGCGCGCCATTACCGAGTCCGGGCTIGCGCGTIGGTIGCGGATATCTC
GGTAGTIGGGATACGACGATACCGAAGACAGCTCATGTTATATCCCGCCGTITAACCACCATCAAACAGGATTTITIC
GCCTGCTGGGGCAAACCAGCGIGGACCGCTIGCTIGCAACTCTICICAGGGCCAGGCGGTGAAGGGCAATCAGCTG
TTGCCCGTCTCACTGGTGAAAAGAAAAACCACCCTGGCGCCCAATACGCAAACCGCCTCICCCCGCGCGTTGGL
CGATTCATTAATGCAGCTGGCACGACAGGTITCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAATTAATGTA
AGTTAGCGCGAATTGATCIGGITTGACAGCTITATCATCGACTGCACGGTGCACCAATGCTITCIGGCGTCAGGCA
GCCATCGGAAGCTGIGGTATGGCTGTGCAGGTCGTAAATCACTGCATAATTCGTGTICGCTICAAGGCGCACTCCC
GTICTGGATAATGTTITTTTIGCGCCGACATCATAACGGTITCIGGCAAATATTCTGAAATGAGCTGTIGACAATTA
ATCATCCGGCTCGTATAATGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGCGCCGCTGAGAAA
AAGCGAAGCGGCACTGCTICITTIAACAATTTATCAGACAATCTIGIGTGGGCACTCGACCGGAATTATCGATTAAC
TTTATTATTAAAAATTAAAGAGGTATATATTAATGTATCGATTAAATAAGGAGGAATAAACCATGGCGAATGGT
TCIGCAGTCICITTGAAATCTGGAAGCTTGAATACGCAGGAGGATACTAGTTCCAGTICCCCCICCICGGACGTT
TTTGCATCAGCTIGCCCGACTGGAGICGCTTGCTGACCGCCATCACAACAGTGTITTGTCAAATCTAAACGACCGS
ACATGCATGATCGGAAAAGCAAGCGCCCAGATATGCTCGTCGATAGTITTCGGACTCGAGICTACTGTGCAGGAC
GGCCTGGTGTITCCGTICAATCCITCAGCATCCGAAGCTACGAGATTGGTACGGACCGTACCGCTAGCATTIGAAAC
GTTIGATGAACCATCTICCAAGAAACCAGTITTGAACCACTGCAAGAGCACGGGCATCCIGCIGGATGGTTITGGCC
GCACATTGGAAATGTGCAAGCGAGACTIGATCTGGGTIGGTCATTAAAATGCAGATCAAAGTTAATCGATACCCG
GCCTGGGGAGATACCGTTGAGATCAATACACGCTITTTICCCGTITIGGGCAAAATTGGCATGGGICGCGATTGGCT
GATCTCCGACTGCAACACCGGIGAGATCTTGGTCCGTIGCAACGICTGCGTACGCGATGATGAATCAAAAGACGC
GTICGGITGAGTAAGCTGCCGTATGAAGTTCACCAAGAAATTIGTICCATTGTTCGTIGATAGTICCCGTITATCGAG
GATTCTIGACCTCAAAGTCCACAAGTITTAAAGTCAAGACTGGCGATTCCATCCAGAAGGGCCTGACGCCAGGTTIG
GAACGATCTIGGATGTGAACCAACACGTTAGCAACGTTAAGTATATCGGCTIGGATCTTGGAAAGTATGCCTACGS
AAGTCCTGGAGACGCAGGAACTICTGCAGTCICGCICTIGGAGTACCGCCGIGAGTIGTIGGCCGTGATICCGTGCTC
GAGTCCGTCACTGCGATGGACCCTAGCAAAGTGGGTGTITCGCAGTCAATACCAACACCICTTIGCGGCTCGAAGA
TGGGACCGCCATTGTGAACGGCGCGACCGAATGGCGCCCCAAAAATGCCGGCGCTAACGGGGCAATTAGTACCSG
GGAAAACCTCCAATGGAAACAGCGICAGCTAATGATAGGATCCGAGCTCGAGATCTIGCAGCTGGTACCATATGSG
GAATTCGAAGCTTGGCTGITTIGGCGGATGAGAGAAGATTTITCAGCCTGATACAGATTAAATCAGAACGCAGAA
GCGGTCTGATAAAACAGAATTIGCCTIGGCGGCAGTAGCGCGGTGGTCCCACCTGACCCCATGCCGAACTCAGAA
GTGAAACGCCGTAGCGCCGATGGTAGTGTGGGGICTCCCCATGCGAGAGTAGGGAACTGCCAGGCATCAAATAA
AACGAAAGGCTCAGTCGAAAGACTGGGCCTTITCGITTITATCIGITGITTIGTICGGTGAACGCTCTICCTGAGTAGS
ACAAATCCGCCGGGAGCGGATITGAACGTTGCGAAGCAACGGCCCGGAGGGTGGCGGGCAGGACGCCCGCCATA
AACTGCCAGGCATCAAATTAAGCAGAAGGCCATCCTGACGGATGGCCTITITTGCGTTITCTACAAACTCTTTIGT
TTATTITTCTAAATACATTICAAATATGTATCCGCTICATGGGGATCCGACTAGTAGGCCTCGAGGAATTCACGCG
TACGTAGATCTCCGCGGCCGCCGATCCICTAGTATGCTTGTAAACCGTITITGTGAAAAAATTTTTAAAATARAAA
AAGGGGACCTICTAGGGTICCCCAATTAATTAGTAATATAATCTATTAAAGGTCATTCAAAAGGTCATCCACCGGA
TCAGCTITAGTAAAGCCCTICGCTAGATTITAATGCGGATGTTIGCGATTACTITCGCCAACTATTIGCGATAACAAGA
AAAAGCCAGCCTITITCATGATATATCTICCCAATTTIGTGTAGGGCTITATTATGCACGCTTAAAAATAATAAAAGCA
GACTTGACCTGATAGTITTIGGCIGTGAGCAATTATGTGCTTAGTGCATCTAACGCTTIGAGTITAAGCCGCGCCGLCG
AAGCGGCGTICGGCTTGAACGAATTGTTAGACATTATTIGCCGACTACCTIGGTIGATCTICGCCITTCACGTAGTG
GACAAATTCTTCCAACTGATCIGCGCGCGAGGCCAAGCGATCTICTICTIGTCCAAGATAAGCCTGTICTAGCTT
CAAGTATGACGGGCTGATACTGGGCCGGCAGGCGCTCCATIGCCCAGTCGGCAGCGACATCCTITCGGCGCGATT
TTGCCGGTTACTIGCGCTGTACCAAATGCGGGACAACGTAAGCACTACATITCGCTCATCGCCAGCCCAGTCGGG
CGGCGAGTTICCATAGCGTTAAGGTITCATTTAGCGCCTICAAATAGATCCIGTICAGGAACCGGATCAAAGAGTT
CCICCGCCGCTGGACCTACCAAGGCAACGCTATGTITCICTIGCTITTIGTCAGCAAGATAGCCAGATCAATGTICG
ATCGTGGCTIGGCTICGAAGATACCTGCAAGAATGTCATIGCGCTGCCATTCTCCAAATTGCAGTITCGCGCTTAGC
TGGATAACGCCACGGAATGATGTICGTICGTGCACAACAATGGTGACTICTACAGCGCGGAGAATCTCGCICTICTIC
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CAGGGGAAGCCGAAGTITTCCAAAAGGTCGTTIGATCAAAGCTICGCCGCGTIGTTITCATCAAGCCTTACGGTCACC
GTAACCAGCAAATCAATATCACTGIGTGGCTITCAGGCCGCCATCCACTGCGGAGCCGTACAAATGTACGGCCAG
CAACGICGGTTCGAGATGGCGCTCGATGACGCCAACTACCICTGATAGTTIGAGTCGATACTTCGGCGATCACCSG
CTICCCICATGATGTITTAACTITGITTTAGGGCGACTGCCCTGCTGCGTAACATCGTITGCTGCTCCATAACATC
AAACATCGACCCACGGCGTAACGCGCTIGCIGCTIGGATGCCCGAGGCATAGACTGTACCCCAAAAAAACAGTC
ATAACAAGCCATGAAAACCGCCACTGCGCCGTITACCACCGCTIGCGTICGGTCAAGGTTCIGGACCAGTIGCGTG
AGCGCATACGCTACTIGCATTACAGCTTIACGAACCGAACAGGCTITATGTCCACTIGGGTTCGTGCCTITCATCCGT
TTCCACGGIGTGCGTICACCCGGCAACCTITGGGCAGCAGCGAAGTICGAGGCATTITCIGTICCTGGCTGGCGAACGA
GCGCAAGGTTTCGGICTCCACGCATCGICAGGCATTGGCGGCCITGCTIGITCTITCTACGGCAAGGTIGCIGTGCA
CGGATCTGCCCIGGCTITCAGGAGATCGGAAGACCTCGGCCGTICGCGGCGCTTGCCGGTGGTGCTGACCCCGGAT
GAAGTGGTICGCATCCTICGGTITTICTIGGAAGGCGAGCATCGTITIGTICGCCCAGCTICTIGTATGGAACGGGCAT
GCGGATCAGTGAGGGTITTIGCAACTGCGGGTCAAGGATCTGGATTITCGATCACGGCACGATCATCGIGCGGGAGS
GCAAGGGCTICCAAGGATCGGGCCTIGATGTTACCCGAGAGCTTGGCACCCAGCCTGCGCGAGCAGGGGAATTIGA
TCCGGIGGATGACCTITTTIGAATGACCTITAATAGATTATATTACTAATTAATTIGGGGACCCTAGAGGTCCCCTT
TTTITATTTTAAAAATTTTTITCACAAAACGGTTTACAAGCATAAAGCTICTAGAGTCGACCTIGCAGGCATGCAAGC
TTCGAGTCCCTGCTCGTCACGCTTICAGGCACCGTGCCAGATATCGACGTIGGAGTCGATCACTIGTGATIGGCGA
AGGGGAAGGCAGCGCTACCCAAATCGCTAGCTTGCTGGAGAAGCTGAAACAAACCACGGGCATTGATCTIGGCGA
AATCCCTACCGGGTCAATCCGACTCGCCCGCTGCGAAGTCCTAAGAGATAGCGATGTGACCGCGATCGCTTGTIC
AAGAATCCCAGTGATCCCGAACCATAGGAAGGCAAGCTICAATGCTTGCCICGICTTGAGGACTATCTAGATGTC
TGTIGGAACGCACATTITATIGCCATCAAGCCCGATGGCGTTCAGCGGGGTITGGTCGGTACGATCATCGGCCGCT
TTGAGCAAAAAGGCTTCAAACTGGIGGGCCTAAAGCAGCTGAAGCCCAGTCGCGAGCTGGCCGAACAGCACTAT
GCIGTCCACCGCGAGCGCCCCTITCITCAATGGCCTCGTICGAGTICATCACCTCTGGGCCGATCGTGGCGATCGT
CTIGGAAGGCGAAGGCGTIGTGGCGGCTIGCTICGCAAGTTGATCGGCGCTACCAATCCGCTGACGGCAGAACCGS
GCACCATCCGTGGTGATTTITGGTGICAATATTGGCCGCAACATCATCCATGGCTCGGATGCAATCGAAACAGCA
CAACAGGAAATTGCICICIGGITTAGCCCAGCAGAGCTAAGTGATTGGACCCCCACGATTICAACCCTIGGCTGTA
CGAATAAGGTCIGCATTCCTITCAGAGAGACATTGCCATGCCCGIGCTIGCGATCGCCCTTCCAAGCTGCCTTGCC
CCGCIGTITTCGGGCTGGCAGCCCTGGCGTTGGGGCTGGCGACCGCTIGCCAAGAAAGCAGCGCTCCGCCGGLTG
CCGGATIC

SEQ ID NO:10

CGCCGGGGCTGGCAGCTTAGTCCTGCGCAATCTCTACTACATCTIGCCAACCCAGTGAAATTTIGATCTITGCTIG
GCAGTAGTCGCCGCAGTAGTGATGGCCGCCGAGTTGGCTATCGCTTGGTCAAGGGCGGCAGCAGCCTGCGGGTA
CCICTGCTGGAAAAAGCGCTCCGCATGGATCTGACCAACATGATCATTGAGTIGCGCGTITCCAATGCCTTICTC
CAAGGGCGGCATTCCCCTIGACTIGTIGAAGGCGTTIGCCAATATCAAGATTGCTGGGGAAGAACCGACCATCCACA
ACGCGATCGAGCGGCIGCITGGCAAAAACCGTAAGGAAATCGAGCAAATTGCCAAGGAGACCCTCGAAGGCAACLC
TTGCGIGGIGTITTAGCCAGCCTICACGCCGGAGCAGATCAACGAGGACAAAATTGCCTTIGCCAAAAGTCTGCT
GGAAGAGGCGGAGGATGACCTIGAGCAGCTGGGICTAGTCCTCGATACGCTGCAAGTCCAGAACATTTCCGATG
AGGTCGGTTATCICTCGGCTAGTGGACGCAAGCAGCGGGCTIGATCTGCAGCGAGATGCCCGAATTGCTGAAGCC
GATGCCCAGGCTIGCCTICTIGCGATCCAAACGGCCGAAAATGACAAGATCACGGCCCIGCGTICGGATCGATCGCGA
TGTAGCGATCGCCCAAGCCGAGGCCGAGCGCCGGATTCAGGATGCGTTIGACGCGGCGCGAAGCGGTGGTGGLCG
AAGCTGAAGCGGACATTGCTACCGAAGTCGCTICGTAGCCAAGCAGAACTCCCIGTGCAGCAGGAGCGGATCAAA
CAGGTGCAGCAGCAACTTCAAGCCGATGTGATCGCCCCAGCTGAGGCAGCTTGTAAACGGGCGATCGCGGAAGC
GCGGGGGGCCGCCGCCCGTATCGTCGAAGATGGAAAAGCTCAAGCGGAAGGGACCCAACGGCTGGCGGAGGCTT
GGCAGACCGCTGGTGCTAATGCCCGCGACATCTICCIGCTCCAGAAGCTCGAAATTCGAGCTCGGTACCATTITA
CGITGACACCATCGAATGGTGCAAAACCTTICGCGGTATGGCATGATAGCGCCCGGAAGAGAGTCAATTICAGGS
TGGTGAATGTGAAACCAGTAACGTTATACGATGTICGCAGAGTATGCCGGIGTCTICTTATCAGACCGTTICCCGC
GTGGTGAACCAGGCCAGCCACGTITICTGCGAAAACGCGGGAAAAAGTGGAAGCGGCGATGGCGGAGCTGAATTA
CATTCCCAACCGCGTIGGCACAACAACTGGCGGGCAAACAGTICGTITGCTIGATTGGCGTITGCCACCTCCAGTCIGG
CCCTGCACGCGCCGTICGCAAATTGICGCGGCGATTAAATCTICGCGCCGATCAACTGGGTGCCAGCGTGGTGGTG
TCGATGGTAGAACGAAGCGGCGTCGAAGCCTIGTAAAGCGGCGGTIGCACAATCTTCTICGCGCAACGCGTCAGTIGS
GCTIGATCATTAACTATCCGCTGGATGACCAGGATGCCATTGCTGTGGAAGCTGCCTGCACTAATGTTCCGGCGT
TATTTCTITGATGTICICTGACCAGACACCCATCAACAGTATTIATITTICTICCCATGAAGACGGTACGCGACTGGGC
GTGGAGCATCTGGTCGCATTGGGTCACCAGCAAATCGCGCIGTTAGCGGGCCCATTAAGTITCIGTICTICGGCGCG
TCIGCGICIGGCTGGCTGGCATAAATATCTCACTCGCAATCAAATTCAGCCGATAGCGGAACGGGAAGGCGACT
GGAGTGCCATGICCGGTTITCAACAAACCATGCAAATGCTGAATGAGGGCATCGTTICCCACTGCGATGCTGGTT
GCCAACGATCAGATGGCGCTGGGCGCAATGCGCGCCATTACCGAGTCCGGGCTIGCGCGTIGGTIGCGGATATCTC
GGTAGTIGGGATACGACGATACCGAAGACAGCTCATGTTATATCCCGCCGTITAACCACCATCAAACAGGATTTITIC
GCCTGCTGGGGCAAACCAGCGIGGACCGCTIGCTIGCAACTCTICICAGGGCCAGGCGGTGAAGGGCAATCAGCTG
TTGCCCGTCTCACTGGTGAAAAGAAAAACCACCCTGGCGCCCAATACGCAAACCGCCTCICCCCGCGCGTTGGL
CGATTCATTAATGCAGCTGGCACGACAGGTITCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAATTAATGTA
AGTTAGCGCGAATTGATCIGGITTGACAGCTITATCATCGACTGCACGGTGCACCAATGCTITCIGGCGTCAGGCA
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GCCATCGGAAGCTGIGGTATGGCTGTGCAGGTCGTAAATCACTGCATAATTCGTGTICGCTICAAGGCGCACTCCC
GTICTGGATAATGTTITTTTIGCGCCGACATCATAACGGTITCIGGCAAATATTCTGAAATGAGCTGTIGACAATTA
ATCATCCGGCTCGTATAATGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGACCATGGCGAATG
GTICTGCAGICICTITGAAATCTIGGAAGCTTIGAATACGCAGGAGGATACTAGTTCCAGTCCCCCTCCTCGGACG
TTTITTGCATCAGCTGCCCGACTIGGAGTCGCTITGCTGACCGCCATCACAACAGTIGTTIGTICAAATCTAAACGACC
GGACATGCATGATCGGAAAAGCAAGCGCCCAGATATGCTCGTCGATAGTTITCGGACTCGAGTCTACTGTIGCAGS
ACGGCCTGGTIGTITCCGTCAATCCTICAGCATCCGAAGCTACGAGATTIGGTACGGACCGTACCGCTAGCATTGAA
ACGTTGATGAACCATCTICCAAGAAACCAGTTITGAACCACTGCAAGAGCACGGGCATCCTIGCTGGATGGTITTIGS
CCGCACATIGGAAATGTGCAAGCGAGACTTGATCTIGGGTGGTCATTAAAATGCAGATCAAAGTTAATCGATACC
CGGCCTIGGGGAGATACCGTITGAGATCAATACACGCTTITITCCCGITTGGGCAAAATTGGCATGGGTCGCGATIGG
CTGATCTCCGACTGCAACACCGGTGAGATCTITGGTICCGTGCAACGTCTGCGTACGCGATGATGAATCAAAAGAC
GCGTICGGTTIGAGTAAGCTGCCGTATGAAGTTICACCAAGAAATTGTITCCATTGTITCGTITGATAGTCCCGTITATCG
AGGATICTGACCTICAAAGTICCACAAGTTITAAAGTCAAGACTGGCGATTCCATCCAGAAGGGCCTGACGCCAGGT
TGGAACGATCTGGATGTGAACCAACACGTTAGCAACGTITAAGTATATCGGCTGGATCTTGGAAAGTATGCCTIAC
GGAAGTCCIGGAGACGCAGGAACTCTIGCAGICTCGCTICTGGAGTACCGCCGTGAGTIGTGGCCGTGATTCCGIGC
TCGAGICCGTCACTGCGATGGACCCTAGCARAAGTGGGTIGTTICGCAGTICAATACCAACACCTCITGCGGCTCGAA
GATGGGACCGCCATTIGTGAACGGCGCGACCGAATGGCGCCCCAAAAATGCCGGCGCTAACGGGGCAATTAGTAC
CGGGAAAACCTCCAATGGAAACAGCGTCAGCTAATGATAGGATCCGAGCTCGAGATCTGCAGCTGGTACCATAT
GGGAATTCGAAGCTIGGCIGTITTGGCGGATGAGAGAAGATTTICAGCCTGATACAGATTAAATCAGAACGCAG
AAGCGGTCTIGATAAAACAGAATTTGCCIGGCGGCAGTAGCGCGGTGGTCCCACCTGACCCCATGCCGAACTCAG
AAGTGAAACGCCGTAGCGCCGATGGTAGTGTIGGGGTCICCCCATGCGAGAGTAGGGAACTGCCAGGCATCAAAT
AAAACGAAAGGCTCAGTICGAAAGACTGGGCCTITICGTIITTATCIGTIGTITGICGGTGAACGCTCICCTIGAGTA
GGACAAATCCGCCGGGAGCGGATTIGAACGTITGCGAAGCAACGGCCCGGAGGGTGGCGGGCAGGACGCCCGCCA
TAAACTGCCAGGCATCAAATTAAGCAGAAGGCCATCCTIGACGGATGGCCTITTTITGCGTTICTACAAACTCTTITT
GTITITATTITITCTIAAATACATTICAAATATGTATCCGCTICATGGGGATCCGACTAGTAGGCCTCGAGGAATTCACG
CGTACGTAGATCTCCGCGGCCGCCGATCCTCTAGTATGCTIGTAAACCGTITTIGTGAAAAAATTTITAAAATAA
AAAAGGGGACCICTAGGGICCCCAATTAATTAGTAATATAATCTATTAAAGGTCATTCAAAAGGTCATCCACCG
GATCAGCTTAGTAAAGCCCTICGCTAGATTTTAATGCGGATGTTGCGATTACTICGCCAACTATTGCGATAACAA
GAAAAAGCCAGCCTTITCATGATATATCICCCAATTTGTIGTAGGGCTTATTATGCACGCTTAAAAATAATAARAAG
CAGACTTGACCIGATAGTTITGGCTGTIGAGCAATTATGTIGCITAGTGCATCTAACGCTTGAGTTAAGCCGCGCCG
CGAAGCGGCGTCGGCTTGAACGAATTGTITAGACATTATTTGCCGACTACCTTGGTGATCTICGCCTITCACGTIAG
TGGACAAATTCTITCCAACTGATCTGCGCGCGAGGCCAAGCGATCTITCTITCTTGTCCAAGATAAGCCTGICTAGC
TTCAAGTATGACGGGCTGATACTGGGCCGGCAGGCGCTCCATTGCCCAGTICGGCAGCGACATCCTICGGCGCGA
TTTITGCCGGTTACTGCGCTIGTACCAAATGCGGGACAACGTAAGCACTACATTICGCTICATCGCCAGCCCAGTICG
GGCGGCGAGTTCCATAGCGTTAAGGTTICATTTAGCGCCTCAAATAGATCCTGTTCAGGAACCGGATCAAAGAG
TTCCTCCGCCGCTGGACCTACCAAGGCAACGCTATGTICTICITGCTITTIGTCAGCAAGATAGCCAGATCAATGT
CGATCGTGGCTGGCTCGAAGATACCTGCAAGAATGTCATTIGCGCTGCCATTCTICCAAATTGCAGTICGCGCTITA
GCTIGGATAACGCCACGGAATGATGICGICGIGCACAACAATGGTIGACTTCTACAGCGCGGAGAATCTCGCTCTC
TCCAGGGGAAGCCGAAGTTITCCAAAAGGTCGTTGATCAAAGCTCGCCGCGTTGTTTICATCAAGCCTITACGGTICA
CCGTAACCAGCAAATCAATATCACIGTGTGGCTICAGGCCGCCATCCACTGCGGAGCCGTACAAATGTACGGCC
AGCAACGTCGGTICGAGATGGCGCTICGATGACGCCAACTACCTCTGATAGTTGAGTCGATACTTCGGCGATCAC
CGCTTCCCICATGATGTTTAACTTIGTITTAGGGCGACTGCCCIGCTIGCGTAACATCGTTIGCTIGCTICCATAACA
TCAAACATCGACCCACGGCGTAACGCGCTTGCTGCTTIGGATGCCCGAGGCATAGACTGTACCCCAAAAAAACAG
TCATAACAAGCCATGAAAACCGCCACTGCGCCGTITACCACCGCIGCGTITCGGTICAAGGTICTGGACCAGTTGCG
TGAGCGCATACGCTACTTIGCATTACAGCTTACGAACCGAACAGGCTTIATGTCCACTGGGITCGTGCCTICATCC
GTTITCCACGGTGTGCGTCACCCGGCAACCTIGGGCAGCAGCGAAGTCGAGGCATTTICTGICCIGGCTGGCGAALC
GAGCGCAAGGTTITCGGTCICCACGCATCGTCAGGCATTIGGCGGCCTIGCTIGTICTICTACGGCAAGGTGCTGTG
CACGGATCTIGCCCTGGCTTICAGGAGATCGGAAGACCTCGGCCGICGCGGCGCTITGCCGGTIGGTIGCTIGACCCCGS
ATGAAGTGGTITCGCATCCICGGTITITCIGGAAGGCGAGCATCGITTGTITCGCCCAGCTTICTGTATGGAACGGGC
ATGCGGATCAGTGAGGGTITGCAACTGCGGGTCAAGGATCTIGGATTTICGATCACGGCACGATCATCGTGCGGGA
GGGCAAGGGCTCCAAGGATCGGGCCTITGATGTTACCCGAGAGCTITGGCACCCAGCCTIGCGCGAGCAGGGGAATT
GATCCGGTGGATGACCTTITGAATGACCTTTAATAGATTATATTACTAATTAATTGGGGACCCTAGAGGTCCCC
TTITTIATITTAAAAATTTITTICACAAAACGGTTITACAAGCATAAAGCTCTAGAGTCGACCTIGCAGGCATGCAA
GCTITCGAGICCCTIGCTICGICACGCITTCAGGCACCGTGCCAGATATCGACGTGGAGTICGATCACTGTGATTGGC
GAAGGGGAAGGCAGCGCTACCCAAATCGCTAGCTTGCTGGAGAAGCTGAAACAAACCACGGGCATTIGATCTGGC
GAAATCCCTACCGGGTCAATCCGACTCGCCCGCTIGCGAAGTICCTAAGAGATAGCGATGTGACCGCGATCGCTTIG
TCAAGAATCCCAGTGATCCCGAACCATAGGAAGGCAAGCTCAATGCTITGCCTCGTICTITGAGGACTATCTAGATG
TCIGTGGAACGCACATTTATTGCCATCAAGCCCGATGGCGITCAGCGGGGTTIGGTICGGTACGATCATCGGCCG
CTTITGAGCAAAAAGGCTTCAAACTGGTGGGCCTAAAGCAGCTGAAGCCCAGTCGCGAGCTIGGCCGAACAGCACT
ATGCTGTCCACCGCGAGCGCCCCTICTICAATGGCCTICGTCGAGTTCATCACCTICTGGGCCGATCGTGGCGATC
GTICTITGGAAGGCGAAGGCGTITGTIGGCGGCTGCTCGCAAGTTIGATCGGCGCTACCAATCCGCTGACGGCAGAACC
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GGGCACCATCCGTIGGTGATTTIGGIGTCAATATTIGGCCGCAACATCATCCATGGCTICGGATGCAATCGAAACAG
CACAACAGGAAATTGCTCICIGGTITAGCCCAGCAGAGCTAAGTGATTGGACCCCCACGATTCAACCCTIGGCTG
TACGAATAAGGTICTGCATICCITCAGAGAGACATTGCCATGCCCGTGCTGCGATCGCCCTITCCAAGCTGCCTITG
CCCCGCIGTTTCGGGCTGGCAGCCCTIGGCGTTGGGGCTGGCGACCGCTIGCCAAGARAAGCAGCGCTCCGLLGGL
TGCCGGATC

SEQ ID NO:11

CTICCGCTICCICGCTICACTGACTCGCIGCGCTCGGICGTICGGCTGCGGCGAGCGGTATCAGCTCACTCARAAG
GCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGC
CAGGAACCGTAAAAAGGCCGCGTITGCTGGCGTTTITTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATC
GACGCTICAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTICCCCCTGGAAGCTCCCTC
GTIGCGCTICICCIGTTCCGACCCTIGCCGCTTACCGGATACCIGTCCGCCTITCICCCITCGGGAAGCGTGGCGCT
TTCTCATAGCTCACGCTGTAGGTATCTCAGTITCGGTGTAGGTCGTITCGCTCCAAGCTGGGCTGTGTIGCACGAAC
CCCCCGTITCAGCCCGACCGCTGCGCCTTIATCCGGTAACTATCGICTIGAGTCCAACCCGGTAAGACACGACTTA
TCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTITCTITGAA
GTGGTGGCCTAACTACGGCTACACTAGAAGGACAGTATTTGGTATCIGCGCTCTGCTGAAGCCAGTITACCTICG
GAAAAAGAGTTGGTAGCTICTITGATCCGGCAAACAAACCACCGCTIGGTAGCGGIGGTITITTIITTIGITIGCAAGCAG
CAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTIGATCTITTICTACGGGGTCTGACGCTICAGTGGAA
CGAAAACTCACGTTAAGGGATITTIGGTCATGAGATTATCAAAAAGGATCTITCACCTAGATCCITTTAAATTAAA
AATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTIGGTCTIGACAGTITACCAATGCTITAATCAGTGAG
GCACCTATCTICAGCGATCIGICTATTTCGTICATCCATAGTITGCCTGACTCCCCGTICGTIGTAGATAACTACGAT
ACGGGAGGGCTTACCATCIGGCCCCAGTIGCTIGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTIAT
CAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTIGGICCIGCAACTTTATCCGCCICCATCCAGICT
ATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTITAATAGTTIGCGCAACGTIGTIGCCATTIGCTIAC
AGGCATCGIGGIGTCACGCICGICGTITIGGTATGGCTICATTICAGCTICCGGTICCCAACGATCAAGGCGAGTTA
CATGATCCCCCATGTITGTIGCAAAAAAGCGGTTAGCTCCTTCGGICCICCGATCGTTIGTCAGAAGTAAGTTGGCC
GCAGTGTITATCACTCATGGTTATGGCAGCACTGCATAATTCTICITACTGTICATGCCATCCGTAAGATGCTTTITC
TGTIGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTIGTATGCGGCGACCGAGTTGCTCTITGCCCGGCGT
CAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTIGGAAAACGTICTICGGGGCGA
AAACTCTCAAGGATCITACCGCTGITGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGC
ATCTTTITACTTTICACCAGCGTITCIGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGS
CGACACGGAAATGTTGAATACTICATACICTICCITTITICAATATTATTGAAGCATTTATCAGGGTTATIGTICTIC
ATGAGCGGATACATATTITGAATGTATTTAGAAAAATAAACAAATAGGGGTITCCGCGCACATTICCCCGAAAAGT
GCCACCTGACGICTAAGAAACCATTIATTIATCATGACATTAACCTATAAAAATAGGCGTATCACGAGGCCCTTITC
GTICTICGCGCGTITCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTIGTICTIG
TAAGCGGATGCCGGGAGCAGACAAGCCCGTCAGGGCGCGTCAGCGGGTIGITGGCGGGTGTICGGGGCTGGCTTAA
CTATGCGGCATCAGAGCAGATIGTACTGAGAGTGCACCATAAAATTGTAAACGTTAATATTTIGTTAAAATTICG
CGITAAATTITTIGTITAAATCAGCTCATITTITAACCAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAA
GAATAGCCCGAGATAGGGTITGAGTIGITGTITCCAGTTTIGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAA
CGICAAAGGGCGAAAAACCGTICTATCAGGGCGATGGCCCACTACGTGAACCATCACCCAAATCAAGTTITTIGS
GGICGAGGTIGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTIGACGGGGAAAGCCSG
GCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTIGTAGCGGTCAC
GCTIGCGCGTAACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTACTATGGTTGCTITGACGTAT
GCGGTGTGAAATACCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTICGCCATICAGGCTIGCGCA
ACTGTIGGGAAGGGCGATCGGIGCGGGCCTCTTCGCTATTACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGS
CGATTAAGTTGGGTAACGCCAGGGITTICCCAGTICACGACGTTGTAAAACGACGGCCAGTIGCCAAGCTATTGCT
GAAGCGGAATCCCTGGTTAATGCCGCCGCCGATGCCAATTGCATTICTICCAAGTGGGGCACATTIGAACGCTTCAA
CCCGGCATTITTTAGAGCTAACCAAAATTICTCAAAACGGAAGAGTTATTGGCGATCGAAGCCCATCGCATGAGTC
CCTATICCCAGCGGGCCAATGATGICTCCGIGGTATIGGATTTGATGATCCATGACATTIGACCTGITGCTGGAA
TTGGTGGGTITCGGAAGTGGTTAAACTGTICCGCCAGTGGCAGTCGGGCTTCTGGGTCAGGATATTTGGATTATGT
CACCGCTACGTTAGGCTTICTICCICCGGCATIGTGGCCACCCTCACCGCCAGTAAGGTCACCCATCGTAAAATTC
GTTICCATCGCCGCCCACTGCAAAAATTCCCTICACCGAAGCGGATTTICTCAATAACGAAATTTITGATCCATCGC
CAAACCACCGCTIGATTGGAGCGCGGACTATGGCCAGGTATTIGTATCGCCAGGATGGTCTAATCGAAAAGGTTITA
CACCAGTAATATTGAACCICTICCACGCTIGAATTAGAACATITTATTCATIGTIGTITAGGGGAGGTGATCAACCCT
CAGTGGGGGGAGAACAGGCCCICAAGGCCCTGAAGTTAGCCAGTITTAATTGAAGAAATGGCCCTGGACAGTCAG
GAATGGCATGGGGGGGAAGTTGTGACAGAATATCAAGATGCCACCCIGGCCCTICAGTGCGAGTIGTITAAATCAA
CTITAATTAATGCAATTATIGCGAGITCAAACTCGATAACTITGTIGAAATATTACTGTITGAATTAATCTATGACT
ATTCAATACACCCCCCTAGCCGATCGCCTGTITGGCCTACCTICGCCGCCGATCGCCTAAATCTCAGCGCCAAGAG
TAGTTCCCTICAACACCAGTATICTIGCTCAGCAGTIGACCTATTCAATCAGGAAGGGGGAATTGTAACAGCCAACT
ATGGCTITTGATGGTTATATGGTACCATATGCATGCGAGCTCAGATCTACCAGGTITGICCITGGCGCAGCGCTTC
CCACGCTGAGAGGGTIGTAGCCCGTCACGGGTAACCGATATCGTCGACAGGCCTICTAGACCCGGGCICGAGCTAG
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CAAGCTTGGCCGGATCCGGCCGGATCCGGAGTTIGTAGAAACGCAAAAAGGCCATCCGTCAGGATGGCCTTCTG
CTTAATTTGATGCCIGGCAGTITATGGCGGGCGTICCIGCCCGCCACCCTCCGGGCCGTTIGCTCCGCAACGTICA
AATCCGCTCCCGGCGGATITGICCTACTCAGGAGAGCGTTCACCGACAAACAACAGATAAAACGAAAGGCCCAG
TCITTCGACTGAGCCTITTICGTITTATTIGATGCCTIGGCAGITCCCTACTCTCGCATGGGGAGACCCCACACTAC
CATCGGCGCTACGGCGTTICACTITCTIGAGTICGGCATGGGGTCAGGTGGGACCACCGCGCTACTGCCGCCAGGL
AAATTCTGTITTTATTGAGCCGITACCCCACCTACTAGCTAATCCCATCTGGGCACATCCGATGGCAAGAGGCCC
GAAGGTICCCCCICTTITGGICTIGCGACGTTATGCGGTATTAGCTACCGTITCCAGTAGTITATCCCCCTCCATCA
GGCAGTITTCCCAGACATTACTCACCCGICCGCCACTCGTCAGCAAAGAAGCAAGCTTAGATCGACCTGCAGGGS
GGGGGGGGAAAGCCACGTIGIGICICAAAATCTCTGATGTTACATTGCACAAGATAAAAATATATCATCATGAA
CAATAAAACTGICTIGCTTACATAAACAGTAATACAAGGGGIGTTATGAGCCATATTCAACGGGAAACGTICTIGC
TCGAGGCCGCGATTAAATTCCAACATGGATGCTGATTITATATGGGTATAAATGGGCTCGCGATAATGTCGGGCA
ATCAGGTGCGACAATCTATCGATTGTATGGGAAGCCCGATGCGCCAGAGTTGITTICTGAAACATGGCAAAGGTA
GCGTITGCCAATGATGTITACAGATGAGATGGTICAGACTAAACTGGCTGACGGAATTTATGCCTCTITCCGACCATC
AAGCATTTTATCCGTACTCCTGATGATGCATGGTTACTICACCACTGCGATCCCCGGGAAAACAGCATTCCAGGT
ATTAGAAGAATATCCIGATTICAGGTGAAAATATTIGTTGATGCGCTGGCAGTGTITCCTGCGCCGGTIGCATTCGA
TTCCTGTITIGTAATIGTCCITITAACAGCGATCGCGTATTICGICTCGCTICAGGCGCAATCACGAATGAATAAC
GGITTGGTIGATGCGAGTGATITTGATGACGAGCGTAATGGCTGGCCTIGTITGAACAAGTCTGGAAAGAAATGCA
TAAGCTTTIGCCATICTCACCGGATTCAGTCGTCACTCATGGTGATITCICACTTGATAACCTITATTITITGACG
AGGGGAAATTAATAGGTITGTATTGATGTITGGACGAGTCGGAATCGCAGACCGATACCAGGATCTITGCCATCCTA
TGGAACTGCCTCGGTIGAGTITTICTICCTICATTACAGAAACGGCTITTITCAAAAATATGGTATTIGATAATCCTIGA
TATGAATAAATTIGCAGTTICATTITGATGCTCGATGAGTITTITCTAATCAGAATTGGTITAATTGGTIGTAACACT
GGCAGAGCATTACGCTGACTTGACGGGACGGCGGCTTIGTIGAATAAATCGAACTTITTGCTGAGTTGAAGGATC
AGATCACGCATCITCCCGACAACGCAGACCGTITCCGTGGCAAAGCAAAAGTTCAAAATCACCAACTGGTICCACC
TACAACAAAGCTCTCATCAACCGTGGCICCCTICACTTITCTIGGCIGGATGATGGGGCGATTCAGGCCTGGTATGA
GTCAGCAACACCTTCTITCACGAGGCAGACCTCAGCGCCCCCCCCCCCCTGCAGGTCGATCTGGTAACCCCAGCG
CGGTTGCTACCAAGTAGTGACCCGCTITCGTGATGCAAAATCCGCTGACGATATTCGGGCGATCGCIGCTGAATG
CCATCGAGCAGTAACGTGGCGAATICGGTACCGGTATGGATGGCACCGATGCGGAATCCCAACAGATTGCCTITT
GACAACAATGTGGCCTGGAATAACCTGGGGGATTITGTICCACCACCACCCAACGGGCCTACACTITICGGCTATIAG
CACAGACACAGTIGCAGAGIGTITATGGCGTTAATCTGGAAAAAAACGATAACATTCCCATTIGITTITGCGTGGC
CCATTITTCCCACCACCCITAATCCCACAGATTTITCAGGTAATGCTTAACACGGGGGAAATTGTCACCCCGGTG
ATCGCCTICTITTGATTCCCAACAGTGAATACAACGAACGGCAAACGGTAGTAATTACGGGCAATTTIGGTAATCG
TTTAACCCCAGGCACGGAGGGAGCGATTITATCCCGTTITCCGTAGGCACAGTGTITGGACAGTACTCCTITIGGAAA
TGGTGGGACCCAACGGCCCGGICAGTGCGGTIGGGTATTACCATIGATAGTICTCAACCCCTACGTGGCCGGCAAT
GGICCCAAAATTIGTICGCCGCTAAGTITAGACCGCTITCAGTGACCTIGGGGGAAGGGGCTCCCCTCTGGTTAGCCAC
CAATCAAAATAACAGTGGCGGGGATTTATATGGAGACCAAGCCCAATTTCGTTITGCGAATTTACACCAGCGCCG
GTTITTICCCCCGATGGCATTGCCAGTITTACTACCCACAGAATTTIGAACGGTATTTTCAACTCCAAGCGGAAGAT
ATTACGGGACGGACAGTITATCCTAACCCAAACTGGTGITGATTATGAAATTCCCGGCTITIGGICTGGTGCAGGT
GTTIGGGGCTIGGCGGATTTGGCCGGGGTTICAGGACAGCTATGACCTGACTTACATCGAAGATCATGACAACTATT
ACGACATTATCCTICAAAGGGGACGAAGCCGCAGTICGCCAAATTAAGAGGGTIGCTITGCCCICCGAAGGGGAT
TATTCGGCGGTTITATAATCCCGGTGGCCCCGGCAATGATCCAGAGAATGGTCCCCCAAATTCGTAATCATGTICA
TAGCTGTITICCIGTIGTGAAATIGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAAGTGTAA
AGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTITGCGCTICACTGCCCGCTTICCAGTCGGGAA
ACCTGICGTIGCCAGCIGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTITGCGTATTGGGCGCT

SEQ ID NO:12

ATTGCTGAAGCGGAATCCCIGGTTAATGCCGCCGCCGATGCCAATTGCATTCTICCAAGTGGGGCACATTIGAACG
CTTICAACCCGGCATTITTTAGAGCTAACCAAAATTICTCAAAACGGAAGAGTTATTGGCGATCGAAGCCCATCGCA
TGAGTCCCTATTICCCAGCGGGCCAATGATGTICTCCGIGGTATTGGATTTGATGATCCATGACATTGACCTGTTIG
CTIGGAATTGGTGGGTTCGGAAGTGGTTAAACTGTCCGCCAGTGGCAGTCGGGCTTCTGGGTCAGGATATTTGGA
TTATGTICACCGCTACGTTAGGCTITCICCTCCGGCATIGTGGCCACCCTCACCGCCAGTAAGGTCACCCATCGTA
AAATTCGTTICCATCGCCGCCCACTGCAAAAATTCCCTCACCGAAGCGGATTTICTCAATAACGAAATTTTGATC
CATCGCCAAACCACCGCTIGATIGGAGCGCGGACTATGGCCAGGTATIGTATCGCCAGGATGGICTAATCGAAAA
GGITTACACCAGTAATATTIGAACCICTCCACGCTIGAATTAGAACATITTATTICATIGTIGITAGGGGAGGTGATC
AACCCTICAGTGGGGGGAGAACAGGCCCTICAAGGCCCTGAAGTTAGCCAGTITTAATTGAAGAAATGGCCCTGGAC
AGTCAGGAATGGCATGGGGGGGAAGTTGTGACAGAATATCAAGATGCCACCCIGGCCCTICAGIGCGAGIGTTITA
AATCAACTTAATTAATGCAATTATIGCGAGTITCAAACTICGATAACTTITGTIGAAATATTACTGTITGAATTAATCT
ATGACTATTCAATACACCCCCCTAGCCGATCGCCIGTIGGCCTACCTICGCCGCCGATCGCCTAAATCTCAGCGC
CAAGAGTAGTTCCCTICAACACCAGTIATICTGCTCAGCAGTGACCTATTCAATCAGGAAGGGGGAATTGTAACAG
CCAACTATGGCTITTGATGGTTATATGGTACCATATGGTIGCACTCTCAGTACAATCTIGCTICTGATGCCGCATAGT
TAAGCCAGTATACACTCCGCTATCGCTACGTIGACTGGGTCATGGCTGCGCCCCGACACCCGCCAACACCCGCTG
ACGCGCCCTIGACGGGCTITGTICIGCTICCCGGCATCCGCTITACAGACAAGCTGTGACCGTICTICCGGGAGCTGCATG
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TGTICAGAGGTTITCACCGICATCACCGAAACGCGCGAGGCAGCAGATCAATTCGCGCGCGAAGGCGAAGCGGCA
TGCATTITACGTTIGACACCATCGAATGGTIGCAAAACCTTITCGCGGTATGGCATGATAGCGCCCGGAAGAGAGTCA
ATTCAGGGTIGGTIGAATGTGAAACCAGTAACGTTATACGATGTICGCAGAGTATGCCGGTGICTICTITATCAGACCSG
TTTCCCGCGTGGTGAACCAGGCCAGCCACGTITTICTGCGAAAACGCGGGAAAAAGTGGAAGCGGCGATGGCGGAG
CTGAATTACATTICCCAACCGCGTIGGCACAACAACTGGCGGGCAAACAGTCGTIGCTGATIGGCGTTIGCCACCTC
CAGTCTIGGCCCTIGCACGCGCCGTCGCAAATTIGTCGCGGCGATTAAATCTCGCGCCGATCAACTGGGTGCCAGCSG
TGGTGGTGICGATGGTAGAACGAAGCGGCGTICGAAGCCTGTAAAGCGGCGGTGCACAATCTTCTICGCGCAACGC
GTCAGIGGGCTGATCATTAACTATCCGCTGGATGACCAGGATGCCATTGCTGTIGGAAGCTGCCTGCACTAATGT
TCCGGCGTTIATITCTITGATGTICICIGACCAGACACCCATCAACAGTATTATTTITCTICCCATGAAGACGGTACGC
GACTGGGCGTGGAGCATCIGGICGCATIGGGTCACCAGCAAATCGCGCTGTTAGCGGGCCCATTAAGTICTGTIC
TCGGCGCGICTGCGICTGGCTGGCTIGGCATAAATATCTCACTCGCAATCAAATTCAGCCGATAGCGGAACGGGA
AGGCGACTGGAGTIGCCATGTICCGGTITTTICAACAAACCATGCAAATGCTGAATGAGGGCATCGITCCCACTGCGA
TGCTGGTTGCCAACGATCAGATGGCGCTIGGGCGCAATGCGCGCCATTACCGAGTCCGGGCTGCGCGTTGGTGCG
GATATCTICGGTAGTGGGATACGACGATACCGAAGACAGCTCATGTITATATCCCGCCGTTAACCACCATCAAACA
GGATTTITCGCCIGCIGGGGCAAACCAGCGTGGACCGCTTGCTGCAACTCICTCAGGGCCAGGCGGTIGAAGGGCA
ATCAGCTGTITGCCCGICTCACTIGGTGAAAAGAAAAACCACCCTGGCGCCCAATACGCAAACCGCCICTCCCCGL
GCGTTGGCCGATTCATTAATGCAGCTGGCACGACAGGTITTCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAA
TTAATGTAAGTTAGCGCGAATTIGATCTGGTITGACAGCTTATCATCGACTGCACGGTIGCACCAATGCTICTGGC
GTCAGGCAGCCATCGGAAGCTGTIGGTATGGCTGTIGCAGGTCGTAAATCACTGCATAATTCGTGTICGCTCAAGGC
GCACTCCCGTTCTIGGATAATGTITTITTGCGCCGACATCATAACGGTICTGGCAAATATTCTGAAATGAGCTGTT
GACAATTAATCATCCGGCICGTIATAATGTGTIGGAATTIGTGAGCGGATAACAATTTCACACAGGAAACAGCGCCG
CTGAGAAAAAGCGAAGCGGCACTIGCICITTAACAATTTATCAGACAATCTIGTGTGGGCACTCGACCGGAATTAT
CGATTAACTTTATTATTAAAAATTAAAGAGGTATATATTAATGTATCGATTAAATAAGGAGGAATAAACCATGSG
CGAATGGTICTGCAGICICITIGAAATCTGGAAGCTTGAATACGCAGGAGGATACTAGTICCAGTCCCCCTCCT
CGGACGTITITTGCATCAGCTGCCCGACTIGGAGTCGCTTGCTGACCGCCATCACAACAGTGTTIGTICAAATCTAA
ACGACCGGACATGCATGATCGGAAAAGCAAGCGCCCAGATATGCTCGTCGATAGTTTICGGACTICGAGTCTACTG
TGCAGGACGGCCTGGTIGTTICCGTCAATCCTTICAGCATCCGAAGCTACGAGATIGGTACGGACCGTACCGCTAGC
ATTGAAACGTTGATGAACCATCTCCAAGAAACCAGTTIGAACCACTGCAAGAGCACGGGCATCCTGCTGGATGS
TTTITGGCCGCACATTIGGAAATGTGCAAGCGAGACTTGATCIGGGTGGTCATTAAAATGCAGATCAAAGTTAATC
GATACCCGGCCIGGGGAGATACCGITGAGATCAATACACGCTITITCCCGITTGGGCAAAATTGGCATGGGTCGC
GATTGGCTGATCTCCGACTGCAACACCGGTGAGATCTITGGTICCGTGCAACGTCTGCGTACGCGATGATGAATCA
AAAGACGCGTICGGTTGAGTAAGCTGCCGTATGAAGTTCACCAAGAAATTGTTCCATIGTIICGITGATAGTCCCG
TTATCGAGGATICTGACCTICAAAGTICCACAAGTTITAAAGTCAAGACTGGCGATTCCATCCAGAAGGGCCTGACG
CCAGGTITGGAACGATCTGGATGTGAACCAACACGTITAGCAACGTITAAGTATATCGGCTGGATCTTGGAAAGTAT
GCCTACGGAAGTCCTIGGAGACGCAGGAACTCTGCAGTICTICGCTCTGGAGTACCGCCGTGAGTGTGGCCGTGATT
CCGTGCTICGAGICCGTICACTGCGATGGACCCTAGCAAAGTGGGIGTICGCAGTCAATACCAACACCTICTITGCGS
CTCGAAGATGGGACCGCCATTGTGAACGGCGCGACCGAATGGCGCCCCAAAAATGCCGGCGCTAACGGGGCAAT
TAGTACCGGGAAAACCTCCAATGGAAACAGCGTCAGCTAATGATAGGATCCGAGCTCAGATCTACCAGGTTGTC
CTIGGCGCAGCGCTTICCCACGCTGAGAGGGTIGTAGCCCGTCACGGGTAACCGATATCGTICGACAGGCCICTAGA
CCCGGGCTCGAGCTAGCAAGCTITGGCCGGATCCGGCCGGATCCGGAGTTIGTAGAAACGCAAAAAGGCCATCCG
TCAGGATGGCCTITCIGCTTAATTTGATGCCIGGCAGTITATGGCGGGCGTICCTIGCCCGCCACCCTCCGGGCCGT
TGCTTCGCAACGTTCAAATCCGCTCCCGGCGGATTTGTCCTACTCAGGAGAGCGTTCACCGACAAACAACAGAT
AAAACGAAAGGCCCAGICITTCGACTGAGCCTITTICGTITTATTIGATGCCTGGCAGTITCCCTACTCTICGCATGS
GGAGACCCCACACTACCATCGGCGCTACGGCGTTITCACTTICTGAGTICGGCATGGGGTCAGGTIGGGACCACCGC
GCTACTIGCCGCCAGGCAAATTCIGITTTATIGAGCCGTITACCCCACCTACTAGCTAATCCCATCTGGGCACATC
CGATGGCAAGAGGCCCGAAGGICCCCCICTITGGTICTTGCGACGTITATGCGGTATTAGCTACCGTITCCAGTAG
TTATCCCCCTCCATCAGGCAGITTCCCAGACATTACTCACCCGICCGCCACTCGTCAGCAAAGAAGCAAGCTTA
GATCGACCTIGCAGGGGGGGGGGGGAAAGCCACGTTGIGTICTICAAAATCTCTGATGTTACATTIGCACAAGATAAA
AATATATCATCATGAACAATAAAACTGICTIGCTTACATAAACAGTAATACAAGGGGTGTTATGAGCCATATICA
ACGGGAAACGTCTITGCTICGAGGCCGCGATTAAATTCCAACATGGATGCTGATTITATATGGGTATAAATGGGCTC
GCGATAATGTCGGGCAATCAGGTGCGACAATCTATCGATTGTATGGGAAGCCCGATGCGCCAGAGTITGTITTICIG
AAACATGGCAAAGGTAGCGTITGCCAATGATGTITACAGATGAGATGGTCAGACTAAACTGGCTGACGGAATTTAT
GCCTICTITCCGACCATCAAGCATTTTIATCCGTACTICCIGATGATGCATGGTITACTCACCACTGCGATCCCCGGGA
AAACAGCATTCCAGGTIATTAGAAGAATATCCTIGATTCAGGTGAAAATATIGTIGATGCGCTGGCAGTGTITCCTIG
CGCCGGTITGCATTCGATTICCIGTITIGTAATIGTICCTTITTAACAGCGATCGCGTATTITCGICTICGCICAGGCGCA
ATCACGAATGAATAACGGTITTGGTIGATGCGAGTGATITTGATGACGAGCGTAATGGCTGGCCTGTITGAACAAG
TCTIGGAAAGAAATGCATAAGCTITTIGCCATICTCACCGGATTCAGTCGTCACTCATGGTGATITCICACTTGAT
AACCTTIATTITTTIGACGAGGGGAAATTAATAGGTTIGTATTGATGTITGGACGAGTICGGAATCGCAGACCGATACCA
GGATCTITGCCATCCTIATGGAACTGCCTCGGTIGAGTITTITICTICCTICATTACAGAAACGGCTITTITCAAAAATATG
GTATTGATAATCCTIGATATGAATAAATTIGCAGTTITCATTTGATGCTCGATGAGTTTITITCTAATCAGAATTGGTT
AATTGGTTGTAACACTIGGCAGAGCATTACGCTGACTTGACGGGACGGCGGCTTITGTTIGAATAAATCGAACTTITT
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GCTIGAGTTGAAGGATCAGATCACGCATCTTCCCGACAACGCAGACCGTTCCGIGGCAAAGCAAAAGTTCAAAAT
CACCAACTGGTCCACCTACAACAAAGCTICTCATCAACCGTGGCICCCICACTITCIGGCTGGATGATGGGGCGA
TTCAGGCCIGGTATGAGTCAGCAACACCTTCTTCACGAGGCAGACCTICAGCGCCCCCCCCCCCCTGCAGGTCGA
TCTIGGTAACCCCAGCGCGGTTGCTACCAAGTAGTGACCCGCTTCGTGATGCAAAATCCGCTGACGATATTCGGG
CGATCGCTGCTGAATGCCATCGAGCAGTAACGTGGCGAATTICGGTACCGGTATGGATGGCACCGATGCGGAATC
CCAACAGATTGCCTTITGACAACAATGTGGCCTGGAATAACCTGGGGGATTITGTICCACCACCACCCAACGGGCCT
ACACTICGGCTATTAGCACAGACACAGTIGCAGAGIGTITATGGCGTTAATCTGGAAAAAAACGATAACATTCCC
ATTIGTTITTIGCGIGGCCCATTITTCCCACCACCCTITAATCCCACAGATTTITCAGGTAATGCTTAACACGGGGGA
AATTGTCACCCCGGTGATCGCCICITTGATTICCCAACAGTGAATACAACGAACGGCAAACGGTAGTAATTACGSG
GCAATTTTGGTAATCGTTTAACCCCAGGCACGGAGGGAGCGATTITATCCCGTITCCGTAGGCACAGTGTITGGAC
AGTACTICCITTGGAAATGGTGGGACCCAACGGCCCGGICAGTGCGGTIGGGTATTACCATIGATAGTICTCAACCC
CTACGIGGCCGGCAATGGTICCCAAAATTIGTCGCCGCTAAGTITAGACCGCTTCAGTGACCTIGGGGGAAGGGGCTC
CCCICIGGITAGCCACCAATCAAAATAACAGTGGCGGGGATTTATATGGAGACCAAGCCCAATTTICGTITGCGA
ATTTACACCAGCGCCGGTITTICCCCCGATGGCATTGCCAGTITTACTACCCACAGAATTTGAACGGTATTTICA
ACTCCAAGCGGAAGATATTACGGGACGGACAGTTATCCTAACCCAAACTGGTGTITGATTATGAAATTCCCGGCT
TTGGTCTIGGTGCAGGTGTTIGGGGCTIGGCGGATTTIGGCCGGGGTICAGGACAGCTATGACCTGACTTACATCGAA
GATCATGACAACTATTACGACATTATCCTICAAAGGGGACGAAGCCGCAGTTCGCCAAATTAAGAGGGTIGCTITT
GCCCTCCGAAGGGGATTATTCGGCGGTTITATAATCCCGGTGGCCCCGGCAATGATCCAGAGAATGGTCCCCCA

SEQ ID NO:13

ATTGCTGAAGCGGAATCCCIGGTTAATGCCGCCGCCGATGCCAATTGCATTCTICCAAGTGGGGCACATTIGAACG
CTTICAACCCGGCATTITTTAGAGCTAACCAAAATTICTCAAAACGGAAGAGTTATTGGCGATCGAAGCCCATCGCA
TGAGTCCCTATTICCCAGCGGGCCAATGATGTICTCCGIGGTATTGGATTTGATGATCCATGACATTGACCTGTTIG
CTIGGAATTGGTGGGTTCGGAAGTGGTTAAACTGTCCGCCAGTGGCAGTCGGGCTTCTGGGTCAGGATATTTGGA
TTATGTICACCGCTACGTTAGGCTITCICCTCCGGCATIGTGGCCACCCTCACCGCCAGTAAGGTCACCCATCGTA
AAATTCGTTICCATCGCCGCCCACTGCAAAAATTCCCTCACCGAAGCGGATTTICTCAATAACGAAATTTTGATC
CATCGCCAAACCACCGCTIGATIGGAGCGCGGACTATGGCCAGGTATIGTATCGCCAGGATGGICTAATCGAAAA
GGITTACACCAGTAATATTIGAACCICTCCACGCTIGAATTAGAACATITTATTICATIGTIGITAGGGGAGGTGATC
AACCCTICAGTGGGGGGAGAACAGGCCCTICAAGGCCCTGAAGTTAGCCAGTITTAATTGAAGAAATGGCCCTGGAC
AGTCAGGAATGGCATGGGGGGGAAGTTGTGACAGAATATCAAGATGCCACCCIGGCCCTICAGIGCGAGIGTTITA
AATCAACTTAATTAATGCAATTATIGCGAGTITCAAACTICGATAACTTITGTIGAAATATTACTGTITGAATTAATCT
ATGACTATTCAATACACCCCCCTAGCCGATCGCCIGTIGGCCTACCTICGCCGCCGATCGCCTAAATCTCAGCGC
CAAGAGTAGTTCCCTICAACACCAGTIATICTGCTCAGCAGTGACCTATTCAATCAGGAAGGGGGAATTGTAACAG
CCAACTATGGCTITTGATGGTTATATGGTACCATATGGTIGCACTCTCAGTACAATCTIGCTICTGATGCCGCATAGT
TAAGCCAGTATACACTCCGCTATCGCTACGTIGACTGGGTCATGGCTGCGCCCCGACACCCGCCAACACCCGCTG
ACGCGCCCTIGACGGGCTITGTICIGCTICCCGGCATCCGCTITACAGACAAGCTGTGACCGTICTICCGGGAGCTGCATG
TGTICAGAGGTTITCACCGICATCACCGAAACGCGCGAGGCAGCAGATCAATTCGCGCGCGAAGGCGAAGCGGCA
TGCATTITACGTTIGACACCATCGAATGGTIGCAAAACCTTITCGCGGTATGGCATGATAGCGCCCGGAAGAGAGTCA
ATTCAGGGTIGGTIGAATGTGAAACCAGTAACGTTATACGATGTICGCAGAGTATGCCGGTGICTICTITATCAGACCSG
TTTCCCGCGTGGTGAACCAGGCCAGCCACGTITTICTGCGAAAACGCGGGAAAAAGTGGAAGCGGCGATGGCGGAG
CTGAATTACATTICCCAACCGCGTIGGCACAACAACTGGCGGGCAAACAGTCGTIGCTGATIGGCGTTIGCCACCTC
CAGTCTIGGCCCTIGCACGCGCCGTCGCAAATTIGTCGCGGCGATTAAATCTCGCGCCGATCAACTGGGTGCCAGCSG
TGGTGGTGICGATGGTAGAACGAAGCGGCGTICGAAGCCTGTAAAGCGGCGGTGCACAATCTTCTICGCGCAACGC
GTCAGIGGGCTGATCATTAACTATCCGCTGGATGACCAGGATGCCATTGCTGTIGGAAGCTGCCTGCACTAATGT
TCCGGCGTTIATITCTITGATGTICICIGACCAGACACCCATCAACAGTATTATTTITCTICCCATGAAGACGGTACGC
GACTGGGCGTGGAGCATCIGGICGCATIGGGTCACCAGCAAATCGCGCTGTTAGCGGGCCCATTAAGTICTGTIC
TCGGCGCGICTGCGICTGGCTGGCTIGGCATAAATATCTCACTCGCAATCAAATTCAGCCGATAGCGGAACGGGA
AGGCGACTGGAGTIGCCATGTICCGGTITTTICAACAAACCATGCAAATGCTGAATGAGGGCATCGITCCCACTGCGA
TGCTGGTTGCCAACGATCAGATGGCGCTIGGGCGCAATGCGCGCCATTACCGAGTCCGGGCTGCGCGTTGGTGCG
GATATCTICGGTAGTGGGATACGACGATACCGAAGACAGCTCATGTITATATCCCGCCGTTAACCACCATCAAACA
GGATTTITCGCCIGCIGGGGCAAACCAGCGTGGACCGCTTGCTGCAACTCICTCAGGGCCAGGCGGTIGAAGGGCA
ATCAGCTGTITGCCCGICTCACTIGGTGAAAAGAAAAACCACCCTGGCGCCCAATACGCAAACCGCCICTCCCCGL
GCGTTGGCCGATTCATTAATGCAGCTGGCACGACAGGTITTCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAA
TTAATGTAAGTTAGCGCGAATTIGATCTGGTITGACAGCTTATCATCGACTGCACGGTIGCACCAATGCTICTGGC
GTCAGGCAGCCATCGGAAGCTGTIGGTATGGCTGTIGCAGGTCGTAAATCACTGCATAATTCGTGTICGCTCAAGGC
GCACTCCCGTTCTIGGATAATGTITTITTGCGCCGACATCATAACGGTICTGGCAAATATTCTGAAATGAGCTGTT
GACAATTAATCATCCGGCICGTIATAATGTGTIGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGACCAT
GGCGAATGGTTCTGCAGICICITTGAAATCTGGAAGCTTGAATACGCAGGAGGATACTAGTTCCAGTCCCCCTC
CTICGGACGTITTITGCATCAGCIGCCCGACTGGAGTCGCTTGCTGACCGCCATCACAACAGTGITTGTCAAATCT
AAACGACCGGACATGCATGATCGGAAAAGCAAGCGCCCAGATATGCTICGICGATAGTITTICGGACTCGAGTCTIAC
TGTGCAGGACGGCCIGGIGTTCCGICAATCCTTCAGCATCCGAAGCTACGAGATTGGTACGGACCGTACCGCTA
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GCATTGAAACGTTGATGAACCATCICCAAGAAACCAGTITTGAACCACTGCAAGAGCACGGGCATCCTGCTGGAT
GGITTIGGCCGCACATTGGAAATGTIGCAAGCGAGACTTIGATCTIGGGIGGICATTAAAATGCAGATCAAAGTTAA
TCGATACCCGGCCTGGGGAGATACCGTTIGAGATCAATACACGCTITTICCCGTITGGGCAAAATTGGCATGGGTC
GCGATIGGCTGATCTICCGACTGCAACACCGGTGAGATCTTGGTCCGTIGCAACGTCTIGCGTACGCGATGATGAAT
CAAAAGACGCGICGGTITGAGTAAGCTGCCGTATGAAGTITCACCAAGAAATTGTTCCATTIGTITCGTIGATAGTICC
CGITATCGAGGATTCTGACCTCAAAGTCCACAAGTTTAAAGTCAAGACTGGCGATTICCATCCAGAAGGGCCTIGA
CGCCAGGTIGGAACGATCIGGATGTIGAACCAACACGTTAGCAACGTTAAGTATATCGGCIGGATCTITGGAAAGT
ATGCCTACGGAAGTCCTIGGAGACGCAGGAACTCTIGCAGTICICGCTICTIGGAGTACCGCCGTIGAGTGIGGCCGTIGA
TTCCGIGCICGAGTCCGTICACTIGCGATGGACCCTAGCAAAGTGGGTGTTCGCAGTCAATACCAACACCTICTIGC
GGCTCGAAGATGGGACCGCCATTGTIGAACGGCGCGACCGAATGGCGCCCCAAAAATGCCGGCGCTAACGGGGCA
ATTAGTACCGGGAAAACCTICCAATGGAAACAGCGTICAGCTAATGATAGGATCCGAGCTCAGATCTACCAGGTTIG
TCCTTGGCGCAGCGCTTCCCACGCTGAGAGGGTGTAGCCCGTCACGGGTAACCGATATCGTCGACAGGCCTCTA
GACCCGGGCTCGAGCTAGCAAGCTIGGCCGGATCCGGCCGGATCCGGAGTTTGTAGAAACGCAAAAAGGCCATC
CGICAGGATGGCCTICTGCTITAATTITGATGCCTGGCAGTTTATGGCGGGCGTCCTGCCCGCCACCCTCCGGGLC
GTTIGCTITCGCAACGTITCAAATCCGCTICCCGGCGGATTTGTCCTACTCAGGAGAGCGTTCACCGACAAACAACAG
ATAAAACGAAAGGCCCAGICTITCGACTIGAGCCTITCGITITATTITGATGCCTIGGCAGTICCCTACTCTICGCAT
GGGGAGACCCCACACTACCATCGGCGCTACGGCGTITTICACTITCIGAGTTCGGCATGGGGTICAGGTGGGACCACC
GCGCTACTGCCGCCAGGCAAATTCIGTITTATTGAGCCGTTACCCCACCTACTAGCTAATCCCATCTIGGGCACA
TCCGATGGCAAGAGGCCCGAAGGTCCCCCTCTTIGGTICTTGCGACGTITATGCGGTATTAGCTACCGTTICCAGT
AGTTATCCCCCICCATCAGGCAGTTITCCCAGACATTACTCACCCGTCCGCCACTCGICAGCAAAGAAGCAAGCT
TAGATCGACCTGCAGGGGGGGGGGGGAAAGCCACGTIGTGICTCAAAATCTCTGATGTTACATTGCACAAGATA
AAAATATATCATCATGAACAATAAAACTGTICIGCITACATAAACAGTAATACAAGGGGTGTITATGAGCCATATT
CAACGGGAAACGTICTITGCICGAGGCCGCGATTAAATTCCAACATGGATGCTGATTTATATGGGTATAAATGGGC
TCGCGATAATGTCGGGCAATCAGGTIGCGACAATCTATCGATTGTATGGGAAGCCCGATGCGCCAGAGTIGTTITIC
TGAAACATGGCAAAGGTAGCGITGCCAATGATGTTACAGATGAGATGGTCAGACTAAACTGGCTGACGGAATTT
ATGCCICTTICCGACCATCAAGCATITTATCCGTACTCCTGATGATGCATGGTTACTCACCACTIGCGATCCCCGG
GAAAACAGCATICCAGGTATTAGAAGAATATCCTIGATICAGGTGAAAATATTGTTGATGCGCTIGGCAGTIGTICC
TGCGCCGGTITGCATICGATTICCTIGITTGTAATTGTCCTITTTAACAGCGATCGCGTATTTICGTICTICGCTCAGGCG
CAATCACGAATGAATAACGGTITGGTITGATGCGAGTGATTTITGATGACGAGCGTAATGGCTGGCCTIGTTIGAACA
AGTCTGGAAAGAAATGCATAAGCTITTGCCATTCTICACCGGATICAGTICGTCACTCATGGTGATTICTCACTIG
ATAACCTTATTTITGACGAGGGGAAATTAATAGGTITGTATIGATGTIGGACGAGTCGGAATCGCAGACCGATAC
CAGGATCTIGCCATCCTATGGAACTGCCTICGGTGAGTTTTICTICCTITCATTACAGAAACGGCTITTICAAAAATA
TGGTATTGATAATCCTGATATGAATAAATTGCAGTTTICATITGATGCTCGATGAGTITTTICTAATCAGAATTIGG
TTAATTGGTITGTAACACTGGCAGAGCATTACGCTIGACTITGACGGGACGGCGGCTTTIGTTGAATAAATCGAACTT
TTGCTGAGTITGAAGGATCAGATCACGCATCTITCCCGACAACGCAGACCGTITCCGTGGCAAAGCAAAAGTTCAAA
ATCACCAACTGGICCACCTACAACAAAGCTCTICATCAACCGTIGGCTCCCICACTITICTIGGCTGGATGATGGGGC
GATTCAGGCCTGGTATGAGTCAGCAACACCTITCTITCACGAGGCAGACCTCAGCGCCCCCCCCCCCCTGCAGGTC
GATCTGGTAACCCCAGCGCGGITGCTACCAAGTAGTGACCCGCTITICGTGATGCAAAATCCGCTGACGATATICG
GGCGATCGCTGCTGAATGCCATCGAGCAGTAACGTGGCGAATTCGGTACCGGTATGGATGGCACCGATGCGGAA
TCCCAACAGATIGCCTITTGACAACAATGTGGCCTIGGAATAACCTGGGGGATTIGTCCACCACCACCCAACGGGL
CTACACTTCGGCTATTAGCACAGACACAGTGCAGAGTIGTTTIATGGCGTTAATCTGGAAAAAAACGATAACATTC
CCATTGITITTGCGIGGCCCATTTITCCCACCACCCTTAATCCCACAGATTTICAGGTAATGCTTAACACGGGS
GAAATTGTCACCCCGGTGATCGCCICTITGATTCCCAACAGTGAATACAACGAACGGCAAACGGTAGTAATTIAC
GGGCAATTTITGGTAATCGITTAACCCCAGGCACGGAGGGAGCGATTTATCCCGTTICCGTAGGCACAGTIGTIGG
ACAGTACTCCTITIGGAAATGGTIGGGACCCAACGGCCCGGTCAGTIGCGGTGGGTATTACCATTGATAGTCTCAAC
CCCTACGTGGCCGGCAATGGTCCCAAAATTGTCGCCGCTAAGTTAGACCGCTICAGTIGACCTGGGGGAAGGGGC
TCCCCICTGGTTAGCCACCAATCAAAATAACAGTGGCGGGGATITATATGGAGACCAAGCCCAATTTCGTTIGC
GAATTTACACCAGCGCCGGTITITTCCCCCGATGGCATTIGCCAGTITTACTACCCACAGAATTTGAACGGTATTITT
CAACTCCAAGCGGAAGATATTACGGGACGGACAGTTATCCTAACCCAAACTGGTGTITGATTATGAAATTICCCGG
CTTITGGICIGGIGCAGGIGTITGGGGCTGGCGGATTTGGCCGGGGTTCAGGACAGCTATGACCTIGACTTACATCG
AAGATCATGACAACTATTACGACATTATCCTICAAAGGGGACGAAGCCGCAGTTICGCCAAATTAAGAGGGTTGCT
TTGCCCTCCGAAGGGGATTATICGGCGGTTTATAATCCCGGTGGCCCCGGCAATGATCCAGAGAATGGTICCCCC
A

SEQ ID NO:14
ACCCTGGCCCTCAGTGCGAG

SEQ ID NO:15
TGCTTCITIGCTIGACGAGTGG

SEQ ID NO:156
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GTGACTGGAACCGCCCTCG

SEQ ID NO:17
CCATCGAGCAGTAACGTGGCCGATAGTGACGCTAAACCAGGCTG

SEQ ID NO:18
CGAGTGGCGGACGGGTGAGTICTACGAGGGCGTGCAGAAGC

SEQ ID NO:19
CACCAAGTIGCCTTCACCGAC

SEQ ID NO:20
CAGCCIGGTITTAGCGICACTATCGGCCACGTITACIGCICGATGG

SEQ ID NO:21
GCTTCIGCACGCCCTCGTAGACTCACCCGTCCGCCACTCG

SEQ ID NO:22
GTGACTGGAACCGCCCTCGCGCAACCCCGCGCCATTACGCCCCACGAACAGCAGCTTITTIGGCCAAACTGAARAAG
CTATCGCGATATCCAAAGCTTIGTICGCAAATTITGGGGACGTGCTGCCAGTCAATTTGGATCGATGCCGGCTTIGG
TTGCACCCCATGCCAAACCAGCGATCACCCTICAGTITATCAAGAATTGGCGATTICAGATCCAAGCGTITTGCAGCC
GGACTGCTCGCGCTGGGAGTGCCTACCTICCACAGCCGATGACTITCCGCCTICGCTIGGCGCAGTTIGCGGATAA
CAGCCCCCGCTGGTTIGATTIGCTIGACCAAGGCACGTTGCTGGCAGGGGCTGCCAATGCGGTGCGCGGCGCCCAAG
CTGAAGTATCGGAGCTGCICTACGICTTAGAGGACAGCGGITCGATCGGCTTGATIGTCGAAGACGCGGCGCTG
CTGAAGAAACTACAGCCTIGGTITAGCGICACTATCGGCCACGTTACTIGCICGATGGCATICAGCAGCGATCGCC
CGAATATCGTCAGCGGATITTGCATCACGAAGCGGGTCACTACTITGGTAGCAACCGCGCTIGGGGTTACCAGATC
CGICGATCATATCGTICAATTATTACCTCCACGGGGAGAGCCTGAGCAAACTGGCCTCAGGCATTTGAGAAGCAC
ACGGTCACACTGCTTCCGGTAGTCAATAAACCGGTAAACCAGCAATAGACATAAGCGGCTATITAACGACCCTIG
CCCTGAACCGACGACCGGGTCGAATTTGCTTITCGAATTITCIGCCATICATCCGCTTATTATCACTTATICAGGC
GTAGCACCAGGCGTTITAAGGGCACCAATAACTGCCTTAAAAAAATTACGCCCCGCCCTGCCACTCATCGCAGTA
CIGTITGTAATTCATTAAGCATICTGCCGACATGGAAGCCATCACAAACGGCATGATGAACCTGAATCGCCAGCSG
GCATCAGCACCTITGICGCCTITGCGTATAATATTTIGCCCATGGTGAAAACGGGGGCGAAGAAGTTGICCATATIG
GCCACGTITTAAATCAAAACTGGTGAAACTCACCCAGGGATIGGCTGAGACGAAAAACATATTCTCAATAAACCC
TTTAGGGAAATAGGCCAGGTTITCACCGTAACACGCCACATCTIGCGAATATATGTGTAGAAACTGCCGGAAAT
CGICGIGGTIATICACTCCAGAGCGATGAAAACGTTTCAGTTITGCTICATGGAAAACGGTGTAACAAGGGTGAACA
CTATCCCATATCACCAGCTICACCGICTITCATTGCCATACGGAATTCCGGATGAGCATTCATCAGGCGGGCAAG
AATGTGAATAAAGGCCGGATAAAACTTGTGCTITATTITITCITTACGGTCITTAAAAAGGCCGTAATATCCAGCT
GAACGGTICIGGITATAGGTACATTGAGCAACTGACTGAAATGCCTCAAAATGTTCTTITACGATGCCATTIGGGAT
ATATCAACGGTGGTATATCCAGTGATTITTITICTICCATTITTIAGCTTCCTTIAGCTCCTIGAAAATCTCGATAACTC
AAAAAATACGCCCGGTAGIGATICTIATITCATTATGGTIGAAAGTTGGAACCTCTITACGTGCCGATCAACGTCTC
ATTTTCGCCAAAAGTIGGCCCAGGGCTTICCCGGTATCAACAGGGACACCAGGATTTATTITATICTGCGAAGTGA
TCTITCCGTCACAGGTATTTATICGAAGACGAAAGGGCCTCGTGATACGCCTATTTTITATAGGTITAATGTICATGA
TAATAATGGTTICTTAGACGTCAGGTGGCACTTTITCGGGGAAATGTGCGCGGAACCCCTATTIGTITATTTTITIC
TAAATACATTCAAATATGTATCCGCTICATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAA
GAGTATGAGTATTCAACATTITCCGIGTICGCCCTTIATTICCCITTITTIGCGGCATTTTIGCCITCCIGITTITGCTIC
ACCCAGAAACGCTIGGIGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGAT
CTCAACAGCGGTAAGATCCTITGAGAGTITTCGCCCCGAAGAACGTTITCCAATGATGAGCACTTITTAAAGTICT
GCTATGTGGCGCGGTATTATCCCGIGTGACGGATCTAAGCTITGCTITCTITIGCTGACGAGTIGGCGGACGGGTGAG
TCTACGAGGGCGTGCAGAAGCAGTITCGCGAGCAACCGGCGAAGAAACGTCGCTTGATCGATACCTTICTITTGGC
TTGAGTICAACGCTATGTTITGGCACGGCGCCGCTIGGCAAGGACTGGATTTIGCTIGGCACTGAACCAATCCCCAGC
CCAGCGCCICGCTGAGGGTIGTICCGGATGTTGGCGCTAGCACCGTITGCATAAGCTGGGCGATCGCCICGICTACG
GCAAAGTACGAGAAGCCACGGGTGGCCGAATTCGGCAGGTGATCAGTGGCGGTIGGCTCACTGGCACTGCACCTC
GATACCTITCTITCGAAATTGTITGGTIGITGATITGCTGGTIGGGTTATGGCTTGACAGAAACCTCACCAGTGCTGAC
GGGGCGACGGCCTTGGCACAACCTACGGGGTITCGGCCGGTCAGCCGATTCCAGGTACGGCGATTCGGATCGICG
ATCCTGAAACGAAGGAAAACCGACCCAGTGGCGATCGCGGCTTGGTGCTGGCGAAAGGGCCGCAAATCATGCAG
GGCTACTTCAATAAACCCGAGGCGACCGCGAAAGCGATCGATGCCGAAGGTTGGTTITGACACCGGCGACTTAGS
CTACATCGICGGTGAAGGCAACTTGGTG

SEQ ID NO:23
CTCGAGCCCCCGTGCTATGACTAGC
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SEQ ID NO:24
CTCGAGCCCGGAACGTITTITTGTACCCC

SEQ ID NO:25
CAATTGGTCACACGGGATAATACCGCGCC

SEQ ID NO:26
CAATTGGTCGATCATATCGTCAATTATTACCTCCAC

SEQ ID NO:27

CCCCCGTGCTATGACTAGCGGCGATCGCCATACCGGCCACGACCATTITGCATIGGATCCCCAACGGCGGCCACA
ACTTCCATGGCATTGAGATGCGGGGAATGATGTTICTAGACTICTGACGCACCAAAGCCAATTTITGTITGATGGTT
GCAATGGGGATGACTACTGTITCACTITTGCCCCCAGCGTCAATGCCTAGACCTAGCAGTACCCCCAGGGCTGIGG
TAGTGCCCCCCACCACGCATTCGCITAGCACTAAGTAACTITCGGCATGTITCCTGGGCTAACTGTGCGCCCCAC
TGCAAACCCTGCTGAAAAAGATGCTICCACCAGGGCCAACGGTAACGCTTGCCCTGTGGAAAGACAGCGGGCGGSG
TTGTCCGTCTAGATTIGATGACTIGGCACCGCTIGGGGGAATGGGTAAACCAGAGTTAAATAAATAAACCGGAGTAT
GGAGGGCATCCACCAACGCTITIGGTIGATGAACACTGGGGAAACCCCAGAAATGAGGGGAGGTAAGGGATAGGTT
GCCCCIGCCGTAGTTICCCITGATTAAAAATTCCGCATCGGCGATCGCCGTICAATTTTICGATCAGCGGGGGTTITT
ACCCGCCGCAGAAATGCCCGGAATTAAACCAGTTICCGTAAAGCCCAACACACAGACAAACACCGGTGGACAGT
GGCCATGGCGCTICAATCCAGGATAAAGCTTGGTCAGACTGGGTATAAACTGTCAACATATTTCTGCAAGAGTGG
GCCCAATTGGGAAAATCAACCTICAAATCCATTGGAATAGCCTITITTICAACCGTAAAAATCCAACTTTCTICICT
TCCCTICTICCITCCATCIGATTATGGTITACGCCAATTAACTACCATTCCATCCATTIGCCTGGCGGATATCIGG
GCTATCACCGGAGAAAATTTTGCCGATATTGTGGCCCTICAACGATCGCCATAGTCATCCCCCCGTAACTTTAAC
CTATGCCCAATTIGGTCACACGGGATAATACCGCGCCACATAGCAGAACTTITAAAAGTGCICATCATTGGAARAAC
GTICTICGGGGCGAAAACTCTCAAGGATCTTACCGCTIGTTGAGATCCAGTITCGATGTAACCCACTCGTGCACCC
AACTGATCTITCAGCATICTITTACTITCACCAGCGTITICTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAA
AAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTICTITCCTITITTICAATATTATTGAAGCATTTATC
AGGGTTIATIGTICICATGAGCGGATACATATTITGAATGTATITAGAAAAATAAACAAATAGGGGTTCCGCGCACA
TTTICCCCGAAAAGTGCCACCTGACGTICTAAGAAACCATTATTATCATGACATTAACCTATAAAAATAGGCGTAT
CACGAGGCCCTTITCGICTIICGAATAAATACCTGTIGACGGAAGATCACTTCGCAGAATAAATAAATCCTGGTGTC
CCIGTIGATACCGGGAAGCCCIGGGCCAACTTTIGGCGAAAATGAGACGTITGATCGGCACGTAAGAGGTTCCAA
CTTITCACCATAATGAAATAAGATCACTACCGGGCGTATTTITTGAGTITATCGAGATTITTCAGGAGCTAAGGAAG
CTAAAATGGAGAAAAAAATCACTGGATATACCACCGTTIGATATATCCCAATGGCATCGTAAAGAACATTITTGAG
GCATTICAGTICAGTIGCTICAATGTACCTATAACCAGACCGITCAGCTIGGATATTACGGCCTITITTAAAGACCGT
AAAGAAAAATAAGCACAAGTTITATCCGGCCITTATTCACATTICTITGCCCGCCTGATGAATGCTCATCCGGAAT
TCCGTATGGCAATGAAAGACGGTGAGCTIGGTIGATATGGGATAGTIGTICACCCTITGTITACACCGTITITCCATGAG
CAAACTGAAACGTTTITCATCGCICIGGAGTGAATACCACGACGATTICCGGCAGTTITCTACACATATATTICGCA
AGATGIGGCGTGITACGGTIGAAAACCTGGCCTATTITCCCTAAAGGGTTTATTGAGAATATGTITTICGICTCAG
CCAATCCCIGGGTGAGTTICACCAGTITITGATTTAAACGTGGCCAATATGGACAACTTCITCGCCCCCGTTTITC
ACCATGGGCAAATATTATACGCAAGGCGACAAGGTGCIGATGCCGCTIGGCGATTCAGGTICATCATGCCGTTITG
TGATGGCTICCATGTICGGCAGAATGCTTAATGAATTACAACAGTACTGCGATGAGTGGCAGGGCGGGGCGTAAT
TTTITTTAAGGCAGTTATTIGGTGCCCTITAAACGCCTGGTGCTACGCCTGAATAAGTGATAATAAGCGGATGAATG
GCAGAAATTCGAAAGCAAATTCGACCCGGTCGTCGGTTICAGGGCAGGGTCGTTAAATAGCCGCTTATGICTATT
GCIGGITTACCGGTTITATIGACTACCGGAAGCAGTGTGACCGTGTIGCTTCTCAAATGCCTIGAGGCCAGTTTGCT
CAGGCICTCCCCGTGGAGGTAATAATTGACGATATGATCGACCAATTIGCGGGAAGAAATTACAGCTTTIGCCGC
TGGCCTACAGAGTTTAGGAGTTACCCCCCATCAACACCTGGCCATTITCGCCGACAACAGCCCCCGGTGGTTITA
TCGCCGATCAAGGCAGTATGTIGGCTGGAGCCGTCAACGCCGTICCGITCIGCCCAAGCAGAGCGCCAGGAATTA
CICTACATCCTAGAAGACAGCAACAGCCGTACTITAATCGCAGAAAATCGGCAAACCCTAAGCAAATTGGCCCT
AGATGGCGAAACCATIGACCTGAAACTAATCATCCTICCTICACCGATGAAGAAGTGGCAGAGGACAGCGCCATTC
CCCAATATAACTTTGCCCAGGICATGGCCCTAGGGGCCGGCAAAATCCCCACTCCCGTTICCCCGCCAGGAAGAA
GATTTAGCCACCCTGATCTACACCICCGGCACCACAGGACAACCCAAAGGGGTGATGCTCAGCCACGGTAATTT
ATTGCACCAAGTACGGGAATTGGATTCGGTGATTATTCCCCGCCCCGGCGATCAGGTIGTIGAGCATTTIGCCCT
GTIGGCACTICCCTAGAAAGAAGCGCCGAATATTTITICTICTITCCCGGGGCTGCACGATGAACTACACCAGCATT
CGCCATTTCAAGGGGGATGTGAAGGACATTAAACCCCATCACATTIGICGGTGIGCCCCGGCTGTGGGAATCCCT
CTACGAAGGGGTACAAAAAACGTTCCGGGCTAAGGGCGAATTCTIGCAGATATCCATCACACTGGCGGCCGCICG
AGCATGCATCTAGAGGGCCCAATTCGCCCTATAGTIGAGTICGTATTACAATTCACTGGCCGTICGTTITACAACGT
CGTIGACTGGGAAAACCCTIGGCGTITACCCAACTTAATCGCCITGCAGCACATCCCCCTITTICGCCAGCTGGCGTAA
TAGCGAAGAGGCCCGCACCGATCGCCCTITCCCAACAGTTGCGCAGCCTGAATGGCGAATGGACGCGCCCTGTIAG
CGGCGCATTAAGCGCGGCGGGIGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCG
CICCTITCGCTITCTITCCCITCCTITCICGCCACGTTICGCCGGCTITICCCCGTICAAGCTCTAAATCGGGGGCTC
CCITTAGGGTTCCGATTTAGTIGCTITACGGCACCTCGACCCCAAAAAACTTGATTAGGGTGATGGTITCACGTAG
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TGGGCCATCGCCCTGATAGACGGTITTICGCCCITTGACGITGGAGTICCACGTITCTITITAATAGTGGACTICTIGT
TCCAAACTGGAACAACACTCAACCCTATCTCGGICTATTICITTIGATTITATAAGGGATTITGCCGATTICGGCC
TATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAACGCGAATTTITAACAAAATTCAGGGCGCAAGGGCTIGC
TAAAGGAAGCGGAACACGTAGAAAGCCAGTCCGCAGAAACGGTGCTGACCCCGGATGAATGTCAGCTACTGGGC
TATCTGGACAAGGGAAAACGCAAGCGCAAAGAGAAAGCAGGTAGCTIGCAGTGGGCTTACATGGCGATAGCTAG
ACTGGGCGGTITTITATGGACAGCAAGCGAACCGGAATTGCCAGCTGGGGCGCCCTICTGGTAAGGTTGGGAAGCCC
TGCAAAGTAAACTGGATGGCTITCITGCCGCCAAGGATCTGATGGCGCAGGGGATCAAGATCTIGATCAAGAGAC
AGGATGAGGATCGTTICGCATGATTGAACAAGATGGATTGCACGCAGGTICTCCGGCCGCTTGGGTGGAGAGGC
TATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCIGATGCCGCCGTGTTCCGGCTGICAGCGCAGGGS
CGCCCGGTICTITTIGTCAAGACCGACCTGICCGGTGCCCTIGAATGAACTGCAGGACGAGGCAGCGCGGCTATC
GTGGCTIGGCCACGACGGGCGTICCITGCGCAGCTIGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTIGC
TATTGGGCGAAGTGCCGGGGCAGGATCTICCIGTCATCCCACCTIGCTICCTIGCCGAGAAAGTATCCATCATGGCT
GATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATICGACCACCAAGCGAAACATCGCATCGA
GCGAGCACGTACTCGGATGGAAGCCGGICTIGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTICGCGL
CAGCCGAACTGTITCGCCAGGCICAAGGCGCGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCC
TGCTTGCCGAATATCATGGTGGAAAATGGCCGCTITTICTGGATICATCGACTGTGGCCGGCTGGGTIGTGGCGGA
CCGCTATCAGGACATAGCGTTGGCTACCCGTIGATATTIGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTICC
TCGTGCTITTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTITCTATCGCCTICTTIGACGAGTITICTITCTIGA
ATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGIGTICGCCCTTIATICCCITTITITTIGCGGCATTTIGCCTT
CCIGTITTIGCICACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTIGGGTGCACGAGTGGGTTA
CATCGAACTGGATCTCAACAGCGGTAAGATCCTIGAGAGTTITTICGCCCCGAAGAACGTTITTCCAATGATGAGCA
CTITITTAAAGTTCTIGCTATGTIGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATA
CACTATTCICAGAATGACTITGGTITGAGTACTICACCAGTICACAGAAAAGCATCTTACGGATGGCATGACAGTAAG
AGAATTATGCAGIGCIGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTIGACAACGATCGGAGGAC
CGAAGGAGCTAACCGCTTITTIGCACAACATGGGGGATCATGTAACTCGCCTIGATCGTIGGGAACCGGAGCTG
AATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCTIGTAGCAATGGCAACAACGTTGCGCAAACTATT
AACTGGCGAACTACTTACICTAGCTITCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGAC
CACTTCTIGCGCTICGGCCCITCCGGCTGGCTGGTTITATTIGCTGATAAATCTGGAGCCGGTGAGCGTGGGTICTCGL
GGTATCATTIGCAGCACTGGGGCCAGATGGTAAGCCCTICCCGTATCGTAGTITATCTACACGACGGGGAGTCAGGC
AACTATGGATGAACGAAATAGACAGATCGCTIGAGATAGGTGCCICACTGATTAAGCATTGGTAACTGTCAGACC
AAGTTTACTICATATATACTITTAGATTGATTITAAAACTICATTITITAATTTAAAAGGATCTAGGTGAAGATCCTT
TTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTITTICGTICCACTGAGCGTCAGACCCCGTAGAAAAGAT
CAAAGGATCTTCTITGAGATCCITTITTICTIGCGCGTAATCIGCTIGCTITGCAAACAAAAAAACCACCGCTACCAG
CGGTIGGTITIGTTITGCCGGATCAAGAGCTACCAACTCTITTTTICCGAAGGTAACTGGCTTCAGCAGAGCGCAGATA
CCAAATACTGTICTIICTAGTIGTAGCCGTAGTITAGGCCACCACTICAAGAACTCTGTAGCACCGCCTACATACCT
CGCTICIGCTAATCCIGTTACCAGTGGCIGCTIGCCAGTGGCGATAAGTCGIGTCTTACCGGGTIGGACTCAAGAC
GATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTITCGTGCACACAGCCCAGCTITGGAGCGAACSG
ACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTITCCCGAAGGGAGAAAGGCGGA
CAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATC
TTTATAGTCCTGTICGGGTITCGCCACCICTGACTTGAGCGICGATTITTIGTGATGCTICGICAGGGGGGCGGAGC
CTATGGAAAAACGCCAGCAACGCGGCCTITTITACGGTICCIGGCCTITTGCTGGCCTITTIGCTICACATGTTICTT
TCCTGCGTTATCCCCTIGATTICIGTGGATAACCGTATTACCGCCTITTGAGTGAGCTGATACCGCTCGCCGCAGCC
GAACGACCGAGCGCAGCGAGTCAGTIGAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTICCCCGLG
CGITGGCCGATTICATTAATGCAGCIGGCACGACAGGTITCCCGACTGGARAAGCGGGCAGTIGAGCGCAACGCAAT
TAATGTGAGTTAGCTCACTICATTAGGCACCCCAGGCTTITACACTITTATGCTTCCGGCTCGTATGTIGTGTGGAA
TTGTGAGCGGATAACAATTTCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTTIGGTACCGAGCTCGGA
TCCACTAGTAACGGCCGCCAGIGTGCTGGAATTCGCCCTITCTCGAG

SEQ ID NO:28
GATCCGCTGTTGACCCAACAGCATGAGTICGTITATCCAAGGGGAGCTICGGCTCCCTITITTITCATGCGCGGATGC
GGIGA

SEQ ID NO:29

GGATCCACTAGICCIGAGGTGITGACAATTAATCATCCGGCTCGTATAATGTGTGGAATTGTGAGCGGATAACA
ATTTCACACAGGAAACAGACCATGGCCGTCGCACTGCAACCAGCTCAAGAAGTCGCAACTAAGAAAAAGCCTIGC
AATCAAACAGCGGCGCGTGGTGGTTACCGGCATGGGTGTIGGTGACTCCCCTCGGGCATGAACCGGATGTIGTTITT
ACAACAATCTCCIGGATGGCGIGAGCGGCATTAGTGAGATCGAGAATTTTIGACTCGACGCAGTITTCCCACTCGC
ATTGCCGGCGAAATCAAGAGTTITCAGCACCGACGGCTGGGICGCGCCCAAATTGAGCAAACGGATGGATAAATT
GATGCIGTATCIGCTICACCGCAGGCAAGAAAGCGCTGGCCGATGCGGGCATCACGGATGATGTGATGAAAGAGC
TGGATAAACGCAAATGTGGAGITCIGATTGGCAGTGGCATGGGCGGCATGAAGCTGTTCTACGATGCGCTCGAA
GCCCTGAAGATTITCGTATCGAAAGATGAACCCATTICTIGTIGIGCCTITITGCGACCACGAATATGGGTAGCGCCAT
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GCIGGCTATGGATTIGGGGTGGATGGGGCCGAATTATAGTATTICCACCGCGTIGCGCAACCTCGAACTICTGCA
TCTITGAACGCGGCTAACCACATTATCCGTGGTGAAGCAGACATGATGCTCTGCGGCGGCTICCGATGCGGTCATT
ATCCCTIATCGGTITITGGGCGGCITTGTTGCTIGCCGCGCCTTIGAGCCAACGCAATAACGACCCAACCAAGGCATC
GCGCCCGTGGGACAGCAATCGCGATGGCTTICGTICATGGGCGAGGGAGCCGGGGTGCTGCTGTIGGAGGAGCTGG
AACACGCGAAAAAGCGAGGCGCGACAATCTATGCTIGAGTITCTITGGGAGGGTCCTITTACATGCGATGCCTACCAC
ATGACGGAGCCTCACCCAGAGGGCGCAGGCGTGATCTIGTGTATCGAGAAGGCAATGGCTICAGGCAGGAGTCTC
TCGCGAGGATGTITAACTACATTAATGCTICACGCAACGTICCACGCCGGCTGGTGACATCAAGGAATACCAAGCTC
TCGCCCATIGTTITCGGCCAGAACTCGGAGCTIGCGGGTCAATAGTACAAAGTCCATGATCGGTCATCTGCTGGGT
GCTIGCCGGTIGGCGTCGAAGCTGTGACAGTCATTCAAGCCATCCGCACCGGCTGGATTICACCCTAATCTGAACCT
GGAAGACCCGGACAAGGCCGTIGACGCAAAATTCCTCGTCGGACCGGAGAAAGAACGTCTICAACGTITAAAGTCG
GATTGAGCAATAGTTTICGGITITGGTGGCCATAACTCTAGTATCCTGTITIGCACCCTATAATTIGATAATAGATC
TGATCCGCIGTTIGACCCAACAGCATGAGTCGTTATCCAAGGGGAGCTTCGGCTICCCTITTITITTICATGCGCGGATG
CGGTGAGAGCTCACGIGTCTAGA

SEQ ID NO:30
GGATCCACTAGICCIGAGGTGITGACAATTAATCATCCGGCTCGTATAATGTGTGGAATTGTGAGCGGATAACA
ATTTCACACAGGAAACAGACCATGGCAAGCCGTGITGITGGTAAAGGTTGTAAACTCGTIGGATGTIGGTAGTIGC
CGICCCGAAGTIGGAGGTGAGTAACGACGACCTCAGTAAGATCGTGGATACTICCGATGAATGGATTTCTGTITC
GGACGGGAATCCGCAACCGGCGGGIGATTACTGGTAAGGATAAGATGACGGGGCTGGCGGTCGAGGCAGCCCAG
AAAGCCCTGGAAATGGCTGAAGTCGATGCTGACGATGTIGGACTIGCTICCIGTIGTGCACCTCCACCCCAGATGA
TCICTITGGAAGTGCGCCGCAAATCCAGGCGGCACTCGGCTIGCAAAGGAAACCCTCTGGCATITGATATTACAG
CCGCTIGTAGCGGCTTICGITCIGGGTICIGGTGAGTGCTITCCTGCTATATCCGCGGCGGCGGGTITCAAGAACGTC
CTIGGTTATCGGCGCGGACGCACTGAGCCGCTACGTCGATTGGACTGACCGCGGCACATGCATICTICITIGGTIGA
CGCCGCTGGCGCTGIGTTIGGTCCAGGCGTGTGAGAGCGAGGACGACGGCGTCTITCGGGTTITGATCTIGCATAGCSG
ATGGAGAGGGTTATCGCCACCIGCATACTGGGATCAAGGCGAACGAGGAGTTCGGGACGAACGGTICCGTTGTG
GATTTICCGCCCAAGCGCAGCAGCTACICTICCATCCAAATGAATGGGAAAGAAGTGTTCCGITTCGCCTGCCG
CGICGIGCCCCAGTCTATTIGAGATCGCACTCGAGAACGCGGGCCTCACACGTICTAGCATTGATTGGCTIGCTIGC
TCCACCAAGCAAACCAACGAATCTIGGATGCCGICGCAACGCGICTGGAAATTICCCGCAGACCGCGTGATTAGT
AACTTGGCTAATTACGGCAATACTICTGCCGCCAGCATTCCGTIGGCACTGGATGAAGCCGTGCGCAGCGGTAA
GGTICAAACCCGGTCAGACTATCGCAACTTCGGGGTITTGGAGCAGGCTITGACATGGGGCAGCGCGATCATTCGCT
GGAATTAATGATAGATCTIGATCCGCTIGITGACCCAACAGCATGAGTCGTTATCCAAGGGGAGCTTCGGCTCCCT
TTTITTCATGCGCGGATGCGGTGAGAGCTICACGTGTICTAGA

SEQ ID NO:31
TGITGACAATTAATCATCCGGCTICGTATAATGTGTGGAATTIGTGAGCGGATAACAATTTCACACAGGAAACAGC
GCCGCTIGAGAAAAAGCGAAGCGGCACTGCTCTTTAACAATTITATCAGACAATCTGIGTGGGCACTCGACCGGAA
TTATCGATTAACTTTATTATTAAAAATTAAAGAGGTATATATTAATGTATCGATTAAATAAGGAGGAATAAACC
ATGGCCGTCGCACTGCAACCAGCTCAAGAAGTCGCAACTAAGAAAAAGCCTGCAATCAAACAGCGGCGCGTGGT
GGTITACCGGCATGGGTGTIGGTGACTICCCCTCGGGCATGAACCGGATGTGTITTTACAACAATCTICCIGGATGGCG
TGAGCGGCATTAGTGAGATCGAGAATTTITGACTCGACGCAGTTICCCACTICGCATTIGCCGGCGAAATCAAGAGT
TTCAGCACCGACGGCTGGGTCGCGCCCAAATTGAGCAAACGGATGGATAAATTGATGCTGTATCTGCTCACCGC
AGGCAAGAAAGCGCTGGCCGATGCGGGCATCACGGATGATGTGATGAAAGAGCTGGATAAACGCAAATGTGGAG
TTCTGATTGGCAGTGGCATGGGCGGCATGAAGCTGTTICTACGATGCGCTCGAAGCCCTGAAGATTICGTATCGA
AAGATGAACCCATTICIGTIGIGCCTITTGCGACCACGAATATGGGTAGCGCCATGCTIGGCTATGGATTTGGGGTG
GATGGGGCCGAATTATAGTATITCCACCGCGTGCGCAACCTCGAACTTICIGCATCTITGAACGCGGCTAACCACA
TTATCCGTGGTGAAGCAGACATGATGCICTGCGGCGGCTCCGATGCGGTCATTATCCCTATCGGTITGGGCGGC
TTIGTIGCITGCCGCGCCITGAGCCAACGCAATAACGACCCAACCAAGGCATCGCGCCCGTGGGACAGCAATCG
CGATGGCTICGICATGGGCGAGGGAGCCGGGGTGCTGCTGITGGAGGAGCTGGAACACGCGAAAAAGCGAGGCG
CGACAATCTATGCTGAGTICTIGGGAGGGTCCTTITACATGCGATGCCTACCACATGACGGAGCCTCACCCAGAG
GGCGCAGGCGTGATCTITGIGTATCGAGAAGGCAATGGCTCAGGCAGGAGTICTCTCGCGAGGATGTTAACTACAT
TAATGCTCACGCAACGTCCACGCCGGCIGGTGACATCAAGGAATACCAAGCTCTCGCCCATIGTTICGGCCAGA
ACTCGGAGCTGCGGGICAATAGTACAAAGTCCATGATCGGICATCTGCTGGGTIGCTGCCGGTGGCGTCGAAGCT
GTGACAGTCATTICAAGCCATCCGCACCGGCTIGGATTCACCCTAATCTGAACCTGGAAGACCCGGACAAGGCCGT
TGACGCAAAATTCCTICGTICGGACCGGAGAAAGAACGTCTCAACGTTAAAGTCGGATTIGAGCAATAGTTICGGTT
TTGGTGGCCATAACTCTAGTATCCIGTITGCACCCTATAATTGATAATAGATCTGATCCGCTGTTGACCCAACA
GCATGAGTCGTTATCCAAGGGGAGCTTCGGCTCCCTITTTITCATGCGCGGATGCGGTGA

SEQ ID NO:32

CCIGAGGTGTITGACAATTAATCATCCGGCTCGTATAATGTGTGGAATTGTGAGCGGATAACAATTICACACAGS
AAACAGCGCCGCTGAGAAAAAGCGAAGCGGCACTGCTICTITTAACAATTTATCAGACAATCTGIGTGGGCACTICG
ACCGGAATTATCGATTAACTITIATIATTAAAAATTAAAGAGGTATATATTAATGTATCGATTAAATAAGGAGGA
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ATAAACCATGGCCGTCGCACTGCAACCAGCTCAAGAAGTCGCAACTAAGAAAAAGCCTGCAATCAAACAGCGGC
GCGTIGGTGGTTACCGGCATGGGTGIGGTIGACTCCCCICGGGCATGAACCGGATGTGTITTTACAACAATCTICCIG
GATGGCGTGAGCGGCATTAGTGAGATCGAGAATTITTGACTCGACGCAGTTITCCCACTCGCATIGCCGGCGARAAT
CAAGAGTTTICAGCACCGACGGCTIGGGTCGCGCCCAAATTGAGCAAACGGATGGATAAATTGATGCTIGTATCIGC
TCACCGCAGGCAAGAAAGCGCIGGCCGATGCGGGCATCACGGATGATGTGATGAAAGAGCTGGATAAACGCAAA
TGTIGGAGTICTGATIGGCAGTGGCATGGGCGGCATGAAGCTIGTICTACGATGCGCTCGAAGCCCTGAAGATTTC
GTATCGAAAGATGAACCCATTICIGIGTGCCITTIGCGACCACGAATATGGGTAGCGCCATGCTIGGCTATGGATT
TGGGGTIGGATGGGGCCGAATTATAGTATTTCCACCGCGTGCGCAACCTCGAACTTCTIGCATCTITGAACGCGGCT
AACCACATTATCCGTIGGTGAAGCAGACATGATGCICTIGCGGCGGCTCCGATGCGGTCATTATCCCTATCGGTITT
GGGCGGCTITGITGCTTGCCGCGCCTTGAGCCAACGCAATAACGACCCAACCAAGGCATCGCGCCCGTGGGACA
GCAATCGCGATGGCTITCGICATGGGCGAGGGAGCCGGGGTGCTGCTGTTGGAGGAGCTGGAACACGCGAAARAASG
CGAGGCGCGACAATCTATGCTGAGTITCITGGGAGGGTICCTTITACATGCGATGCCTACCACATGACGGAGCCTICA
CCCAGAGGGCGCAGGCGTIGATCTITGTIGTATCGAGAAGGCAATGGCTCAGGCAGGAGTCICTCGCGAGGATGTTA
ACTACATTAATGCTCACGCAACGTCCACGCCGGCTIGGTIGACATCAAGGAATACCAAGCTCTICGCCCATIGTTITIC
GGCCAGAACTCGGAGCTGCGGGTCAATAGTACAAAGTCCATGATCGGTCATCIGCTGGGTIGCTIGCCGGTGGCGT
CGAAGCTGTIGACAGTICATTICAAGCCATCCGCACCGGCTGGATTCACCCTAATCTGAACCTGGAAGACCCGGACA
AGGCCGTTGACGCAAAATTICCICGICGGACCGGAGAAAGAACGTICTCAACGTTAAAGTCGGATTGAGCAATAGT
TTCGGITTIGGIGGCCATAACTICTAGTATCCTGTITTGCACCCTATAATTGATAATAGATCCTGTICGTTAACTGC
TTIGTIGGTACTACCTIGACTTCACCCTICTITITAAGATGGCAAGCCGIGTIGTIGGTAAAGGTIGTAAACTCGTT
GGATGIGGTAGIGCCGTCCCGAAGTITGGAGGTGAGTAACGACGACCTICAGTAAGATCGTIGGATACTITICCGATGA
ATGGATTTCTIGTITCGGACGGGAATCCGCAACCGGCGGGTGATTACTGGTAAGGATAAGATGACGGGGCTGGCGS
TCGAGGCAGCCCAGAAAGCCCIGGAAATGGCTGAAGTCGATGCTGACGATGTGGACTTGCTCCTIGTITGTIGCACC
TCCACCCCAGATGATCTICITTGGAAGTGCGCCGCAAATCCAGGCGGCACTCGGCTGCAAAGGAAACCCTICTGGC
ATTTGATATTACAGCCGCITGTAGCGGCTTCGTTICTIGGGTCTIGGTGAGTGCTICCTIGCTATATCCGCGGCGGLG
GGITCAAGAACGTCCIGGITATCGGCGCGGACGCACTGAGCCGCTACGTCGATTGGACTGACCGCGGCACATGC
ATTCTCTITIGGTIGACGCCGCTGGCGCTGTGTITGGTICCAGGCGTGTGAGAGCGAGGACGACGGCGTCTTCGGGTT
TGATCTIGCATAGCGATGGAGAGGGTITATCGCCACCTGCATACTGGGATCAAGGCGAACGAGGAGTICGGGACGA
ACGGTICCGITGIGGATTITCCGCCCAAGCGCAGCAGCTACTCTITCCATCCAAATGAATGGGAAAGAAGTGTTC
CGITTCGCCTGCCGCGTCGTGCCCCAGTICTATTGAGATCGCACTCGAGAACGCGGGCCTCACACGTTCTAGCAT
TGATTGGCTIGCIGCTICCACCAAGCAAACCAACGAATCTITGGATGCCGTCGCAACGCGTCTIGGAAATTCCCGCAG
ACCGCGTGATTAGTAACTIGGCTAATTACGGCAATACTTCTIGCCGCCAGCATICCGITGGCACTGGATGAAGCC
GTGCGCAGCGGTAAGGTCAAACCCGGTCAGACTATCGCAACTTCGGGGTITGGAGCAGGCTTGACATGGGGCAG
CGCGATCATTCGCTGGAATTAATGATAGATCTGATCCGCTGTTGACCCAACAGCATGAGTICGITATCCAAGGGS
AGCTTCGGCTCCCTITITTICATGCGCGGATGCGG

SEQ ID NO:33
GTACGGGATCCCTIGICGTITAACTIGCTITIGTIGGTACTACCTIGACTTCACCCTCTTTTAAGATGGCAAGCCGIGT
TGTITGGTAAAGGTTG

SEQ ID NO:34
CACGIGAGCTCICACCGCATCCGCGCATG

SEQ ID NO:35
TCATGAAGTTCCTITGICGICGCCGICTCAGCACTTGCAACTGCATCIGCTITTCACAACCAGTCCTGCCICTTITC
ACCACTIGTCAGCAGTCCTICGGTGAACAATGTIGTICGGACAGGAGGGAAATGCTCACAGGAACAGGAGAGCTAC
CATTGICATGGATGGAGCTAACGGAAGTGCAGTCAGTTTGAAAAGTGGGTICATTGAATACGCAGGAGGACACAA
GTICGICGCCACCGCCCCGTACATICCITCACCAACTCCCIGATTGGAGCAGATTGCTCACTGCCATCACAACC
GTITITTIGTTAAAAGTAAGCGTCCGGATATGCATGATCGTAAGTCGAAAAGGCCGGACATGCTCGTGGATAGTTT
CGGGTIGGAGAGTACCGTTICAGGATGGACTCGTGTTCCGTCAAAGCTTITICGATCCGTTICATATGAGATTGGAA
CTIGATCGTACGGCTICCATTGAGACTTIGATGAACCATCTTICAGGAGACTTCCCTCAACCATIGTAAGAGTACA
GGAATTTTGTITGGATGGATTCGGACGCACACTCGAAATGTGTAAGCGCGATTTIGATTITGGGTCGTCATTAAAAT
GCAGATCAAGGTTAATAGATACCCGGCCTGGGGCGATACAGTAGAAATCAATACTAGGTTICAGCAGACTTGGTA
AGATCGGCATGGGTCGAGATTGGCTCATTAGCGACTGCAATACCGGTGAGATCCTCGTCAGGGCAACCAGCGCC
TACGCCATGATGAATCAGAAGACCCGAAGACTCTICGAAGCTITCCGTACGAGGTCCACCAAGAGATIGTCCCCCT
TTTITGICGACTCCCCCGTAATTIGAAGATTCGGATCTCAAGGTCCACAAATTCAAAGTTAAAACGGGTGACAGCA
TCCAGAAGGGACTTACTCCTIGGTTGGAACGACCTICGATGTGAACCAACATGTTITCGAACGTGAAATATATCGGC
TGGATICTIGAGAGTATGCCAACCGAGGTACTTGAGACGCAGGAATTIGTGCTCGTIGGCATTGGAGTATCGICG
TGAGTGTGGGCGAGACTCAGTCCTCGAAAGTGTAACAGCAATGGACCCAAGCAAAGTTGGTGITCGTTCACAGT
ATCAACACCTCCICCGICICGAGGATGGAACAGCCATIGTGAACGGGGCCACAGAGTIGGAGGCCAAAGAACGCT
GGCGCTAACGGAGCTATCICCACAGGAAAGACCAGCAATGGTAACTCTGTIGAGTITAATGATAGGATCC
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SEQ ID NO:36
MKEFLVVAVSALATASAFTTSPASFTIVSSPSVNNVEGOQEGNAHRNRRATIVMDGANGSAVSLKSGSLNTQEDTS
SSPPPRTFLHQLPDWSRLLTAITTIVEFVKSKRPDMHDRKSKRPDMLVDSEFGLESTVQDGLVEFRQSEFSIRSYEIGT
DRTASIETLMNHLOETSLNHCKSTGILLDGFGRTLEMCKRDLIWVVIKMOQIKVNRYPAWGDTIVEINTRFSRLGK
IGMGRDWLISDCNTIGEILVRATSAYAMMNOQKTRRLSKLPYEVHQEIVPLEVDSPVIEDSDLKVHKEFKVKTGDSI
OKGLTPGWNDLDVNQHVSNVKYIGWILESMPTEVLETQELCSLALEYRRECGRDSVLESVTAMDP SKVGVRSQY
QHLLRLEDGTAIVNGATEWRPKNAGANGAISTGKTSNGNSVS

SEQ ID NO:37
CAGGATCCGGGGAGGIGTGGTGTAGT

SEQ ID NO:38
TAGGATCCAGTGGTGCCCATGGTACTTIGTTAGGGGAGGATAG

SEQ ID NO:39
CAGGATCCICACTICIGICGCGCTIGTITG

SEQ ID NO:40
CATCTAGAGAGGATTGATTITCCGAGTC

SEQ ID NO:41
ATGGGCACCACTCICGACGACACGGCTTACCGCTACCGCACCAGTGTGCCGGGGGACGCCGAGGCCATCGAGGC
ACTGGATGGGTCCTITCACCACCGACACCGTCTTICCGCGTCACCGCCACCGGGGACGGCTTCACCCTGCGGGAGG
TGCCGGTGGACCCGCCCCTIGACCAAGGTIGTTCCCCGACGACGAGTCGGACGACGAGTCGGACGACGGGGAGGAL
GGCGACCCGGACTCCCGGACGTTCGTICGCGTACGGGGACGACGGCGACCTGGCGGGCTTCGTIGGTCGICICGTA
CTCCGGCTGGAACCGCCGGCTGACCGTCGAGGACATCGAGGTICGCCCCGGAGCACCGGGGGCACGGGGTCGGEL
GCGCGCTGATGGGGCTCGCGACGGAGTTICGCCCGCGAGCGGGGTGCCGGGCACCTCTGGCTGGAGGTCACCAALC
GTCAACGCACCGGCGATCCACGCGTACCGGCGGATGGGGTTCACCCTICTIGCGGCCTGGACACCGCCCTIGTACGA
CGGCACCGCCTCGGACGGCGAGCAGGCGCTCTACATGTCCATGCCCTIGCCCCTAA

SEQ ID NO:42
CCATGGCCGCTATGCTCGCCTICTAAGCAGGGCGCCTTCATGGGCCGCAGCTCCTTTIGCCCCCGCCCCCAAGGGL
GTCGCCAGCCGCGGCTCCCIGCAGGTIGGTGGCCGGCGCCAACGGCAGCGCGGTGAGCCTGAAGTCGGGTTICCCT
CAACACTCAGGAGGACACCTICGTCCTICGCCCCCGCCGCGCACGTTCCTIGCACCAGCTGCCGGACTGGTCCCGLC
TGCTGACGGCTATTACGACCGTGTTCGTIGAAGTCGAAGCGCCCCGACATGCACGACCGCAAGAGCAAGCGGLCT
GATATGCTGGTGGACAGCTITTGGCCTGGAGTICCACGGTGCAGGACGGCCICGIGTTICCGGCAAAGCTTCAGCAT
CCGCAGCTACGAGATCGGCACGGACCGCACCGCGICGATCGAGACGCTCATGAACCACCTCCAGGAGACGTCGC
TCAACCACTGCAAGTCCACCGGTATCCIGCTGGACGGCTTTIGGCCGCACCCTGGAGATGTGCAAGCGGGATCTG
ATCTGGGTGGTGATCAAGATGCAGATCAAGGTGAACCGCTATCCCGCCTGGGGTGACACCGTCGAGATTAACAC
CCGCTICTCGCGCCTGGGCAAGATCGGCATGGGGCGCGACTGGCTGATCTCGGACTGCAACACTGGCGAGATCC
TGGTCCGGGCCACGTCGGCCTACGCCATGATGAACCAGAAGACTCGGCGGCTGAGCAAGCTGCCTTACGAGGTG
CATCAGGAGATCGTGCCGCTICITCGTGGACAGCCCCGTGATCGAGGACAGCGATCTGAAGGTGCACAAGTTCAA
GGTCAAGACCGGCGACAGCATCCAGAAGGGCCTIGACTCCCGGCTGGAACGACCTGGACGTGAACCAGCACGTCT
CGAACGTGAAGTACATCGGCTIGGATICIGGAGTICGATGCCCACCGAGGTIGCTGGAGACGCAGGAGCTGTIGCTCC
CTGGCGCTGGAGTATCGCCGCGAGTGCGGCCGCGACTCCGTIGCTGGAGTCCGTCACCGCGATGGACCCGTICGAA
GGTGGGTGTCCGCAGCCAGTACCAACACCTGCTIGCGCCTCGAGGACGGCACCGCCATTGTGAACGGCGCGALCGEG
AGTGGCGGCCGAAGAACGCGGGCGCTAACGGCGCCATCTCCACGGGCAAGACCTCCAACGGCAACTCGGTIGAGC
TAATGATAGGATCC

SEQ ID NO:43
MAAMLASKQGAFMGRSSFAPAPKGVASRGSLOVVAGANGSAVSLKSGSLNTQEDTSSSPPPRTFLHQLPDWSRL
LTAITIVEVKSKRPDMHDRKSKRPDMLVDSFGLESTVODGLVERQSFSIRSYEIGTDRTASIETLMNHLOETSL
NHCKSTGILLDGFGRTLEMCKRDLIWVVIKMOIKVNRYPAWGDTVEINTREFSRLGKIGMGRDWLISDCNTGEIL
VRATSAYAMMNQKTRRLSKLPYEVHQEIVPLEVDSPVIEDSDLKVHKFKVKTGDSIQKGLTPGWNDLDVNQHVS
NVKYIGWILESMPTEVLETQELCSLALEYRRECGRDSVLESVTAMDP SKVGVRSQYQOHLLRLEDGTAIVNGATE
WRPKNAGANGAISTGKTSNGNSVS

SEQ ID NO:44
GGTIGGAAAATGCCTATGTGTITAACG

SEQ ID NO:45
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CGTAGGCAGTGIGCAACCAGGAGCC

SEQ ID NO:456
GGTIGGAAAATGCCTATGTIGTTAACGGATCTACAAACCAGCACCAAACTCTATTACGAACCCCACGGTTICCACT
CTCCCCAACTGCAAGACTIGGGGCCCATTGATGTIGGTTITTAACCCCCGTCATIGGCATCAATATCCTCGGATTC
CTIGCCGGTGCTCAATGGCCAGAAAACCACCCTGGAGCTITTIGTICGCACTGTICCATCCCCAGGCGATCGTCCCCAC
CTICTGGAGCCGCAGAATTGAACTATAGCGGTITTACTAACTAAAGTTITACGTITAGACGGCGATCTICAGTCAAT
TTCGCCAGICCCTAATTGACGAAGGGATACAAGCTTCCCTATGGGAACCCCAGGTGGGAGTGCCCCTICAATGTG
CCCCAATCCACCGTIGGCTAGGTTGGAATGTITCAAATCACTIGTGCGGTGTIGATGCTTIGATAAATACAGTGAGCC
AGGGAAAACTGCAAAAAAGTGTATAAAGTAGGTTTAACTTGAATCAAAATCCITTICTICCGCAGTCATAGCCAGS
AGTAGGAAGATTACCAGCGAAGCAAGTIGTICTITCCCCTAGCTITIGGGCGGGCAAACCCCTITGCAGTATIGCCAA
CGICAAAAAATCACCATAGCCGAATGACCTACACCATCAACGCTIGACCAAGTCCATCAGATTGTICCATAATCTT
CACCACGATCCCTITIGAAGTGITGGGCTIGCCATCCCCTICGGAGCTTTIATGCTIGTAAACCGTITTIGTGAAAAAA
TTTITTAAAATAAAAAAGGGGACCTCTAGGGTICCCCAATTAATTAGTAATATAATCTATTAAAGGTCATICAAAA
GGICATCCACCGGATCAGCTTAGTAAAGCCCTICGCTAGATTITTAATGCGGATGTTGCGATTACTTICGCCAACTA
TTGCGATAACAAGAAAAAGCCAGCCTITICATGATATATCTCCCAATTITGIGTAGGGCTTATTATGCACGCTTAA
AAATAATAAAAGCAGACTIGACCTGATAGTTTIGGCTGIGAGCAATTATGTIGCTTAGTIGCATCTAACGCTTGAGT
TAAGCCGCGCCGCGAAGCGGCGTICGGCTITGAACGAATTGTTAGACATTATTTGCCGACTACCTITGGTGATCICG
CCITTCACGTAGTGGACAAATTICTICCAACTGATCTGCGCGCGAGGCCAAGCGATCTITCTITCITGICCAAGATA
AGCCTGTICTAGCTITCAAGTATGACGGGCTGATACTGGGCCGGCAGGCGCTICCATTGCCCAGTCGGCAGCGACAT
CCTITCGGCGCGATTTITGCCGGITACTGCGCTGTACCAAATGCGGGACAACGTAAGCACTACATTITCGCTICATCG
CCAGCCCAGTCGGGCGGCGAGTITCCATAGCGTTAAGGTITTCATITAGCGCCTCAAATAGATCCTGTITCAGGAAC
CGGATCAAAGAGTTCCTCCGCCGCIGGACCTACCAAGGCAACGCTATGTICTICTITGCTTIITGICAGCAAGATAG
CCAGATCAATGTICGATCGIGGCTIGGCTCGAAGATACCTGCAAGAATGTCATTGCGCTGCCATICTCCAAATTIGC
AGTTCGCGCTITAGCTGGATAACGCCACGGAATGATGTCGTCGTGCACAACAATGGTGACTITCTACAGCGCGGAG
AATCTCGCICTICICCAGGGGAAGCCGAAGTTITCCAAAAGGTICGTITGATCAAAGCTCGCCGCGITGITTCATCAA
GCCTITACGGTCACCGTAACCAGCAAATCAATATCACTGTIGIGGCTITCAGGCCGCCATCCACTGCGGAGCCGTIAC
AAATGTACGGCCAGCAACGTICGGTICGAGATGGCGCTCGATGACGCCAACTACCTCTIGATAGTITGAGTCGATAC
TTCGGCGATCACCGCTITCCCTCATGATGTTTAACTTTIGTITITAGGGCGACTGCCCTIGCTGCGTAACATCGTIGC
TGCTCCATAACATCAAACATCGACCCACGGCGTAACGCGCITGCTIGCTTGGATGCCCGACCGAGGCATAGACTG
TACCCCAAAAAAACAGTCATAACAAGCCATGAAAACCGCCACTGCGCCGTITACCACCGCTIGCGTITCGGTICAAGS
TTCTGGACCAGTITGCGTGAGCGCATACGCTACTIGCATTACAGCTTACGAACCGAACAGGCTTATGTICCACTIGG
GTICGIGCCTITCATCCGTITCCACGGTGTGCGTCACCCGGCAACCTIGGGCAGCAGCGAAGTCGAGGCATTICT
GTICCTGGCTIGGCGAACGAGCGCAAGGTITCGGTCTCCACGCATCGTCAGGCATTGGCGGCCTIGCTIGTICTICT
ACGGCAAGGTGCIGTIGCACGGATCTIGCCCTGGCTTCAGGAGATCGGAAGACCTICGGCCGICGCGGCGCTTGCCS
GTIGGTGCTGACCCCGGATGAAGTGGTTCGCATCCTICGGTTITCIGGAAGGCGAGCATCGITTGTITCGCCCAGCT
TCIGTATGGAACGGGCATGCGGATCAGTIGAGGGTTTGCAACTGCGGGTCAAGGATCTGGATTTICGATCACGGCA
CGATCATCGTGCGGGAGGGCAAGGGCTCCAAGGATCGGGCCTGGCACCCAGCCTGCGCGAGCAGGGGAATTGAT
CCGGTGGATGACCTTITITGAATGACCTITTAATAGATTATATTACTAATTAATTGGGGACCCTAGAGGTCCCCTITT
TTTATITTAAAAATTTTTTICACAAAACGGTTITACAAGCATAAAGCTICGGGGACCACGGCAAGGTCAATCAATG
GGICATTCGTGCCTATTTACCCACGGCTGAAGCGGTAACGGTGITGCTITCCCACCGATCGCCGGGAAGTGATTA
TGACCACGGTCCACCATCCCAACTITTITGAATGCGIGTTGGAGTTGGAAGAACCGAAGAATTATCAATTAAGA
ATTACCGAAAATGGCCACGAAAGGGTAATTTATGACCCCTATGGTITITAAAACTCCCAAACTGACGGATTTIGA
CCICCATGIGTITGGGGAAGGCAACCACCACCGTATTITACGAAAAACTCGGTGCTCACCTIGATGACGGTIGGATG
GAGTTAAAGGGGTITTATTITGCTIGIGTGGGCCCCCAATGCCCGCAACGTTITCCATTTTGGGGGATTITCAACAAC
TGGGACGGCAGATTGCACCAAATGCGGAAACGCAACAACATGGIGTGGGAATTATTTATCCCIGAGTTGGGGGT
GGGCACTTCITATAAGTATGAGATTAAAAACTGGGAAGGGCACATCTACGAAAAGACTGACCCCTACGGTTITT
ACCAAGAAGTACGCCCCAAAACCGCTTCCATTIGTIGGCAGACTTGGACGGTTACCAATGGCACGACGAAGATIGS
TTGGAAGCTAGGCGCACCAGCGATCCCCTGAGCAAACCCGITTCCGITTACGAACTCCATTTAGGCTCCTGGTT
GCACACTGCCTACG
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Claims

1. A cell culture of a recombinant photosynthetic microorganism, said
microorganism modified to contain a nucleic acid molecule comprising at least one
recombinant expression system that produces at least one exogenous acyl-ACP thioesterase,

wherein said acyl-ACP thioesterase preferentially liberates a fatty acid chain that
contains 6-20 carbons, and

wherein the culture medium provides inorganic carbon as substantially the sole
carbon source and

wherein said microorganism secretes the fatty acid liberated by the acyl-ACP

thioesterase into the culture medium.

2. The culture of claim 1, wherein the at least one exogenous acyl-ACP

thioesterase is a Fat B thioesterase.

3. The culture of claim 1, wherein the at least one exogenous acyl-ACP

thioesterase is a Fat B thioesterase derived from the genus Cuphea.

4. The culture of claim 1, wherein the at least one exogenous acyl-ACP

thioesterase is ChFatB2.

5. The culture of claim 1, wherein the recombinant photosynthetic

microorganism has further been modified to produce an exogenous B-ketoacyl synthase

(KAS).

6. The culture of claim 5, wherein the exogenous KAS preferentially produces

acyl-ACPs having the chain length for which the thioesterase has preferred activity.

7. The culture of claim 1, wherein the recombinant photosynthetic
microorganism is further modified so that one or more genes encoding beta-oxidation

pathway enzymes are inactivated or downregulated, or said enzymes are inhibited.

8. The culture of claim 1, wherein the recombinant photosynthetic
microorganism is further modified so that one or more genes encoding acyl-ACP

synthetases are inactivated or downregulated, or said synthetases are inhibited.
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9. The culture of claim 1, wherein the recombinant photosynthetic
microorganism is further modified so that one or more genes encoding an enzyme involved
in carbohydrate biosynthesis are inactivated or downregulated, or said enzymes are

inhibited.

10. The culture of claim 9, wherein the enzyme involved in carbohydrate

biosynthesis is a branching enzyme.

11. A method to convert inorganic carbon to fatty acids, said method comprising:
incubating the culture of claim 1 such that the recombinant photosynthetic
microorganism therein secretes the fatty acid into the culture medium; and

recovering the secreted fatty acids from the culture medium.

12. The method of claim 11, wherein the fatty acids are recovered from the

culture by contacting the medium with particulate adsorbents.

13. The method of claim 12, wherein the particulate adsorbents circulate in the
medium.
14. The method of claim 12, wherein the particulate absorbents are contained in a

fixed bed column.

15. The method of claim 14, wherein the pH of the medium is lowered during

said contacting.

16. The method of claim 15, wherein said pH lowering process comprises
adding CO:..

17. The method of claim 16, wherein the medium is recirculated to the culture.

18. The method of claim 12, wherein the particulate adsorbents are lipophilic.

19. The method of claim 12, wherein the particulate adsorbents are ion exchange
resins.

20. A composition comprising a fatty acid produced by the culture of claim 1.
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21. The composition of claim 20, wherein the composition is used to produce

another compound.

22. The composition of claim 20, wherein the composition is a biocrude.

23. A composition comprising a derivative of a fatty acid produced by the culture
of claim 1.

24. The composition of claim 23, wherein the composition is a finished fuel or

fuel additive.

25. The composition of claim 23, wherein the composition is a biological

substitute for a petrochemical product.

26. The composition of claim 23, wherein the derivative is an alcohol, an alkane,

or an alkene.

54



WO 2009/076559 PCT/US2008/086485

CoA Co2
Acetate LV Acetyl-CoA Lﬂ» Malonyl-CoA
ATP ATP

CoA

CoA+ CO, Malony-ACP

etc.
AcetoacetyFACP CoA+CO, Butyry-ACP

: NADP

NADPH+H Fatty Acid Synthetase
NADPH+H
NADP CrotonylACP
B-HydroxybutyrytACP
H,0
FIG. 1
1/6

SUBSTITUTE SHEET (RULE 26)



WO 2009/076559 PCT/US2008/086485

ACCase
CO,=»—>—> Acetyl-CoA —> Malonyl-CoA

\
\ Malonyl-ACP

4:0-ACP
FatB v
6.0 % G:0-ACP

8:0 < 8:0-ACP
10:0 <= 10:0-ACP
12:0 <= 12:0-ACP

\

14:0 <4 14:0-ACP

FAS (includes B-KAS)

16:0 < 1G:0-ACP

180 <= 18:0-ACP

FIG. 2

2/6
SUBSTITUTE SHEET (RULE 26)



WO 2009/076559

FATTY A BIOSVNTHERIS

PCT/US2008/086485

#D0—, AretitCod
wimiieaim () Bintin-cathoryl-
b — ., WIETPIOtED
i BIE M—— L .
FETE PR TE ——=—{ Pyt metaholian
‘ vy |
Lk 131 ==~ A-Alaaite mewbolizm
[sep] Mgl (e
W T *
mlﬂl il a3l 2314l 234l Tyl — 2114l —
R E (Pt 23185 231 ERA ) PRING EXARR] P 231 2a1m PRA (P L3LEE 2310 @E
23186) 231 10 L3186] 23180 23138 2311 231 56) 2318 23186 23180 2318|2310 23186(| 23110
Arenazert ity H Foe- o ¥ 30100kt 300 o
[aep} Iexaonsk g doangt doderanayt ldecanﬂyl-  teratemi Ortdezanal:
ful fp) ey ] el ) ]
AL L3R 2318 PEAR 238 LiLB AL
11D L LD T 11110 11110 LD 1110
NG 2310 23l 2315 R LAl - 2i1E a 23160 B
¥ R R&r¥ N {7 M i B
Bty E{;dmm Hyloi Hybory Ay st iy %y)ﬂmxy
g esant ) B 5 fodersny- ll;m- ; j Besadanog’ 5 s
4] ) fet] fcy. fe3] [;:C;?DJ ' L) [
2318 42.155‘ 23185]142158 2318314215 2318042160 2318|4216 231842160 2.318a(|42.161
23186 Fai2 | 23186 Fad 23188) Fand 23186) FiE 23186 FahZ 23186 FalZ 23186| et
But rieHer - ¥ msDeg- ¥ meDole- p e Tet: y e Em-&fm-l
2y 20 L el Zeunyte i fiz-2-encyl ; deo-Jmt [;; ] iy
] Al g Alwy e iy [y ’
PR PREE: ERTE PRAY 23180 23.1.86‘ 2318002318 21BN 2310 231850231 8 23188123 L8
L3LI0f 1318 L3100 1313 13110 1.3‘19‘ L3I0 1319 LILI0) 131 1AL 1318 13L10) 1318
Hetar
[FaL] mk| |[RaLl] Fax] ([Fal|Fax| || FaLJFax| || FaL|Rak| |[FaL] FaR| || L[| FaK] Pl Oendeeost
] | I .
— 0 Y / ez Oradzeaunyl
Burygl- Hevatoyl- Qe Decanonl Dodicsangt Tetmzcam Here fep]
41 g (] [iep] L3y [sep] decaaast )
[t | P jdlsiea]  pladeas| Do) e | R | (312
|
1 Y Y
0 0 0 0 Hevadecanic a0y 0 0 0
Octrams aeid Desamai acil Dodeginoie acil Tetradecanoir acil [ Hexadecenoio anld  Ocwdzoanoicasd — Oviadess o avid

Fatty ocid rstahakiam

SUBSTITUTE SHEET (RULE 26)



WO 2009/076559 PCT/US2008/086485

Adsorption Column ‘
M 5 |
P-1 ‘
|
|
Flash Vessel
PBR ‘
P-2 ‘
|
| Gag-Liqud Contactor
| V2
002 Source |
oo I
o4 T T T T T T =

Integrated CO; delivery and product recovery schematic

FIG. 4

46

SUBSTITUTE SHEET (RULE 26)



WO 2009/076559 PCT/US2008/086485

P4

E

€5

Et?

V2

CO;-mediated acidification of hydrophobic adsorption column load

FIG. §
36

SUBSTITUTE SHEET (RULE 26)



WO 2009/076559

EEE R Aﬁ\&“ ‘%‘ 28
R R
} %&C ?253

jﬁsﬁ{;m\z 7

e,

FIG. 6

6/6
SUBSTITUTE SHEET (RULE 26)

Thiaiad

PCT/US2008/086485

, S40407
' Q4ZFI2
¥y tk SRS

v AABS1524

FatB




INTERNATIONAL SEARCH REPORT

International application No.
PCT/US 08/86485

A. CLASSIFICATION OF SUBJECT MATTER
IPC(8) - C12P 7/64 (2009.01)
USPC - 435/134

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

IPC(8): C12P 7/64 (2009.01)
USPC: 435/134

Minimum documentation searched (classification system followed by classification symbols)

435/69.1, 435/71.1, 435/134, 435/320.1, 435/471

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

Electronic data base consulted during the international search (name of

data base and, where practicable, search terms used)

PubWEST(USPT,PGPB,EPAB,JPAB); DialogPRO--Chemical Engineering and Biotechnology Abstracts, INSPEC, NTIS (National
Technical Information Service), PASCAL, Current Contents Search, MEDLINE
Search Terms: recombinant, microorganism, acyI-AQP thioesterase, ChFatB2, Cuphea, branching

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Biophys (2000) vol 374, no 1, pg 73-78, abstract.

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.
Y WO 2007/136762 A2 (Keasling, et al.) 23 November 2007 (29.11.2007), pg 2,In 1-3, pg 2; pg 2, | 1-26
para 3, In 16; pg 3, para 3, In 9; pg 4, para 3, In 1-8; pg 17, In 8-11; pg 31, para 5, In 7-9; pg 38,
In2; pg 39, para 2, In 2,5; pg 39, para 3, In 1-5; pg 39, para 5, In7; pg 42, para 3, In 1-5; pg 45,
para 3, In 1-2; pg 46, para 5, In 2; pg 51, para 3, In 4-6; claim 34
Y US 2007/0087420 A1 (MaCool, et al.) 19 April 2007 (19.04.2007), para [0124]. 1-26
Y US 2006/0117414 A1 (Qiu, et al.) 61 June 2006 (01.06.2006), para [0137]. 12-19
Y BINDERUP, et al., Limited Proteolysis of Branching Enzyme from Escherichia coli, Arch Bioch 10

I:] Further documents are listed in the continuation of Box C.

[

* Special categories of cited documents:

“A” document defining the general state of the art which is not considered
to be of particular relevance

“E” earlier application or patent but published on or after the international
filing date

“L” document which may throw doubts on priority claim(s) or which is
cited to establish the publication date of another citation or other
special reason (as specified)

“O” document referring to an oral disclosure, use, exhibition or other
means

“P”  document published prior to the international filing date but later than

the priority date claimed

later document published after the inté_ma!ional filing date or priority
date and not in conflict with the application but cited to understand
" the principle or theory underlying the invention

wn

“X” document of particular relevance; the claimed invention cannot be
considered novel or cannot be considered to involve an inventive
step when the document is taken alone

“Y” document of particular relevance; the claimed invention cannot be
considered to involve an inventive step when the document is
combined with one or more other such documents, such combination
being obvious to a person skilled in the art

“&” document member of the same patent family

Date of the actual completion of the international search

25 January 2009 (25.01.2009)

Date of mailing of the international search report

26 MAR 2009

Name and mailing address of the ISA/US

Mail Stop PCT, Attn: ISA/US, Commissioner for Patents
P.O. Box 1450, Alexandria, Virginia 22313-1450

Facsimile No. 571-273-3201

Authorized officer:
Lee W. Young

PCT Helpdesk: 571-272-4300
PCT OSP: 571-272-7774

Form PCT/ISA/210 (second sheet) (April 2007)




	Page 1 - front-page
	Page 2 - description
	Page 3 - description
	Page 4 - description
	Page 5 - description
	Page 6 - description
	Page 7 - description
	Page 8 - description
	Page 9 - description
	Page 10 - description
	Page 11 - description
	Page 12 - description
	Page 13 - description
	Page 14 - description
	Page 15 - description
	Page 16 - description
	Page 17 - description
	Page 18 - description
	Page 19 - description
	Page 20 - description
	Page 21 - description
	Page 22 - description
	Page 23 - description
	Page 24 - description
	Page 25 - description
	Page 26 - description
	Page 27 - description
	Page 28 - description
	Page 29 - description
	Page 30 - description
	Page 31 - description
	Page 32 - description
	Page 33 - description
	Page 34 - description
	Page 35 - description
	Page 36 - description
	Page 37 - description
	Page 38 - description
	Page 39 - description
	Page 40 - description
	Page 41 - description
	Page 42 - description
	Page 43 - description
	Page 44 - description
	Page 45 - description
	Page 46 - description
	Page 47 - description
	Page 48 - description
	Page 49 - description
	Page 50 - description
	Page 51 - description
	Page 52 - description
	Page 53 - claims
	Page 54 - claims
	Page 55 - claims
	Page 56 - drawings
	Page 57 - drawings
	Page 58 - drawings
	Page 59 - drawings
	Page 60 - drawings
	Page 61 - drawings
	Page 62 - wo-search-report

