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NOVEL COELENTERAZINE SUBSTRATES AND METHODS OF USE

CROSS REFERENCE TO RELATED APPLICATIONS

[0001] This application claims priority to United States Provisional Application No.
61/409,422, filed November 2, 2010, which is incorporated herein by reference in its entirety.

BACKGROUND

[6002] The luciferase secreted from the deep-sea shrimp Oplophorus gracilirostris has been
shown to possess many interesting characteristics, such as high activity, high quantum yield, and
broad substrate specificity (including, e.g., coclenterazine as well as various coclenterazine
analogs). The Dbioluminescent reaction of Oplophorus takes place when the oxidation of
coelenterazine (substrate) with molecular oxygen is catalyzed by Oplophorus luciferase, resulting
in light of maximum intensity at 462 nm and the products CO, and coelenteramide (Shimomura
et al., Biochemistry, 17:994 (1978)). Optimum luminescence occurs at pH 9 in the presence of
0.05-0.1 M NaCl at 40°C, and, due to the unusual resistance of this enzyme to heat, visible
luminescence occurs at temperatures above 50°C when the highly purified enzyme is used or at
aver 70°C when partially purified enzyme is used. At pH 8.7, the native luciferase was reported
by Shimomura et al. (1978) to have a molecular weight of approximately 130 kDa, apparently
comprising four monomers of 31 kDa each; at lower pH, the native luciferase tends to

polymerize.

[0003] Later work has shown that the Oplophorus gracilirostris luciferase is a complex of
~ native 35 kDa and 19 kDa proteins, i.e., a heterotetramer consisting of two 19 kDa components
and two 35 kDa components. Inouye ef al. (2000) reported the molecular cloning of the ¢cDNAs
encoding the 35 kDé and 19 kDa proteins of Oplophorus luciferase, and the identification of the
protcin component that catalyzes the luminescence reaction. The ¢cDNAs encoding the proteins
were expressed in bacterial and mammalian cells, and the 19 kDa protein was identified as the
component capable of catalyzing the luminescent oxidation of coelenterazine (Inouye er al.,
2000).

[0004] The 19 kDa protein of Oplophorus luciferase (GenBank accession BAB13776, 196
amino acids) appears to be the smallest catalytic component having luciferase function, and its
primary structure has no significant similarity with any reported luciferase including
imidazopyrazinone luciferases (Lorenz et al., PNAS USA, 88:4438 (1991); Thompson et al.,
PNAS USA, 86:6567 (1989)). Expression of the 19 kDa protein in E. coli resulted in the



formation of inclusion bodies (Inouye and Sasaki, Protein Expression and Purification, 56:261-

268 (2007)). The formation of inclusion bodies is likely due to the instabiiityof the protein.

[0005]  The substrate specificity of Op_lophbms luciferase is unexpectedly broad (Inouye and
Shimomura. BBRC, 223:349 (1997)). For instance, bisdeoxycoelenterazine (i.e., coelenterazine-
hh), an analog of coelenterazine, is an excellent substrate for Oplophorus luciferase comparable
to coelenterazine (Nakamura et al., Tetrahedron Leit., 38:6405 (1997)). Moreover, Oplophorus
luciferase is a secreted enzyme, like the luciferase of the marine ostracod Cypridina (Varguia)
hilgendorfii (Johnson and Shimomura, Meth. Enzyme, 57:331 (1978)), which also uses an
imidazopyrazinone-type luciferin to emit light.
SUMMARY

in one aspect, there is provided a compound of formula (fa):
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each R is independently C,; straight-chain alkyl or C,; branched alkyl;

R" is Cy straight-chain alkyl or Cy.; branched alkyl;

the dashed bonds indicate the presence of an optional ring, which may be saturated
or unsaturated.
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In another aspect, there is provided a compound of formula
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[6006]  Inan aspect, the disclosure relates to a compound of formula (Ia) or (Ib):

RE (1)

wherein R? is selected from the group consisting of

%, i
[P I

straight chain alkyl;
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R® is selected from the group consisting of -H, -OH, -NH,, -OC(O)R or ~-OCH,0C(O)R;
R® is selected from the group consisting of

RS
X
, R* Hor lower cycloatkyl;
wherein R? and R* are both H or both C,., alkyl;
W is -NH,, halo, -OH, -NHC(O)R, -CO;R;
X is =§-, =O- or -NR*-;
Y is -H, -OH, or ~OR"’;
Z is —CH- or —N-~;
each R" is independently —C(O)R”’ or -CH,OC(O)R’’;
R*is H, CH; or CH,CH3;
each R is independently C, .7 straight-chain alkyl or C,.; branched alkyl;
R’ is Cy.7 straight-chain alky! or C;.7 branched alkyl;

the dashed bonds indicate the presence of an optional ring, which may be saturated or
unsaturated;
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[0008] In an aspect, the disclosure relates to a compound of formula

NN NN
or

[6008]  In an aspect, the disclosure relates to an isolated polynucleotide encoding an Ogluc
variant polypeptide having at least 60% amino acid sequence identity to SEQ ID NO: 1
comprising at least one amino acid substitution at a position corresponding to an amino acid in

SEQ ID NO: 1 wherein the OgLuc variant polypeptide has enhanced luminescence.

[0010]  In an aspect, the disclosure relates to an isolated polynucleotide encoding an OgLuc
variant polypeptide having at least 60% amino acid sequence identity to SEQ ID NO: 1
4
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comprising at least one amino acid substitution at a position corresponding to an amino acid in

SEQ ID NO: 1 wherein the OgLuc variant polypeptide has enhanced luminescence relative to an
OgLuc polypeptide of SEQ ID NO: 3 with the proviso that the polypeptide encoded by the
polynucleotide is not one of those listed in Table 47.

[0011] In an aspect, the disclosure relates to an isolated polynucieotide encoding an OgLuc
variant polypeptide having at least 60% amino acid sequence identity to SEQ ID NO: 1
comprising at least one amino acid substitution at a position corresponding to an amino acid in
SEQ ID NO: 1 wherein the Ogluc variant polypeptide has enhanced luminescence relative to a
polypeptide of SEQ ID NO: 31 with the proviso that the polypeptide encoded by the
polynucleotide is not SEQ ID NO: 3 or 15.

[0612] In an aspect, the disclosure relates to an isolated polynucleotide encoding an Ogluc
variant polypeptide having at least 60% amino acid sequence identity to SEQ ID NO: 1
comprising at least one amino acid substitution at a position corresponding to an amino acid in
SEQ ID NO: 1 wherein the OgLuc variant polypeptide has enhanced luminescence relative to a
polypeptide of SEQ ID NO: 29 with the proviso that the polypeptide encoded by the
polynucleotide is not SEQ ID NO: 3 or 15.

[0013] In an aspect, the disclosure relates to an isolated polynucleotide encoding an OgLuc
variant polypeptide having at least 80% amino acid sequence identity to an OgLuc polypeptide of
SEQ ID NO: 1 comprising amino acid substitutions A4E, Q11R, A33K, V441, P115E, Q124K,
Y1381, N166R, I90V, F541, Q18L, F68Y, L72Q, and M75K corresponding to SEQ 1D NO: 1 and

the Ogluc variant polypeptide having luciferase activity,

[0014] In an agpect, the disclosure relates to an isolated polynucleotide encoding an Ogluc
variant polypeptide having at least 80% amino acid sequence identity to an OgLuc polypeptide of
SEQ ID NO: 1, wherein the amino acid at position 4 is glutamate, at position 11 is arginine, at
position 18 is leucine, at position 33 is lysine, at position 44 is isoleucine, at position 54 is
isoleucine, at position 68 is tyrosine, at position 72 is glutamine, at position 75 is lysine, at
position 90 is valine, at position 115 is glutamate, at position 124 is lysine, at position 138 is
isoleucine, and at position 166 is arginine corresponding to SEQ ID NO: 1 and the OglLuc variant

polypeptide having luciferase activity.

[0015] In an aspect, the disclosure relates to an isolated polynucleotide encoding an OgLuc
variant polypeptide having at least 80% amino acid sequence identity to an OgLuc polypeptide of
SEQ ID NO: 1 comprising amino acid substitutions A4E, Q11R, A33K, V441, P115E, Q124K,
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Y1381, N166R, Q18L, F541, L92H, and Y 109F corresponding to SEQ ID NO: 1 and the Ogluc

variant polypeptide having luciferase activity.

[0016]  In an aspect, the disclosure relates to an isolated polynucleotide encoding an Ogluc
variant polypeptide having at least 80% amino acid sequence identity to an OgLuc polypeptide of
SEQ ID NO: I comprising amino acid substitutions A4E, QIIR, A33K, V44l, A54l, F77Y,
190V, P115E, Q124K Y1381 and N166R corresponding to SEQ 1D NO: 1 and the Ogluc variant

polypeptide having luciferase activity.

[0017]  In an aspect, the disclosure relates to an isolated polynucleotide encoding an OgLuc
variant polypeptide having at least 80% amino acid sequence identity to an OgLuc polypeptide of
SEQ ID NO: 1, wherein the amino acid at position 4 is glutamate, at position 11 is arginine, at
position 18 is leucine, at position 33 is lysine, at position 44 is isoleucine, at position 54 is
isoleucine, at position 92 1is histidine, at position 109 is phenylalanine, at position 115 is
glutamate, at position 124 is lysine, at position 138 is isoleucine, and at position 166 is arginine

corresponding to SEQ ID NO: 1 and the OgLuc variant polypeptide having luciferase activity.

[0018] In an aspect, the disclosure relates to an isolated polynucleotide encoding an OgLuc
variant polypeptide having at least 80% amino acid sequence identity to an Ogluc polypeptide of
SEQ ID NO: 1, wherein the amino acid at position 4 is glutamate, at position 11 is arginine, at
position 33 is lysine, at position 44 is isoleucine, at position 54 is isoleucine, at position 77 is
tyrosine, at position 90 is valine, at position 115 is glutamate, at position 124 is lysine, at position
138 is isoleucine, and at position 166 is arginine corresponding to SEQ ID NO: 1 and the OgLuc

variant polypeptide having luciferase activity.

[0019] In an aspect, the disclosure relates to an isolated polynucleotide comprising the

polynucleotide encoding the polypeptide of SEQ ID NO: 19.

[0020] In an aspect, the disclosure relates to an isolated polynucleotide comprising the
polynucleotide of SEQ ID NO: 18, SEQ ID NO: 24, SEQ ID NO: 25, SEQ ID NO: 42, SEQ ID
NO: 88, or SEQ ID NO: 92.

[00621]  In an aspect, the disclosure relates to an isolated polynucleotide encoding a decapod
luciferase polypeptide having at least 30% amino acid sequence identity to SEQ ID NO: 1, the
polypeptide comprising a sequence pattern corresponding to the sequence pattern of Formula
(VII) and including no more than 5 differences, wherein differences include differences from
pattern positions 1, 2, 3, 5, 8, 10, 12, 14, 15, 17, or 18 relative to Formula (VII) according to the

OgLuc pattern listed in Table 4 as well as gaps or insertions between any of the pattern positions
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of Formula (VII) according to the OgLluc pattern listed in Table 4, wherein the decapod

luciferase produces luminescence in the presence of a coelenterazine.

[0022] In an aspect, the disclosure relates to a synthetic nucleotide sequence encoding an
OgLuc variant polypeptide comprising a fragment of at least 100 nucleotides having 80% or less
nucleic acid sequence identity to a parent nucleic acid sequence having SEQ ID NO: 2 and
having 90% or more nucleic acid sequence identity to SEQ ID NO: 22, SEQ ID NO: 23, SEQ ID
NO: 24, or SEQ ID NO: 25 or the complement thereof, wherein the decreased sequence identity
is a result of different codons in the synthetic nucleotide sequence relative to the codons in the
parent nucleic acid sequence, wherein the synthetic nucleotide sequence encodes a OgLuc variant
which has at least 85% amino acid sequence identity to the corresponding luciferase encoded by
the parent nucleic acid sequence, and wherein the synthetic nucleotide sequence has a reduced

number of regulatory sequences relative to the parent nucleic acid sequence.

[0023] In an aspect, the disclosure relates to a synthetic nucleotide sequence encoding an
OgLuc variant polypeptide comprising a fragment of at least 300 nucleotides having 80% or less
nucleic acid sequence identity to a parent nucleic acid sequence having SEQ ID NO: 14 and
having 90% or more nucleic acid sequence identity to SEQ ID NO: 22 or SEQ ID NO: 23 or the
complement thereof, wherein the decreased sequence identity is a result of different codons in the
synthetic nucleotide sequence relative to the codons in the parent nucleic acid sequence, wherein
the synthetic nucleotide sequence encodes a firefly luciferase which has at least 85% amino acid
sequence identity to the corresponding luciferase encoded by the parent nucleic acid sequence,
and wherein the synthetic nucleotide sequence has a reduced number of regulatory sequences

relative to the parent nucleic acid sequence.

[0024] In an aspect, the disclosure relates to a synthetic nucleotide sequence encoding an
OgLuc variant polypeptide comprising a fragment of at least 100 nucleotides having 80% or less
nucleic acid sequence identity to a parent nucleic acid sequence having SEQ ID NO: 18 and
having 90% or more nucleic acid sequence identity to SEQ ID NO: 24 or SEQ ID NO: 25 or the
complement thereof, wherein the decreased sequence identity is a result of different codons in the
synthetic nucleotide sequence relative to the codons in the parent nucleic acid sequence, wherein
the synthetic nucleotide sequence encodes a Ogluc variant which has at least 85% amino acid
sequence identity to the corresponding luciferase encoded by the parent nucleic acid sequence,
and wherein the synthetic nucleotide sequence has a reduced number of regulatory sequences

relative to the parent nucleic acid sequence.
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[0025] In an aspect, the disclosure relates to a fusion peptide comprising a signal peptide

from Oplophorus gracilirostris fused to a heterologous protein, wherein said signal peptide is

SEQ ID NO: 54, wherein the fusion peptide is expressed in a cell and secreted from the cell.

[6026] In an aspect, the disclosure relates to a method of generating a polynucleotide
encoding a OglLuc variant polypeptide comprising: (a) using a parental fusion protein construct
comprising a parental OgLuc polypeptide and at least one heterologous polypeptide to generate a
library of variant fusion proteins; and (b) screening the library for at least one of enhanced
luminescence, enhanced enzyme stability or enhanced biocompatibility relative to the parental

fusion protein construct.

[0027] In an aspect, the disclosure relates to a method of generating codon-optimized
polynucleotides encoding a luciferase for use in an organism, comprising: for each amino acid in
the luciferase, randomly selecting a codon from the two most commonly used codons used in the

organism to encode for the amino acid to produce a first codon-optimized polynucleotide.

[06028] Other aspects of the invention will become apparent by consideration of the detailed

description and accompanying drawings.
BRIEF DESCRIPTION OF THE DRAWINGS

[0628] FIG. 1 shows the chemical structure of native coelenterazine, known bis-
coelenterazine (coelenterazine-hh), and known coelenterazine-h, where R2, R6 and R8 represent

the regions of the molecule where modifications were made.

[0030] FIG. 2 shows the chemical structure of novel coelenterazines PBI-3939, PBI-3889,
PBI-3945, PB1-4002, PBI-3841, PBI-3897, PBI-3896, PBI-3925, PBI-3894, PBI-3932, and PBI-
3840.

[0031] FIG. 3 shows the Km determination of PBI-3939.

[0032] FIG. 4 shows the chemical structure of various novel coclenterazines of the present

invention.

[0033] FIGS. 5A-G show the luminescence (RLUs) generated from lysed bacterial cells
expressing C1+A4E using native, known, and novel coelenterazine as substrates. FIGS. 5A, 5C-
5G show independent experiments measuring the luminescence in RLUs generated by C1+A4E

with known and novel coelenterazines using native coelenterazine as a comparison. FIG. 5B
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shows the fold-decrease in luminescence generated by C1+4AE using the substrates shown in

FIG. SA compared to native coelenterazine.

[0034] FIGS. 6A-D show the luminescence generated from lysed bacterial cells expressing
various Ogluc variants using native coelenterazine (“Coelente”), known coelenterazine-h (“h”),
known coelenterazine-hh (“h,h”), known 2-methyl coclenterazine (“2-me”), known
coelenterazine-v (“v”), and novel coelenterazines PBI-3840, PBI-3897, PBI-38R89, PBI-3899,
PBI-3900, PBI-3912, PBI-3913, PBI-3925, PBI-3897, PBI-3899, PBI-38%9, PBI-3939, PBI-
3933, PBI-3932, PBI-3946, PBI-3897, PBI-3841, PBI-3896, PBI-3925, and PBI-3945 as

substrates.
[0035] FIG. 7 shows the amino acid substitutions in various OglLuc variants.

[0036] FIGS. 8A-B show the luminescence generated from lysed bacterial cells expressing
OgLuc variants listed in FIG. 7 using native coclenterazine (“Coelenterazine”), known
coelenterazine-h (“H”), known coelenterazine-hh (“h,h™), and novel coelenterazines PBI-3840,
PBI-3925, PBI-3912, PBI-3889, PBI-3939, PBI-3933, PBI-3932, PBI-3946, PBI-3941, and PBI-
3896 as substrates.

[0037]  FIG. 9 shows the luminescence generated from lysed bacterial cells expressing
various OglLuc variants using native coelenterazine (“Coelenterazine”), known coelenterazine-hh
(*h,h™), and novel coclenterazines PBI-3939, PBI-3945, PBI-3840, PB1-3932, PBI-3925, PBI-
9894, and PBI-3896 as substrates.

[6038] FIG. 10 shows the amino acid substitutions in various OglLuc variantg,

[0039] FIG. 11 shows the luminescence generated from lysed bacterial cells expressing
OgLuc variants listed in FIG. 10 using native coelenterazine (“Coelenterazine”), known
coelenterazine-hh (“h,h™), and novel coelenterazines PBI-3939, PB1-3945, PBI-3840, PBI-3932,
PBI-3925, PBI-3894, and PBI-3896, as substrates.

[0040] FIG. 12 shows the luminescence generated from lysed bacterial cells expressing
OgLuc variants using native coelenterazine (“Coelenterazine™), known coelenterazine-hh (“h,h’™),
and novel coelenterazines PBI-3939, PBI-3945, PBI-3889, PBI-3840, PBI-3932, PBI-3925, PBI-
3894, PBI-3896, and PBI-3897 as substratcs.

[0041] FIG. 13 shows the luminescence generated from lysed bacterial cells expressing
Ogluc variants using native coclenterazine (“Coeclenterazine”), known coelenterazine-hh
(“H,H"), and novel coelenterazines PBI-3897, PBI-3896, and PBI1-3894 as substrates.

9
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[0042] FIG. 14 shows the amino acid substitutions in various OglLuc variants.

[0043]  FIG. 15 shows the luminescence generated from lysed bacterial cells expressing
Ogluc variants listed in FIG. 14 using native coclenterazine (“Coelenterazine”), known
coclenterazine-hh (“h,h”), and novel coelenterazines PBI-3897, PBI-3841, PBI-3896, and PBI-
3894 as substrates.

[0044] FIG. 16 shows the luminescence generated from lysed bacterial cells expressing
OglLuc variants using native coelenterazine (“Coelenterazine”), known coelenterazine-h (“H”),
known coelenterazine-hh (“HH”), and novel coclenterazines PBI-3841 and PBI-3897 as

substrates,

[0045] FIG. 17 shows the luminescence generated from lysed bacterial cells expressing
various OgLuc variants and humanized Renilla luciferase (hRL) using native coelenterazine
(“Coel™), known coclenterazine-hh (*h,h”), and novel coclenterazines PBI-3897 and PBI-3841 as

substrates.

[0046] F1G. 18 shows the luminescence generated from lysed bacterial cells expressing
various OgLuc variants using native coclenterazine (“Coclenterazine”), known coelenterazine-hh

(“h,h”), and novel coelenterazines PBI-3939, PBI-3945, PBI-3889, and PBI1-4002 as substrates.

[0047] F1G. 19 shows the luminescence generated from lysed bacterial cells expressing
various Ogluc variants using native coclenterazine (“Coclenterazine”), known coelenterazine-h
(“H™), known coelenterazine-hh (“h,h”), and novel coelenterazines PBI-3939, PBI-3945, PBI-

3889, and PBI-4002 as substrates.
[0048] FIG. 20 shows the amino acid substitutions in various OgLuc variants.

[0049] FIG. 21 shows the luminescence generated from lysed bacterial cells expressing
Ogluc variants listed in FIG. 20 using native coelenterazine (“Coelenterazine”), known
coelenterazine-h (“H”), known coelenterazine-hh (*h,h”), and novel coelenterazines PBI-3939,

PBI-3945, PBI-4002, PBI-3932, and PBI-3840 as substrates.
(60501 FIG. 22 shows the amino acid substitutions in various OgLuc vartants.

[0051] F1G. 23 shows the luminescence generated from lysed bacterial cells expressing
OglLuc variants listed in FIG. 22 using native coelenterazine (“Coelenterazine”), known
coelenterazine-h (“H”), known coelenterazine-hh (“h,h™), and novel coelenterazines PBI-3939,

PBI-3945, PBI-3889, PBI-4002, PBI-3932, and PBI-3840 as substrates.

10
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[6052] FIG. 24 shows the luminescence generated from lysed bacterial cells expressing

various OgLuc variants and hRL (“Renilla”) using native coelenterazine (“Coelenterazine”),
known coelenterazine-h (“H”), known coclenterazine-hh (“H,H”), and novel coelenterazines

PBI-3939 and PBI-3945 as substrates.

[6053] FIG. 25 shows the luminescence generated from lysed bacterial cells expressing
various OgLuc variants and hRL (“Renilla”) using native coelenterazine (“Coeclenterazine”),
known coelenterazine-hh (“h,h”), and novel coelenterazines PBI-3939, PBI-3945, PBI-3889, and
PBI-4002 as substrates.

[0054] FIG. 26 shows the amino acid substitutions in various Ogluc variants.

[0055] FI1G. 27 shows the luminescence generated from lysed bacterial cells expressing
OgLuc variants listed in FIG. 26 using native coelenterazine (“Coelenterazine”), known
coclenterazine-h (“H”), known coclenterazine-hh (“h,h”), and novel coclenterazines PBI-3939,

PBI-39435, PBI-3889, and PBI-4002 as substrates.

[0058] FIG. 28 shows the luminescence gencrated from lysed bacterial cells expressing
various Ogluc variants and hRL (“Renilla’) using native coelenterazine (“Cocl.”), known
coelenterazine-h (“H), known coclenterazine-hh (“H,H”), and novel coelenterazines PBI-3939,

PBI-39435, PBI-3889, and PBI-4002 as substrates.

[0057]  FIG. 29 shows the luminescence of 9B8 opt and 9B8 opt+K33N in bacterial lysates
using native coelenterazine and PBI-3939 as substrates and the relative specificity of these

variants for PBI-3939 compared to native coclenterazine.

[0058] FIGS. 30A-D show mutational analysis at position 166 using native coelenterazine
(FIG. 30A), coelenterazine-h (FIG.30B), and PBI-399 (FIG. 30C).

[0059] FIG. 31 shows the luminescence of various deletions in the OglLuc variant L.27V

where (-} is the machine background.

[0060] FIG. 32 shows the normalized luminescence generated from lysed HEK293 cells
expressing hRL (“Renilla”) using native coelenterazine as a substrate, firefly luciferase (Luc2)
using luciferin (BRIGHT-GLO™ Assay Reagent) as a substrate, and various Ogluc variants

using novel PB1-3939 as a substrate.

11
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[0061] FIG. 33 shows the signal stability of IV and 15C1 in bacterial lysates using the novel

coelenterazine PBI-3945 as a substrate and IV and 9B8 in bacterial lysates using the novel

coelenterazine PBI-3889 as a substrate.

[0062] FIGS. 34A-B show the higher activity (FIG. 34A) and signal stability (FIG. 34B) of
the Ogluc variant L27V compared to Firefly (Fluc) and Renilla (Rluc) luciferases.

[0063] FIG. 35 shows the Vmax (RLU/sec) and Km (uM) values for various OgLuc variants

in bacterial lysates using the novel coelenterazine PBI-3939 as a substrate.

[0064] FIG. 36 shows the Vmax (RLU/sec) and Km (uM) valucs for various OglLuc variants

in bacterial lysates using the novel coelenterazine PBI-3939 as a substrate.

[0065] FIG. 37 shows the Vmax (RLU/sec) and Km (uM) values for 9B8 opt and 9B8

opt+K33N both in bacterial lysates using the novel coelenterazine PBI-3939 as a substrate.

[0066] FIG. 38 shows the protein stability at 50°C of various OgLuc variants in bacterial

lysates using native coclenterazine as a substrate as the luminescence at t=0 and half-life in min

[0067]  FIGS. 39A-B show the structural integrity (determined by expression, stability, and
solubility as shown by SDS-PAGE analysis) in bacterial lysates of various OgLuc variants at
25°C (FIG. 39A) and 37°C (FIG. 39B) compared to Reniiia (hRL) and firefly luciferase (Luc2).

[0068] FIGS. 40A-B show the protein stability at 60°C in bacterial lysates of 9B8 opt and
9B8 opt+K33N using the novel coclenterazine PBI-3939 as a substrate as the natural log (In) of
the luminescence (in RLU) over time (F1G. 40A) and as the half-life in hrs (F1G. 40B).

[0069] FIG. 41 shows the percent activity of the OgLuc variants 9B8 and L27V at 60°C.

[0070]  FIGS. 42A-B show the protein stability of the Ogluc variant L27V at various pH
(FIG. 42A) and salt concentrations (FIG. 42B).

[0071} FIGS. 43A-B shows the gel filtration chromatographic analysis of purified C1+A4E
(FIG. 43A) and 9B8 (FIG. 43B).

[0072] FIG. 44 shows the gel filtration chromatographic analysis demonstrating that the

OgLuc variant L27V exists in a monomeric form.

12
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[0073] FIGS. 45A-B show the protein expression levels of various Ogluc variant-

HALOTAG® (HT7) fusion proteins in undiluted and 1:1 diluted bacterial lysate samples
analyzed by SDS-PAGE (FIG.45A) and the normalized protein expression levels (FIG. 45B).

[0074] FIGS. 46A-B show the protein expression (FIG. 46A) and solubility of the OgLuc
variants 9B8 opt, V2 and L27V (FIG. 46B).

[0075] FIG. 47 shows the normalized luminescence in RLUs generated from lysed HEK293
cells expressing 1V, 9BR, and hRL (“Renilla”) using native coelenterazine and the novel

coelenterazine PBI-3939 as substrates.

[0076] F1G. 48 shows the normalized luminescence in RLUs generated from lysed HEK293
cells expressing pF4Ag-Ogluc-9B8-HT7, pF4Ag-Luc2-HT7 and pF4Ag-Renilla-HT7 using PBI-
3939, Luciferin (BRIGHT-GLO™ Agsay Reagent), and native coelenterazine, respectively, as a

substrate.

[0077]  FIG. 49 shows the luminescence generated from lysed HEK293 cells expressing 30 or
100 ng of plasmid DNA encoding either 9B opt or 9B8 opt+K33N (“K33N) using the novel

coelenterazine PBI1-3939 as a substrate.

[00678] FIGS. 50A-E show the luminescence of the Ogluc variant L27V compared to firefly
luciferase (Luc2) in HEK 293 (FIG. 50A) and Hela cells (non-fusion) (FIG. 50B), the
luminescence of HaloTag® fusion compared to the Ogluc variant L27V (FIG. 50C) and firefly
luciferase (Luc2) (FIG. 50D), and the protein expression of HaloTag®-Ogluc L27V compared
to HaloTag®-Firefly luciferase (Luc2) in HEK 293 (“HEK”) and HeLa cells (“HeLa”).

[6079]  FIG. 51 shows inhibition analysis of the Ogluc variants 9B8 and L27V against a
LOPAC library to determine their susceptibility to off-target interactions.

[0080] FIGS. 52A-E show the inhibition analysis of the Ogluc variants 9B8 and L27V ‘by
Suramin and Tyr ag 835 (FIGS. 52A-C) and the chemical structures of Suramin (FIG. 52D) and
Tyr ag 835 (FIG. 52E).

[0081]  FIG. 53 shows the activity of the OgLuc variants 9B and L27V was analyzed in the

presence of BSA to determine resistance to non-specific protein interactions.

{00821 FIG. 54 shows the percent activity of the Ogluc variants 9B8 and L27V to determine

reactivity to plastic.
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[0083] FIG. 55 shows the luminescence generated from lysed HEK293 cells expressing the

IV cAMP transcriptional reporter compared to hRL (“Renilla”) using known coelenterazine-h as
a substrate with (“induced™) or without (“basal”) forskolin treatment and the fold induction

(response) due to forskolin treatment (“fold™).

[6084] FIG. 56 shows the normalized luminescence generated from lysed HEK293 cells
expressing the 9B8, 9B8 opt, hRL (“Renilla”) or firefly luciferase (“Luc2’) cAMP transcriptional
reporter using ‘PBI-3939 (for 9B8 and 9B opt), native coelenterazine (for hRL) or huciferin
(BRIGHT-GLO™ Agsay Reagent; for Luc2) as a substrate with (“+FSK”) or without (“-FSK”)

forskolin treatment and the fold induction (response) due to forskolin treatment (“FOLD”).

[0085]  FIG. 57 shows the luminescence generated from lysed HEK293 cells expressing 9B8
opt and 9B8 opt+K33N (“K33N") cAMP transcriptional reporters using the novel coelenterazine
PBI-3939 as a substrate with (“Induced”) or without (“Basal”) forskolin treatment and the fold

induction due to forskolin treatment (“Fold Induction™).

[06086] FIGS. 58A-C show the luminescence of the Ogluc variants 9B8 and L27V lytic

reporter constructs for mulitiple pathways in multiple cell types.

[0087] FIGS. 59A-C show the luminescence of the Ogluc variant 1.27V reporter constructs

in various ccll lines and with various response elements.

[0088]  FIGS. 60A-B show the luminescence of the Ogluc variant L27V secretable reporter
compared to Metridia longa luciferase with a CMV promoter (FIG. 60A) or a NFkB response
element (FIG. 60B).

[0089] FIGS. 61A-F show the absolute luminescence (FIGS. 61A and 61B), the normalized
luminescence (FIGS. 61C and 61D) and the fold response (FIGS. 61E and 61F) of optimized
versions of L27V (L27V01, L27V02 and L27V03) compared to L27V (L27V00) expressed in
HeLa cells.

[6090] FIGS. 62A-B show the luminescence of secreted Ogluc variant L27V02 (containing
the IL-6 secretion signal) reporter (FIG. 62A) and 1.27V02 (“L27V(02)”), L27VO02P
(*“L27V(02)P(01)”) and luc2 (“Fluc”) reporters (FIG. 62A) expressed in HepG2 cells treated with
various doses of thTNFo (“TNFa”).

[o0s1] FIG. 63 shows the luminescence generated from media and lysate samples of

HEK?293 cells expressing the codon optimized variant I'V opt with or without the secretion signal
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sequence using the novel PBI-3939 as a substrate compared to hRL (“Renilla”) with or without

the secretion signal sequence using native coelenterazine as a substrate.

[6092] FIGS. 64A-D show the luminescence of the secreted Ogluc variants 9B8, V2 and
L27V reporters expressed in CHO cells (FIGS. 64A and 64B) and Hela (FIGS. 64C and 64D).

[0093] FIGS. 65A-B show a comparison of the luminescence from the secreted Ogluc
variants 9B8 and V2 using PBI-3939 as a substrate to that of the secreted luciferase of Metridia
longa using Ready-to-Glow™ as a substrate numerically (FIG. 65A) and graphically (FIG. 65B).

{0094} FIGS. 66A-B show the fold-increase in luminescence over background generated
from HEK293 cells expressing hRL (“Ren™) and 9B8 opt using the coelenterazine derivatives
ENDUREN™ (FIG, 66A) and VIVIREN™ (FIG. 66B) and the novel coelenterazine PBI-3939
(FIG. 66B) as substrates.

[0095]  FIGS. 67A-D show confocal images of U20S cells transiently expressing L27V-
HaloTag® fusion (FIG. 67A) or IL6-1L.27V fusion (FIGS. 67B-D). Scale bars = 20um.

[0096] FIG. 68 shows the luminescence generated from lysed bacterial cells expressing
various Ogluc variants and hRL (“Renilla”) in the presence (“Sand”) or absence of sandwich

background (“pF4Ag”) using native coclenterazine as a substrate.

{60871 FIG. 69 shows the fold-decrease in activity of various Ogluc variants and hRL
(“Renilla”) due to the presence of the sandwich background using native coclenterazine as a

substrate,

[0098] FIG. 70 shows the fold-decrease in activity of 9B8 opt and 9B opt+K33N in
bacterial lysates due to the presence of the sandwich background using the novel coclenterazine
PBI-3939 as a substrate.

[0099] FIG. 71 shows the spectral profile of the OglLuc variant L27V.

[00100] FIG. 72 shows the luminescence of two circulated permuted (CP) versions of the
OgLuc variant L27V, CP84 and CP95, either with no linker or with a 5, 10, or 20 amino acid
linker.

[00101] FIGS. 73A-G show the luminescence of the various CP-TEV protease L27V
constructs expressed in wheat germ extract (FIGS. 73A-D), E. coli (FIG. 73F-G) and HEK 293
cells (FIG. 73H). FIGS. 73A-D show the basal luminescence of the various CP-TEV protease

~
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L27V constructs prior to TEV addition. FIG. 73E shows the response of the CP-TEV protease

L27V constructs of FIGS. 73A-D.
[00102] FIG. 74 shows the fold response of various protein complementation L27V pairs.

[00103] FIGS. 75A-C show the luminescence of various protein complementation (PCA)
L27V pairs: one 127V fragment of each pair was fused to either FKBP or FRB using a 1/4
configuration (FIG. 75A) or a 2/3 configuration (FIG. 75B), and the interaction of FKBP and
FRB monitored in HEK 293 cells. The luminescence of various protein complementation (PCA)

negative controls was also monitored (F1G. 75C).

[00104] FIGS. 76A-H show the luminescence of various protein complementation (PCA)
L27V pairs: one L27V fragment of each pair was fused to ecither FKBP or FRB using a 2/3
configuration (FIGS. 76A and 76C) or a 1/4 configuration (FIGS. 76B and 76D), and the
interaction of FKBP and FRB monitored in wheat germ extract (FIGS. 76A and 76B) and rabbit
reticulocyte lysate (RRL) (FIGS. 76C and 76D). The luminescence of various protein
complementation {(PCA) negative controls was also measured (FIG. 76E) in cell free system.
The 1/4 configuration was used in a cell free system (FIG. 76F), HEK293 cells (FIG. 76G) and in
a lytic system (FIG. 76H).

[00105] FIGS. 77A-C show the luminescence of various protein complementation L27V pairs
treated with FK506 and rapamycin (F1G. 77A) and the chemical structure of FK506 (FIG. 77A)
and rapamycin (FIG. 77B).

[00106] FIG. 78 shows the activity of the Ogluc variant 9B8 cAMP biosensor with forskolin

treatment.

[00107] FIGS. 79A-D show the luminescence of circularly permuted (FIGS. 79A and 79C)
and straight split (FIG. 79B and 79D) L27V variants in rabbit reticulocyte lysate (FIGS. 79A-B)
and HEK293 cells (FIGS. 79C-D).

[00108] FIGS. 80A-B show the subcellular distribution of the OglLuc variant 127V (FIG.
80A) and control vector pPGEM3ZF (FIG. 80B) in U20S cells for various exposure times.

[00109] FIGS. 81A-C show the subcellular location of the OgLuc variant L27V fused to either
the transcription factor Nrf2 (FIG. 81B) or GPCR (FIG. 81C) compared to an unfused L27V
control (FIG. 81A).
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[00110] FIGS. 82A-C show the use of the Ogluc variant 9B8 opt to monitor intraceliular

signaling pathways using PBI-4377 (FIG. 82A). The 9B8 opt luciferase was fused to either IkB
(FIG. 82B) or ODD (oxygen-dependent degradation domain of Hif-1le) (FIG. 82C), and fold
response to a stimulus (TNFo for 1kB and phenanthroline for ODD) was monitored via

luminescence.

[00111] FIGS. 83A-C show the monitoring of oxidative stress signal pathways using the
OgLuc variant (FIG. 83A), L27V02 (FIG. 83B), or Renilla luciferase (Rluc) (FIG. 83C).

[00112] FIGS. 84A-B show the comparison of the Nrf2-1L.27V02 sensor (FIG. 8§4A) and
Nrf2(ARE)-Luc2P reporter (FIG. 84B).

[00113] FIGS. 85A-B show the emission spectra of IV-HT7 with and without ligand, using 1
uM TMR (FIG. 85A) or 10 puM Rhodamine 110 (FIG. 85B) as a ligand for HT7 and

coelenterazine-h as a substrate for I'V.

[00114] FIG. 86 shows the luminescence generated from lysed bacterial cells expressing 9B8
opt mixed with (“+ caspase”) or without (“no caspase”) caspase-3 using a pro-coelenterazine

substrate.

[00115] FIGS. 87A-C show the luminescence generated from circularly permuted, straight
split L27V variants CP84 and CP103 using PBI-3939 as a substrate with (FIG. 87B) or without
(not shown) rapamycin treatment and the response (FIG. 87C) due to rapamycin treatment. The

concept of the circularly permuted straight split variants is shown in FIG. 87A.

[00116] FIG. 88 shows percent remaining activity of the L27V variant after exposure to

various amounts of urea.
[00117] FIG. 89 shows the effect of 3M urea on the activity of the L27V variant.

[00118] FIGS. 90A-B show the bioluminescence imaging of hormone-induced nuclear

receptor (NR) translocation of OgLuc fusions using PBI-3939 substrate.

[00119] FIGS. 91A-B show the bioluminescence imaging of phorbol ester-induced Protein
Kinase C alpha (PKC alpha) translocation of Ogluc fusions using PBI-3939 substrate.

[00120] FIGS. 92A-B show the biolumincscence imaging of autophagosomal protein

translocation of OgLuc fusions using PBI-3939 substrate.
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DETAILED DESCRIPTION

[00121] Before any embodiments of the invention are cxplained in detail, it is to be
understood that the invention is not limited in its application to the details of structure, synthesis,
and arrangement of components set forth in the following description or illustrated in the
following drawings. The invention is described with respect to specific embodiments and
techniques, however, the invention is capable of other embodiments and of being practiced or of

being carried out in various ways.

[00122] In the following description of the methods of the mvention, process steps are carried
out at room temperature (about 22°C) and atmospheric pressure unless otherwise specified. It
also is specifically understood that any numerical range recited herein includes all values from
the lower value to the upper value. For example, if a concentration range or beneficial effect
range is stated as 1% to 50%, it is intended that values such as 2% to 40%, 10% to 30%, or 1% to
3%, etc. are expressly enumerated in this specification. Similarly, if a sequence identity range is
given as between, e.g., 60% to <100%, it is intended that intermediate values such as 65%, 75%,
85%, 90%, 95%, etc. are expressly enumerated in this specification. These arc only examples of
what is specifically intended, and all possible numerical values from the lowest value fo the

highest value are considered expressly stated in the application.

[00123] Unless expressly specified otherwise, the term "comprising” is used in the context of
the present application to indicate that further members may optionally be present in addition to
the members of the list introduced by "comprising”. It is, however, contemplated as a specific
embodiment of the present invention that the term "comprising” encompasses the possibility of
no further members being present, i.e., for the purpose of this embodiment "comprising” is to be

understood as having the meaning of "consisting of”.

[00124] The following detailed description discloses specific and/or preferred variants of the
individual features of the invention. The present invention also contemplates, as particularly
preferred embodiments, those embodiments which are generated by combining two or more of
the specific and/or preferred variants described for two or more of the features of the present

invention.

[00125] Unless expressly specified otherwise, all indications of relative amounts in the present
application are made on a weight/weight basis. Indications of relative amounts of a component
characterized by a generic term are meant to refer to the total amount of all specific variants or

members covered by said generic term. If a certain component defined by a generic term is
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specified to be present in a certain relative amount, and if this component is further characterized

to be a specific variant or member covered by the generic term, it is meant that no other variants
or members covered by the generic term are additionally present such that the total relative
amount of components covered by the generic term exceeds the specified relative amount. More

preferably, no other variants or members covered by the generic term are present at all.
Overview

[00126] In various aspects, the invention is drawn to novel compounds, novel luciferases, and
combinations thereof. The invention encompasses methods, compositions, and kits including the
novel compounds, novel luciferascs, and/or combinations thereof.

[00127] The novel compounds arc novel coelenterazines, which can be used as substrates by
proteins that utilize coelenterazines to produce luminescence, including, but not limited to,
luciferases and photoproteins found in various marine organisms such as cnidarians (c.g., Renilla
luciferase), jellyfish (e.g., acquorin from the dequorea jellyfish) and decapods luciferases (e.g.,
luciferase complex of Oplophorus gracilirostris). In various embodiments, the novel
coclenterazines of the present invention have at least one of enhanced physical stability (e.g.,
enhanced coelenterazine stability), reduced autoluminescence, and increased biocompatibility
with cells (e.g., less toxic to cells, including heterologous cell types) relative to native
coelenterazine.

[00128] The novel luciferases disclosed herein include variants of the active subunit of a
decapod luciferase. The novel luciferases can utilize various coelenterazines as substrates,
including, but not limited to, native and known coelenterazines as well as the novel
coelenterazines of the present invention. The novel Iuciferases display at ieast one of: enhanced
luminescence (in.éiuding increased brightness, enhanced signal stability and/or signal duration);
enhanced enzyme stability (i.e., enhanced enzymatic activity including enhanced resistance to
elevated temperature, changes in pH, inhibitors, denaturants, and/or detergents); altered substrate
specificity (i.e., change in relative substrate specificity); and enhanced biocompatibility
(including at least one of improved expression in cells, reduced toxicity, and/or cell stress). In
various embodiments, the present invention encompasses novel luciferases that are present in
solution as soluble, active monomers, chemically linked to other molecules {e.g., fusion

proteins), or attached onto a solid surface (e.g., particles, capillarics, or assay tubes or plates).

[00128] Certain combinations of the novel coelenterazines and the novel luciferases provide
significant technical advantages for bioluminescent assays including enhanced luminescence,
wherein enhanced luminescence may be due to one or more factors including enhanced signal

stability and enhanced coelenterazine stability. Additionally, many of the novel coelenterazines
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were designed to be smaller than commercially-available and/or known coelenterazines. In some

cases, the novel luciferases of the present invention preferentially utilize the novel, smaller

coelenterazines over the commercially-available and/or known larger coelenterazines.

[00130] The invention encompasses combinations of: the novel luciferase variants with the
novel coelenterazines; the novel luciferase variants with known or native coelenterazines; and the
novel coelenterazines with any known or native protein (e.g., luciferases or photoproteins) that

uses coelenterazine as a substrate,

[00131] The term “coelenterazine” refers to naturally-occurring (“native™) coelenterazine as
well as analogs thereof, including coclenterazine-n, coclenterazine-f, coclenterazine-h,
coelenterazine-hcp, coelenterazine-cp, coelenterazine-c, coclenterazine-e, coelenterazine-fep, bis-
deoxycoelenterazine (“coelenterazine-hh”), coelenterazine-i, coelenterazine-icp, coelenterazine-
v, and 2-methyl coelenterazine, in addition to those disclosed in WO 2003/040100 and U.S.
Application Serial No. 12/056,073 (paragraph [0086]), the disclosures of which are incorporated
by reference herein. The term “coelenterazine” also refers to the novel coelenterazines disclosed
herein (see below). The term “known coelenterazine” refers to a coclenterazine analog known

prior to the present invention.

[60132] The term “OgLuc” refers to a decapod luciferase protein, or a variant of such a
protein, which generates light in the presence of a coelenterazine. The OgLuc protein may, in its
naturally-occurring form, be a monomer or may be a subunit of a protein complex. The OgLuc
used in the exemplary embodiments disclosed herein is the 19 kDa subunit from the luciferase
complex of Oplophorus gracilirostris, although comparable polypeptides from other decapod
species (including other Oplophorus species) could also be employed and are encompassed
within the invention (see R.D. Dennell, Observations on the luminescence of bathypelagic
Crustacea decapoda of the Bermuda area, Zool. J. Linn. Soc., Lond. 42 (1955), pp. 393-406; see
also Poupin et al. Sept 1999. Inventaire documenté des espécies et bilan des formes les plus
communes de la mer d'Troise. Rapport Scientifique du Laboratoire d'Océanographie de I'Ecole
Navale (LOEN), Brest (83pgs), each of which is incorporated by reference herein);, examples
include, without limitation, luciferases of the Aristeidae family, including Plesiopenaeus
coruscans;, the Pandalidea family, including Heterocarpus and Parapandalus richardi, the
Solenoceridae family, including Hymenopenaeus debilis and Mesopenaeus tropicalis; the
Luciferidae family, including Lucifer typus; the Sergestidac family, including Sergestes
atlanticus, Sergestes arcticus, Sergestes armatus, Sergestes pediformis, Sergestes cornutus,
Sergestes edwardsi, Sergestes henseni, Sergestes pectinatus, Sergestes sargassi, Sergestes

similis, Sergestes vigilax, Sergia challengeri, Sergia grandis, Sergia lucens, Sergia prehensilis,
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Sergia potens, Sergia robusta, Sergia scintillans, and Sergia splendens; the Pasiphaeidac family,

including Glyphus marsupialis, Leptochela bermudensis, Parapasiphae sulcatifrons, and
Pasiphea tarda; the Oplophoridae family, including Acanthephyra acanthitelsonis, Acanthephyra
acutifrons, Acanthephyra brevirostris, Acanthephyra cucullata, Acanthephyra curtirosiris,
Acanthephyra eximia, Acanthephyra gracilipes, Acanthephyra kingsleyi, Acanthephyra media,
Acanthephyra microphthalma, Acanthephyra pelagica, Acanthephyra prionota, Acanthephyra
purpurea, Acanthephyra sanguinea, Acanthephyra sibogae, Acanthephyra stylorostratis,
Ephyrina bifida, Ephyrina figueirai, Ephyrina koskynii, Ephyrina ombango, Hymenodora
glacialis, Hymenodora gracilis, Meningodora miccyla, Meningodora mollis, Meningodora vesca,
Notostomus gibbosus, Notostomus auriculatus, Oplophorus gracilirostris, Oplophorus grimaldii,
Oplophorus novaezealandiae, Oplophorus spinicauda, Oplophorus foliaceus, Oplophorus
spinosus, Oplophorus typus, Systellaspis braueri, Systellaspis cristata, Systellaspis debilis, and
Systellaspis pellucida;, and the Thalassocaridae family, including Chlorotocoides spinicauda,

Thalassocaris crinita, and Thalassocaris lucida.

[00133] The polypeptide sequence of the mature (i.e., with no signal sequence) 19 kDa subunit
of the naturally-occurring form of the Oplophorus gracilirostris luciferase (i.e., 169 amino acids,
residues 28 to 196 of BAB 13776) is given in SEQ ID NO: 1. In various embodiments, a
methionine residue and a valine residue are inserted at the beginning of the synthetic Ogluc
sequence {e.g., as indicated in the C1+A4E polypeptide sequence, SEQ ID NO: 3) to facilitate
cloning and expression in heterologous systems. Nevertheless, for consistency, the position
numbers of the various amino acid substitutions referred to herein are specified “relative to” SEQ
ID NO: 1, i.e., the polypeptide sequence of the mature (with no signal sequence), native 19 kDa

subunit of the Oplophorus gracilirostris uciferase protein complex.

[00134] Specifically, a protein is a decapod luciferase if, upon alignment of its amino acid
sequence with SEQ ID NO: 1, the sequence identity is > 30%, preferably > 40%, and most
preferably > 50%, and the protein can utilize coclenterazine as a substrate to catalyze the
emission of luminescence, and the amino acid sequence beginning at the position corresponding
to position § of SEQ ID NO: 1 is:

[00135] [GSAIVK]-{FE!-[FYW]x-[LIVMFSYQJ-x-x-{K}-x-[NHGK]-x-[DE]-x-
[LIVMFY ]{LIVMWF]-x-{G}-[LIVMAKRG]  (SEQ ID NO. 330) (VII),

[00136] with no more than 5 differences, or more preferably no more than 4, 3, 2, or 1
difference, or most preferably no differences, wherein the differences occur in positions

corresponding to pattern position 1, 2, 3, 5, 8, 10, 12, 14, 15, 17, or 18 of Formula (VTI)
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according to Table 4, Differences may also include gaps or insertions between the pattern

positions of Table 4.

[00137] The term “variant” refers to a modified version of a starting polypeptide or
polynucleotide sequence. The term “parental” is a relative term that refers to a starting sequence
which is then modified. The parental sequence is generally used as a reference for the protein
encoded by the resulting modified sequence, e.g., to compare the activity levels or other
properties of the proteins encoded by the parental and the modified sequences. The starting
sequence can be a naturally-occurring (i.e., native or wild-type) sequence. The starting sequence
can also be a variant sequence which is then further modified. A polypeptide sequence is
“modified” when one or more amino acids (which may be naturally-occurring or synthetic) are
substituted, deleted, and/or added at the beginning, middle, and/or end of the sequence. A
polynucleotide sequence is “modified” when one or more nucleotides are substituted, deleted,
and/or added at the beginning, middle, and/or end of the sequence, but which may or may not
alter the amino acid encoded by the sequence. In some embodiments, the modifications produce
a variant that is a functional fragment of a particular Ogluc or Ogluc variant. A functional
fragment is a fragment which is less than a full-length parental sequence which has the same
functional activity as the full-length parental sequence. Functional activity is the ability to
exhibit luminescence. In some embodiments, the modifications produce a variant that is a
permuted sequence of the parental sequence, such as a circularly permuted sequence and

permuted sequences comprising deletions and/or insertions.

[00138] Several of the Ogluc variants disclosed herein have been assigned shorthand names
to facilitate discussion. The term “C1+A4E” (also referred to as “C1A4E”) refers to a particular
OgLuc variant with the amino acid substitutions A4E, Q11R, A33K, V44l, AS54F, P113E,
Q124K, Y1381, and N166R relative to SEQ ID NO: 1 (SEQ ID NOs: 2 and 3) (where the format
“x#y” indicates a parent amino acid “x” at éposition “#’ that 1s changed to variant amino acid ‘y’).
Variants of the CI1+A4E Ogluc variant which are presented herein contain at least the amino
acid substitutions found in C1+A4E, unless otherwise indicated. The term “IVY” refers to a
variant of the C1+A4E OgLuc variant having additional amino acid substitutions F541, 190V, and
F77Y relative to SEQ ID NO: 1 (SEQ ID NOs: 8 and 9). The term “IV” refers to another variant
of the C1+A4E OgLuc variant having additional amino acid substitutions F541 and I90V rclative
to SEQ ID NO: 1 (SEQ ID NOs: 14 and 15). The term “QC27” refers to yet another variant of
the C1+A4E OgLuc variant having additional amino acid substitutions Q18L, F541, L92H, and
Y109F relative to SEQ ID NO: 1 (SEQ ID NOs: 4 and 5). The term “QC27-9a” refers to a
variant of the QC27 QOgLuc variant with additional amino acid substitutions V21L, F68Y, L72Q,
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M75K, H92R, and V138F relative to SEQ ID NO: 1 (SEQ ID NOs: 6 and 7). The term “9B&”

refers to a variant of the IV OgLuc variant with additional amino acid substitutions Q18L, F68Y,
L72Q, and M75K relative to SEQ ID NO: 1 (SEQ ID NOs: 18 and 19). The term “9BS8 opt”
refers to the codon optimized version of the 9B8 variant (SEQ ID NO: 24). The term “OB8
opttK33N” refers to a variant of the 9B8 opt variant with additional amino acid substitution
K33N relative to SEQ ID NO: 1 (SEQ ID NOs: 42 and 43). The term “9B8 opt+K33N+170G”
refers to a variant of the “9B8 opt+K33N” variant with an additional glycine appended to the C-
terminus of the variant, i.e., 170G relative to SEQ ID NO: 1 (SEQ ID NO: 68 and 69). The terms
“L27V+T39T+K43R+Y 68D and “L27V” refers to a variant of the 9B8 opt+K33N” variant with
additional amino acid substitutions L27V, T39T, K43R, and Y68D relative to SEQ ID NO: 1
(SEQ 1D NOs: 88 and 89). The terms “T39T+K43R+Y68D” and “V2” refers to a variant of the
“9B8 opt+K33N” variant with additional amino acid substitutions T39T, K43R, and Y68D
relative to SEQ ID NO: 1 (SEQ ID NOs: 92 and 93).

[00139] In general, “enhanced” means that the particular property (e.g., luminescence, signal
stability, biocompatibility, protein stability (e.g., enzyme stability), or protein expression) is
increased relative to that of the reference luciferase plus coclenterazine combination or luciferase
under consideration, where the increase is at least 1%, at least 5%, at least 10%, at least 20%, at
least 25%, at least 50%, at least 75%, at least 90%, at least 100%, at least 200%, at least 500%, or
at least 1000% greater than the reference luciferase plus coelenterazine combination or luciferase

under consideration.

[00140] The term “luminescence” refers to the light output of the OgLuc variant under
appropriate conditions, ¢.g., in the presence of a suitable substrate such as a coelenterazine. The
light output may be measurcd as an instantancous or near-instantancous measure of light output
(which is sometimes referred to as “T=0" luminescence or “flash™) at the start of the
luminescence reaction, which may be initiated upon addition of the coclenterazine substrate, The
luminescence reaction in various embodiments is carried out in a solution. In other
embodiments, the [uminescence reaction is carried out on a solid support. The solution may
contain a lysate, for example from the cells in a prokaryotic or eukaryotic expression system. In
other embodiments, expression occurs in a cell-free system, or the luciferase protein is secreted
into an extracellular medium, such that, in the latter case, it is not necessary to produce a lysate.
In some embodiments, the reaction is started by injecting appropriate materials, e.g.,
coelenterazine, buffer, etc., into a reaction chamber (e.g., a well of a multiwell plate such as a 96-
well plate) containing the luminescent protein. In still other embodiments, the Ogluc variant

and/or novel coclenterazine are introduced into a host and measurements of luminescence are
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made on the host or a portion thereof, which can include a whole organism or cells, tissues,

explants, or extracts thereof. The reaction chamber may be situated in a reading device which
can measure the light output, e.g., using a luminometer or photomultiplier. The light output or
luminescence may also be measured over time, for example in the same reaction chamber for a
period of seconds, minutes, hours, etc. The light output or luminescence may be reported as the
average over time, the half-life of decay of signal, the sum of the signal over a period of time, or

the peak output. Luminescence may be measured in Relative Light Units (RLUs).

[00141] The “enhanced luminescence” of an Ogluc variant may be due to one or more of the
following characteristics: enhanced light output (i.c., brightness), enhanced substrate specificity,
enhanced signal stability, and/or enhanced signal duration. Enhanced signal stability includes an
increase in how long the signal from a luciferase continues to luminesce, for example, as
measured by the half-life of decay of the signal in a time-course. Enhanced luminescence may
be determined relative to the comparable property of a luciferase such as wild-type OgLuc, an
OgLuc variant protein, Renilla tuciferase (e.g., hRluc), or firefly luciferase (e.g., Luc2 luciferase
from Photinus pyralisy combined with a native, known, or novel substrate, as shown in the
Examples below. For example, the luminescence of a given OglLuc variant in combination with
a particular coelenterazine (including native, known, or novel coelenterazines) may be compared
to the properties of one of Ogluc variants C1+A4E, IV, or IVY combined with any of a native,
known, or novel coelenterazine disclosed herein, using one or more of the assays disclosed in the
Examples below. In particular, enhanced luminescence may be determined by measuring the
luminescence signal (RLU) resulting from the incubation of bacterial lysates containing Ogluc
variants in question with the substrate, PBI-3939. Measurements arc taken in a reagent which
may contain TERGITOL™ to provide Glo-like kinetics, e.g., in which enzyme inactivation is
slowed and the luminescence signal is stabilized, which is described elsewhere in the application.
In some embodiments, some luciferase variants, e.g., L27V, with certain compounds, e.g., PBI-
3939, provide extended duration of the luminescent emission, or glow-like kinetics, in the
absence of TERGITOL™, The luminescence signal may be compared to that of a reference
point such as the C1+A4E variant with coelenterazine or coelenterazine-h or Renilla luciferase

with native coelenterazine.

[00142] “Enzymec stability” refers to the stability of enzyme activity (i.c., tolerance of
enzymatic activity to reaction conditions). Enhanced enzyme stability refers to enhanced
stability of enzyme activity (i.c., enhanced tolerance to reaction conditions). Enhanced enzyme
stability includes enhanced thermal stability (e.g., stability at clevated temperatures) and

chemical stability (e.g., stability in the presence of inhibitors or denaturants such as detergents,
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including, e.g.,, TRITON™ X-100). Enzyme stability can be used as a measure of protein

stability, particularly under conditions known to be disruptive of protein structure, such as high
temperatures or the presence of chemical denaturants. In particular, enhanced protein stability
may be determined using thermal analysis as described elsewhere in the application (e.g., in
Example 28). The luminescence signal may be compared to the reference point of C1+A4E

variant with coclenterazine or coelenterazine-h or Renilla luciferase with native coelenterazine.

[00143] “Biocompatibility” refers to the tolerance of a cell (e.g., prokaryotic or eukaryotic) to
a luciferase and/or coelenterazine compound. Biocompatibility of a luciferase and/or
coelenterazine compound 1is related to the stress it causes on the host cell. For example, a
luciferase that is not tolerated by the cell (i.e., one that stresses a cell) may not be expressed
efficiently within the cell, for example, the luciferase may be expressed within the cell, but
exhibit reduced activity due to the formation of inclusion bodies by the expressed protein.
Biocompatibility of a luciferase is related to the ability of the cells to tolerate the insertion of the
foreign gene, i.¢., a transgene containing the gene encoding the luciferase or fragment thereof,
whereby the cells with the transgene do not exhibit manifestations of stress, including induction
of stress response pathways, reduced rate of growth, and/or reduced viability (e.g., reduced
number of living cells, reduced membrane integrity, or increased rates of apoptosis). Other
indications of cell stress may include changes in gene expression, signaling pathways, and/or
regulatory pathways. Enhanced biocompatibility of an Ogl.uc variant may be due to factors such
as enhanced protein expression and/or reduced cell stress. Enhanced expression of luminescence
for a particular polynucleotide encoding an Ogluc variant may be determined relative to
luminescence expression levels for a polynucleotide encoding wild-type OgLuc or an Ogluc
variant protein, including codon-optimized polynucleotides, where luminescence activity can be

used as a means to monitor protein expression levels.

[060144] In particular, enhanced biocompatibility of the Ogluc variant, novel coelenterazine
compound and/or a combination thereof, may be determined by measuring cell viability and/or
growth rate of cells. For example, enhanced biocompatibility of the OgLuc variants may be
determined by measuring cell viability and/or growth rate of cells containing the OgLuc variants
compared to cells containing firefly or Renilla luciferase or no luciferase, in the absence of any
coelenterazine compound to determine how compatible and/or toxic the luciferase is to the cells.
Enhanced biocompatibility of the novel coelenterazine compounds may be determined by
measuring cell viability in the absence of luciferase expression of cells exposed to the novel
coelenterazine compound compared to native or known coelenterazines to determine how

compatible and/or toxic the coelenterazine compound is to the cells. Enhanced biocompatibility
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of a combination of an OgLuc variant with a novel coelenterazine compound may be determined

by measuring cell viability and/or growth rate of cells containing the Ogluc variant and exposed
to the novel coelenterazine and compared to cells containing firefly or Renilla luciferase or no

luciferase and exposed to native or known coelenterazines.

[00145] In particular, enhanced biocompatibility may be determined using cell viability
analysis as described elsewhere iﬁ the application (e.g., using a CELLTITER-GLO® assay as
described in Example 18 or an apoptosis assay such as one using CASPASE-GLO® technology
according to the manufacturer’s instructions) or one known in the art. The effect of an Ogluc
variant on cell viability or apoptosis may be compared to the effect of a reference luciferase, such
as the C1+A4E variant, a firefly luciferase or Renilla luciferase. The effect of the novel
coelenterazine compound on cell viability or apoptosis may be compared to the effect of native

or known coelenterazine compounds on cell viability or apoptosis.

[00146] Enhanced biocompatibility may also be determined by measuring the effect of the
OgLuc variant and/or novel coclenterazine compound on cell growth or gene expression. For
examples, enhanced biocompatibility of the OgLluc variant may be determined by measuring the
cell number after a period of time or by determining the expression of stress response genes in a
sample of cells that contain the OgLuc variant compared to cells that contain another luciferase
or no luciferase. Enhanced biocompatibility of the novel coelenterazine compound may be
determined by measuring the cell number after a period of time or by determining the expression
of stress response genes in a sample of cells that are exposed to the novel coelenterazine
compound compared to cells exposed to native or known coelenterazines or no coclenterazines.
The effect of the Ogluc variant on cell growth or gene expression may be compared to a
reference Iuciferase, such as CI+A4E variant, a firefly fuciferase or Renilla luciferase. The
effect of the novel coelenterazine on cell growth or gene expression may be compared to native

or known coelenterazines.

[00147] The identification of robust, stable cell lines expressing an Ogluc variant of the
present invention, either in the cytoplasm or as a secreted form, can be facilitated by the bright
signal of the luciferase and the small size of the Ogluc gene. The relatively small gene sequence
is expected to reduce the likelihood of genetic instability resulting from the integration of the
foreign DNA into a cell’s genome. As a result of the increased brightness of the Ogluc variants
and/or the novel coelenterazines of the present invention, less protein expression, and thereby
less DNA needed for transfection, may produce a given level of brightness compared to other
known luciferases such as native OgLuc, firefly, or Renilla luciferase, which contributes fo an

enhanced biocompatibility for the OgLuc variants and/or novel coelenterazines. Enhanced
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biocompatibility of the OgLuc variants may be measured by the amount of DNA or reagents,

e.g., transfection chemicals, needed in transient transfections to generate cells with the same level
of luminescence as cells transfected with other luciferases, e.g., native Ogluc, firefly or Renilla
luciferase. In some embodiments, the amount of Ogluc variant DNA or reagents needed for
transfection is less than the amount needed for another Iuciferase, e.g., native OgLuc, firefly, or
Renilla luciferase, to generate transfected cells with the same level of luminescence obtained
with the other luciferase. Enhanced biocompatibility of the OgLuc variants may be measured by
the recovery time of the cells after transfection. In some embodiments, the amount of time
needed for recovery after transfection with the OgLuc variant is less than the time needed for

another luciferase, e.g., native OgLuc, firefly or Rewnilla luciferase.

[00148] “Relative substrate specificity” is determined by dividing the luminescence of a
luciferase in the presence of a test coelenterazine substrate by the luminescence of the luciferase
in the presence of a reference coelenterazine substrate. For example, relative gpecificity may be
determined by dividing the luminescence of a luciferase with a novel coelenterazine of the
present invention by the luminescence of the luciferase with a different coelenterazine (c.g.,
native or known coelenterazine, see FIG. 1 for examples, or a different novel coclenterazine of
the present invention). The test coelenterazine substrate and the reference coclenterazine
substrate that are compared are considered a comparison substrate pair for determining relative

substrate specificity.

[00149] A “change in relative substrate specificity” is determined by dividing the relative
substrate specificity of a test luciferase using a comparison substrate pair by the relative substrate
specificity of a reference luciferase using the same comparison substrate pair. For example, a
change in relative specificity may be determined by dividing the relative substrate specificity of a
test luciferase with a novel coelenterazine of the present invention compared to a different
coelenterazine (e.g., native or known coelenterazine or a different novel coelenterazine of the
present invention), by the relative substrate specificity of a reference luciferase with the same
novel coelenterazine of the present invention compared to the same different coelenterazine used

for the test luciferase.

[00150] In some embodiments, the luminescence with one novel coelenterazine is compared to
the luminescence with a different novel coelenterazine. In some embodiments, the tuminescence
with one native or known coelenterazine is compared to the luminescence with another native or
known coelenterazine. In still other embodiments, the luminescence with one native or known

coclenterazine 18 compared to the luminescence with a novel coelenterazine.
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[00151] The novel coclenterazines of the present invention include properties such as

enhanced physical stability (e.g., enhanced coelenterazine stability) or reduced
autoluminescence. The physical stability of the coclenterazine refers to how stable the
coelenterazine 18 in certain conditions such that it maintains the ability to luminesce when used as
a substrate by a luciferase. Luminescence that is not dependent on the activity of a luciferase or
photoprotein is termed autoluminescence. Autoluminescence is the luminescence of a substance
produced by energy released in the form of light during decay or decomposition. For example,
autoluminescence can be caused by spontancous oxidation of the luminogenic substrate

coelenterazine.,

[00152] As used herein, "pure" or "purified” means an object species is the predominant
species present (i.e., on a molar and/or mass basis, it is more abundant than any other individual
specics, apart from water, solvents, buffers, or other common components of an aequeous system
in the composition), and, in some embodiments, a purified fraction is a composition wherein the
object species comprises at least about 50% (on a molar basis) of all macromolecular species
present. Generally, a "substantially pure" composition will comprise more than about 80% of all
macromolecular species present in the composition, in some embodiments more than about 85%,
more than about 90%, more than about 95%, or more than about 99%. In some embodiments,
the object species is purified to essential homogeneity (contaminant species cannot be detected in
the composition by conventional detection methods) wherein the composition consists essentially

of a single macromolecular species.
Coelenterazine Derivatives

[00153] In some embodiments, the present invention provides novel coclenterazine derivatives
of formula (Ia) or (Ib):

RZ

RS

(Ia)

or
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R® (Ib)

wherein R? is selected from the group consisting of

X X A )
/_.E{/Z, /TZ)/_Q ’ @‘ or Co-s

straight chain alkyl;

R® is selected from the group consisting of -H, -OH, -NH,, -OC(O)R or -OCH,0C(O)R;

8 is selected from the group consisting of

/ j /k R*, H or lower cycloalkyl;

wherein R? and R? are both H or both C,.; alkyl;

W is -NH;, halo, -OH, -NHC(O)R, -COzR;

X is ~S-, ~O- or -NR*%;

Y is -H, ~-OH, or —OR“;

Z 18 —CH- or -N-;

each R" is independently ~C(O)R’’ or ~CH,OC(O)R’";

R* is H, CHs, or CH,CH;
cach R is independently C,.; straight-chain alky! or C,_7 branched alkyl,

R’? is Cy7 straight-chain alkyl or C;.4 branched alkyl;

the dashed bonds indicate the presence of an optional ring, which may be saturated or
unsaturated;
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Q
OH R
f-< >—O
with the proviso that when R is ; , OF
QO

g

/-—< >~O ..
, R”is not

/l< )
with the proviso that when R? is , R® is R*

cycloalkyl; and

or lower

X
7 L >
with the proviso that when R®is NH,, R%is \/ , or Cyp-5 alkyl;

or R®is not

[00154] The term “alkyl”, as used herein, pertains fo a monovalent moicty obtained by
removing a hydrogen atom from a hydrocarbon compound, and which may be saturated, partially
unsaturated, or fully unsaturated. The alkyl group may be a straight-chain or branched. An alkyl
group may be optionally substituted with, for example, halo. Examples of straight-chain alkyl
groups include, but are not limited to, ethyl, n-propyl, n-butyl, and n-propyl, n-hexyl and n-
heptyl. Examples of unsaturated alkyl groups which have one or more carbon-carbon double
bonds include, but are not limited to, ethenyl (vinyl,-CH=CH,), Z-propenyl (allyl, -CH-
CH=CH,), and butenyl. Examples of unsaturated alkyl which have one or more carbon-carbon
triple bonds include, but are not limited to, ethynyl and 2-propyny! (propargyl). Examples of
branched alkyl groups included isopropyl, iso-butyl, sec-butyl, t-butyl and iso-pentyl.

[00155] The term “lower cycloalkyl”, as used herein, pertains to a monovalent moiety
obtained by removing a hydrogen atom from a hydrocarbon compound having from 3 to 5 carbon
atoms. Examples of saturated lower cycloalkyl groups include, but are not limited to, groups
such as cyclopropyl, cyclobutyl and cyclopentyl. Examples of unsaturated lower cycloalkyl
groups which have one or more carbon-carbon double bonds include, but are not limited to,

groups such as cyclopropenyl, cyclobutenyl and cyclopentenyl.

[00156] The term “halo”, as used herein, pertains to a halogen, such as CI, F, Bror 1.
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1
[00157] In some embodiments, R® is ;and X is O or S. In other
R3
/j<H

embodiments, R* is Cyps straight chain alkyl. In certain embodiments, R®is R*. lower
cycloalkyl or H. In other embodiments, R® is benzyl. In some embodiments, R*? is ~C(CH3)a, -

CH(CHa)a, -CH,C(CH3)3, or ~-CH;CH(CHa),.

[60158] In some embodiments, the present invention provides compounds according to

Formula (f1a) or (IIb):

(I1a)
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S
N /N
N/

=

N

(ITb)
wherein X is O or S, R® is H or OH, RY is as defined above, and the dashed bonds indicate the

presence of an optional ring.

[00159] In some embodiments, the invention provides compounds according to Formula (Iila)

or (IITb):
R12
O \}f(
PN ]/ N N
N
H
RG
é\’ (IiTa)

or

o
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0
R11/ Y’(

R‘l 2
N A N
%
N
(ITTb)

wherein R is C,.s straight-chain alkyl, furyl or thienyl, R® is H or OH, R"' is as defined above,

and the dashed bonds indicate the presence of an optional ring.

[00160] In some embodiments, the invention provides compounds according to Formula (IVa)
or (IVb):

/‘A\\ N

e \( I

t

3

L
O/\ﬁ Re
RG

or

(IVa)
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N

Py
N/

R@

Rig
(IVD)
H

wherein X is O or S, RSis Hor OH,R"™®isH, /j< R or lower cycloalkyl, R® R?and R! are

as defined above, and the dashed bonds indicate the presence of an optional ring.

[00161] In some embodiments, the invention provides a compound according to Formula (Va)
or (Vb):

OH

RB

(Va)
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OH

(Vb)

wherein R® is benzyl, R" is as defined above, and the dashed bonds indicate the presence of an

optional ring.

[00162] In some embodiments, the present invention provides novel coelenterazine derivatives

of formula (Vla) or (V1b):

R® (Via)

(VIb)
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wherein R” is selected from the group consisting of

i Ya U Ua

straight cham alkyl;

R® is selected from the group consisting of -H, -OH, -NH,, -OC(O)R or -OCH,0C(O)R;

% is selected from the group consisting of

/ : /l< R*, H or lower cycloalkyl;

wherein R® and R? are both H or both C.» alkyl;

W is -NHjy, halo, -OH, -NHC(O)R, -CO,R;

X 18 ~S-, ~O- or ~NH-~;

Y is -H, -OH, or ~OR'";

Z is —CH- or —N-;

each R" is independently ~C{O)R"’ or -CH,OC(O)R

cach R is independently C; 7 straight-chain alkyl or C,y branched alkyl;
R’ is C.7 straight-chain alkyl or C;_; branched alkyl;

the dashed bonds indicate the presence of an optional ring, which may be saturated or
unsaturated;

@)
OH R
/—< >—O
with the proviso that when R is , , Or

Q

R

: 0
O
# is not

with the proviso that when R’ is / : /k or lower

cycloalkyl; and
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X
i/ / !
with the proviso that when R®is NHj, R%is / ~7 , Z | or Cy-s alkyl;
p

or R® is not

[00163] Suitable compounds according to the present invention include
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Isomers, Salts and Protected Forms

[00164] Certain compounds may exist in one or more particular geometric, optical,
enantiomeric, diasteriomeric, epimeric, stereoisomeric, tautomeric, confomational, or anomeric
forms, including but not limited to, cis- and trans-forms; E- and Z-forms; c-, t-, and r- forms;
endo and exo-forms; R-, S-, and meso-forms; D- and L-forms; d- and I-forms; (+) and (-) forms;

keto-, enol-, and enolate- forms; syn- and anti-forms; synclinal- and anticlinal-forms; o- and §-



WO 2012/061529 PCT/US2011/059017
forms, axial and equatorial forms; boat-, chair-, twist-, envelope-, and half-chair forms; and

combinations thereof, hereinafter collectively referred to as “isomers” (or “isomeric forms™).

[00165] Note that, except as discussed below for tautomeric forms, specifically excluded from
the term “isomers”, as used herein, are structural (or constitutional) isomers (i.e., isomers which
differ in the connections between atoms rather than merely by the position of atoms in space).
For example, a reference to a methoxy group, ~OCHj, is not to be construed as a reference to its
structural isomer, a hydroxymethyl group, ~-CH,OH. Similarly, a reference to ortho-chlorophenyl
is not to be construed as a reference to its structural isomer, meta-chlorophenyl. However, a
reference to a class of structures may well include structurally isomeric forms falling within that
class (e.g., Ci7 alkyl includes n-propyl and iso-propyl; butyl includes n-, iso-, sec-, and tert-

butyl; methoxyphenyl includes ortho-, meta-, and paramethoxyphenyl).

[001668] Note that specifically included in the term “isomer” are compounds with one or more
isotopic substitutions. For example, H may be in any isotopic form, including 'H, *H (D), and *H
(T); C may be in any isotopic form, including 2¢, B¢, and '*C; O may be in any isotopic form,
including *°0 and **0; and the like.

[60167] Unless otherwise specified, a reference to a particular compound includes all such
isomeric forms, including (wholly or partially) racemic and other mixtures thereof. Methods for
the preparation (e.g., asymmetric synthesis) and separation {¢.g., fractional crystallization and
chromatographic means) of such isomeric forms arc cither known in the art or are readily

obtained by adapting the methods taught herein, or known methods, in a known manner.

[00168] Unless otherwise specified, a reference to a particular compound also includes ionic,
salt, solvate, and protected forms of thercof, for example, as discussed below. It may be
convenient or desirable to prepare, purify, and/or handle a corresponding salt of the active
compound, for example, a pharmacecutically-acceptable salt. Examples of pharmaceutically

acceptable salts are discussed in Berge et al., J. Pharm. Sci., 66:1-19 (1977).

[00169] For example, if the compound is anionic, or has a functional group which may be
anionic (e.g., -COOH may be -COO-), then a salt may be formed with a suitable cation.
Examples of suitable inorganic cations include, but are not limited to, alkali metal ions such as
Na“ and K, alkaline earth cations such as Ca®” and Mg”, and other cations such as AI*".
Examples of suitable organic cations include, but are not limited to, ammonium ion (i.e., NH*")
and substituted ammonium ions (e.g., NH3R', NH,R,", NHR;', NR4"). Examples of some

suitable substituted ammonium ions are those derived from: cthylamine, diethylamine,
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dicyclohexylamine, triethylamine, butylamine, ethylenediamine, ethanolamine, diethanolamine,

piperazine, benzylamine, phenylbenzylamine, choline, meglumine, and tromethamine, as well as
amino acids, such as lysine and arginine. An example of a common quaternary ammonium ion is
N(CHs)4 .

[601707  If the compound is cationic, or has a functional group which may be cationic {e.g., -
NH; may be -NH;"), then a salt may be formed with a suitable anion. Examples of suitable
morganic anions include, but are not limited to, those derived from the following inorganic acids:
hydrochloric, hydrobromic, hydroiodic, sulfuric, sulfurous, nitric, nitrous, phosphoric, and
phosphorous. Exampleg of suitable organic anions include, but are not limited to, those derived
from the following organic acids: acetic, propionic, succinic, glycolic, stearic, palmitic, lactic,
malic, pamoic, tartaric, citric, gluconic, ascorbic, maleic, hydroxymaleic, phenylacetic, glutamic,
aspartic, benzoic, cinnamic, pyruvic, salicyclic, sulfanilic, 2-acetyoxybenzoic, fumaric,
phenylsulfonic, toluenesulfonic, methanesulfonic, ethanesulfonic, ethane disulfonic, oxalic,
pantothenic, isethionic, valeric, lactobionic, and gluconic. Examples of suitable polymeric
anions include, but are not limited to, those derived from the following polymeric acids: tannic

acid, carboxymethyl cellulose.

[00171] It may be convenient or desirable to prepare, purify, and/or handle a corresponding
solvate of the active compound. The term “solvate” is used herein in the conventional sense to
refer to a complex of solute (e.g., active compound, salt of active compound) and solvent. If the
solvent is water, the solvate may be conveniently referred to as a hydrate, for example, a mono-

hydrate, a di-hydrate, a tri-hydrate, etc.

[00172] It may be convenient or desirable to prepare, purify, and/or handle the active
compound in a chemically protected form. The term “chemically protected form™, as used
herein, pertains to a compound in which one or more reactive functional groups are protected
from undesirable chemical reactions, that is, are in the form of a protected or protecting group
(also known as a masked or masking group or a blocked or blocking group). By protecting a
reactive functional group, reactions involving other unprotected reactive functional groups can be
performed, without affecting the protected group; the protecting group may be removed, usually
in a subsequent step, without substantially affecting the remainder of the molecule. See, for

example, Protective Groups in Organic Synthesis (T. Green and P. Wuts, Wiley, 1999).

[00173] For example, a hydroxy group may be protected as an ether (-OR) or an ester (-
OC(=0)R), for example, as: a t-butyl ether; a benzyl, benzhydryl (diphenylmethyl), or trityl
(triphenylmethyl) cther; a trimethylsilyl or t-butyldimethylsilyl ether; or an acetyl ester (-
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OC(=0)CHj3, -OAc). For example, an aldehyde or ketone group may be protected as an acetal or

ketal, respectively, in which the carbonyl group (>C=0) is converted to a diether (>C(OR)y), by
reaction with, for example, a primary alcohol. The aldehyde or ketone group is readily
regenerated by hydrolysis using a large excess of water in the presence of acid. For example, an
amine group may be protected, for example, as an amide or a urethane, for example, as: a methyl
amide (-NHCO-CHs); a benzyloxy amide (-NHCO-OCH;CeHs, -NHCbz); as a t-butoxy amide (-
NHCO-OC(CH;);, -NH-Boc);, a 2-biphenyl-2-propoxy amide (-NHCO-OC(CHs),CsH4CsHs, -
NH-Bpoc), as a 9-fluorenylmethoxy amide (-NH-Fmoc), as a 6-nitroveratryloxy amide (-NH-
Nvoc), as a 2-trimethylsilylethyloxy amide (-NH-Teoc), as a 2,2 2-trichloroethyloxy amide (-
NH-Troc), as an allyloxy amide (-NH-Alloc), as a 2(-phenylsulphonyl)ethyloxy amide (-NH-

Psec); or, in suitable cases, as an N-oxide.

[00174] For example, a carboxylic acid group may be protected as an ester for example, as: an
Cy7 alkyl ester (e.g., a methyl ester; a t-butyl ester); a C;y haloalkyl ester (e.g., a Cyy
trihaloalkylester); a triC, .7 alkylsilyl-Ci.; alkyl ester; or a Cs.gp aryl-C;.7 alkyl ester (e.g., a benzyl

ester; a nitrobenzyl ester); or as an amide, for example, as a methyl amide.

[00175] For example, a thiol group may be protected as a thioether (-SR), for example, as: a
benzyl! thioether; an acetamidomethyl ether (-S-CH;NHC(=0)CHs).

Synthesis of Coelenterazine Derivatives

[00176] Coeclenterazine derivatives according to the present invention may be synthesized

according those methods detailed in Examples 1-16.
Mutant Oplophorus Luciferases

[00177] In embodiments of the present invention, various techniques as described herein were
used to identify sites for amino acid substitution to produce an improved synthetic OgLuc
polypeptide.  Additional techniques were used to optimize codons of the polynucleotides
encoding the various polypeptides in order to enhance expression of the polypeptides. It was
found that making one or more amino acid substitutions, either alone or in various combinations,
produced synthetic OgLuc-type polypeptides having enhanced luminescence (e.g., enhanced
brightness, enhanced signal stability, enhanced enzyme stability, and/or change in relative
substrate specificity). Furthermore, including one or more codon-optimizing substitutions in the
polynucleotides which encode for the various synthetic Ogluc variant polypeptides produced

enhanced expression of the polypeptides in various eukaryotic and prokaryotic expression
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systems. One embodiment of the present invention is a polynucleotide that encodes a synthetic

OgLuc variant polypeptide which is soluble and active in the monomeric form when expressed in

prokaryotic and/or eukaryotic cells.

[00178] The Ogluc variants of the present invention may be coupled to any protein of interest
or molecule of interest. In some embodiments, the variants are fusion proteins, for example some
variants are coupled to a HaloTag® polypeptide attached at either the N-terminus or the C-
terminus. Unless otherwise noted, the variants that are HaloTag® fusions mclude ‘HT7’ as part
of the name, e.g., ‘TVY-HT7". In some embodiments, a signal sequence {e.g., the naturally-
occurring Oplophorus gracilirostris signal sequence) is attached to the N-terminus of the fusion
protein to facilitate the secretion of the fusion protein from the cell. Signal sequences, other than
the naturally-occuring signal sequence of Ogluc luciferase, are known in the art to facilitate
protein secretion in mammalian cells or other cell types. Signal sequences, in combination with
membrane anchoring sequences, may be used to position or display OgLuc variants on the outer
surface of the cellular membrane. Other methods, known in the art may also be used to position

OgLuc variants to the membrane or other locations within the cell.

[00179] In some embodiments, the invention provides a modified decapod luciferase which
has enhanced luminescence relative to a corresponding parental variant decapod luciferase. For
example, the parental, variant Ogluc is CI+A4E, IVY, IV, QC27, QC27-%9a, 9B8, 9B8
opt+K33N, 9B8 opt+K33N+170G, V2 or “L27V”. In another embodiment, the invention
provides a modified decapod luciferase which utilizes a novel coelenterazine. In one
embodiment, the modified decapod luciferase has a change in relative specificity for native,
known or novel coelenterazines. In one embodiment, the modified decapod luciferase has a

changc in relative specificity relative to a corresponding parental, variant decapod luciferase.

{00180} In some embodiments, the corresponding parental, variant decapod luciferase is a
decapod species, including various species from families within the decapod order including,
without limitation, luciferases of the Aristeidac family, including Plesiopenaeus coruscans; the
Pandalidea family, including Heterocarpus and Parapandalus richardi, the Solenoceridae
family, including Hymenopenaeus debilis and Mesopenaeus tropicalis; the Luciferidac family,
including Lucifer typus, the Sergestidae family, including Sergestes atlanticus, Sergestes
arcticus, Sergestes armatus, Sergestes pediformis, Sergestes cornutus, Sergestes edwardsi,
Sergestes henseni, Sergestes pectinatus, Sergestes sargassi, Sergestes similis, Sergestes vigilax,
Sergia challengeri, Sergia grandis, Sergia lucens, Sergia prehensilis, Sergia potens, Sergia
robusta, Sergia scintillans, and Sergia splendens; the Pasiphaeidac family, incloding Glyphus

marsupialis, Leptochela bermudensis, Parapasiphae sulcatifrons, and Pasiphea tarda; the
41



WO 2012/061529 PCT/US2011/059017
Oplophoridae family, including Acanthephyra acanthitelsonis, Acanthephyra acutifrons,

Acanthephyra brevirostris, Acanthephyra cucullata, Acanthephyra curtirostris, Acanthephyra
eximia, Acanthephyra gracilipes, Acanthephyra kingsleyi, Acanthephyra media, Acanthephyra
microphthalma, Acanthephyra pelagica, Acanthephyra prionota, Acanthephyra purpurea,
Acanthephyra sanguinea, Acanthephyra sibogae, Acanthephyra stylorostratis, Ephyrina bifida,
Ephyrina figueirai, Ephyrina koskynii, Ephyrina ombango, Hymenodora glacialis, Hymenodora
gracilis, Meningodora miccyla, Meningodora mollis, Meningodora vesca, Notostomus gibbosus,
Notostormus — auriculatus, Oplophorus gracilirostris, Oplophorus  grimaldii, Oplophorus
novaezealandiae, Oplophorus spinicauda, Oplophorus foliaceus, Oplophorus spinosus,
Oplophorus typus, Systellaspis braueri, Systellaspis cristata, Systellaspis debilis, and Systellaspis
pellucida; and the Thalassocaridae family, including Chlorotocoides spinicauda, Thalassocaris
crinita, and Thalassocaris lucida. In certain embodiments, the modified luciferase has increased
luminescence emission, e.g., at least 1.3-fold, at least 2-fold, or at least 4-fold, in a prokaryotic
cell and/or a eukaryotic cell relative fo the corresponding wild-type luciferase. In some
embodiments, one or more properties of the modified decapod luciferase is compared to
comparable properties of a luciferase from another species, e.g., a firefly Iuciferase or a Renilla

luciferase.

{00181] In some embodiments, the Ogluc variant has at least 60%, e.g., at least 65%, 70%,
75%, 80%, 85%, 90%, 95%, 96%, 97%, 98%, or 99%, or 100%, amino acid sequence identity to
SEQ ID NOs: 3,5,7,9, 11, 13, 15, 17, 19, 21, 27, 35, 37, 39, 41, 43, 45, 47, 49, 51, 53, 56, 58,
60, 62, 64, 69, 71, 73, 75, 77, 79, 81, 83, 83, 87, 89, 91, 93, or 95. In some embodiments, the
OgLuc variant, or a functional fragment thereof, has no more than 5 differences, or more
preferably, no more than 4, 3, 2, or 1 difference, or most preferably no differences, wherein the
differences occur in positions cotresponding to pattern position 1, 2, 3, 5, 8, 10, 12, 14, 15, 17, or
18 of Formula (VII) according to Table 4. Differences may also include gaps or insertions

between the pattern positions of Table 4.

[00182] In some embodiments, the Ogluc variant of the invention has one or more
heterologous amino acid sequences at the N-terminus, C-terminus, or both (a fusion polypeptide
such as one with an epitope or fusion tag), which optionally directly or indirectly interact with a
molecule of interest. In some cmbodiménts, the presence of the heterologous sequence(s) does
not substantially alter the luminescence of the Ogluc variant either before or after the interaction
with the molecule of interest. In some embodiments, the heterologous amino acid sequence is an
epitope tag. In some embodiments, the heterologous amino acid sequence is one which, during

or after interaction with a molecule of interest, undergoes a conformational change, which in turn
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alters the activity of the OgLuc variant e.g., an OgLuc variant with such an amino acid sequence

is useful to detect allosteric interactions. The OgLuc variant or a fusion with the OgLuc variant

or a fragment thereof may be employed as a reporter.

[00183] In some embodiments, a fragment of an OglLuc variant of the invention is fused to a
heterologous amino acid sequence, the fusion thereby forming a beta-barrel, which fusion protein
is capable of generating luminescence from a naturally-occurring coelenterazine or an analog
thereof including the various known coelenterazines discussed herein, or a novel coelenterazine

of the present invention.

[00184] Also provided is a polynucleotide encoding an OgLuc variant of the invention or a
fusion thereof, an isolated host cell having the polynucleotide or the OgLuc variant or a fusion
thereof, and methods of using the polynucleotide, Ogluc variant or a fusion thereof or host cell

of the invention.

[00185] The term "identity," in the context of two or more nucleic acids or polypeptide
sequences, refers to two or more sequences or subsequences that are the same or have a specified
percentage of amino acid residues or nucleotides that are the same when compared and aligned
for maximum correspondence over a comparison window or designated region as measured using
any number of sequence comparison algorithms or by manual alignment and visual inspection.
Methods of alignment of sequence for comparison are well-known in the art. Optimal alignment
of sequences for comparison can be conducted by the algorithm of Smith er al., {(J. Mol. Biol.
147:195-197 (1981)), by the homology alignment algorithm of Needleman and Wunsch, (/. Mol.
Biol., 48:443-453 (1970)), by the search for similarity method of Pearson and Lipman, (Proc.
Natl. Acad. Sci. USA, 85:2444.2448 (1988)), by computerized implementations of algorithms
e.g., FASTA, SSEARCH, GGSEARCH (available at the Untversity of Virginia FASTA server
by William R. Pearson http://fasta.bioch.virginia.edu/fasta www2/fasta_intro.shtml), the Clustal
series of programs (Chenna et al., Nucl. Acids Res. 31{13):3497-3500 (2003); available examples
at http://www.ebi.ac.uk or http://www.ch.cmbnet.org), or other sequence analysis software. It is
known in the art that generating alignments with maximum correspondence between polypeptide
sequences with significant sequence alterations (e.g.., altered domain order, missing/added
domains, repeated domains, shuffled domains, circular permutation) may involve the use of
specialized methods, such as the ABA method (Raphael ¢z al., Genome Res. 14(11):2336-2346
(2004)), other suitable methods, or performing the alignment with two concatenated identical

copies of the polypeptide sequences.
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[00186] The term "nucleic acid molecule," "polynucleotide” or "nucleic acid sequence” as

used herein, refers to nucleic acid, including DNA or RNA, that comprises coding sequences
necessary for the production of a polypeptide or protein precursor. The encoded polypeptide
may be a full-length polypeptide, a fragment thereof (less than full-length), or a fusion of either
the full-length polypeptide or fragment thereof with another polypeptide, yielding a fusion
polypeptide.

[60187] A polynucleotide encoding a protein or polypeptide means a nucleic acid sequence
comprising the coding region of a gene, or in other words, the nucleic acid sequence encoding a
gene product. The coding region may be present in a cDNA, genomic DNA or RNA form.
When present in a DNA form, the oligonucleotide may be single stranded (e.g., the sense strand)
or double stranded. Suitable control elements such as enhancers/promoters, splice junctions,
polyadenylation signals, etc. may be placed in close proximity to the coding region of the gene if
needed to permit proper initiation of transcription and/or correct processing of the primary RNA
transcript.  Other control or regulatory elements include, but are not limited to, transcription
factor binding sites, splicing signals, polyadenylation signals, termination signals and enhancer

clements,

[00188] By "peptide," "protein" and "polypeptide” is meant amino acid chains of varying
lengths, regardless of post-translational modification (e.g., glycosylation or phosphorylation).
The nucleic acid molecules of the invention encode a variant of a man made (i.e., synthetic)
variant protein or polypeptide fragment thereof, which has an amino acid sequence that is at least
60%, e.g., at least 65%, 70%, 75%, 80%, 85%, 90%, 95%, 96%, 97%, 98%, 99%, or 100%,
amino acid sequence identity to the amino acid sequence of the parental protein from which it is
derived, where the parental protein can be a naturally-occurring (native or wild-type) sequence or
a variant sequence which is subsequently modified further. The term "fusion polypeptide” or
"fusion protein” refers to a chimeric protein containing a reference protein (e.g., OgLuc variant)
joined at the N- and/or C-terminus to one or more heterologous sequences (e.g., a non-OgLuc
polypeptide). The heterologous sequence can include, but is not limited to, reporter proteins such
as the HALOTAG® fusion protein (Promega Corp.), FlAsH {{luorescein arsenical helix binder),
and ReAsH (rod arsenical helix binder} {o.g., LUMIO™ tag recognition sequence (Invitrogen)),
chloramphenicol acetyltransferase (CAT), B-galactosidasc (P-Gal), lactamase (P-gal), neomycin
resistance (Neo), GUS, galactopyranoside, green fluorescent protein (GFP), luciferase (e.g., a
Renilla  reniformis luciferase, a firefly luciferase (e.g., Photinus pyralis or Photuris
pennsylvanica), or a click beetle luciferase (e.g., Pyrophorus plagiophthalamus or Pyrearinus

termitilluminans) or a glowworm luciferase (e.g., Phrixothrix hirtus), xylosidase, thymidine
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kinase, arabinosidase and SNAP-tag, CLIP-tag, ACP-tag and MCP-tag (New England Biolabs).

In one embodiment, a chimeric protein contains an Ogluc variant joined at the N-terminus to a
HALOTAG® fusion protein (Promega Corp.). In another embodiment, a chimeric protein

contains an Ogluc variant joined at the C-terminus to a HALOTAG® fusion protein.

[060189] Nucleic acids are known to contain different types of "mutations", which refers to an
alteration in the sequence of a nucleotide at a particular base position relative to the wild-type
sequence. Mutations may also refer to insertion or deletion of one or more bases so that the
nucleic acid sequence differs from a reference, e.g., a wild-type sequence, or replacement with a
stop codon. A "substitution" refers to a change in an amino acid at a particular position in a

sequence, e.g., a change from A to E at position 4.

[00190] The term "vector" refers to nucleic acid molecules into which fragments of DNA may
be inserted or cloned and can be used to transfer DNA segment(s) into a cell and capable of
replication in a cell. Vectors may be derived from plasmids, bacteriophages, viruses, cosmids,

and the like,

[00191] The term "wild-type" or “native” as used herein, refers to a gene or gene product that
has the characteristics of that gene or gene product isolated from a naturally occurring source. A
wild-type gene is that which is most frequently observed in a population and is thus arbitrarily
designated the "wild-type" form of the gene. In contrast, the term "mutant” refers to a gene or
gene product that displays modifications in sequence and/or functional properties (i.e., altered
characteristics) when compared to the wild-type gene or gene product. It is noted that naturally
occurring mutants can be isolated; these are identified by the fact that they have altered

characteristics when compared to the wild-type gene or gene product.
Exemplary Polynucleotides and Proieins

[00192] The invention includes an Ogluc variant or protein fragments thereof, e.g., those with
deletions, for instance a deletion of 1 to about 5 residues, and chimeras (fusions) thereof (see
U.S. Patent Publication No. 2009/0253131 and WIPQO Publication No. WO 2007/120522, the
disclosures of which are incorporated by reference herein) having at least one amino acid
substitution relative to a wild-type OglLuc, which substitution results in the OgLuc variant having
enhanced stability, enhanced luminescence, e.g., increased luminescence emission, greater
stability of the luminescence kinetics, and/or altered luminescence color. The sequences of an
OgLuc variant are substantially the same as the amino acid sequence of a corresponding wild-

type Ogluc. A polypeptide or peptide having substantially the same sequence means that an
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amino acid sequence is largely, but is not entirely, the same and retains the functional activity of

the sequence to which it is related. In general, two amino acid sequences are substantially the
same if they are at least 60%, e.g., at least 65%, 70%, 75%, 80%, 85%, 90%, 95%, 96%, 97%,
98%, or 99%, but less than 100%, amino acid sequence identity. In some embodiments, the
OgLuc variant is encoded by a recombinant polynucleotide. In some embodiments, the Ogluc
variant, or a functional fragment thereof, has no more than 5 differences, or more preferably no
more than 4, 3, 2, or 1 difference, or most preferably no differences, wherein the differences
occur in positions corresponding to pattern position 1, 2, 3, 5, 8, 10, 12, 14, 15, 17, or 18 of
Formula (VII) according to Table 4. Differences may also include gaps, insertions, or

permutations between the pattern positions of Table 4.

[00193] The Ogluc variant proteins or fusion proteins of the invention may be prepared by
recombinant methods or by solid phase chemical peptide synthesis methods. Such methods are

known in the art.
Methods of Use and Kits

[00194] The compounds and proteins of the invention may be used in any way that luciferases
and luciferase substrates, ¢.g., coelenterazines, have been used. For example, they may be used
in a bioluminogenic method which employs an analog of coclenterazine to detect one or more
molecules in a sample, e.g., an enzyme, a cofactor for an enzymatic reaction, an enzyme
substrate, an enzyme inhibitor, an enzyme activator, or OH radicals, or one or more conditions,
e.g., redox conditions. The sample may include an animal (e.g., a vertebrate), a plant, a fungus,
physiological fluid (e.g., blood, plasma, urine, mucous secretions and the like), a cell, a cell
lysate, a cell supernatant, or a purified fraction of a cell (e.g., a subcellular fraction). The
presence, amount, spectral distribution, emission kinetics, or specific activity of such a molecule
may be detected or quantified. The molecule may be detected or quantified in solution, including
multiphasic solutions (e.g., emulsions or suspensions), or on solid supports (e.g., particles,
capillarics, or assay vessels). In some cmbodiments the OgLuc wvariant can be used in
luminescence-based assays to detect an enzyme of interest, e.g., CYP450 enzyme, MAO A or B
enzyme, a caspase, etc. The novel coelenterazines could be used with photoproteins such as
aequorin, obelin, or iPhotina. In some embodiment, the Ogluc variant can be used as an energy

donor to another molecule (e.g., to a fluorophore, a chromophore, or a nanoparticle).

[00195] The invention also provides a polynucleotide encoding a transcriptional reporter. In
some embodiments, the Ogluc variant or fragment thereof could be operably linked to

transcription regulatory sequences, e.g., one or more enhancer, a promoter, a transcription
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termination sequence or a combination thereof, to form an expression cassette. For example, the

OgLuc variant could be operably linked to a minimal promoter and a cAMP-response element
(CRE).

[00196] The proteins of the invention may be used as biosensors, e.g., an OglLuc variant,
which, in the presence of another molecule (e.g, one or more molecules of interest), or under
certain conditions, has one or more altered activities. Upon interacting with a molecule of
interest or being subject to certain conditions, the biosensor undergoes a conformational change
or is chemically altered which causes an alteration of the enzyme activity or luminescence, ¢.g.,
specific activity, spectral distribution, or emission kinetics. For example, the Ogluc variant of
the present invention, for example a circularly permuted variant, can comprise an interaction
domain for a molecule of interest. Alternatively, for example, the OgLuc variant may be coupled
to an energy acceptor, for example a fluorescent protein, and comprise an interaction domain that
alters the efficiency of energy transfer from the enzyme to the energy acceptor. For example, the
biosensor could be generated to detect proteases, kinases, a ligand, a binding protein such as an
antibody, cyclic nucleotides such as cAMP or ¢cGMP, or a metal such as calcium, by insertion of
a suitable sensor region into the Ogluc variant sequence. One or more sensor region can be
inserted at the C-terminus, the N-terminus, and/or at one or more suitable location in the
polypeptide sequence, where the sensor region comprises one or more amino acids. In the case
of a circularly-permuted OgLuc variant, the sensor region may be inserted between the N- and C-
termini of the parent OgLuc variant. In addition, one or all of the inserted sensor regions may
include linker amino acids to couple the sensor to the remainder of the Ogluc variant
polypeptide. Examples of luciferase biosensors are disclosed m U.S. Pat. Appl. Publ. Nos.
2005/0153310 and 2009/0305280 and PCT Publ. No. WO 2007/120522 A2, cach of which is

incorporated by reference herein.

[801971  In various embodiments, the OglLuc variants disclosed herein may be used to transfer
energy to an energy acceptor, for example in Bioluminescence Resonance Energy Transfer
(BRET) analysis. For example, the Ogluc variants used in BRET analysis can be used to
determine if two molecules are capable of binding each other or co-localize in a cell. For
example, an Ogluc variant can be used as a bioluminescence donor molecule which 1s combined
with a molecule or protcin of interest to create a first fusion protein. In various embodiments, the
first fusion protein contains an Ogluc variant and a protein of interest. In various embodiments,
the first fusion proteins containing the Ogluc variant can be used in BRET analysis to detect
protein/protein interaction in systems including but not limited to cell lysates, intact cells, and

living animals. In various embodiments, HALOTAG® can be used as a fluorescent acceptor
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molecule. In some embodiments, HALOTAG® can be fused to a second protein of interest or to

an OgLuc variant. For example, an OgLuc variant can be fused to HALOTAG®, expressed in
cells or animals, and labeled with a fluorescent HALOTAG® ligand such as HALOTAG® TMR
ligand. The fusion can subsequently be excited to fluoresce in the presence of a cell-permeant
OgLuc substrate. In some embodiments, BRET may be performed using Ogluc variants in
combination with fluorescent proteins, mcluding but not himited to Green Fluorescent Protein
(GFP) or Red Fluorescent Protein (RFP) or fluorescent labels including fluorescein, rhodamine

green, Oregon green, or Alexa 488, to name a few non-limiting examples.

[00198] In various embodiments, the Ogluc variants and/or the novel coelenterazines of the
present invention may be used in protein complementation assays (PCA) to detect the interaction
of two biomolecules, e.g., polypeptides. For example, an OgLuc variant of the present invention
can be separated into two fragments at a site(s) tolerant to separation and each fragment of the
separated OgLuc variant can be fused to one of a pair of polypeptides of interest believed to
interact, e.g., FKBP and FRB. If the two polypeptides of interest do in fact interact, the OgLuc
fragments then come into close proximity with each other to reconstitute the functional, active
OglLuc variant. In some embodiments, the activity of the reconstituted Ogl.uc variant can then
be detected and measured using a native or known coelenterazine or a novel coelenterazine of the
present invention. In some embodiments, the split Ogluc variant can be used in a more general
complementation system similar to lac-Z (Langley et al, PNAS 72:1254-1257 (1975)) or
ribonuclease S (Levit and Berger, J. Biol. Chem. 251:1333 -1339 (1976)). In some
embodiments, an Ogluc variant fragment {(designated “A”) known to complement with another
Ogluc variant fragment (“B”) can be fused to a target protein, and the resulting fusion can be
monitored via luminescence in a cell or cell lysate containing fragment B. In some
embodiments, the source of fragment B could be the same cell (e.g., if the gene for fragment B is
integrated into the genome of the cell or is contained on another plasmid within the cell) or it
could be a lysate or purified protein derived from another cell. In some embodiments, this same
fusion protein (fragment A) could be captured or immobilized using a fusion between fragment B
and a polypeptide such as HALOTAG® capable of attachment to a solid support. In some
embodiments, luminescence can be used to demonstrate successful capture or to quantify the

amount of material captured.

[0019%] In various embodiments, the OglLuc variants and/or the novel coelenterazines of the
present invention may be used to quantify coelenterazine. In some embodiments, a
coelenterazine (e.g., a native or known coelenterazine, or a novel coelenterazine of the present

invention) can be used as a probe of a specific biochemical activity, e.g., apoptosis and drug
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metabolism. In some embodiments, the cocelenterazine concentration is coupled to a specific

enzyme activity by a “pro-coelenterazine” or “pro-substrate” that can be acted on by the specific
enzyme of inferest. In some embodiments, the pro-coclenterazine is a molecule that cannot
support tuminescence directly when combined with luciferase, but can be converted into
coclenterazine through catalytic processing by a specific enzyme of interest. In some
embodiments, the approach can be used for cnzymes such as those used in drug metabolism, c.g.,
cytochrome P450 enzymes, monoamine oxidase, and glutathione S-transferase; and apoptosis,
e.g., caspases. For example, coclenterazine (¢.g., a native or known coclenterazine, or a novel
coelenterazine of the present invention) can be modified to contain a cleavable group, such as 6’-
O-methyl. In some embodiments, when incubated with a specific cytochrome P450 enzyme, the
6’O-methyl is cleaved, and the pro-coelenterazing converted to coelenterazine which can be
detected with an Ogluc variant of the present invention. In some embodiments, the pro-
coelenterazine can be combined with other components necessary to support luminescence, e.g.,
luminescent protein such as an Ogluc variant of the present invention, to provide a single
reagent and a homogeneous assay. For example, when the reagent is added to a sample,
luminescence is generated as pro-coelenterazine is converted to coelenterazine. In various
embodiments, similar assays can be developed for other enzymes, small molecules, or other
cellular processes that can be linked to the generation of coelenterazines from pro-

coelenterazines,

[00200] In various embodiments, the Ogluc variants and/or the novel coelenterazines of the
present invention may be used as genetic transcriptional reporter systems. In some embodiments,
the Ogluc variants can be multiplexed with a {uciferase that emits light at a different wavelength,
e.g., red click beetle luciferase (CHROMA-LUC™; Promega Corp.). For example, if an Ogluc
variant of the present invention is used as a functional reporter, then the red CHROMA-LUC™
luciferase could be used to control for non-specific effects on genetic regulation or to normalize
for transfection efficiency. In some embodiments, luminescence generated from the OglLuc
variant (approximately 460 nm) and red CHROMA-LUC™ (approximately 610 nm) can be
casily resolved using a luminometer with wavelength-discriminating filters, enabling the
measurement of both signals from the same sample. In another example, an OgLuc variant of the
present invention could be used as a transcriptional reporter and paired with a luciferase that
emits light at a different wavelength contained in an assay reagent. For example, an OglLuc
variant of the present invention could be used as transcriptional reporter and paired with either
acquorin or a cAMP circularly-permuted firefly luciferase biosensor, or both simultaneously, to
detect multiple pathways in a single sample. In such a system, for example, acquorin could be
used for the detection and/or measurement of calcium, the biosensor for the detection and/or
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measurement of cAMP, and an OgLuc variant for monitoring of downstream gene expression. In

another example, an OgLuc variant may be used with one or more additional luciferases, where
the luminescence of each luciferase may be separately measured through the use of selective
enzyme inhibitors. For example, the luminescence of a first luciferase may be measured upon
addition of appropriate substrates and buffers, followed by measurement of a second luciferase
upon a subsequent addition of appropriate substrates and buffers and onc or morc inhibitors
selective for the first luciferase. In another example, the luciferase contained in an assay reagent
may be used for measuring a specific aspect of cellular physiology, for example ATP to estimate

cell viability, or caspase activity to estimate cellular apoptosis.

[00201] In various embodiments, the OgLuc variants of the present invention may be used as
reporters in difficult to transfect cell lines or perhaps even in non-dividing primary cells, e.g.,
stem cells or HepG2 cells. Due to their high signal intensity, the OgLuc variants of the present
invention will enable detectable luminescence when transfection efficiency is low. In some
embodiments, the OgLuc variants can be used as reporters in cells that are especially sensitive to
conditions associated with transfection, e.g., which are sensitive to elevated DNA concentrations
or the addition of transfection reagent. Thus, in various embodiments, due to the enhanced
luminescence of the Ogluc variants of the present invention, an adequate level of luminescence
can be achieved using lower DNA concentrations, less transfection reagent, and/or shorter post-
trangfection times prior to beginning an assay so that there is a reduced toxicity burden on
sensitive cells. In various embodiments, the enhanced luminescence of the Ogliuc variants will
also allow for a signal to be detected at much later time points. In still other embodiments, the

OgLuc variants could be used as reporters for single-copy native promoters.

[00202] In various embodiments, the Ogluc variants of the present invention may be used as
fusion tags for a target protein of interest as a way to monitor intracellular levels of the target
protein. In some embodiments, the Ogluc variants can be used to monitor specific proteins
involved in stress response pathways (e.g., DNA damage, oxidative stress, inflammation) in cells
as a way to probe the role various types of stimuli may play in these pathways. In some
embodiments, the OgLuc variants can also be used as a means to monitor cellular trafficking of a
target protein. For example, the Ogluc variants can also be fused to viral genomes (e.g., HIV,
HCV) so that titer levels, i.e., infectivity, can be monitored in cells following treatment with
potential antiviral agents. In some embodiments, the variants can also be fused to green
fluorescent protein (GFP) or HALOTAG® (in addition to a target protein) for fluorescence

activated cell sorting (FACS) to identify high expression clones.
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[00203] In various embodiments, identification of robust, stable cell lines expressing an

OgLuc variant of the present invention, either in the cytoplasm or as a secreted form, can be
facilitated by the enhanced signal of the Ogluc variant and the small size of the Ogluc gene.
The relatively small gene sequence should reduce the likelihood of genetic instability resulting

from the integration of the foreign DNA into a cell’s genome.

[00204] In various embodiments, the Ogluc variants of the present invention can be
integrated into a variety of different immunoassay concepts. For example, an OgLuc variant can
be fused to a primary or secondary antibody to provide a method of detection for a particular
analyte. As another example, an Ogluc variant can be fused to protein A or protein G, and the
fusion could then be used to detect a specific antibody bound to a particular analyte. As another
example, an Ogluc variant can be fused to streptavidin and used to detect a specific biotinylated
antibody bound to a particular analyte. As yet another example, complementary fragments of an
Ogluc variant can be fused to primary and secondary antibodies, where the primary antibody
recognizes a particular analyte, and the secondary antibody recognizes the primary antibody. In
some embodiments, the Ogluc variant activity would be reconstituted in the presence of analyte.
As still another example, an OglLuc variant can be conjugated to an analyte (e.g., prostaglandins)
and used in a competitive sandwich ELISA format. The OgLuc variant conjugated to an analyte
may also be used to detect antibodies capable of binding the analyte, where the binding activity
allows the OgLuc variant to be selectively linked to the antibody. An example using Renilla
luciferase for quantitatively measuring patient antibody titers to an antigenic target is the
Luciferase Immunoprecipitation System (Burbelo er al., Expert Review of Vaccines 9(6):567-
578 (2010))

[00205] In vanous cmbodiments, the Ogluc variants and novel substrates of the present
invention can be used for detecting luminescence in live cells. In some embodiments, an OgLuc
variant can be expressed in cells (as a reporter or otherwise), and the cells treated with a
coelenterazine, e.g., a novel coelenterazine such as PBI-3939, which will permeate cells in
culture, react with the Ogluc variant and generate Iuminescence. In addition to being cell
permeant, PBI-3939 shows comparable biocompatibility to native coelenterazine in terms of cell
viability. In some embodiments, a version of PBI-3939 containing chemical modifications
known to increase the stability of native coclenterazine in media can be synthesized and used for
more robust, live cell OgLuc variant-based reporter assays. In still other embodiments, a sample
(including cells, tissues, animals, etc.) containing an Ogluc variant and/or a novel coelenterazine

of the present invention may be assayed using various microscopy and imaging techniques. In
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still other embodiments, a secretable Ogluc variant is expressed in cells as part of a live-cell

reporter system.

[00206] In various embodiments, the Ogluc variants and/or novel coclenterazines disclosed
~ herein may be provided as part of a kit. The kit may include one or more OgLuc variants as
disclosed herein (in the form of a polypeptide, a polynucleotide, or both) and/or a coelenterazine,
along with suitable reagents and instructions to enable a user to perform assays such as those
disclosed herein. The coelenterazine may be any of the native, known, or novel coelenterazines

disclosed herein. The kit may also include one or more buffers, such as those disclosed herein.
Vectors and Host Cells Encoding the Modified Luciferase or Fusions Thereof

{00207] Once a desirable nucleic acid molecule encoding an Ogluc variant or a fragment
thereof, such as one with luminescence activity or which may be complemented by another
molecule to result in luminescence activity, or a fusion thereof with luminescence activity, is
prepared, an expression cassette encoding the Ogluc variant or a fragment thereof, e.g., one for
complementation, or a fusion thereof with luminescence activity, may be prepared. For example,
a nucleic acid molecule comprising a nucleic acid sequence encoding an Ogluc variant is
optionally operably linked to transcription regulatory sequences, ¢.g., one or more enhancers, a
promoter, a transcription termination sequence or a combination thereof, to form an expression
cagsette. The nucleic acid molecule or expression cassette may be introduced to a vector, e.g., a
plasmid or viral vector, which optionally includes a sclectable marker gene, and the vector
introduced to a cell of interest, for example, a prokaryotic cell such as E. coli, Streptomyces spp.,
Bacillus spp., Staphviococcus spp. and the like, as well as eukaryotic cells including a plant
(dicot or monocot), fungus (including yeast, e.g., Pichia, Saccharomyces or
Schizosaccharomyces), or a mammalian cell, lysates thereof, or to an in vitro
transcription/translation mixture. Mammalian cells include but are not limited to bovine, caprine,
ovine, canine, feline, non-human primate, ¢.g., simian, and human cells. Mammalian cell lines
include, but arc not limited to, CHO, COS, HEK293, HelLa, CV-1, SH-SY5Y, and NIH 3713

cells, although numerous other cell lines can also be used as well.

[00208] The expression of an encoded Ogluc variant may be controlled by any promoter
capable of expression in prokaryotic cclls or cukaryotic cells including synthetic promoters.
Prokaryotic promoters include, but are not limited to, SP6, T7, TS, tac, bla, trp, gal, lac or
maltose promoters, including any fragment that has promoter activity. Eukaryotic promoters
include, but are not limited to, constitutive promoters, e.g., viral promoters such as CMV, SV40

and RSV promoters, as well as regulatable promoters, e.g., an inducible or repressible promoter
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such as the tet promoter, the hsp70 promoter and a synthetic promoter regulated by CRE,

including any fragment that has promoter activity. The expression of an encoded OglLuc variant
may also be controlled by post-transcriptional processes, such as by regulation of RNA
processing or regulation of translation, for example by RNAi, miRNA, shRNA, siRNA, or by
RNA or protein degradation. The nucleic acid molecule, expression cassette and/or vector of the
invention may be introduced to a cell by any method including, but not limited to, calcium-

mediated transformation, electroporation, microinjection, lipofection, and the like.
Optimized Sequences, and Vectors and Host Cells Encoding the OgLuc Variants

[00209] Also provided is an isolated nucleic acid molecule (polynucleotide) comprising a
nucleic acid sequence encoding an OgLuc variant of the invention, a functional fragment thereof
or a fusion protein thereof, In some embodiments, the isolated nucleic acid molecule comprises a
nucleic acid sequence which is optimized for expression in at least one selected host. Optimized
sequences include sequences which are codon optimized, i.e., codons which are employed more
frequently in one organism relative to another organism, e.g., a distantly related organism, as
well as modifications to add or modify Kozak sequences and/or introns, and/or to remove
undesirable sequences, for instance, potential transcription factor binding sites. Such optimized
sequences can provide enhanced expression, e.g., increased levels of protein expression, when
introduced into a host cell. Examples of optimized sequences are disclosed in U.S. Pat. No.
7,728,118 and U.S. Pat. Appl. Publ. Nos. 2008/0070299, 2008/0090291, and 2006/0068395, each

of which is incorporated by reference herein.

[08210] In some embodiments, the polynucleotide includes a nucleic acid sequence encoding
an OgLuc variant of the invention, which nucleic acid sequence is optimized for expression in a
mammalian host cell. In some embodiments, an optimized polynucleotide no longer hybridizes
to the corresponding non-optimized sequence, e.g., does not hybridize to the non-optimized
sequence under medium or high stringency conditions. The term "stringency” is used in
reference to the conditions of temperature, ionic strength, and the presence of other compounds,
under which nucleic acid hybridizations are conducted. With "high stringency" conditions,
nucleic acid base pairing will occur only between nucleic acid fragments that have a high
frequency of complementary base sequences. Thus, conditions of "medium" or "low" stringency
are often used when it is desired that nucleic acids that are not completely complementary to one
another be hybridized or annealed together. The art knows well that numerous equivalent

conditions can be employed to comprise medium or low stringency conditions.
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[60211] In some embodiments, the polynucleotide has less than 90%, e.g., less than 80%,

nucleic acid sequence identity to the corresponding non-optimized sequence and optionally
encodes a polypeptide having at least 60%, e.g., at least 65%, 70%, 75%, 80%, 85%, 90%, 95%,
96%, 97%., 98%, 99%, or 100%, amino acid sequence identity with the polypeptide encoded by
the non-optimized sequence. Constructs, e.g., expression cassettes, and vectors comprising the
isolated nucleic acid molecule, e.g., with optimized nuclcic acid sequence, as well as kits

comprising the isolated nucleic acid molecule, construct or vector are also provided.

[00212] A nucleic acid molecule comprising a nucleic acid sequence encoding an Ogluc
variant of the invention, a fragment thereof or a fusion thereof is optionally optimized for
expression in a particular host cell and also optionally operably linked to transcription regulatory
sequences, ¢.g., one or more enhancers, a promoter, a transcription termination sequence or a

combination thereof, to form an expression cassette.

[00213] In some embodiments, a nucleic acid sequence encoding an Ogluc variant of the
invention, a fragment thereof or a fusion thereof is optimized by replacing codons, e.g., at least
25% of the codons in a parental Ogluc sequence with codons which are preferentially employed
in a particular (selected) cell. Preferred codons have a relatively high codon usage frequency in a
selected cell, and preferably their introduction results in the introduction of relatively few
transcription factor binding sites for transcription factors present in the selected host cell, and
relatively few other undesirable structural attributes. Examples of undesirable structural
attributes include, but not limited to, restriction enzyme sites, eukaryotic sequence elements,
vertebrate promoter modules and transcription factor binding sites, response elements, E. coli
sequence elements, mRNA secondary structure. Thus, the optimized nucleic acid product may
have an improved level of expression duc to improved codon usage frequency, and a reduced risk
of inappropriate transcriptional behavior due to a reduced number of undesirable transcription

regulatory sequences.

[60214] An isolated and optimized nucleic acid molccule may have a codon composition that
differs from that of the corresponding wild-type nucleic acid sequence at more than 30%, 35%,
40% or more than 45%, e.g., 50%, 55%, 60% or more of the codons. Exemplary codons for use
in the invention are those which are employed more frequently than at least one other codon for
the same amino acid in a particular organism and, in some embodiments, are also not low-usage
codons in that organism and are not low-usage codons in the organism used to clone or screen for
the expression of the nucleic acid molecule. Moreover, codons for certain amino acids (i.e.,
those amino acids that have three or more codons), may include two or more codons that arc

employed more frequently than the other (non-preferred) codon(s). The presence of codons in
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the nucleic acid molecule that are employed more frequently in one organism than in another
organism results in a nucleic acid molecule which, when introduced into the cells of the organism
that employs those codons more frequently, is expressed in those cells at a level that is greater

than the expression of the wild-type or parent nucleic acid sequence in those cells.

[00215] In some embodiments of the invention, the codons that are different are those
employed more frequently in a mammal, while in still other embodiments, the codons that are
different are those employed more frequently in a plant. Preferred codons for different
organisms are known to the art, e.g., see http://www kazusa.or jp./codon/. A particular type of
mammal, e.g., a human, may have a different set of preferred codons than another type of
mammal. Likewise, a particular type of plant may have a different set of preferred codons than
another type of plant. In one embodiment of the invention, the majority of the codons that differ
are ones that are preferred codons in a desired host cell. Preferred codons for organisms
including mammals (e.g., humans) and plants are known to the art (e.g., Wada ef al., Nucl. Acids
Res., 18:2367 (1990); Murray ef al., Nucl. Acids Res., 17:477 (1989)).

EXAMPLES

Reference Example 1 ~ Synthesis of o-Aminonitrile (Compound 1):

H,N.___CHN.
CHO TS HC
R, R,

1

[00216] A flask was charged with sodium bisulfite (71.4 mmol) and 17 mL of water. To this,
a solution of aldehyde (69.3 mmol) in 14 mL of tetrahydrofuran (THF) was added dropwise at a
rate that kept the internal temperature below 60°C. The resulting suspension was stirred at
ambient temperature for 40 min, and ammonium hydroxide solution (4.85 mL) added over 2 min.
The resulting solution was magnetically stirred while being heated in an oil bath at 60°C for 1 hr
and then left at ambient temperature overnight. The solution was cooled in an ice/saltwater bath
until the internal temperature measured below 5°C. To this, a solution of sodium cyanide (71.4
mmol) in 14 mL of water was added dropwise over 30 min. The resulting mixture was stirred at
approximately 10°C for 20 min, 30°C for 2 hrs, and at ambient temperature for 18 hrs. The
reaction mixture was extracted into three 200 mL portions of diethyl ether, and the combined
extracts dried over anhydrous sodium sulfate. The mixture was filtered, and the solution cooled
in an ice bath for 20 min. To the stirred solution, hydrogen chloride gas was added until

precipitation ceased, and the suspension stirred for 1 hr. The solid was isolated by filtration and
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rinsed with three 50 mL portions of diethyl ether. The material was dried under vacuum, and 6.4

g (47.5 mmol) of a white solid was obtained (69%). Procedure was adapted from: Freifelder and
Hasbrouck, "Synthesis of Primary 1,2-Diamines by Hydrogenation of alpha-Aminonitriles,”
Journal of the American Chemical Society, 82(3):696-698 (1960).

Reference Example 2 — Synthesis of 2-oxo0-2-phenylacetaldehyde oxime (Compound 2):

O 0

[00217] A flask was charged with potassium tert-butoxide (58 mmol) and 63 mL of tert-butyl
alcohol. The mixture was stirred until a solution was formed, and a solution of the appropriate
benzophenone (50 mmol) in 35 mL of tert-butyl alcohol added dropwise over 15 min. The
reaction mixture was stirred for 1 hr, and the neat isoamyl nitrite (75 mmol) added over five min.
The reaction mixture was monitored for completion and then diluted with 100 mL of heptanes.
The resulting solid (38 mmol) was collected via suction filtration and dried to a constant weight

under vacuum. Procedure was adapted from: Hagedorn et al., Chem. Ber., 98:193 (1965).

Reference Example 3 — Synthesis of Pyrazine derivatives (Compound 3)

O
fe) ,{1 NH2 HzN /N
HzN CHN o+ /Nm ‘ = "\ I
Y ® HCH OK s P —= RN
R1 R N R1
2
Ry R

1 2 3

[00218] A 3-neck flask was fitted with a thermometer, septum, and argon line. To this,
aminonitrile (47.5 mmél), dry pyridine (190 mL), and oxime (61.75 mmol) was added. The
mixture was well stirred for 15 min, and tetra~chloro(bis-pyridyl)titanium complex (94.9 mmol)
added in five portions over 35 min making sure the internal temperature remained below 40°C.
After the addition was complete, the reaction mixture was stirred overnight at ambient
temperature. The reaction mixture was slowly added to a solution of sodium bicarbonate (21.75
g in 174 mL water) in small portions. The resulting mixture was well stirred for 15 min and 80 g
of celite was added. The suspension was stirred for 30 min and filtered through a Buchner
funnel. The filtrate was removed to a separatory funnel, and the filter cake was suspended in 400
ml, of methanol. The mixture was stirred for 30 min and filtered agamn. This process was

repeated a total of four times. The methanolic filtrates were combined and concentrated, and the
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residue dissolved in 200 mL of ethyl acetate (EtOAc). The solution was added to the separatory

funnel containing the original filtrate, and the mixture further extracted with three 100 mL
portions of EtOAc. The combined extracts were washed with two 100 mL portions of saturated
sodium carbonate and two 100 mL portions of brine solution. The organic solvent was
evaporated, and the crude pyazine-oxide obtained as a brown oil. The material was dissolved in
3 mL of methanol, and 89 mL of dichloromethane (DCM) was added. To this solution, zinc dust
(80.7 mmol) was added, and the mixture cooled in an ice bath until an internal temperature of
15°C was reached. The mixture was treated with glacial acetic acid (3 mL) and warmed to an
internal temperature of 30°C in an oil bath for 40 min. The reaction mixture was cooled to room
temperature and filtered through a pad of celite. The filter cake was rinsed with DCM, and the
combined filtrates washed with an aqueous solution of saturated sodium bicarbonate. The crude
product was purified by chromatography over silica gel using a heptane/EtOAc gradient. This
gave 2.9 g (29%) of the pyrazine as a brown solid. Procedure was adapted from: Kishi er al.,
"The structure confirmation of the light-emitting moiety of bioluminescent jellyfish."
Tetrahedron Lett., 13(2732747 (1972).

Reference Example 4 — Synthesis of Coelenterazines

[00219] Method A: (the following compounds can be synthesized by Method A: compounds
PBI1-3840, PBI-3886, PBI-3857, PBI-3887, PBI-3913, PBI-3894, PB1-3896, PBI-3897, PBI-3841
and PBI-3842)

HOQCﬁ‘//\R3

| NINHZ o) N_-NH

+ e
/d: N” R4 Hozc)J\/Ra QE N’IR1
R 3 Ry 5

4

N/N —_—e [
L
R7

6

N, N
X
Ry
.
[60220] A flask was charged with pyrazine (8.25 mmol), pyruvic acid (14.0 mmol), camphor
sulfonic acid (0.8 mmol), and anhydrous 2-methyl THF (150 mL). The flask was equipped with
a condenser and soxhlet extractor charged with 4-angstrom molecular sieves, and the reaction

mixture heated 1n an oil bath at 110°C for 18 hrs. The sieves were replaced with fresh ones, and
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reflux continued for 24 hrs. The reaction mixture was filtered and concentrated, and the residue

dissolved in EtOAc (200 mL). This solution was washed with three 25 mL portions of saturated
sodium bicarbonate solution, 100 mL of 0.1 M sodium acetate buffer, pH 3, and 100 mL of brine
solution. The solution was dried over magnesium sulfate, filtered, and concentrated to give 2.3 g
(6.2 mmol, 75%) of the crude enamine/acid. This material was dissolved in anhydrous THF (30
mL), and the solution cooled in an ice/water bath for 10 min. To this, the carbodiimide (9.0
mmol) and necat diisopropylethyl amine (14.9 mmol) was added. The cold bath was removed
after 10 min, and the reaction mixture stirred at ambient temperature for 3 hrs. To the reaction
mixture, 50 mL of 0.1 M sodium acetate buffer, pH 5 was added, and the mixture well stirred for
10 min. The biphasic mixture was extracted with three 100 mL portions of EtOAc, and the
combined extracts washed with brine solution. The organic solution was concentrated, and the
residue purified by chromatography over silica gel using a DCM/methanol gradient. This gave
336 mg (0.94 mmol, 16%) of the dehydrocoelenterazine as a red solid. This material was
suspended in 10 mL of methanol, and the mixture cooled in an ice bath. To this, sodium
borohydride (100 mg, 2.6 mmol) was added in three portions over 1 hr. The reaction mixture
was stirred for an additional 30 min, and neat glacial acetic acid added drop wise until a pH of 5
was reached. The solution was concentrated, and the residue triturated with 15 mL of water. The
solid was isolated via suction filtration and dried under vacuum for several hours to give 318 mg
(94%) of the crude coelenterazine as a yellow solid. Procedure was adapted from: Kakoi and
Inoue, Chem. Lett. 11(3):299-300 (1980).

[60221] Method B: (the following compounds can be synthesized by method B: compounds
PBI-3882, PBI-3932, PBI-3881)

0 Ra
Ny -NHa 0 HN
e I — N
N R, OHC” "Ry | I
N7 R,
Ry H
3 8 Ry 9

[60222] A flask was charged with the glyoxal (2.2 mmol), aminopyrazine (1.1 mmol), ethanol
(20 mL), 12N HCI1 (0.6 mL), and water (1 mL). The reaction mixture was heated at reflux for 24
hrs and concentrated. The residue was purified by column chromatography over silica gel using
a DCM/methanol gradient. This gave 100 mg (0.25 mmol, 23%) of the coelenterazine product as
a dark solid. Procedure was adapted from: Inoue ef al. "Squid bioluminescence. II. Isolation
from Watasenia scintillans and synthesis of 2-(p-hydroxybenzy!)-6-(p-hydroxyphenyl)-3,7-
dihydroimidazof1,2-aJpyrazin-3-one." Chem. Lett., 4(2):141-4 (1975).
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Method C: Synthesis of novel coelenterazines (the following compounds can be synthesized by

method C: PBI-3939, PBI-3945, PBI-3889, PBI-4002)

[00223] The compound 4~(5-amino-6-benzylpyrazin-2-yl)phenol can be prepared according to
previously described methods (Kishi et al., Tetrahedron Lett., 13:2747 (1972); Mosrin et al.,
Organic Letters, 11:3406 (2009), Kakoi, Chem. Pharm. Bull., 50:301 (2002)).

[00224] Synthesis of 2-amino-3-benzyl-5-phenylpyrazine. A round bottomed flask was
charged with S g (33.5 mmol) of 2-isonitrosoacetophenone, 6.7 g (36.8 mmol) of 2-amino-3-
phenylpropanenitrile hydrochloride and 100 mL of dry pyridine. The mixture was cooled to
-20°C and 4.6 mL (40.0 mmol) of TiCl, was added dropwisc. The reaction was kept at -20°C for
30 min and heated to 80°C for 2.5 hrs. The solvent was evaporated, and the residue taken up in
I L of DCM. This solution was washed with saturated NaHCO; and brine. All volatiles were
evaporated, and the residue redissolved in ethanol (400 mL). Rancy Ni (2.0 g, aqueous
suspension) was added, and the reaction allowed to stir for 5 days under 1 atm of hydrogen. The
mixture was passed through celite, and volatiles removed. The residue was chromatographed on

silica gel (heptanes/DCM) to give 2.5 g (29%) of 2-amino-3-benzyl-5-phenylpyrazine.

[00225)  Synthesis of 2-amino-3-phenylpropanenitrile hydrochloride. A round bottomed flask
was charged with 65 g (0.624 mol) of sodium hydrogensulfite and 150 mL of water. A solution
of 75 g (0.624 mol) of phenylacetaldehyde in 150 mL of THF was added dropwise. After stirring
for 20 min, 37 mL of 14 M ammonium hydroxide was added in onc portion, and the mixture
heated to 60°C for 60 min. After cooling to 0°C, the mix was diluted with 150 mL of water, and
a solution of sodium cyanide (27.5 g, 0.560 mol) in 100 ml of water added dropwise keeping
internal temperature below 10°C. Upon addition, the mixture was heated to 30°C for 2 hrs and
extracted with ether. After drying with sodium sulfate, all volatiles were evaporated, and the
residue dissolved in 3.5 L of ether and treated with 400 mL of 3.3 M ecthanolic HCL. The

resulting precipitate was filtered and dried in vacuum to give 55 g (60%) of product.

[00226]  Synthesis of 3-(furan-2-yl)-2-oxopropanoic acid. To a 100 mL flask, 3-(furan-2-y1)-2-
oxopropanoate (940 mg) along with 23 mL cold 6N NaOH was added. The insoluble mixture
was stirred in a 90°C bath for 5 min until dissolved. Cold 1N HC! was added until solution was
acidic (approx 120 mL). Solution was extracted 2 x 50 mL EtOAc. Combined organic layers
were washed with 40 mL brine and dried with Na,SO4. Solution was evaporated to yield 540 mg
brown solid. Solid was further purified by reversed-phase high-performance liquid
chromatography (HPLC) ramping from 97% aqueous trifluoroacetic acid (TFA) to acetonitrile
(ACN).
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[00227]  Synthesis of ethyl 3-(furan-2-yl)-2-oxopropanoate. To a 500 mL flask containing the

mixture of isomers (E/Z)-¢thyl 2-formamido-3-(furan-2-yl)acrylate (5.0 g), a chilled solution of
220 mL 1.4M (5%) HCI in 50/50 ethanol/water was added. After 5 hrs, the reaction was
partitioned between 200 mL of EtOAc and 30 mL brine. The aqueous layer was extracted 2 x 50
mL EtOAc. Combined organic layers were washed with 1 x 50 mL water, and 1 x 50 mL brine
and dried over Na;SO4. Organic layers were co-evaporated with 26 g celite and cluted over 80 g
silica gold ramping from heptane to EtOAc. The appropriate combined fractions were

evaporated to yield 2.1 g.

[00228]  Synthesis of (E/Z)-ethyl 2-formamido-3-(furan-2-ylDacrylate. To a 500 mL flask, 50
mL diethyl ether, Cu,O (320 mg), and furyl aldehyde (5.2 mL) was added. The flasked was
cooled in an ice bath, and ethyl 2-isocyanoacetate (5.3 mL) added. After 1.5 hrs, potassium tert-
butoxide (5 g) was added to the reaction. After 4 hrs, the heterogeneous reaction was filtered. 60
mL 30% citric acid and 20 mL EtOAc was added and stirred for 10 min. Aqueous layer was
extracted with 50 mL EtOAc. Combined organic layers were dried over anhydrous sodium
sulfate. EtOAc layers were co-evaporated with 24 g celite and eluted over 80 g silica gold

ramping from heptane to EtOAc. Yellow syrup was used without further purification.

[00229] Synthesis of 2-oxo-3-(thiophen-2-yl)propanoic acid. To a250 mL flask, (E/Z)-5-
(thiophen-2-ylmethylene)imidazolidine-2,4-dione (5.0 g) and 100 mL of cold 6N NaOH were
added. The mixture was heated to 100°C for 1 hr. Concentrated HCl was added to the cooled
solution until acidic (pH=1). The mixture was extracted 8 x 50 mL diethylether. The combined
ether layers were washed with 50 mL brine, dried over Na,SO4 and evaporated to yield 3.36 ¢

solid. Sample was further purified by recrystalization with a,a,a-trifluorotoluene to yield 1.63 g.

[00230] Synthesis of (E/Z)-5-(thiophen-2-yimethylene)imidazolidine-2,4-dione. To a 250 mL
flask, hydantoin (9.8 g) and thiophene-2-carbaldehyde (10 g) were added. To the mixture was
dripped piperidine (9.6 mL). The mixture was heated to 100°C for 1 hr and then poured into 300
mL of IN HCI. The solid was filtered, washed with water and dried in vacuo to yield 4.9 g solid.
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[00231] Steps I- To a microwave vial (10 mL), the appropriate phenylpyrazin-2-amine (100
mg), the appropriate pyruvic acid (2 Equivalents), DCM (1 mL), and 1,1,1-trifluoroethanol (1

mL}) were heated with stirring for 30 min at 80°C. Reaction was co-adsorbed on 2 grams of
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celite, and solvents removed in vacuo. The celite was loaded on 24 g of spherical silica gel and

eluted with a ramp of heptanes to ethylacetate. Appropriate fractions were combined and

gvaporated.

100232] Srep 2 — The material isolated in step 1 dissolved in THF (0.5 mL) was chilled in an
ice bath. Acetic anhydride (25 pL), dimethylaminopyridine (8.5 mg), and triethylamine (25 pl)
were added. After 2 hrs, the majority of THF was removed in vacuo. The product was
precipitated with an aqueous solution of 30% citric acid (2 mL). The solid was washed with
water (2 mL) and then dissolved in 3 mL DCM. The DCM was washed 1 x 2 mL water followed
by 1 x 2 mL brine. The DCM layer was co-adsorbed on 2 grams of celite, and solvent removed
in vacuo. The celite was loaded on 12 g of spherical silica gel and eluted with a ramp of

heptanes to DCM. Appropriate fractions were combined and evaporated.

[00233] Step 3 - The material from step 2 dissolved in DCM (1 mL) was chilled in an ice bath.
To the solution, methanol (0.5 mL) and sodium borohydride solution in diglyme (325 ul. of 0.5
M) were added. After 2 hrs, acetic acid (10 pl) was added, and the solution quickly partitioned
between an aqueous solution of 30% citric acid (1 mL) and DCM (2 mL). The DCM layer was
co-adsorbed on 1 gram of celite, and solvent removed in vacuo. The celite was loaded on 4 g of
spherical silica gel and eluted with a ramp of DCM to EtOAc. Appropriate fractions were

combined and evaporated.

[00234] Step 4 (only if R” = OAc) — The material in step 3 was dissolved in THF (200 puL) and
chilled in an ice bath. 1 equivalent of 1.35 M potassium methoxide in THF was added to the
solution. After 30 min, the reaction was partitioned between DCM (1 mL) and 30% citric acid (1
ml). The DCM layer was co-adsorbed on 0.5 g celite, and solvent removed in vacuo. The celite
was loaded on 4 g of spherical silica gel and eluted with a ramp of DCM to EtOAc. Appropriate

fractions were combined and evaporated.

[00235] Method D: (the following compounds can be synthesized by method D: compounds
PBI-3899, PBI-3900, PBI-3925, PBI-3933, PBI-3946) - In general, an aminopyrazine was
condensed with 2 equivalents of a 2-oxoacid under an atmosphere of hydrogen in the presence of
palladium catalyst. The alpha-amino acid produced was purified and subsequently activated for

intramolecular condensation giving rise to the corresponding imidazopyrazinone.
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Example 5 ~ Synthesis of 8-benzyl-6-(4-hydroxyphenyl)-2-propylimidazo{l,2-a]pyrazin-
3(7H)-one

[00236]  2-((3-benzyl-5-(4-hydroxyphenyl)pyrazin-2-yljamino)pentanoic acid. 4-(5-amino-6-~
benzylpyrazin-2-yl)phenol (100 mg, 0.36 mmol) was mixed with 2-Oxovaleric acid (84 mg, 0.72
mmol) in ethanol (20 mL). Pd/C (10% Palladium in active carbon, 40 mg) was added, and the
reaction mixture heated to 65°C. Air was bubbled out by N, gas, and a hydrogen balloon appiied
to the reaction flask. The reaction was continuously stirred for 4 hrs, After cooling down, it was
filtered, and the resulting solution purified by flash chromatography (eluting solvent: 50% EtOAc
in heptancs) to give the product as a yellow powder (70 mg, 52%). 'H NMR (300 MHz, CD,Cl,,
8): 8.31 (s, 1H), 7.82 (d, 2H, J = 9.0Hz), 7.31 {m, 5H), 6.92 (d, 2H, J = 9.0Hz), 5.34 (s, 2H), 4.20
(m, 1H}), 1.10 (m, 2H), 0.98 (m, 2H), 0.87 (t, 3H); MS (ESI) m/z 378.3 (M+1).

002371  8-benzyl-6-(4-hydroxyphenyl)-2-propylimidazo[1,2-a] pyrazin-3(7H)-one. 2-((3-
benzyl-5-(4-hydroxyphenyl)pyrazin-2-yl)amino)pentanoic acid (49 -mg, 0.13 mmol) was
dissolved in DCM (10 mL). Pyridine (0.5 mL) was added followed by N,N-
Dicyclohexylcarbodiimide (54 mg, 0.26 mmol). The reaction mixture was slowly stirred at room
temperature for 1 hr. The solvent was evaporated, and the residue purified by flash

chromatography (eluting solvent: EtOAc to DCM to 10% methanol in DCM) to give the product
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as a yellow powder (40 mg, 86%). 'H NMR (300 MHz, CDs0D, &): 7.35 (m, 8H), 6.88 (d, J =

9.0Hz, 2H), 4.40 (s, 2H), 2.81 (t, J = 7.5Hz, 2H), 1.81 (m, 2H), 1.02 (t, J = 7.5Hz, 3H); MS (EST)
m/z 359.0.

Example 6 ~ Synthesis of 8-benzyl-2-butyl-6-(4-hydroxyphenyl)imidazo|l,2-ajpyrazin-
3(7H)-one

[00238]  2-((3-benzyl-5-(4-hydroxyphenyl)pyrazin-2-yl)amino)hexanoic acid.  4-(5-amino-6-
benzylpyrazin-2-yl)phenol (200 mg, 0.72 mmol) was mixed with 2-Ketohexanoic acid sodium
salt (220 mg, 1.44 mmol) in ethanol (20 mL). Pd/C (10% Palladium in active carbon, 100 mg)
was added with a few drops of acetic acid, and the reaction mixture heated to 65°C. Air was
bubbled out by N2 gas, and a hydrogen balloon applied to the reaction flask. The reaction was
continuously stirred for 4 hrs. After cooling down, it was filtered and the resulting solution was
purified by flash chromatography (eluting solvent: 50% EtOAc in heptanes) to give the product
as a yellow powder (130 mg, 46%). MS (ESI): m/z 392.2 (M+1).

[00238]  S-benzyl-2-butyl-6-(4-hydroxyphenyljimidazo[1,2-af py/;azin-.? (7H)-one. 2-((3-
benzyl-5-(4-hydroxyphenyl)pyrazin-2-yl)amino)hexanoic acid (130 mg, 0.33 mmol) was
dissolved in DCM (10 ml).  Pyridine (0.5 mL) was added followed by N,N'-
Dicyclohexylcarbodiimide (137 mg, 0.67 mmol). The reaction mixture was slowly stirred at
room temperature for 1 hr. The solvent was evaporated, and the residue purified by flash
chromatography (cluting solvent: EtOAc to DCM to 10% methanol in DCM) to give the product
as a yellow powder (110 mg, 89%). 'H NMR (300 MHz, CD;0D, 8): 7.30 (m, 8H), 6.88 (d, 2H),
440 (s, 2H), 2.84 {t, 2H), 1.77 (m, 2H), 1.51 (m, 2H), 0.89 (m, 3H); MS (ESI) m/z 3743 (M +
1).

Example 7 — Synthesis of 8-benzyl-2-ethyl-6-phenylimidazo[1,2-a]pyrazin-3(7H)-one (PBI-
3925)

[002401  2-((3-benzyl-5-phenylpyrazin-2-yl)amino)butanoic acid. 3-benzyl-5-phenylpyrazin-2-
amine (200 mg, 0.77 mmol) was mixed with 2-Oxobutyric acid (157 mg, 1.54 mmol) in ethanol
(20 mL). Pd/C (10% Palladium in active carbon, 100 mg) was added, and the reaction mixture
heated to 65°C. Air was bubbled out by N» gas, and a hydrogen balloon applied to the reaction
flask. The reaction was continuously stirred for 4 hrs. After cooling down, it was filtered, and
the resulting solution purified by flash chromatography (eluting solvent: 50% EtOAc in heptanes)
to give the product as a yellow powder (90 mg, 34%). 'H NMR (300 MHz, CD,Cly, 8): 7.72 (s,
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1H), 7.32-7.48 (m, 10H), 4.46 (s, 2H), 4.20 (m, 2H), 2.25 (g, 2H), 0.99 (t, 3H); MS (ESI): m/z

348.3 (M+1).

[00241] 2-((3-benzyl-5-phenylpyrazin-2-yl)amino)butanoic acid was dissolved in DCM (10
mL). Pyridine (0.5 mL) was added followed by N,N'-Dicyclohexylcarbodiimide (137 mg, 0.67
mmol). The reaction mixture was slowly stirred at room temperature for 1 hr. The solvent was
evaporated, and the residue purified by flash chromatography (eluting solvent: EtOA¢ to DCM to
10% methanol in DCM) to give the product as a yellow powder (110 mg, 89%). 'H NMR (300
MHz, CD30D, 8): 7.26 (m, 3H), 6.84-7.07 (m, 8H), 4.03 (s, 2H), 2.47 (q, J = 9.0Hz, 2H), 0.96 (1,
J=9.0Hz, 3H); MS (ESI): m/z 330.2 (M+1).

Example 8 — Synthesis of 8-benzyl-6-phenyl-2-(3,3,3-trifluoropropylimidazo[1,2-a]pyrazin-
3(7H)-one
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[00242) 5.5 5-trifluoro-2-oxopentanoic acid. Ethyl 4,4,4-trifluorobutyrate (1 g, 5.88 mmol)

and diethyl oxalate (3.87 g, 26.5 mmol) was dissolved in ethanol. Sodium ethoxide (21% in
ethanol, 2.09 g) was added to the solution, and the reaction mixture stirred for 0.5 hrs. Solvent
was distilled, and the residue extracted with EtOAc/water. The organic layers were collected and
dried over sodium sulfate. After filtration, solvent was removed to give a clear liquid. MS (ESI):
m/z 269.1 (M-1). The liquid was then dissolved in 3N HCI (20 mL), and the reaction mixture
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refluxed for 4 hrs. After cooling down, the reaction mixture was extracted with EtOAc. The

organic layers were collected and dried over sodium sulfate. After filtration, solvent was
removed, and the residue used directly in the next step. MS (ESI): m/z 169.7 (M-1).

(602431 5 5,5-trifluoro-2-((3-benzyl-5-phenylpyrazin-2-yljamino)butancic acid.  3-benzyl-5-
phenylpyrazin-2-amine (240 mg, 0.92 mmol) was mixed with 5,5,5-trifluoro-2-oxopentanoic acid
(150 mg, 0.88 mmol) in ethanol (20 mL). Pd/C (10% Palladium in active carbon, 100 mg) was
added, and the reaction mixture heated to 65°C. Air was bubbled out by N; gas, and a hydrogen
balloon applied to the reaction flask. The reaction was continuously stirred for 4 hrs, After
cooling down, it was filtered, and the resulting solution purified by flash chromatography
(eluting solvent: 50% EtOAc in heptanes) to give the product as a yellow powder (200 mg, 54%).
'"H NMR (300 MHz, CDxCly, 8): 11.45 (s, 1H), 10.20 (s, 1H), 7.94 (s, 1H), 7.34 (m, 10H), 5.34
(s, 2H), 3.96-4.23 (m, 2H), 3.02-3.28 (m, 2H); FNMR: -76.3; MS (ESI): m/z 416.1 (M+]).

[00244] Coelenterazine (R; = H, R, = -CH,CH,;CF3). 5,55-trifluoro-2-((3-benzyl-5-
phenylpyrazin-2-ylamino)butanoic acid (100 mg, 0.24 mmol) was dissolved in DCM (10 mL).
Pyridine (0.5 mL) was added followed by N,N'-Dicyclohexylcarbodiimide (100 mg, 0.48 mmol).
The reaction mixture was slowly stirred at room temperature for 1 hr. The solvent was
evaporated, and the residue purified by flash chromatography (eluting solvent: EtOAc to DCM to
10% methanol in DCM) to give the product as a yellow powder (80 mg, 87%). 'H NMR (300
MHz, CDyCly, 8): 7.36 (m, 11H), 3.43 (s, 2H), 1.60-1.92 (m, 4H), FNMR: 67.4 (t, J = 18Hz); MS
(ESD): m/z 398.2 (M+1).

Example 9 — Synthesis of 8-benzyl-2-(furan-2-yimethyl)-6-phenylimidazo|[1,2-ajpyrazin-
3(7H)-one (PBI-3939)

PBI-3939

[00245]  8-benzyl-2-(furan-2-ylmethylj-6-phenylimidazof1,2-a] pyrazin-3(7H)-one:
Synthesized from method C wusing 3-(furan-2-yl)-2-oxopropanoic acid and 3-benzyl-5-
phenylpyrazin-2-amine as starting materials. 'H NMR (300 MHz, dmso) & 8.88 (s, 1H), 8.02 (d,
J=179, 2H), 7.61 ~ 7.38 (m, 6H), 7.37 — 7.14 (m, 3H), 6.38 (s, 1H), 6.26 (d, J = 3.2, 1H), 4.64 (s,
3H), 4.40 (s, 3H); exact mass calculated for CoaHooN:O, m/z+ 382.16, found m/z+ 382.

65



WO 2012/061529 PCT/US2011/059017
Example 10 - Synthesis of 8-benzyl-6-phenyl-2-(thiophen-2-yvimethyl)imidazo[l,2-

a]pyrazin-3(7H)-one (PBI-3889)
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[00246]  8-benzyl-6-phenyl-2-(thiophen-2-yimethyljimidazo(1,2-a]pyrazin-3(7Hj-one:

Synthesized from method C using 2-oxo-3-(thiophen-2-yl)propanoic acid and 3-benzyl-5-
phenylpyrazin-2-amine as starting materials. 'H NMR (300 MHz, dmso) 3 8.85 (s, 1H), 7.99 (d,
J=6.8, 2H), 7.63 — 7.02 (m, 10H), 6.94 (dd, J = 3.5, 5.1, 1H), 4.62 (s, 2H), 4.58 (s, 2H), 2.69

(contaminate); exact mass calculated for CosHooN20S™ m/z+ 398.13, found m/z+ 398.

Example 11 — Synthesis of 8-cyclopropyl-2-(4-hydroxybenzyl)-6-phenylimidazo[1,2-
a|pyrazin-3(7H)-one (PBI-3897)
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1002471  S-cyclopropyl-2-(4-hydroxybenzyl)-6-phenylimidazo[1,2-a]pyrazin-3(7H)-one:

PBI-3897

Synthesized wusing method A with 3-cyclopropyl-5-phenylpyrazin-2-amine and 3-(4-
hydroxyphenyl)-2-oxopropanoic acid as starting materials.  Exact mass calculated for
CoyH eN2Oy m/z- 356.14, found m/z- 356.

Example 12 - Synthesis of 8-benzyl-2-methyl-6-phenylimidazo{l,2-ajpyrazin-3(7TH)-one
(PB1-3932)
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~~ PBI-3932

[00248]  S-benzyl-2-methyl-6-phenylimidazo[1,2-af pyrazin-3(7H)-one: Synthesized using
method B with 1,1-dimethoxypropan-2-one and 3-benzyl-5-phenylpyrazin-2-amine as starting

materials. Exact mass calculated for CooH ) sNaO™ m/z+ 316.14, found m/z+ 316.

66



WO 2012/661529 PCT/US2011/059017
Example 13 — Synthesis of 2-(4-hydroxybenzyl)-8-methyl-6-phenylimidazo[l,2-alpyrazin-

3(7H)-one (PBI-3896)
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[00249]  2-(4-hydroxybenzyl)-8-methyl-6-phenylimidazof1,2-a]pyrazin-3(7H)-one:

Synthesized using method A with 3-methyl-5-phenylpyrazin-2-amine and 3-(4-hydroxyphenyl)-
2-oxopropanoic acid as starting materials. 'H NMR (300 MHz, dmso) & 8.84 (s, 1H), 8.00 (d, J =
7.6, 2H), 7.47 (dd, J = 8.6, 16.2, 3H), 7.17 (d, J = 7.3, 2H), 6.69 (d, J = 8.4, 2H), 6.26 (s, 4H),
4.17 (s, 2H), 2.86 (s, 3H), 2.48 (s, 1H).

Example 14 — Synthesis of 8-benzyl-2-(4-hydroxybenzyl)-6-phenylimidazo{1,2-ajpyrazin-
3(7H}-one (PBI-3840)

o }I@-OH
N N
[
o
PBI-3840

[062501  8-benzyl-2-(4-hydroxybenzyl)-6-phenylimidazof1,2~a]pyrazin-3(7H)-one: Synthesized
using method A with 3-(4-hydroxyphenyl)-2-oxopropanoic acid and 3-benzyl-5-phenylpyrazin-
2-amine as starting materials. Exact mass calculated for CasHooN3 Oy m/z+ 408.17, found m/z+

408.
Example 15 - Synthesis of Protected Ceelenterazine (Stabilized) (PBI-4377)

[60251] To a mixture of PBI-3939, potassium carbonate (1.1 equiv) and potassium iodide (1.1
equiv) in dimethylformamide (DMF), under an argon atmosphere, was added one equivalent of
chloromethy! pivalate at room temperature. Reaction progress was monitored by thin layer
chromatography, and upon completion, the reaction mixture was cooled in an ice bath for several
minutes before addition of a volume of water equal to the reaction volume. The resulting
mixture was extracted with a suitable organic solvent (e.g., EtOAc), and the extract was
concentrated to give the crude product. The material was further purified by chromatography

over silica gel.
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Example 16 -~  Synthesis of 8-benzyl-2-((1-methyl-1H-imidazol-2-y)methyl)-6-

phenylimidazo[1,2-alpyrazin-3(7H)-one (PBI-4525), 8-benzyl-6-(4-hydroxyphenyl)-2-((1-
methyl-1H-imidazol-2-yDmethyl)-6-phenylimidazo[1,2-a]pyrazin-3(TH)-one (PBI-4540) and
2-((1H-imidazol-2-yDmethyl)-8-benzyl-6-phenylimidazo[1,2-a]pyrazin-3(7H)-one (PBI-
4541}

PBI-4525 PBI-4540 PBI-4541%
R L, L
\H,N 5 Bu—Li R 0
) THF NN ©
1 R= Me 3 4 R= Me
2 R=Ph3C 5 R=Ph3C
R
j\ N
0
R 0 NS
N NF2 ~ 100G/ 1.5h N NJ
O RN
LA U (]
N N O EtOH .
Ph HCI
R; . Ho by
2
6 R2=H 8 R= Me 10 R= Me, R2=H
7 R2=0H 9 R=Ph3C 11 R= Me, R2=0H

12 R=H,R2=H

[00252] To a flask containing 10 mmol of 2-methyl imidazole derivative 1 or 2 under an argon
atmosphere, 20 mL of dry THF was added, and the solution was cooled in a dry ice/acetone bath
to approximately -78°C. To the cold mixture, 9.3 mmol of a solution of n-butyllithium (2.46 M
in Hexanes) was added dropwise over several minutes. The resulting solution was stirred at
approximately -78°C for 30 min, and 6.7 mmol of compound 3 was added via syringe. The
reaction mixture was stirred for 3 hrs and quenched with the addition of 20 ml. saturated
ammonium chloride solution and 20 mL of saturated sodium bicarbonate solution. The cold bath
was removed, and after warming to room temperature, the mixture was extracted with 3 x 100
mL of EtOAc. The combined extracts were dried (MgSOy), concenti;ated in vacuo, and the crude

compounds 4 or 5 were purified by column chromatography using silica gel (EtOAc/Heptane).

[00253] A microwave vial was charged with 100 mg (1 eq) of compound 6 or 7 and 2
equivalents of compound 8 or 9. To the mixture, 4.5 mL of ethanol and 0.25 mL of concentrated
HCI was added. The reaction mixture was heated in a microwave at 100°C for 1.5 hr. The
resulting mixture was added to 50 mL of EtOAc and washed sequentially with 20 mL of

saturated sodium bicarbonate solution and 20 mL of brine. The organic phase was concentrated
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in vacuo, and the residue purified by column chromatography using silica gel

{methanol/dichloromethane) to give compounds 10-12.

Example 17 — Stability and Auto-Luminescence Characterization of Novel Coelenterazines

[00254] The stability and auto-luminescence characterization of the novel coelenterazines
PBI-3939, PBI-3889, PBI-3945, PBI-4002, or PBI-3896 were determined. Higher stability and

less auto-luminescence is an attractive technical feature in a substrate/reagent.

[60255] To determine stability, 20 uM of novel coelenterazines PBI-3939, PBI1-3889, PBI-
3945, PBI-4002, or PBI-3896, 30 uM native coelenterazine, or 22 uM of known coelenterazine-h
or known coelenterazine-hh, were placed in a reporter reagent buffer containing 50 mM CDTA,
150 mM KCI, 30 mM DTT, 35 mM thiourea, 1% TERGITOL® NP-9 (v/v), and 0.1% MAZU®
DF 204. Replicate samples were incubated at room temperature (i.e., 22-24°C) for various
lengths of time and then transferred to -70°C. After all the samples were collected and frozen,
they were thawed and mixed with 10 gL of bacterial cell lysate containing the OgLuc variant IV
in 40 L. of DMEM without pheno! red + 0.1% PRIONEX®. The luminescence of the sample

was read at 5 min after I'V addition.

[00256] ““Tog” indicates the amount of time for the luminescent signal to decay by 10% (i.e.,
loss in activity by 10%) at ambient temperature, 1.¢., 22°C. The rate of decay of the luminescent
signal (“Toy”) was determined from the slope of the linear fit of the data plotted as in RLU wvs.
time, which was calculated from the following equation: t = In (A/Ag) + (-k), where A =
intensity at time t, Ao = intensity at time 0, and k = the rate of decay. As shown in Table 1, the
Tgo values for known coelenterazines-h and -hh, novel coelenterazines PBI-3939, PBI-3889, PBI-
3945, PBI-4002, and PBI-3896 were higher than for native coelenterazine, indicating that these

coelenterazines were more stable compounds than native coelenterazine.

[00257] To determine the auto-luminescence characterization, HEK293 cells were grown
overnight at 15,000 cells per well in DMEM + 10% FBS + pyruvate. Media was removed and
replaced with 20 pM cach of the novel coclenterazines shown in FIG. 2, 1., PBI-3939, PBI-
3889, PBI-3943, PBI-4002, PBI-3841, PBI-3897, PBI-3896, PBI-3925, PBI-3894, PBI-3932, and
PB1-3840, native coclenterazine and known coelenterazines, coelenterazine-h and coelenterazine-
hh, diluted into CO, independent media plus 10% FBS. Luminescence was measured shortly
after substrate addition on the GLOMAX® Luminometer (1 sec/well),  Background
luminescence was 154415 RLU. Table 1 shows the auto-luminescence characterization

normalized to native coelenterazine (“Autolum (norm to coel)”). While coelenterazine-h had
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more auto-luminescence than native coelenterazine, all of the other coelenterazines tested had

less auto-luminescence.

Table 1: Stability Experiments and Autoluminescence Characterization of IV with Varlous

Coelenterazines.
Substrate ID Stabiﬁt_y (pH8)  |Autolum (norm to
(Tg, in hrs) coel)

Coel 1.7 1

Coel h 71 "

Coel hh 20 e
3939 4.1 03
3889 2.9 02
3945 3.3 0.5
4002 35 0.6
3841 o
3897 ¥
3896 2.8 01
3894 5
3932 o
3840 53
3925 53

Example 18 — Toxicity of Novel Coelenterazines

[00258] The toxicity of the novel coclenterazines were investigated in HEK293 cells.
HEK?293 cells were grown overnight at 15,000/well in DMEM + 10% FBS + pyruvate. The
media was removed and replaced with the novel coelenterazine compounds (or DMSO control)
diluted into CO, independent media plus 10% FBS. Cell viability was measured 24 hrs after
compound addition using CELLTITER-GLO® assay reagent (Promega Corp.) according to the
manufacturer’s instructions, and luminescence was measurcd on the GLOMAX® Luminometer
(1 sec/well). Table 2 shows the toxicity of the native coelenterazine, known coelenterazine-h and
coelenterazine-hh, and the novel coelenterazines PBI-3939, PBI-3889, PBI-3841, PBI-3897, PBI-
3945, PBI-4002, and PBI-3840 in HEK293 cells. With the exception of PBI-3840, the novel
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coelenterazines had at least the same toxicity as coelenterazine-hh. Some of the novel

coelenterazines had the same toxicity as native coelenterazine and coelenterazine-h.

Table 2: Texicity of Various Coelenterazines in HEK293 Celis Based on CELLTITER-
GLO®

Substrate Viability (norrrézif;ci)t? O/Voz)ahicle (DMSO)
Native coelenterazine 100
Coelenterazine h 100
Coeclenterazine bh 87
PB1-3939 89
PBI-3889 90
PBI-3841 100
PBI-3897 100
PBI-3945 100
PBI-4002 100
PBI-3840 60

Example 19 - Km of PBI-3939

[00259] To determine the Km of PBI-3939, the Ogluc variant L27V (described in Example
26) was purified via HALOTAG® fusion using the HALOTAG® Protein Purification System
according to the manufacturer’s instructions and diluted in DMEM without Phenol Red and 0.1%
PRIONEX®. 50 ulL assay buffer (100 mM MES pH 6, 35 mM Thiourea, 0.5% TERGITOL®
NP-9 (v/v), ] mM CDTA, 2 mM DTT and 150 mM KCl) with varying amounts of PBI-3939 was
added to 50 pL diluted enzyme (approximately 20 pM final enzyme concentration), and
luminescence measured at 3 min at 22°C. As the data in FIG. 3 demonstrates, the Km of PBI-

3939 is approximately 10 pM.
Example 20 — Characterization of compounds PBI-4525, PBI-4540 and PB1-4541

[00260] Compounds PBI-4525, PBI-4540 and PBI-4541 were screencd for their ability to
detect luminescence. For analysis, 20 uM of each compound was added to assay buffer (100
mM MES pH 6, 35 mM Thiourea, 0.5% TERGITOL® NP-9 (v/v), ] mM CDTA, 2 mM DTT
and 150 mM KCI) which was adjusted to pH 7 with 100 mM HEPES pH 7 to create an assay

reagent. The assay reagent was then mixed with 36 pM purified L27V02 enzyme (described in
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Example 25B), in DMEM without Phenol Red and 0.1% PRIONEX®. As a control, assay buffer

with 20 uM PBI-3939 or PBI-4528 was used. Luminescence was measured as previously
described 3 min after the assay reagent was added to the enzyme mixture. Table 3 demonstrates
that compounds PBI-4525, PBI-4540 and PBI-4541 can be used to detect luminescence from a

coelenterazine-utilizing luciferase.

Table 3
copd Bitt -
$535 G55 1,086
SE2E 202,080 5,688
3933 |3 BORERG| 307,565
S840 paesy K
4541 3,545 A

Example 21 - OgLuc Pattern Sequence

[00261] Enzyme families, including different classes of luciferases, can be recognized by
having common three-dimensional structures and defined catalytic activity. Because enzyme
families share evolutionary histories with other enzyme families, they will also exhibit
similarities in their three-dimensional structures. Through various means of structural and
functional analysis, the inventors have determined that Ogluc, as a representative of decapod
luciferases, has a strikingly similar three-dimensional structure to Fatty Acid Binding Protcins
(FABPs), indicating commonality of evolutionary history. Thus, decapod luciferase may be
defined as having a characteristic three-dimensional structure similar to FABPs and utilizing
coelenterazine as a substrate to catalyze the emission of luminescence. Other luciferases, e.g.,
firefly luciferase, Renilla luciferase, bacterial luciferase, and so forth, have clearly distinct three-
dimensional structures, indicating that they belong to different enzyme families and do not share
evolutionary histories. Dinoflagellate luciferase has a three-dimensional structure exhibiting
some similaritics to FABPs, suggesting a shared evolutionary history, but does not utilize
coelenterazine as a substrate, and thus does not belong to the same enzyme family as decapod

luciferases.

[00262] Because amino acid sequences are not as well conserved as three-dimensional
structures, defining enzyme families based only on sequence comparisons can be difficult. For
example, even though FABPs all have a characteristic barrel-shaped three-dimensional shape,
comparisons of their amino acid sequences often reveal very low levels of sequence identity.
Nonetheless, sequence identity can be used to demonstrate commonality of three-dimensional
structures. Two proteins will have analogous three-dimensional structures if their amino acid
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sequences can be aligned to reveal > 30% sequence identity, preferably > 40% sequence identity,

and most preferably > 50% sequence identity (Chothia and Lesk, EMBO J. 5(4):823-826 (1986);
Tramontano, Genomics, 4:402-405 (2003)). Thus, a protein is a decapod luciferase if, upon
alignment of its amino acid sequence with the sequence of OgLluc, the sequence identity 1s >
30%, preferably > 40%, and most preferably > 50%, and the protein can utilize coelenterazine as

a substrate to catalyze the emission of luminescence.

[00263] Because of structural constraints necessary to sustain the characteristic three-
dimensional structure of an enzyme family, some portions of the amino acid sequences in an
enzyme family exhibit greater amounts of conservation (i.e., a greater level of sequence identity}.
Thus, these conserved regions can serve as further evidence of a common three-dimensional
structure shared between two proteins. A conserved sequence pattern, also called a signature,
motif, or fingerprint, can be generated by manual or computational methods that are known in the
art, Patterns can be found in public databases such as PROSITE (http://expasy.org/prosite;

Sigrist et al., Nucleic Acids Res. 38(suppl 1):D161-D166 (2010)).

[00264] For example, a pattern of conserved amino acids can be found upon examination of a
large number of known FABPs. PROSITE (Release 20.67, of 05-Oct-2010) contains an FABP
pattern (accession number PS00214, created Apr-1990, data updated Apr-2006). This FABP

pattern spans 18 amino acid positions and is defined as:

[00265] [GSAIVK]-{FE}-[FYW]-x-[LIVMF]-x-x-{K } x-[NHG]-[FY }-[DE]-x-[LIVMFY }-
[LIVM]- {N}-{G}-[LIVMAKR] (SEQ ID NO: 329) VD),

[460266] where:

. the standard JUPAC one-letter codes for the amino acids are used.
o the symbol X' is used for a position where any amino acid is accepted.
o alternative amino acids at a site are indicated by listing the amino acids between

square parentheses [ |' (for example: [ALT] represents the possibility of an Ala, Leu, or Thr at

the position).

o the absence of particular amino acids at a site is indicated by curly brackets '{ }’ (for

example: {AM]} represents any amino acid at a position except Ala and Met).

@

each sequence position (or element in the pattern) is separated from its neighbor by -
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° each sequence position is referred to as a “pattern position”, for example the

[GSAIVK] would be considered pattern position 1 of Formula (VI), {FE} is considered pattern
position 2 of Formula (VI), etc.

[00267] Although a conserved sequence pattern results from a common underlying three-
dimensional structure, some changes to the sequence pattern may be allowed without disruption
to the three-dimensional structure. For example, for some members of the FABP family,
differences arc found at four sites in the PROSITE pattern.  These additional members of the
FABP family include five proteins listed in PROSITE as false negative hits, i.e., FABP protein
family members not picked up by the FABP pattern (UniProt database accession numbers
FBP12 HUMAN, FABP1 FASGI, FABP2_FASHE, FABPL_SCHBI, RETS BOVIN) and one
protein known to have an FABP fold (Protein Data Bank accession number 2A02). Although
OgLuc shares a closely similar three-dimensional structure with FABPs, the sequence patterns of
the native and variant amino acid sequences also differ slightly, having differences at 5 positions
from the PROSITE pattern. In various embodiments, the pattern in Ogluc begins at a position
corresponding to position 8 of SEQ ID NO: 1. An amino acid substitution, deletion, or insertion

the sequence pattern is counted as a difference.

[00268] Combining the sequence information from these additional FABPs and the Ogluc

variants, an improved sequence pattern can be derived:

[00269] [GSAIVK]-{FE}-[FYW]-x-[LIVMFSYQ]-x-%-{K}-x-[NHGK]-x-[DE]-x-
[LIVMEY [-{LIVMWE[-x-{G }-[LIVMAKRG] (SEQ ID NO: 330) (VII).

[00270] The sequence information used to derive this pattern is shown in Table 4. Column 1
identifies the pattern position (listed N- to C-terminus; pattern length is 18 amino acids), and
column 6 identifies the corresponding sequence position in OgLuc (numbering according to SEQ
ID NO: 1). Column 2 shows the PROSITE FABP pattern (Formula (VI)) element for each
pattern position. Column 3 lists amino acids present in six FABP family members that are not
represented by the PROSITE FABP pattern. Column 4 lists amino acids present in OgLuc (SEQ
1D NO: 1) or OgLuc variants that are not represented by the PROSITE pattern. Column 5 lists
the improved pattern (“OgLuc pattern”) (Formula (VII)) created by merging pattern information
from columns 2, 3, and 4. Column 7 lists the amino acids in Ogluc (SEQ ID NO: 1)
corresponding to the PROSITE FABP pattern positions. Column 8 lists the amino acids found in
dinoflagellate luciferase sequences (8 different species) at positions corresponding to the
improved pattern (GenBank accession numbers 2021262A, AAA68491, AAC36472,
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AAV35379, AAV35380, AAL40676, AALA40677, AAV35378, AAV35377, AAV35381, and

Protein Data Bank accession number 1VPR).

[00271] The improved pattern (Formula (VII)) serves as an indication (i.c., a fingerprint) of
the three-dimensional protein structure shared between FABPs and Ogluc. However, strict
agreement with this pattern is not needed to indicate commonality of the three-dimensional
structure. From the examples given here, a common three-dimensional structure may exist even
with as many as 5 changes in the pattern. Also, for example, although the dinoflagellate
luciferase has a similar three-dimensional structure to FABPs and OgLuc, it has 4 differences

from the improved pattern,

[00272] Thus, although a protein may be recognized as being a decapod luciferase based on
sequence similarity and utilization of coclenterazine for luminescence, it can be further
recognized by also having the improved sequence pattern. Specifically, a protein is a decapod
luciferase if, upon alignment of its amino acid sequence with SEQ ID NO: 1 or variants thereof,
the sequence identity is > 30%, preferably > 40%, and most preferably > 50%, and the protein
can utilize coelenterazine as a substrate to catalyze the emission of luminescence, and the amino

acid sequence beginning at the position corresponding to position 8 of SEQ ID NO: 1 is:

[00273] [GSAIVK]-{FE}-[FYW]-x-[LIVMFSYQ}-x-x-{K}-x-[NHGK]-x-[DE]-x-
[LIVMFYJHLIVMWF]-x- {G}-[LIVMAKRG] (SEQ ID NO: 330) (VID),

[00274] with no more than 5 differences, or more preferably no more than 4, 3, 2, or 1
difference, or most preferably no differences, wherein the differences occur in positions
corresponding to pattern position 1, 2, 3, 5, 8, 10, 12, 14, 15, 17, or 18 of Formula (VII)
according to Table 4. Differences may also include gaps or insertions between the pattern

positions of Table 4.

Table 4: Protein sequence patterns

PROSITE
Pattern Other | Ogluc wt Ogluc | Oghuc wt | Dinofl.
. FABP pattern OglLuc pattern .
position FABPg | & variants position | sequence | Luc
PS00214
[GSAIVK] ‘ [GSAIVK]
1 (SEQ ID NO: 427) (SEQIDNO: 579) | 8 G G
g T S FE] . s R 5
3 [FYW] [FYW] 10 W W
........... PR e i Q o
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[LIVME] [LIVMESYQ]
5 SEQIDNO: 590y | SY Q (SEQIDNO: 501y | 12 Q r
et e 9 P e & e ST
B e E o o N :
........ ; W : e REr o e
...... 5 - - = e &
............................................. KHGE] .
10 [NHG] K sEQmNoissey | 17 N g
R TR S : e TR
(SEQ D (8EQ D
11 [FY] No:ssny | AFY} X 18 Q NO: 582)
12 e [DE] o I T [4E]
__________ B it e T B
e e B e
14 (SEQ ID NO: 583) (SEQIDNO: 584) | 21 v I
........ PR HRAE
15 SEQDNO: 85y | W F (SEQIDNO: 586) | 22 L K
RN i e e e A N C R
(SEQ D
i6 {K} K X 23 E NO: 587)
-r.-:.-;wl.».';vvvv RSP B ‘\{-‘:ah}‘ P e A N A A ARt AR T AN AT SR L A i 1 —v——{-au}n ~~~~~~~~~~~ e e e " -_-.~§:24,_-‘-‘-»-»-»V.-. - -.~.\6m-4 e e st "'"“[’X'v‘]""-"""""""'
[LIVMAKR] [LIVMAKRG]
18 (SEQ ID NO: 588) G (SEQ D NO: 589) | 25 G [Vi]

Example 22 - Generation of OgLuc Variants
[00275]  Experimental Details

{00276] Unless otherwise stated, further variants of a starting Ogluc variant sequence with
random substitutions were generated using the error-prone, mutagenic PCR-based system
GeneMorph I Random Mutagenesis Kit (Stratagene; Daughtery, PNAS US4, 97(5):2029
(2000)), according to manufacturer’s instructions, and WNK site saturation (Zheng et al., Nucleic
Acids Research, 32:¢115 (2004)).

{00277} Further variants of a starting OgLuc variant having specific mutations were generated
using the oligo-based site-directed mutagenesis kit QuikChange Site-Directed Mutagenesis Kit
(Stratagene; Kunkel, PNAS US4, 82(2):488 (1985)), according to the manufacturer’s instructions.

[60278]  The resulting variants were constructed in the context of pF1K FLEXI® vector for T7

promoter-based expression (Promega Corp.). Alternatively, the resulting variants were
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constructed in the context of pF4Ag vector (a version of the commercially-available pF4A

(Promega Corp.), which contained T7 and CMV promoters modified to contain an E. coli
ribosome-binding site with or without a C-terminal HALOTAG® (Promega Corp.; referred
herein as “HT7”) (Ohana et al., Protein Expression and Purification, 68:110-120 (2009)) to
generate a fusion protein. For example, to obtain C1+A4E variants, NNK saturation mutagenesis
experiments were performed in a pFI1K vector background. The C1+A4E library was generated
in a pF4Ag vector background with no HT7. The QC27, QC27-9a, and IVY libraries were
generated in a pF4Ag vector background with a C-terminal HT7. The 1V-based variants were
generated in a pF4Ag vector background without HT7. The resulting vectors were used to

transform KRX E. coli using techniques known in the art.

[60279] Generated OgLuc variants are named for the amino acid substitutions identified in the
variant and/or for the E. coli clone that contained the variant, e.g., FIG. 6A shows, among other

results, that £. coli clone 16C5 has the substitution Q20R.
[002801 Screening Details

[00281] Resulting libraries were expressed in E. coli and primarily screened with a robotic
system for Ogluc variants having increased light output (i.e., increased Juminescence, increased
brightness, or increased light emission) or 2 change in relative specificity compared to the
corresponding starting OgLuc variant. The robotic primary screen was conducted as follows:
individual colonics from the generated library were used to inoculate minimal media in 96-well
plates and grown at 37°C for 17 to 20 hrs (“M1 culture”). The M1 culture was diluted 1:20 with
fresh minimal media and grown at 37°C for 17 — 20 hrs (“M2 culture”). The M2 culture was
diluted 1:20 into induction media and grown 17-20 hrs at 25°C with walk-away induction, i.e.,
autoinduction (Schagat et al., “KRX Autoinduction Protocol: A Convenient Method for Protein
Expression.” Promega Notes, 98:16-18 (2008)). The induction media contained rhamnose and
glucose when novel coelenterazines PBI-3841, PBI-3842, PBI-3857, PBI-3880, PBI-3881, PBI-
3886, PBI-3887, PBI-3897, PBI-3896, or PBI-3894 were used as substrates in the primary
screen. The induction media did not contain rhamnose or glucose when native coelenterazine,
known coelenterazine-h, or novel coelenterazines PBI-3840, PRI-3889, PBI-3899, or PBI-3900
were used as substrates in the primary screen. The use of the different induction media was
determined based on the luminescence gencrated between CIl+A4E and the novel
coelenterazines, i.€., the induction media containing rhamnose and glucose were used with novel
coelenterazines that generated less luminescence with C1+A4E compared to the other novel

coclenterazines with CI1+AA4E,
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[00282] Ten pL of induced cells were lysed using 60 pl lysis buffer containing 300 mM

HEPES pH 8.0, 300 mM thiourea, 0.3X Passive Lysis Buffer (“PLB”; Promega Corp. Cat. No.
E194A), 0.3 mg/mL lysozyme, and 0.003 U/puL RQ1 DNase and measured for luminescence with
50 ul assay buffer containing 150 mM KCI, 1 mM CDTA, 10 mM DTT, 0.5% TERGITOL®
NP-9 (v/v), and 20 uM of a native, known, or novel coelenterazine as a substrate. Luminescence
measurements for each variant were taken 3 min after reagent addition and relative luminescence
unit (RLU) values were normalized to an average of 8 control wells of the corresponding starting

~ OgLuc variant for each plate. Assay was completed on a TECAN® robotic system.

[00283] OglLuc variants of interest were sequenced using standard sequencing techniques
known in the art to identify any additional amino acid substitutions in each such variant. A
secondary screen using a non-robotic (manual) system was performed on the variant clones of
interest. The manual screen was conducted as follows: Variant clones were grown, in triplicate,
in 96-well plates and expressed and assayed as described for the automated assay except the
assay buffer was added manually with a multichannel pipette. For each variant, luminescence
was measured, averaged, and normalized to the corresponding starting Ogluc variant,

Lumincscence measurements were made using a TECAN® INFINITE® F500 luminometer.
[00284] Determining Change in Relative Specificity

[00285] Relative substrate specificity was determined by dividing the luminescence of a
luciferase in the presence of a test coelenterazine substrate by the luminescence of the luciferase
in the presence of a reference coelenterazine substrate. For example, relative specificity was
determined by dividing the luminescence of a luciferase with a novel coelenterazine of the
present invention by the luminescence of the luciferase with a different coelenterazine (c.g.,
native or known coelenterazine, or a different novel coelenterazine of the present invention). The
test coelenterazine substrate and the reference cocelenterazine substrate that were compared were

considered a comparison substrate pair for determining relative substrate specificity.

[00286] A change in relative substrate specificity was determined by dividing the relative
substrate specificity of a test luciferase using a comparison substrate pair by the relative substrate
specificity of a reference luciferase using the same comparison substrate pair. For example, a
change in relative specificity was determined by dividing the relative substrate specificity of a
test luciferase with a novel coelenterazine of the present invention compared to a different
coelenterazine (e.g., native or known coelenterazine or a different novel coelenterazine of the

present invention), by the relative substrate specificity of a reference luciferase with the same

78



WO 2012/061529 PCT/US2011/059017
novel coclenterazine of the present invention compared to the same different coelenterazine used

for the test luciferase.

[00287] The luminescence with one novel coelenterazine was compared to the luminescence
with a different novel coelenterazine. The luminescence with one native or known
coelenterazine was compared to the luminescence with another native or known coelenterazine.
The luminescence with one native or known coelenterazine was compared to the luminescence

with a novel coclenterazine.

[00288] An increase in luminescence (RLUs) for the OgLuc variant compared to the
corresponding starting OglLuc template for novel coclenterazine and a decrcase or no change in
luminescence for a reference coelenterazine was indicative of a change in relative specificity. A
decrease in luminescence of an Ogluc variant for both the novel and reference coelenterazines
compared to the corresponding starting OgLuc, but the luminescence of the OgLuc variant with
the novel coelenterazine decreasing more, was also indicative of a change in relative specificity.
An increase in luminescence of the OgLuc variant compared to the corresponding starting Ogluc
for the novel and reference coelenterazines indicated an  improvement in
activity/stability/expression. If the luminescence of the Ogluc variant with both the novel and
the reference coelenterazines increased, but the increase in luminescence with the novel
coelenterazine was greater, it indicated an increase in relative specificity and an improvement in

activity/stability/expression of the OgLuc variant.
[00289] 4. CI+A4E Varianis

[00290] CI+A4E (SEQ ID NOs: 2 and 3), previously described in U.S. Serial Application No.
12/773,002 (U.S. Published Application No. 2010/0281552), was used as a primary starting
sequence (i.e., the parental sequence) for generating additional, synthetic OgLuc variants.
C1+AAE has the following amino acid substitutions: A4E, Q11R, A33K, V441, AS4F, P115E,
Q124K, Y1381, and N166R, relative to SEQ ID NO: 1. Luminescence of CI+A4E containing
bacterial lysates, using the novel coelenterazines described in Examples 1-14 (see FIG. 4 for
examples) as substrates, was measured as described previously and compared to the
Juminescence using native and known coelenterazines as substrates (FIGS. 5A-G). FIG. 5A
shows the luminescence of C1+A4E using native coclenterazine (“coelenterazine”), known PBI-
3880, and novel coelenterazines PBI-3842, PBI-3857, PBI-3881, PBI-3882, PBI-3886, and PBI-
3887 as substrates. The luminescence measurements using known and novel coelenterazines
were normalized to the luminescence of CI+A4E using native coelenterazine and the fold-

decrease compared to native coelenterazine (FIG. 5B). FIGS. 5C-E show the luminescence of
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C1+A4E using native coelenterazine and novel coelenterazines PBI-3945, PBI-3894, and PBI-

4002, respectively. FIG. SF shows the luminescence of C1+A4E using native coelenterazine and
novel coelenterazines PBI-3840, PBI-3897, PBI-3889, PBI-3899, and PBI-3900. FIG. 5G shows
the luminescence of C1+A4E using native coelenterazine, known coelenterazine PBI-3912 and
novel coelenterazines PBI-3913, PBI-3925, PBI-3939, PBI-3933, PBI-3932, PBI-3946, PBI-
3841, and PBI-3896. The data indicates the CI+A4E variant can usc each of the novel

coelenterazines as substrates.

[00291] CI1+A4E variants were generated that had at least the amino acid substitutions
identified in C1+A4E, unless otherwise indicated. A library (Library 1) of 4400 variant clones of
CI+A4E was generated by random mutagenesis as described previously and screened as
described previously for improvement in relative specificity change and/or activity change, ¢.g.,
brightness.  The variants were primarily screened with native coelenterazine, known
coelenterazine-h, known PBI-3880, and novel coelenterazines PBI-3840, PBI-3841, PBI-3842,
PBI-3857, PBI-3881, PB1-3886, PBI-3887, PBI-3889, PBI-3897, and PBI-3900 as substrates. In
addition, half of the variants were screened with novel coelenterazines PBI-3896 and PBI-3894
as substrates. Plates containing variants having known mutations of interest identified from
screening previous novel compounds were selected. Variants that showed improvement (either
relative specificity change or activity change) for one or more of the novel coelenterazines tested

in the primary screen were isolated, sequenced, and screened in a secondary screen.

[00292] In the secondary manual screen, the variants were tested with known coelenterazines
PBI-3912, coelenterazine-h, coelenterazine-hh, 2-methyl coelenterazine, and coelenterazine v,
and novel coelenterazines PBI-3840, PBI-3897, PBI-3889, PBI-3899, PBI-3900, PBI-3925, PBI-
3944, PBI-3932, PBI-3945, PBI-3913, and PBI-3896 as substrates. FIGS. 6A-D summarize the
average luminescence normalized to Cl1+A4E for the variants (“Clone”). FIGS. 6A-D
summarize the substitutions in these variants (“AA sequence”), which had at least one of the
following additional amino acid substitutions: A14V, G15R, QI8L, Q20R, L22i, E23K, L27V,
L27M, K33N, T391, E49K, F548, F541, D55G, 156V, V58I, V58L, I59T, S66T, G67S, F68&S,
L72Q, M75K, 176N, F77T, F77C, K89E, 190V, 190T, L92H, H93R, M106K, Y109F, P113T,
1117F, T126R, V127A, L136M, D139G, P145L, SI48T, C164S, or A169V.

[002923] Amino acid substitutions at position 54, 92, and 109 were of interest as substitutions
at these positions provided greater light output or improved relative specificity, 1.e., specificity
away from native coelenterazine and towards at least one novel coelenterazine, as shown in
FIGS. 6A-C. The amino acid substitution F541 in clone 29H7 provided greater light output with

native coelenterazine and several of the novel coelenterazines. The amino acid substitution
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Q18L in clone 40H11, the amino acid substitution L92H in clone 04A12, and the amino acid

substitution Y 109F in clone 43F9 provided improved relative specificity.

[00294] Table 5 lists C1+A4E variants with an additional amino acid substitution at position
77, 92, or 109 (“AA change™), generated as described previously. These variants were analyzed
for increased light output as described previously, i.e., screened for variants that were at least
1.3x brighter than C1+A4E, using native coelenterazine, known coelenterazine-hh, and novel
coelenterazines PBI-3939, PBI-3894, PBI-3896, PBI-3897, PBI-3932, or PBI-3925 as a
substrate. The following additional substitutions yiclded a variant that was at least 1.3x brighter
than CI+A4E: 192G, 192G, 1928, L92A, 1.92M, L92H, L92Y, F77W, F77Y, F77S, F77T,
F77V,, F77A, F77G, F77C, F77D, F77M, and Y109F. As shown in Table 5, L92H, F77W and
F77A substitutions had the most dramatic improvements with PBI-3897, PBI-3896, and PBI -
3932.

Table 5: Site Saturation of Pesitions 77, 92 and 169

AA native | hh PBI- PBI- PBI- PBI- PRI- PBI-
Change 3939 3894 3896 3897 3932 3925
192G 22

1L.92Q 2 1.8 1.6 13 1.4 2.8 14 34
L9285 29 1.5 2.9 2.7 6
LO2A 2.5 1.3

L92M 1.3

L92H 2.2 21 9.1 3.4 59
Loy 2.5
F77W 14 1.4 1.4 8.3 32 1.7 23
F77Y 1.6 1.3 4.9 6.5
F778 2.6

E77T 2.3

F77V 2.3

F77A 7.9 2.5
F77G 3.1

F77C 2.3

F77D 1.5

F77M 1.5 1.6
Y109F 134 14
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[00295] Additional C1+A4E variants (Group A) were generated by site-directed mutagenesis
as described previously to have an additional substitution in at least one of the following amino
acid positions relative to SEQ ID NO: 1: 18, 20, 54, 59, 72, 77, 89, 92, 109, 113, 127, 136, or
164. These amino acid positions were chosen because, based on the primary and secondary
screens of Library 1, substitutions at these positions had increased total light output compared to
C1+A4E using at least one of the following as a substrate: novel coelenterazines PBI-3841, PBI-
3896, PBI-3897, PBI-3894, PBI-3925, or PBI-3932, or known coelenterazines 2-methyl
coelenterazine or PBI-3912. FIG. 7 lists the variants (“Clone”) and the additional amino acid
substitutions contained in each variant. Variant clones were assayed in triplicate as described for
the secondary manual screen as described previously and normalized to C1+A4E. FIGS. 8A-B
and 9 show the normalized average luminescence of the variants listed in FIG. 7 with various
coelenterazines as substrates. FIGS. 8A-B and 9 show variants with either large increases in
luminescence for the listed novel compounds compared to C1+A4E or no change or a decrease in
luminescence for the known coelenterazine compared to C1+A4E. Clone QC27, which has
additional amino acid substitutions Q18L, F541, 1L.92H, and Y109F, had a 561.32-fold-increase in
luminescence with PBI-3806, a 392.98-fold-increase with PBI-3894, and a 283.85-fold-increase
with PBI-3896 compared to C1+A4E. This data shows that Q18L, L.92H, and Y109F can be
combined with cach other and with additional substitutions to result in variants with improved

relative specificity.

[00296] Other substitutions of interest identified from Library 1 were combined to generate
additional variants (Group B) (FIG. 10). Additional amino acid substitutions were made in at
least one of the following amino acid positions relative to SEQ ID NO: 1: 18, 20, 54, 71, 77, 90,
92, 109, or 127. These substitutions showed improvement with at least one of the following
novel coelenterazines as a substrate: PBI-3841, PBI-3896, PBI-3897, PBI-3894, PBI-3925, or
PBI-3932. These variants were assayed as described for Group A variants using native
coelenterazine, known coelenterazine-hh, and novel coelenterazines PBI-3939, PBI-3945, PBI-
3840, PBI-3932, PBI-3925, PBI-3894, and PBI-3896. Variant clones were assayed in triplicate
as described for the secondary manual screen as described previously and normalized to
C1+A4E. FIG. 11 shows the normalized average luminescence of the variants listed in FIG. 10
with the various coelenterazines as substrates. FIG. 11 shows variants with either large increases
in luminescence for the listed novel coelenterazines compared to C1+A4E or no change or a

decrease in luminescence for the native and known coelenterazine compared to C1+A4E,
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[00297] Additional variants were generated with the additional amino acid substitution 190V

and/or Y109F (Group C) and compared to variants generated from Group A or B (see FIG. 12).
Clones containing variants with an 190V substitution (“I90V”), a Y109F substitution (“Y 109F”),
or both substitutions (“LE2”) were compared to clones QC #27, QC#2 E7, QC#2 F4, and QC#1
All using assays as described for Group A recombinants with native coelenterazine, known
coclenterazine-hh, and novel coclenterazines PBI-3939, PBI-3945, PBI-3889, PBI-3840, PBI-
3925, PBI-3932, PBI-3894, PBI-3896, and PBI-3897 as substrates (FIG. 12). Variant clones
were assayed in triplicate as described for the secondary manual screen as previously described
and normalized to CI+A4E (FIG. 12). FIG. 12 shows variants with either large mncreases in
luminescence for the listed novel coelenterazines compared to C1+A4E and no change or a
decrease in luminescence for the native or known coelenterazine compared to CI+A4E. FIG. 12
shows that 190V provided greater light output for native coelenterazine and several of the novel

substrates.
[06298] B. QC27 Variants

[00299] The variant QC27 (SEQ ID NOs: 4 and 5) from A, which has additional amino acid
substitutions Q18L, F541, 1.92H, and Y109F, was cloned into a pF4A modified vector as
described previously to create a C-terminal HT7 (Promega Corp.) fusion protein (“QC27-HT77)
(SEQ 1D NOs: 44 and 45). 4400 variants of QC27-HT7 (Library 2) were generated by random
mutagenesis as described previously, and primarily screened for increased relative specificity
change as described previously using native coelenterazine and novel coelenterazines PBI-3896
and PBI-3897 as substrates. Variant clones were selected, sequenced, and assayed in a secondary
manual screen as described previously using native coelenterazine, known coelenterazine-hh, and

novel coelenterazines PBI-3897, PRI-3896, and PBI-3894 ag substratfcs.

[00300] FIG. 13 lists the additional amino acid substitutions (“Sequence”) identified in these
variants {(“Sample’), and the luminescence of the variants using native coelenterazine, known
coclenterazine-hh, and novel coelenterazines PBI-3897, PBI-3896, and PBI-3894 as substratcs in
the secondary screen normalized to the corresponding starting QC27-HT7. The variants in FIG.
14, had at least one of the following additional amino acid substitutions: F1i, R11Q, L18I, L18Q,
V21L, V21M, L22F, F311, Q32H, V45E, L46Q, S47P, G48R, E49D, G51E, DSSE, G67S, F68Y,
F68L, Q69H, L72Q, E74K, E741, M75K, 176F, 176V, HS6R, I190T, H92Q, HI2R, T96A, VIS8F,
199V, 1997, V102M, M1061, F109Y, 1142V, V158l T159S, L168F, or G170R (the G170R is
located in the linker region between HT7 and the OgLuc variant).
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[00301] The amino acid substitutions F68Y in variant 24B12, L.72Q in variant 29C4, and

M75K in variant 3H11 each provided greater light output for native coclenterazine and several of
the novel substrates. The amino acid substitutions V21L in variant 25A11 and H92R in variant
1B6 provided improved relative specificity. Both of these substitutions were cases where
luminescence signals were down using the novel coelenterazines as substrates, but were down

more using native and known coclenterazines as substrates.

[00302] Additional QC27-HT7 variants were generated to have specific amino acid
substitutions (FIG. 14) using site-directed mutagenesis as described previously. Additional
substitutions were made in at least one of the following amino acid positions relative to SEQ ID
NO: 1: 21, 68, 72, 75, 76, 90, 92, and 158, as these positions showed improvement in relative
specificity change as shown in FIG. 14. FIG. 15 shows the luminescence of the QC27-HT7
variants using native coelenterazine, known coelenterazine-hh, and novel coelenterazines PBI-
3897, PRI-3841, PBI-3896, and PBI-3894 as substrates normalized to the corresponding starting
QC27-HT7. As seen in FIG. 15, combining the three amino acid substitutions F68Y, L72Q, and
M75K with V1581, as for example in variant QC27#1, provided greater light output for each

coelenterazine tested.
[60303] C. QC27-9a Variants

[00364] The variant QC27-% {(SEQ ID NOQOs: 6 and 7) from B, a QC27-HT7 fusion protein
with additional amino acid substitutions V211, H29R, F68Y, L72Q, M75K, and V1581, was used
as a starting sequence to generate a library. 4400 variants of QC27-9a (Library 3) were
generated by random mutagenesis as described previously and screened for increased relative
specificity change using native coelenterazine and novel coclenterazines PBI-3841 and PBI-
3897. Variant clones were selected, sequenced, and assayed in a secondary manual screen as
described previously using native coelenterazine, known coelenterazine-hh, known
coclenterazine-h, and novel coelenterazines PBI-3841 and PBI-3897 as substrates. FIG. 16 lists
the additional substitutions (“AA change”) identified in the variants (“Sample”), and the average
luminescence of the variants using native coelenterazine, known coelenterazine-hh, known
coeclenterazine-h, and novel coelenterazines PBI-3841 and PBI-3897 as substrates in the
secondary screen normalized to the corresponding starting QC27-9a. The increase in relative
specificity represents cases where there was a decrease in luminescence for the variant with the
novel, native, and known coelenterazines compared to the starting template, but luminescence
with the native and known coelenterazines decreased more. For example, the variant 30D12 with
the amino acid substitution L22F had an approximately three-fold Joss in activity with the novel

coeclenterazines PBI-3841 and PBI-3897. However, with native coelenterazine, known
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coelenterazine-h, and known coelenterazine-hh, the luminescence of the variant 30D12 was

down by ten-fold or more.

[08305] FIG. 17 shows a comparison of the luminescence of C1+A4E, QC27-HT7 and QC27-
9a compared to humanized Renilla luciferase (referred herein as “hRL”) (SEQ ID NOs: 30 and
31) using native coelenterazine, known coelenterazine-hh, and novel coelenterazines PBI-3841
and PBI-3897 as substrates. Although the reaction of QC27-9a with PBI-3897 was brighter than
QC27-9a with PBI-3841 (see FIG. 17), the evolution trend, i.e., magnitude of improvement in
luminescence, was greatest for PBI-3841 (Table 6). Combining the improvement in
luminescence (440-fold) with the decrease in luminescence for native coelenterazine (800-fold)
indicated a change in relative specificity (350,000-fold) of QC27-%a using PBI-3841 compared to

native coelenterazine.

Table 6: The Change in Relative Specificity of the OgLuc Variants for PBI-3897 and PBI-

3841 Compared to Native Coelenterazine and coelenterazine-hh.

Compound Evolution trend: Change in relative specificity (novel
CIA4E to QC27 #9a coelenterazine/native coclenterazine)
coelenterazine DOWN 800X
coelenterazine~hh DOWN 300X
PBI-3897 UP 100X 80,000X
PBI-3841 UP 440X 350,000X

[00306] D. IVY Variants

[003067] IVY (SEQ ID NOs: 8 and 9), a CI+A4E variant with additional amino acid
substitutions F541, 190V, and F77Y, was cloned into a pF4A modified vector as described
previously to create a C-terminal HT7 fusion protein (“IVY-HT7”). 4400 variants of IVY-HT7
(Library 4) were generated by random mutagenesis and screened for increased light output (i.e.,
increased brightness) and increased relative specificity using native coclenterazine, known
coelenterazine-hh, and novel coelenterazines PBI-3840, PBI-3889, PBI-3925, PBI-3932, and
PBI-3945 as substrates. Variant clones were selected, sequenced, and assayed in triplicate in a
secondary screen as described previously using native coelenterazine, known coelenterazine-hh,
and novel coelenterazines PBI-3889, PBI-3939, PBI-3945, and PBI-4002 as substrates. FIGS. 18
and 19 lists the additional substitutions (“AA change”) 1dentified in the variants (“Sample”) and
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the average luminescence of the variants normalized to IVY-HT7 using native coelenterazine,

known coeclenterazine-hh, and novel coelenterazines PBI-3889, PBI1-3939, PBI-3945, and PBI-
4002 as substrates in the secondary screen. FIG. 18 lists those variants chosen based on
performance with PBI-3945 (Group A), which had at least one of the following amino acid
substitutions: Q18H, D19N, Q20P, Q32P, K33N, V38I, V38F, K43N, 144F, E49G, 160V, Q69H,
176N, Y77N, Y94F, G958, G95D, F1101, V119M, K124M, L1491, or R152S. FIG. 19 lists those
variants chosen based on performance with PBI-3889 (Group B), which had at least one of the
following amino acid substitutions: F6Y, QI8L, L27V, S28Y, Q32L, K33N, V36E, P40T, Q42ZH,
N50K, G51R, H86L, N135D, or 1155T.

[00308] Additional IVY-HT7 variants were generated to have additional specific amino acid
substitutions using site-directed mutagenesis as described previously. FIG. 20 lists variants with
at least one of the following additional amino acid positions relative to SEQ ID NO: 1: 19, 20,
27,32, 38, 43, 49, 58, 77, 95, 110, and 149, as these substitutions were identified in the variants
of FIG. 18, which showed specificity towards PBI-3945 and PBI-4002. FIG. 21 shows the
fuminescence of the variants listed in FIG. 20 normalized to IVY-HT7 using native
coclenterazine, known coelenterazine-h, known coelenterazine-hh, and novel coclenterazines
PBI-3939, PBI-3945, PBI-4002, PBI-3932 and PBI-3840 as substrates. None of the variants
showed an improvement over IVY-HT7, but there were instances, such as variant C5.19 (SEQ ID
NOQOs: 12 and 13) where luminescence with native or a known coelenterazine decreased about 3-4
logs, but luminescence with PBI-3945 and PBI-4002 decreased only two-fold. Variant C5.19 has
additional amino acid substitutions L27V, V381, and 11491

[00308] FIG. 22 lists variants with at least one of the following additional amino acid
positions relative to SEQ ID NO: 1: 6, 18, 27, 28, 33, 34, 36, 40, 50, 51, 135, and 155, as thesc
substitutions were identified in the variants of FIG. 19, which showed specificity towards PBI-
3889 and PBI-3939. FIG. 23 shows the luminescence of the variants listed in FIG. 21 using
native coelenterazine, known coelenterazine-h, known coelenterazine-hh, and novel
coelenterazines PBI-3939, PBI-3945, PBI-3889, PBI-4002, PBI-3932, and PBI-3840 as
substrates normalized to IVY-HT7. Luminescence decreased for each of the variants compared
to IVY-HT7. Variant C1.3 (SEQ ID NOs: 10 and 11) had about 2000-fold more luminescence
with PB1-3939 than with native or known coclenterazine. Variant C1.3 has additional amino acid
substitutions F6Y, K33N, N135D, and 1155T.

[80310] The best IVY-HT7 variants for relative specificity change compared to hRL and IVY-
HT7 were C5.19, which had the best luminescence with PBI-3945, and C1.3, which had the best

luminescence with PBI-3889. FIG. 24 shows the luminescence of hRL, IVY-HT7, C5.19 (a C-
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termuinal HT7 fusion), and C1.3 (a C-terminal HT7 fusion) with native coelenterazine, known

coelenterazine-h, known coelenterazine-hh, and novel coclenterazines PBI-3939 and PBI-3945.
(003111 E. IV Variants

[00312] IV (SEQ ID NOs: 14 and 15), a CI+A4E variant with additional amino acid
substitutions F541 and 190V, was generated as previously described. To determine the brightest
variant for use as a transcriptional reporter, luminescence was measured as described previouslty
provided for C1+A4E (SEQ ID NOs: 2 and 3), IVY (SEQ ID NOs: 8 and 9), and IV (SEQ ID
NOs: 14 and 15) using native coelenterazine, known coclenterazine-hh, and novel
coclenterazines PBI-3939, PBI-3945, PBI-3889, and PBI-4002 as substrates. hR1. was used as a
control. As seen in FIG. 25, IV was brighter than both C1+A4E and IVY. The amino acid
substitution F541 in IV provided greater light output for native coelenterazine and several of the

novel substrates. All three variants were brighter than hRL with the tested coelenterazines.

[00313] The data from A, B and D (i.e., screenings of the libraries generated from CI1+A4E,
IVY, and QC27 as the starting sequences) were reviewed to determine those additional amino
acid substitutions with increased light output (ie., increased brightness) with a variety of
coelenterazines. IV variants were generated as described previously to have additional
substitutions which had reduced specificity for native coelenterazine by two- to ten-fold. As
listed in FIG. 26, the IV variants (“clone”) had an additional amino acid substitution
(“Sequence™) of at least one of the following amino acid substitutions: F11I, E4K, Q18L, L27V,
K33N, V381, F68Y, M70V, L72Q, M75K, or VI102E.

[00314] Sixteen plates of variant clones for all combinations of amino acid substitutions were
primarily screened and assayed using the automated robot method described previously with
native coelenterazine, known coelenterazine-h, known coelenterazine-hh, and novel
coelenterazines PBI-3889 and PBI-3945 as substrates. Variants with improved luminescence
were selected, sequenced, and assayed in triplicate using the manual screen as described
previously. Luminescence was measured using native coelenterazine, known coclenterazine-h,
known coelenterazine-hh, and novel coelenterazines PBI-3889, PBI-3939, PBI-3943, and PBI-

4002 as substrates. Corresponding starting sequences IV and hRL were used as controls.

1003151 FIG. 26 lists the variants, and the additional amino acid substitutions identified in the
variants. FIG. 27 shows the average luminescence of the variants in the secondary screen
normalized to IV, Variant 8A3 (SEQ 1D NOs: 26 and 27), which has additional amino acid

substitutions F11I, L27V, and V381, had improved relative specificity with novel coelenterazines,
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but was not brighter than IV. Variant 8F2 (SEQ ID NOs: 46 and 47), which has additional amino

acid substitution L27V, offered improved relative specificity and brightness with 3 of the 4 novel
coelenterazines used. Variant 9B8 (SEQ ID NOs: 18 and 19), which has additional amino acid
substitutions Q18L, F68Y, L72Q, and M75K, was brighter for all substrates and offered some
relative specificity advantage over native coelenterazine as well. Variant 9F6 (SEQ ID NOs: 20
and 21), which has additional amino acid substitutions Q18L, L27V, V38I, F68Y, L72Q, and
M75K, showed similar improvements as was seen with 8F2. Variant 15C1 (SEQ ID NOs: 16
and 17), which has additional amino acid substitutions E4K, K33N, F6RY, L72Q, and M75K,
was brighter for all novel coclenterazines, but did not have any improved relative specificity
benefit. The amino acid substitution Q18L in variant 1D6 provided improved relative specificity,
i.¢., away from native coelenterazine and towards novel substrates, in the context of IV. In
general, the amino acid substitution L27V provided improved relative specificity in the context

of IV.

[00316] FIG. 28 shows the luminescence of the 8A3, 9BR, 9F6, and 15C1 variants in the
secondary screen using native coclenterazine, known coelenterazine-hh, known coelenterazine-h,
and novel coclenterazines PBI-3939, PBI-3945, PBI-3889, and PBI-4002 as substrates compared
to IV and hRL. Variant 8A3 had 2 logs decrease in brightness with native coelenterazine
compared to IV. Variant 9F6 had 1 log decrease in brightness with native coelenterazine
compared to V. Variant 15C1 with PBI-3945 was the brightest, but the signal half-life was short

(see Example 27).
[003171 F. 9B8 Variants

[00318] The 9B8 variant from E was further modified to generate additional variants with
increased light emission and/or improved relative specificity for PBI-3939. Amino acid
substitution L72Q appeared to be a beneficial amino acid substitution for increased light
emission (i.e., brightness) as this substitution was identified in the variants 9B8, 9F6, and 15C1,
all of which showed improved light emission. To determine if other amino acid substitutions at
position 72 would provide similar increases in brightness, additional variants of 9B8 were
generated as described previously by saturating position 72 with alternative residues. Four
replicates of E. coli lysates were prepared and analyzed for brightness as described previously
using PBI-3939 as a substrate except the assay buffer contained 10 mM CDTA, 150 mM KCI, 10
mM DTT, 100 mM HEPES, pH 7.0, 35 mM thiourea, and 0.5% TERGITOL® NP-9 (v/v). Table
7 lists 9BR variants (“Variant”) with similar or improved luminescence compared to 9BE as

indicated by luminescence normalized to 9B8 (“RLU (normalized to 9B8)Y”), ie., fold
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improvement. The amino acid substitutions of A, G, N, R, and M at position 72 provided at least

the same brightness benefit as amino acid Q, i.e., 1-fold.

Table 7: Variants with Similar Luminescence Compared to Variant 9BS.

Variant RLU (normalized to 9B§)
9B8 + Q72A 1.1
9BS + Q72G 1
9B8 + Q72N 1
9B8 + Q72R 1
9B8 + Q72M 1

[00319] Additional variants with improved relative specificity to novel PBI-3939 were
generated as described previously by saturating amino acid positions 18, 68, 72, 75, and 90 in
variant 9B8. E. coli lysates were prepared and analyzed for brightness as described previously
using native coelenterazine and novel PBI-3939 as substrates. Relative specificity was
determined from the ratio of the luminescence of the variant with PBI-3939 to the luminescence
of the variant with native coelenterazine, normalized to the ratio of corresponding luminescence
of 9B8. Table 8 lists 9B8 variants (“Variant”) with at least 1.1X fold-increase in relative
specificity for PBI-3939. The results demonstrate that at least one additional change at each of
the sites provided improved relative specificity for PBI-3939 versus native coclenterazine. 9B§
variants with amino acid substitutions K, D, F, G, Y, W, and H at position 18 had the highest fold

improvement in relative specificity.

Table 8: Variants with Improved Relative Specificity for PBI-3939

Relative specificity
Variant
(PBI-3939 RLU/native coelenterazine RLU; normalized to 9Bg)
9B8 + L18K 40.7
9B8 +L18D 258
9B8 + L18F 25.6
9B8 + L18G 182
9B8 + L18Y 17.8
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9BS + LI18W 11.2
9B8 + L18H 9.1
9B8 + L18R 3.5
9BS + L18M 3.4
9B8 -+ L18N 2.9
9B8 + L18P 2.6
OBS + L18S 2.3
OBS + Y68W 1.1
9B8 + Q72W 6.1
9BS + Q72Y 2.5
9B8 + Q72F 2.2
9B8 + Q72V 2.2
9B8 + Q721 2.1
9B8 + Q72T 1.9
9B8 + Q72N 1.8
9B8 + Q72R 1.7
9B8 + Q72P 1.6
988 + Q72G 1.5
9B8 + Q72A 1.4
9B8 + Q72M 1.3
9B + Q72C 13
9B8 + Q72H 1.2
9B§ + Q728 1.2
9B8 + M75F 12
9B8 + VOOR 24
9B8 + V90Y 1.6
9B8 + V90D 1.4
9B8 + V0P 1.4
9B& + V0K 1.3
9B8 + V90Q 1.2
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[003208] . 9B8 + K33N Variants

[00321] An additional variant, 9B8 opt+K33N (SEQ ID NOs: 42 and 43) was generated to
investigate the benefits of amino acid substitution K33N for brightness, relative specificity, and
thermal stability. 9B8 opt+K33N was examined and compared to 9B8 opt (described in Example

25A) in various applications.

[00322] E. coli lysates containing the variant 9B8 opt or 9B opt+K33N were prepared and
analyzed as described previously except the assay buffer contained 0.1% TERGITOL® NP-9
(v/v). Luminescence generated from the lysates was measured using the novel PBI-3939 and
native coclenterazine as substrates. The relative specificity of the variants for PBI-3939 and
native coelenterazine was calculated as described previously. 9B8 opt+K33N (“K33N”) had
greater light output (RLU) and a higher relative specificity for PBI-3939 than native
coelenterazine compared to 9B8 opt (FIG. 29), indicaﬁ;ag that the K33N substitution provided

greater light output and improved relative specificity.

[60323] A new Ogluc library was created using 9B8opt+K33N as a starting template. The
random library was created using DIVERSIFY® PCR Random Mutagenesis Kit (ClonTech;
Catalog # 630703). Condition 5 (as listed in the user manual) was used to generate additional
variants, and the average mutation rate was calculated to be 2.6 mutations per gene by compiling
sequence data from 83 randomly selected clones. This PCR library was cloned into the pF4Ag-
bascd, non-fusion vector background described previously and the sandwich background, i.c., 1d-
OgLuc-HT7 (described in Example 45). Variants in the pF4Ag-base non-fusion vector
background are designated with (NF). Variants in the sandwich vector background are
designated with (F). In order to clone the PCR product into both vectors, an amino acid, i.e., a
glycine, was appended to the variant sequence in pF4Ag, generating a new position 170 in the
OgLuc variant (“170G”). The 170G is present in the sandwich construct, but in this case is
considered part of the linker between OgLuc and HT7. For each library, 4,400 E. coli clones
were assayed as described previously with the following exceptions. The lysis buffer contained
300 mM MES pH 6.0 instead of HEPES, and 0.5% TERGITOL® NP-9 (v/v), but did not contain
thiourea. The assay buffer contained 100 mM MES pH 6.0 instead of HEPES, and 35 mM
thiourea. The assay volumes were as follows: 10 uL cells, 40 pL lysis buffer, and 50 pL assay
buffer.

{00324] The PCR library in the pF4Ag-based non-fusion background was screemed for
additional variants with increased luminescence compared to 9B8 opt-+K33N+170G (SEQ ID
NOs: 68 and 69). Selected variants were then assayed in HEK293 and NIH3T3 cells. For each
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cell type, 15,000 cells were plated and grown overnight at 37°C. The next day, the cells were

transfected as described in Example 25 with 10 ng pGL4.13 (Promega Corp.) as a transfection
control and 100 ng of the OgLuc test DNA. The media was removed, and the cells were lysed
with 100 pL of Iysis buffer as described in Example 25 except the lysis buffer contained 100 mM
MES pH 6.0 instead oleEPES, and luminescence measured using a GLOMAX® Luminometer.
For each sample, 10 pL of lysate was assayed with 50 pL of lysis buffer containing 20 pM PBI-
3939, For the transfection control, 10 uL of lysate was assayed with 50 pL of BRIGHT-GLO™
Assay Reagent.

[00225] Table 9 shows the fold-increase in luminescence of variants in E. coli, HEK293, and
NIH3T3 cells and the amino acid substitutions found in the variants. The variants 27A5 (NF)
(SEQ ID NOs: 70 and 71), 23D4 (NF) (SEQ ID NOs: 72 and 73) and 24C2 (NF) (SEQ ID NOs:

74 and 75) had at least 1.3 fold-increase in luminescence in E. coli and HEK293 cells.

Table 9: Increase in Luminescence Generated by Oglue Variants Compared to 9BS
opt+tK33N+170G in E. coli, HEK293 and NIH3T3 Cells

Fold over 9B8 opt+K33N + 170G
Sample Sequence
E, coli HEK293 NIH3T3
27AS5 (NF) T397, 170G 1.3 1.5 1.3
23D4 (NF) | G26G, M106L, R112R, 170G 1.5 1.6 1.2
24C2 (NF) R11Q, T39T, 170G 1.5 1.5 1.1

[00326] Based on the above data, further combination variants were designed and generated
(see Tablc 10) in the context of the pF4Ag-based non-fusion vector background without the
170G. The variants were analyzed in E. coli, HEK293 and NIH3T3 cells as described above and
compared to 9B8 opt+K33N. The variants were also examined for luminescence with native
coelenterazine. Table 10 shows the fold-increase in luminescence of the variants in E. coll,
HEK?293, and NIH3T3 cells, and the amino acid substitutions found in the variants (“Sample”).
The variants were named by adding the additional amino acid substitutions in the variant to the
prefix “9B8 opt+K33N.” Table 11 shows the relative specificity of the different variants for PBI-
3939 compared to native coelenterazine in E. coli, NIH3T3, and HEK293 cells. As shown in
Table 10, the variant 9B8 optrK33N+T39T+K43R+Y68D (“V2”; SEQ ID NOs: 92 and 93) had
improved luminescence in E. coli and a slight improvement in luminescence in NIH3T3 cells.
The variant 9B8 opt+K33N+L27V+K43R+Y68D (“L27V, K43R, Y68D”) had a neutral
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improvement in luminescence (Table 10) and 5X fold-increase in relative specificity over 9B§

opt+K33N (Table 11) in the three cell types examined.

Table 10: Increase im Luminescence Generated by Ogluc Combination Variants
Compared to 9B8 opt+K33N in E. coli, NTH3T3 and HEK293 Cells

Sample Fold over 9B8 opt +K33N
E. coli NIH3T3 HEK293
T39T 1.8 i1 1.1
K43R 1.2 1.1 1.1
T39T, K43R 1.3 0.9 1.1
Y68D 1.0 1.0 1.2
K43R, Y68D 1.2 1.2 1.2
T39T, K43R, Y68D (*V27) 1.8 1.1 1.3
L2797V 0.5 0.7 0.8
L27V,K43R 0.7 0.6 0.6
127V, K43R, Y68D 1.2 0.8 0.9
L27V,Y68D 12 0.8 0.7
S66N, K43R 0.9 1.1 1.1
L27V, K43R, S66N 1.0 0.6 7
9B8 opt + K33N 1.0 1.0 1.0

Table 11: Change in Relative Specificity of Ogluc Combination Variants for PBI-3939
Compared to Native Coelenterazine in E. coli, NFH3T3 and HEK293 Cells

Sample Fold over Native Coclenterazine
E. coli NIH3T3 HEK293
T39T | 18.2 18 20
K43R 29.5 31 32
T39T, K43R 294 30 32
Y68D 114 . 10 12
K43R, Y68D 18.6 19 21
T39T, K43R, Y68D (*V27) 18.5 18 21
L27v 85.2 85 97
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L27V, K43R 120.1 131 147
L27V, K43R, Y68D 98.3 98 101
L27V, Y68D 59.9 61 64
S66N, K43R 22.9 23 25
L27V, K43R, S66N 100.4 97 106
B8 opt + K33N 19.0 19 19

[00327] Additional OgLuc variants were generated from 9B8 opt+K33N to contain at least
one of the following additional amino acid substitutions relative to SEQ ID NO: 1: L27V, T39T,
K43R, Y68D, or S66N (see “Sample” in Table 12 for the amino acid substitutions in the
variants). The variants were named by adding the additional amino acid substitutions in the
variant after the prefix “9B8 opt+K33N.” These additional variants and the variants 9B8
opt+K33NFL27V+Y68D  (“L27V, Y68D), 9BE opt+K33N+L27V+HK43R+Y68D (“L27V,
K43R, Y68D”), 9B8 opt+K33N+L27V+K43R+S66N (“L27V, K43R, S66N”), and 9B8
opttK33N+T3OT+K43R+Y 68D (“T39T, K43R, Y68D”; also known as “V2”) from above, were
examined for brightness, relative specificity, signal stability and thermal stability. The variants

were compared to the variants 9B8 opt (“9B8”) and IB8 opt+K33N (“K33N”).

[00328] L. coli lysates containing the variants were prepared and analyzed as described
previously. Luminescence generated from the lysates was measured using the novel PBI-3939
and native coelenterazine as substrates. The luminescence of the variants was normalized to the
luminescence generated by 9B8 opt (Table 12). The relative specificity of the variants for PBI-
3939 and native coelenterazine was calculated by dividing the luminescence of the variants using
PBI-3939 as a substrate with the luminescence of the variants using native coelenterazine as a
substrate (Table 12). This data indicates that the amino acid substitution L27V lowers specificity

for native coelenterazine.

Table 12: Increase in Luminescence Generated by OgLuc Variants Compared to 9B8 and
Change in Specificity of Ogluc Variants for PBI-3939 Compared to Native Coelenterazine

in Bacterial Lysates
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: Sample . Foldover9B8 . Fold over coelenterazine -
988 1.0 7
K33N ' 1.1 21
T39T, Y68D 0.9 12
T39T, L27V, K43R 1.2 149
L27V, T39T, K43R, Y68D 1.8 110
T39T, K43R, Y63D 1.6 21
L27V, T39T, K43R, S66N 1.3 114
L27V,K43R, YB8D 1.3 110
L27V, Y68D 1.0 63
L27V, K43R, S66N 1.1 114

[003281 H. V2 Variants

[00330] A set of additional variants were designed using V2 (9BRBopt with the additional
amino acid substitutions K33N+T39T+K43R+Y68D) as a template. The substitutions shown in
Table 13 were designed based on either 1) the known diversity according to the structure-based
alignment of 28 fatty acid binding proteins (1VYF, 1FDQ, 2A0A, 108V, IBWY, 2ANS, 1VIV,
IPMP, 1FTP, 2HNX, 1JJJ, 1CBR, 2CBS, 1LPJ, IKQW, 2RCQ, 1EIL, ICRB, 1IFC, 2PYI, 2JU3,
IMVG, 2Q04, 1P6P, 2FT9, IMDC, 101U, 1EIO; See U.S. Published Application No.
2010/0281552), or 2) the probing of alternative residues at positions previously identified to play
a role in substrate specificity. Changes listed under “Consensus” in Table 13 relate to residues
identified in at least 50% of the aligned, above-mentioned fatty acid binding proteins. Changes
listed under “Predominant Minority” relate to residues identified in many of the fatty acid
binding proteins mentioned above, but found in fewer than 50% of the aligned sequences.
Changes listed under “Other” relate to residues were identified less frequently than the
predominant minority residue at a given position in the aligned sequences. Finally, changes
listed under “Specificity” relate to positions suspected to be involved in determining a variant’s
specificity for coelenterazine or a coelenterazine analog. For example, the designed specificity
changes at position 27 (leucine residue in the parental sequence, i.e., V2) were changed to other
hydrophobic residues or amino acids representing alternative chemistries (¢.g., other hydrophobic
residues containing rings, residues containing uncharged polar side chains, or residues containing
charged side chains); and the designed specificity changes at position 40 (proline in the parental
sequence), were to a sampling of different chemistries (chemistries (e.g., other hydrophobic
residues containing rings, residues containing uncharged polar side chains, or residues containing
charged side chains); note that glycine, glutamine, isoleucine, and leucine are identified at this

position the aligned fatty acid binding proteins).
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{00331] The variants were constructed using standard site-directed mutagenesis protocols (see
previous examples), and the resulting plasmids transformed into E. coli for analysis. Cultures
were grown per standard walk away induction in minimal media as described previously. To 10
uL of the cultured, transformed E. coli cells, 40 pL of lysis buffer (100 mM MES pH 6.0, 0.3X
PLB, 0.3 mg/mL Lysozyme, 0.003 U/uL RQ1 DNasel and 0.25% TERGITOL® NP-9 (v/v)) was
added followed by the additional of an equal volume (50 uL) of assay reagent (1 mM CDTA,
150 mM KCl, 2 mM DTT, 20 pM PBI-3939 or native coelenterazine, 100 mM MES pH 6.0, 35
mM thiourea, and 0.5% TERGITOL® NP-9 (v/v)). Luminescence was measured on a

GLOMAX® 96 Microplate Luminometer (Promega Corp.).

[00332] Table 14 summarizes the differcnt amino acid substitutions identified in the analysis.
The data is presented as normalized to the parental clone (V2) with regards to the luminescence
measured for both PBI-3939 and native coelenterazine. The relative change in specificity to PBI-

3939 with respect to native coclenterazine is also shown.

Table 14
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PRI~3439 COELENTERAIINE RELXTIVE CHANGE IX
Substitution HORMRLIZED ROEMALIZED SPECIFICITY FOR PBI~3538
10 ¥ .7 9.2 3.5
48 1.3 1.2 L1
16 E ¢.5 9.2 2.5
23 K 1.3 4 ¢.3
242 0.4 0.2 2.6
pLI 0.8001 4. 000023 3.3
27 & 0.8 9.1 8.0
21D 0.006 0.6801 6.0
21 6 6. 088 0,905 11,8
25t 6,2 0.924 8.3
27 M 2.2 0.5 2.4
40 1 0.0017 0. 0067 8.5
10 L Q. 0067 0., 0001 7.0
w9 0.0001 9, 000026 3.8
61 4 1.2 15 0.8
g1 T 1.3 1.6 9.8
9% e G.014 001 1.4
100 1 4,002 0.002 1.0
W02 1 1.1 1.1 1.0
AL R 0.6 9.8 1.0
113 & 1.2 0.4 2.0
18 & ¢.§ 0.4 1.5
2% ¢ 9.8003 6. 0001 3.0
130 X 1.1 0.9 1.2
M2 € 0.9 6.3 2.0
142 0.9 0.3 3.0
142 W 0.8 0.4 2.0
146 6 0.4 0.8 1.1
147 ® 0.4 D.4 1.0
149 # 0.7 0.4 1.8
150 ¥ 0.9 0.4 2.3
152 % 0.9 0.3 1.8
Ber 0. % 0.3 3.0

[003331 [ L27V Variants

[00334] Using the OgLuc variant L27V as a starting template, i.e., starting sequence or
parental sequence, additional variants were made in which some of the amino acids (Table 15) in
the L27V variant were reverted to the amino acids found in the native OgLuc luciferase of SEQ
ID NO: 1. The variants were constructed by site-directed mutagenesis as previously described.
The variants were then screened as previously described for relative activity with either native
coelenterazine or PBI-3939. Luminescence was measured on a TECAN® INFINITE® F500 5
min after substrate/assay reagent (as described in H) was added and normalized to the L27V
variant starting template. SDS-PAGE analysis of the lysates indicates comparable expression

levels (data not shown).

[00335] Table 15 shows the relative activities of the L27V variants with native coelenterazine

or PBI-3939. Relative activities <1 indicate the reversion is detrimental compared to the residue
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at that sife in the L27V variant. Relative activities >1 indicate the reversion is favorable for

activity compared to the residue at that site in the L27V variant. Some additional data on these
mutants indicated the following: 166K, 54F, 54A and L27V were tested for thermal stability. The
Ty 60°C for 166K, 54F, and 54A were 87, 74, and 33%, respectively, indicating these
substitutions cause a reduction in thermal stability. The Km values for these same 4 variants
were the following: for native coclenterazine, 127V was 16 pM, 54A was 23 pM, 54F was 40
uM, and 166K was 21 uM; for PBI-3939, L27V was 18 uM, 54A was 62 uM, 54F was 163 uM,
and 166K was 23 uM. This indicates higher substrate affinity for L27V, particularly for the

position 54 substitutions.

Table 15
Native coelenterazine (50 mM) PBI-3939 (50 mM)
AA Relative activity AA Relative activity
substitution (5 min) substitution (5 min)
72L 0.2 72L 0.6
4A 1.0 4A 1.0
124Q 1.6 124Q 1.0
43K 1.9 43K 1.1
{1I5P 0.6 115p 0.9
166N 2 166N 2.0
75M 1.1 75M 12
54F 0.1 54F 0.4
68F 0.5 68F 0.9
33A 1.7 33A 1.0
138Y 1.0 138Y 1.0
54A 0.6 54A 1.6
901 0.8 901 0.6
33K 4.2 33K 0.8
44V 0.7 44V 1
166K 2.1 166K 2
11Q 1.6 11Q 1.3
166F 0.3 166F 0.4
18Q 4.1 18Q 0.6

Example 23 - Mutational Analysis of Position 166
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[00336] A. To assess the effect of different amino acids at position 166 on the luciferase

activity, the arginine (R) residue at position 166 was substituted to each of the other 19 amino
acids using site-directed mutagenesis as previously described in the context of a pF4Ag vector
(i.e., n the context of the wild-type Ogluc sequence SEQ ID NO: 1). These position 166

variants were then expressed in E. coli as previously described.

[00337] To create lysates, 50 puL 0.5X FASTBREAK™ Cell Lysis Reagent (Promega Corp.)
was added to 950 ul of induced cultures, and the mixtures incubated for 30 min at 22°C. For the
analysis, 50 plL of lysate was assayed in 50 uL of assay reagent (as previously described in
Example 22H) with either 100 uM PBI-3939, 30 uM native coelenterazine, or 22 puM
coelenterazine-h). Luminescence was measured as previously described (FIGS. 30A-C). FIGS.
30A-C show the relative activity of the N166 mutants. Western analysis confirmed comparable

expression of all variants (data not shown).

[00338] B. The specific single amino acid substitutions, L27V, A33N, K43R, M75K, T39T,
L72Q and F68D were assessed m the wild-type Ogluc or N166R background. The single amino
acid substitutions were generated via site-directed mutagenesis as previously described,
expressed in E. coli as previously described, and luminescence measured using the assay reagent
(previously described in Example 22H) with 22 uM native coelenterazine (FIG. 30D). Western

analysis confirmed comparable expression of all variants (data not shown).
Example 24 - Deletion Variants

[00338] Deletions to the L27V variant were made as follows:

Table 16

Deletion # Deletion Made

27 Residues 1-27 and Val -1
52 Residues 1-52 and Val -1
64 Residues 1-64 and Val -1
84 Residues 1-84 and Val -1
19 Residues 65-83

23 Residues 65-87

23A1 Residues 65-87 + G64D
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[00340] The N-terminus of the Ogluc variant L27V is methionine, valine and phenylalanine,

ie., MVF. For numbering purposes, the phenylalanine was considered the first amino acid.
“Val-1” indicates that the Valine in “MVF” was deleted. The methionine of “MVF” was
included in these deletions. The L27 deletion variants were cloned in the pF4Ag vector and
expressed in £, coli KRX cells as previously described. Inductions and lysate preparations were
performed as described Lysates were analyzed using the assay rcagent (previously described; 100
pM PBI-3939), and luminescence measured as previously described (FIG. 31). The data

demonstrates that smaller fragments of the OglLuc variants can also generate luminescence.
Example 25 — Codon Optimization of OgLuc Variants
[003411 A. IVand 9BS

[00342] The IV and 9B8 OglLuc variants were used as templates for codon optimization. The
goals, as understood by those skilled in the art, were two-fold: 1) to remove known transcription
factor binding sites, or other regulatory sequences, e.g., promoter modules, splice donor/acceptor
sites, splice silencers, Kozak sequences, and poly-A signals, that could potentially interfere with
the regulation or expression of the Ogluc variants, and 2) to alter the DNA sequence (via silent
mutations that do not alter protein sequence) to eliminate rarely used codons, and favor the most
commonly used codons in cells of E. coli, human, other mammalian, or other eukaryotic
organisms (Wada er al., Nucleic Acids Res., 18:2367 (1990)).

[60343] Two different optimized sequences fér IV and 9BE, referred to as opt (aka optA) and
optB, were designed for each variant. The first optimized sequence, i.e., opt/optA for each
variant, was designed by identifying the two best, i.e., most common, human codons for each site
(see Table 17) and then randomly picking one of the two for incorporation at each site. For the
optB versions, the previous, codon-usage, optimized version, l.e., opt/optA, was used as a
starting template, and each codon replaced with the other of the two best human codons
identified for this codon-optimization strategy. As an example, the leucine at position 3 in either
the TV or 9B8 sequence is encoded by the codon TTG. TTG is not one of the two most common
codons for leucine in a human cell, and therefore the codon was changed to the alternative, more
common codons for leucine, CTC (opt/optA) or CTG (optB). This same process was repeated
for all lcucines in the sequence, and due to the random nature of the approach, a CTC codon
could end up in optB and the CTG could end up in optA. Because of this two codon-usage

approach to optimization, sequences opt/optA and opt B were maximally codon-distinct.

Table 17: Codons used in Codon Optimization
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Amino acid Choice#] | Choice#2
Gly GGC GGG
Glu GAG GAA
Asp GAC GAT
Val GTG GTC
Ala GCC GCT
Ser AGC TTC
Lys AAG AAA
Asn AAC AAT
Met ATG

Ile ATC ATT
Thr ACC ACA
Trp TGG

Cys TGC TGT
Tyr TAC TAT
Phe TTC TTT
Arg CGG | CGC
Gln CAG CAA
His CAC CAT
Leu CTG CTC
Pro CCC CCT

[00344] Each of the 4 sequences (IV opt, IV optB; 9BE opt, 9BE optB) were then analyzed
(Genomatix Software, Germany) for the presence of transcription factor binding sites or other
regulatory sequences as described above, and these undesirable sequences were disrupted via
silent nucleotide changes. In some cases, where there were other non-rare codons for both
human and E. coli, the transcription factor binding sites or other regulatory elements was
removed by changing to one of these codons, even though they are not choice#1 or choice#2 (see
Table 18). In cases, where removing a transcription factor binding site or other regulatory
element would have involved introducing a rare codon, the transcription binding site (or other

regulatory element) was usually not changed.

Table 18: Additional Codons used to Remove Transcription Factor Binding Sites and

Other Regulatory Elements
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Amino Acid Choice #3 Choice #4
Gly GGA GGT
Val GTA GTIT
Ala GCG GCA
Ser AGT TCA
Thr ACG ACT
Leu TTG CTT
Pro CCG CCA

[00345] Codon optimized versions of IV (“IV opt” (SEQ ID NO: 22) and “IV optB” (SEQ ID
NO: 23)) and 9B8 (“9B8 opt” (SEQ ID NO: 24) and “9B8 optB” (SEQ ID NO: 25)) were
generated and cloned into pF4Ag by methods known in the art. HEK293 cells were plated in 96-
well plates at 15,000 cells/well and grown overnight at 37°C. The following day, the cells were
transiently transfected in 6 well replicates using TRANSIT®-LT1 Transfection Reagent (Mirus
Bio) with 100 ng of plasmid DNA encoding the codon optimized versions in pF4Ag and grown
overnight at 37°C. HEK293 cells were also transfected with either pGL4.13 (Luc2/SV40)
(Paguio ef al., “pGL4 Vectors: A New Generation of Luciferase Reporter Vectors” Promega
Notes, 89:7-10 (2005)) or pGL4.73 (hRL/SV40) (Id.) to normalize for differences in transfection
efficiency. Ten ng/transfection or 10% of the total DNA transfected was used. Media was
removed, and cells were lysed with 100 pL lysis buffer which contained 10 mM CDTA, 150 mM
KClL, 10 mM DTT, 100 mM HEPES, pH 7.0, 35 mM thiourea, and 0.5% TERGITOL® NP-9
(v/v) to create a lysate sample. Luminescence of the lysate sample was measured on a TECAN®
INFINITE® F500 luminometer as follows: for hRL and the Ogl.uc variants, 10 pL of the lysate
sample was assayed for luminescence with 50 uL of lysis buffer containing 20 uM of substrate
(native coelenterazine for hRL and PBI-3939 for the OgLuc variants). For Luc2 (SEQ ID NOs:
28 and 29), a firefly luciferase, 10 pL of lysate sample was assayed for luminescence with 50 pL
of BRIGHT-GLO™ Luciferase Assay Reagent (Promega Corp.).

[00346] FIG. 32 shows a comparison of the luminescence measured for the lysates containing
the codon optimized versions of the Ogluc variants compared to hRL and Luc2. hRL and the
OgLuc variants were normalized to pGL4.13 and Luc2 was normalized to pGL4.73 using
methods known in the art. As shown in FIG. 32, Luc2 had approximately 14 fold higher
luminescence than hRL. The Ogluc variants had higher luminescence compared to Luc2 and
hRL. The codon optimized versions of IV (“IV opt” and “IV optB”) and 9B8 (“9B8 opt”)

showed increased luminescence compared to the non-optimized versions.
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[00347] As a result of this optimization, the “opt/optA” versions expressed better in human

HEK293 cells than their parental sequence, while the “optB” versions did not express as well in

HEK293 cells compared to the parental sequence.
[00348] B. L27V

[00349] The L27V variant (SEQ ID NO: 88) was optimized to minimize the occurrence of
common vertebrate response elements (any transcription factor binding site (TFBS) in the

Genomatix database). Three different optimized versions of the L27V variant were created:

1603501 1. L27VO0!1 - version 1 (SEQ ID NO: 319) - Promoter modules and alil other undesired
sequence elements (additional details below) were removed by nucleotide substitutions except
for individual TFBSs.

[00351] 2. L27V02 - version 2 - L27V01 was used as the starting, i.e., parental, sequence, and
as many TFBSs were removed as possible using high stringency match criteria (A higher
stringency involves a better match to the binding site and will thus find fewer matches than a
lower stringency). There were two versions, A (SEQ ID NO: 322) & B ((SEQ ID NO: 318)),
created for L27V02. Thesc two versions were created by selecting different codons for each
version to remove undesired sequence clements. Both versions were analyzed by searching for

TFBSs with lower stringency.

[00352] 3.L27V03 - version 3 (SEQ ID NO: 325) - L27V02B (SEQ ID NO: 318) was used as
the starting sequence. Lower stringency TFBS matches were removed where possible. L27V03

was created to be very codon distinct from L27V02A.
[00353] The following criteria were used to create the L27V optimized variants:

[00354] 1. Codon usage: Preferably, the best two human codons were used for each amino
acid (as was done for the I'V variant), and the use of rare human codons (HS; coding for <10% of
amino acids) was avoided (Table 19). The use of rare E. coli codons (EC) was used, if necessary,

to remove undesired sequence elements.

Table 19
Amino | Best | Aveid Amino ; Best | Avoid
acid | Codons | Codons | |acid | Codons : Codons
A GCT | N | AAT
A igcCc N - {AAC

103



WO 2012/061529 PCT/US2011/659017

C | TGT P .CCT
c  iTGC | P ccc
D GAT | Q  (CAG |
D {GAC | Q  CAA
E  GAG | R icag T
: : AGA
. cGA
E  GAA R coc P9
: : : - CGT
- [HS]
s = | (7S]
F :gTTc i S %ch |
G GGG | T TACA
G  GGC | T iacc
H CAT V. G1G
H  CAC | Vv GTC
I At T W T6G
‘: Re2s |
I ATC | Y I TAT
K | AAG Y | TAC
W ‘
L icte A
3 E[HS}
: CTA
L CTC [HSEC
| 3
M ATG

[60355] 2. Undesired sequence elements that were removed where possible

[00356] A. Restriction Enzyme (RE) Sites: RE sites were removed that would be useful for

cloning and should otherwise not be present in open reading frame (ORF),
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[00357] B. Eukaryotic Sequence Elements: Splice donor and acceptor sites, splice silencers,

Kozak sequence and PolyA sequences in the (+) mRNA strand were removed.

[00358] C. Vertebrate Promoter Modules (PM) (in Genomatix category: Vertebrate) were

removed.

[00359] D. Vertebrate TFBS (in Genomatix categories: Vertebrate, general Core Promoter
Elements, and miscellaneous other sequences) were removed where possible. This applied only

to L27V optimized versions 2 and 3, but not to version 1.
[00360] E. E. coli Sequence Elements: E. coli promoters were removed.

[00361] F. mRNA Secondary Structure: Strong secondary structures (high mRNA folding
energy) near the 5’end (Zuker, Nucleic Acid Res. 31(13): 3406-3415 (2003)) and other strong

hairpin structures were removed.

[00362] A sequence comparison, percent pair-wise sequence identity is provided in Table 20

(“()” indicate number of nucleotide differences).

Table 20
o o L27V01 | L27V02A | L27VO2B |- - S L27VO03:.
127V00 59%G) 1 o | 9% | 9a%
L27V01 98% (12) 98% 94% (32)
L27V02A 99% (4) 95% (26)
L27V02B 96%

Example 26 - Signal Stability of OgLuc Variants
[00363] A4. I5CI, 9B and IV

[00364] The signal stability of 15C1 with PBI-3945 and 9B& with PB1-3889 was measured
and compared to IV, E. coli céntaining plasmid DNA encoding 15C1, 9B8, or IV were grown
and induced as described previously in 8-well replicates. Cells were lysed using a lysis buffer
containing of 300 mM HEPES pH 8.0, 0.3X Passive Lysis Buffer (“PLB”; Promega Corp. Cat.
No. E194A), 0.3 mg/mL lysozyme, and 0.003 U/uL RQ1 DNase. Lysates were diluted 1:1000 n
lysis buffer and measured for luminescence using a TECAN® INFINITE® F500 luminometer.
Measurements were taken immediately after the addition to 10 pL of diluted lysate sample of 50

uL of “Glo” 0.5% TERGITOL assay buffer (“0.5% TERGITOL”), which contained 150 mM
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KCl, 1 mM CDTA, 10 mM DTT, 100 mM thiourea, 0.5% TERGITOL® NP-9 (v/v), and 20 uM

of either novel coclenterazines PBI-3945 or PBI 3889.

[00365] The signal stability of the variants was determined by re-reading the plate every 30
seconds for a length of time after the addition of the assay buffer to the sample. The signal half-
life was determined from these measurements using methods known in the art. The average
signal half-life was compared between the variants and IV. Both 15C1 and 9B8 had a signal
half-life of at least 30 min (FIG. 33). Although 15C1, assayed with PBI-3945 had a higher
luminescence at t=0, the signal decayed more rapidly than variant 9B8 assayed with PBI-3889.

At =10 min, luminescence for 15C1 with PBI-3945 and 9B8 with PBI-3889 were equivalent.
[00366] B. 9B8opt + K33N

[00367] The signal stability of the 9B8 opt + K33N variants was examined. E. coli lysates
containing the variants were prepared and analyzed as described previously except the assay
buffer contained 0.25% TERGITOL® NP-9 (v/v), 100 mM MES pH 6.0, 1 mM CDTA, 150 mM
KCl, 35 mM thiourea, 2 mM DTT, and 20 uM PBI-3939. Table 22 shows the signal half-life in

min of the variants and indicates that the amino acid substitution L27V improves signal stability.

Table 22: Signal stability of OgLuc variants in bacterial lysates

; sample _signal half life (min)
9B8 74
K33N 55
T39T, Y68D 87
T39T, L27V, K43R 139
L27V, T39T, K43R, Y68D |114
T39T, K43R, Y68D 61
L27V, T39T, K43R, S66N_|124
L27V,K43R, Y68D 122
L27V, Y68D 139
L27V, K43R, S66N 124

[00368] The signal activity and stability of the L27v variant
(OB8+K33N+L27TVHT3IOT+KA3R+Y68D; SEQ ID NO: 88 and 89) was measured and compared
to that of firefly (Luc2) and Renilla luciferases. The L27V variant, Luc2 and Renilla luciferases
were fused to HALOTAG® and expressed in E. coli. The luciferases were purified using
HALOTAG® as a purification tag according to the manufacturer’s protocol (pFNIBA;
HALOTAG® Protein Purification System). 10 pM of each purified Tuciferase (diluted in DMEM

without phenol red containing 0.01% PRIONEX®) was then mixed with an equal volume of an
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assay reagent (100 mM MES pH 6, 35 mM thiourea, 0.5% TERGITOL® NP-9 (v/v), I mM

CDTA, 2 mM DTT, 150 mM K], and 100 pM PBI-3939 for the L27V variant; ONE-GLO™
Luciferase Assay System (Promega Corp.) for firefly luciferase; and RENILLA-GLO™
Luciferase Assay Systemn (Promega Corp.) for Rernilla luciferase), and luminescence was
monitored over time (3, 10, 20, 30, 45 and 60 min). FIGS. 34A-B demonstrates the high specific
activity (FIG. 34A) and signal stability (FIG. 34B) of the L27V variant when compared to firefly

and Renilla luciferase.
Example 27 — Enzyme Kinetics of Ogluc Variants
[00369] A. IV, 15CI, 9B8, 9F6 and 943

[00370] Using methods known in the art, enzyme kinetic assays measuring luminescence were
performed with the lysates of E. coli containing IV and the I'V variants 15C1, 9BS§, 9F6, and 9A3.
Cells were induced, lysed, and diluted as described in Example 26 except the lysis buffer had a
pH of 7.5. Two fold serial dilutions of PBI-3939 in the assay buffer described previously in
Example 26 were assayed with the diluted lysates. FIG. 35 shows the Km and Vmax values
calculated using a hyperbolic fit for IV and the variants 15C1, 9B8, 9F6, and 9A3. Variants 9B8
and 9F6 had higher Km values compared to IV while Km values for the other variants were
unchanged. Variants 15C1, 9B8, and 9F6 all had higher Vmax values, while 8A3 had a lower

Vmax value compared to IV.

[003711  15C1, which had the highest luminescence with PBI-3945 contained the amino acid
substitution K33N, indicating that K33N provided increased luminescence. A 9B8 variant was
generated to have this additional substitution to provide improvement in luminescence for this
variant. Additional variants of 9B8 and 9F6 were generated to have at least one of amino acid
substitutions K33N or V381 (“OB&+K33N+V381” and “OF6+K33N™), Variant 1D6 was used to
highlight the importance of amino acid substitutions at positions 68, 72, and 75 for increasing
light output and stability. FIG. 36 shows the Km and Vmax values calculated using a hyperbolic
fit for TV and the variants 9B8, 9B&-+K33N+V38], 9F6, IF6+K33N, and 1D6. While the actual
Km values were different between FIGS. 35 and 36 for 9B8 and 9F6, the general trend between

the variants was consistent.

[00372] The enzyme kinetics, i.e., Vmax and Km values, were determined and compared for
the variants 9B8 opt and 9B8 opt+K33N as described above except the E. coli lysates were
assayed with a buffer containing 1 mM CTDA, 150 mM KCl, 2 mM DTT, 100 mM MES pH 6.0,
35 mM thiourea, 0.25% TERGITOL® NP-9 (v/v), 10 mg/mL 2-hydroxypropyl-B~cyclodextrin,
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and 20 pM PBI-3939. Luminescence was measured on a TECAN® INFINITE® F500

luminometer. As shown in FIG. 37, the Vmax and Km values for 9B8 opt+K33N were higher
than 9BS opt, indicating that this clone is brighter and has a lower affinity for substrate.

[60373] B. 9B8 OPT+K33N VARIANTS

[00374] The enzyme kinetics values were determined for the Ogluc variants as described
previously, except luminescence was measured using a GLOMAX® [uminometer. Three
replicates were used for each variant. Table 23 shows the average Km and Vmax values with the
standard deviation (“Km(+/-)” and “Vmax(+/-)” respectively) calculated using HYPER.EXE,

Version 1.0,

Table 23: Vmax (RLU/6.5 sec) and Km (pM) values for OgLuc Variants

. sample Km - Km(+) Vimax Vimax (+/-)

988 7.7 20 86,000,000 14,000,000
K33N 125 3.0 110,000,000 17,000,000
T30T, Y68D 7.9 1.8 74,000,000 10,000,000
TOT, L27V, K43R 21.4 54 150,000,000 28,000,000
27V, T39T, K43R, Y68D 13.9 29 190,000,000 28,000,000
T30T, K43R, Y68D 10.5 28 140,000,000 25,000,000
[27V, 130T, K43R, S66N 16.3 48 130,000,000 78,000,000
27V, Ka3R, Y68D 137 43 130,000,000 28,000,000
27V, Y68D 0.2 3.0 &7,000,000 15,000,000
27V Ka3R, S66N 20.0 6.2 130,000,000 30,000,000

Example 28 - Protein Stability of OgLuc variants

[00375]  As stability of the luciferase protein is another factor affecting luminescence, protein

stability, i.e., thermal stability, of the variants was determined.
[00376] A. I5CI, 988, 9F6, 843 and IV

[00377] Lysates of E. coli containing 15C1, 9BS, 9F6, 8A3 or IV and E. coli expressing hRL
(SEQ ID NO: 30 and 31) were prepared from induced cultures as described previously. Lysate
samples were diluted 1:1000 with a buffer containing 10 mM HEPES pH 7.5 with 0.1% gelatin.
Diluted lysate (100 uL) samples, in replicate 96-well plates, were incubated at 50°C. At different
time points, plates were placed at -70°C (minus seventy degrees Celsius). Prior to measuring the
luminescence as described previously, each plate was thawed at room temperature, i.¢., 22°C, for
10 min. Samples (10 pL of each thawed sample) were assayed using native coelenterazine as a

substrate. Luminescence was measured immediately after addition of assay buffer for each time
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point plate. The half-life of the protein, which indicated protein stability, was calculated from the

luminescence data for each time point using methods known in the art.

[00378] Table 24 shows the protein stability of variants 15C1, 9B8, 9F6, and 8A3 having half-
lives in min (hrs) of 630.1 {10.5), 346.6 (5.8), 7702 (12.8) and 65.4 (1.1), respectively. In
comparison, hRL had a half-life of 9.6 min, while IV had a half-life of 27.2 min. Table 24 also
shows that at 4 hrs, 79%, 61%, and 80% of 15C1, 9B8, and 9F6, respectively, remained active.

Table 24: Protein Stability of Ogluc Variants at 50°C

Sampie Y life (min) ¥ life {hrs) % remaining at t = 4 hrs
Renilla 8.6
v 272
15C1 630.1 10.5 79%
9B 346.6 5.8 61%
OF6 770.2 12.8 80%
8A3 65.4 1.1

[00378] B. ID6, 9BS, 9BS+K3IN+V38I, 9F6, 9F6+K33N, and IV

[00380] Lysates of E. coli containing 1D6, 9B8, 9B§+KI3IN+V38I, 9F6, 9F6-+K33N, or IV
were prepared from induced cultures and assayed for Iuminescence as described previously.
Protein stability, i.e., thermal stability of the lysates, was assayed as described above in this
Example. FIG. 38 shows the half-life in minutes (min) of the variants at 50°C, and the
luminescence of the sample measured at the start of the incubation period, i.e., t=0, using native
coclenterazine as a substrate. The difference between variant 9B8+33+38 and 9F6 was one
amino acid substitution, L27V, indicating that this amino acid substitution increased stability.
The addition of “activity/expression” substitutions in positions 68, 72, and 75 increased stability.
FIG. 38 shows K33N provided greater thermal stability to variant 9F6 and that variant 988 had
greater light output and stability than variant 1D6. The difference between these two variants,
i.e., 9B8 contains additional amino acid substitutions F68Y, L72Q, and M75K, indicated the

importance of these three substitutions.

[00381] Inaddition to thermal stability, structural integrity determined by expression, stability,

and solubility can also affect luminescence. As a way to further test the structural integrity of the
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improved variants, KRX £, cofi harboring pF4Ag-based (i.e., no HT7) OgLuc vartants NI66R

(previously described in U.S. Serial Application No. 12/773,002 (U.S. Published Application No.
2010/0281552)), C1+A4E, 1V, 9Bg, and 9F6 were grown at 37°C in Luria broth (LB) to an
ODgy=0.6 and then induced for overexpression by the addition of rhamnose (0.2% final
concentration). Duplicate induced cultures were then grown at either 25 or 37°C for 17 hrs at
which time total (T) and soluble (S) fractions wcre prepared and analyzed by SDS-PAGE using
SIMPLYBLUE™ SafeStain (Invitrogen) to stain the gels (FIGS. 39A-B). hRL and Luc2 were

used as controls.

(003821 The Ogluc variants, hRL and Luc2 expressed well and were soluble when the
induction occurred at 25°C (FIG. 39A; note the approximately 19 kDa dark band in the “soluble”
fraction for the Ogluc variants, excluding the N166R variant, and the approximately 36 and 64
kDa bands in the “soluble” fraction for hRL and Luc2, respectively). In contrast, although
CI1+A4E, IV, 9B8, and 9F6 expressed well at 37°C (significantly better than hRL or Luc2, as
shown in the “total” fraction), only the 9B8 and 9F6 variants were soluble when the elevated
induction temperature was employed (see FIG. 39B; note the approximately 19 kDa dark band in
the “soluble” fraction for 9B8 and 9F6). These results tracked with the thermal stability data
shown in Table 24 and FIG. 38.

[00383] C. 9B8 OPTAND 9B8 OPT + K33N

[00384] The thermal stability of the variants 9B8 opt and 9B8 opt+K33N was compared. E.
coli lysates containing the variant 9B8 opt or 9B8 opt+K33N were prepared and analyzed as
described previously with the following cxceptions: Lysates were diluted 1:100 in the lysis
buffer described previously and replicate diluted lysates were incubated at 60°C in a
thermocycler. Aliquots were removed at different time-points and placed on dry ice to freeze the
samples. Frozen lysates were thawed at 22°C and assayed with a buffer containing 20 mM
CDTA, 150 mM KCI, 10 mM DTT, 20 uM PBI-3939, 100 mM HEPES pH 7.0, 35 mM thiourea,
and 0.1% TERGITOL® NP-9 (v/v). ILumincscence was measured on a GLOMAX®
luminometer (Promega Corp.). FIG. 40A shows the light output time course of the natural
logarithm (In) value of luminescence measured in RLU over time in min. As shown in FIG. 40B,
9B8 opt+K33N had a half-life at 60°C of 6.8 hrs, which was longer than the 5.7 hrs half-life of
9B8 opt.

[00385] Table 25 shows the thermal stability at 60°C (“Ty (60°C)”) of 9B& opt and 9BE
opt+K33N, and the luminescence (“RLU”) data at the start of the incubation period (i.e., t=0).

9B8 opt+K33N was more stable and approximately 1.8-fold brighter than 9B8 opt, indicating
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that the amino acid substitution K33N provided both greater light output and higher thermal

stability.

Table 25: Thermal Stability and Luminescence Data for 9B8 opt and 9B8 opt+K33N

Variant T (60°C) RLU
9BS§ opt 5.7 hrs 23,283,252,000
9BS opt+tK33N 6.8 hrs 42,278,732,000

[00386] D. 9B8 + K33N Variants

[00387] The thermal stability of the variants at 60°C was examined as described above, except
the assay buffer contained 100 mM MES pH 6.0 instead of HEPES. Table 26 and FIG. 41 shows
the half-life in hrs of the variants at 60°C. The data indicates that the amino acid substitution

L27V improves thermal stability.

Table 26: Thermal stability of OgLuc variants at 60°C

Sample /2 life hours
9B8 5.1
K33N 6.7
T39T, Y68D 16.3
T39T, L27V, K43R 11.8
L27V, T39T, K43R, Y68D 21.7
T39T, KA3R, Y68D 15.2
L27V, T39T, K43R, S66N 11.8
L27V,K43R, Y68D 23.2
L27V, Y68D 28.5
L27V, K43R, S66N 10.7

[00388] The variants 9B8 and V2 (9B8+K33N+T39T+K43R+Y68D) were also screened in
HEK293 cells to determine their stability. The variants were cloned into pF4Ag and transfected
into HEK293 cells (15,000 cclls/well) as previously described. After transfection, the cells were
lysed in assay reagent (as previously described; no PBI-3939), and luminescence measured using
the assay reagent with 20 uM PBI-3939. 9B had a half-life of 5.2 hrs while V2 had a half-life
of 16.8 hrs. This is consistent with the half-life seen for these variants in E. coli (Table 26).

[00388] E. L27V variant
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 [00390] The activity of the L27V variant (9B8+K33N+L27V+T39T+K43R+Y68D) was

assessed at various pHs and different salt conditions. 9B8 and 9B8+K33N were previously
shown to have similar stability at pH 6 and pH 7 (data not shown). For assessing activity at
various salt conditions, 50 pL of assay buffer with 20 uM PBI-3939 and varying amounts of KCI
or NaCl was mixed with 50 pL of HEK293 cells transiently transfected with L27V (pF4Ag).
Lumincscence was measured, and the percent activity (the ratic of lumincscence to no salt)
determined (FIG. 42B). For assessing activity in various pHs, a reagent was made containing
100 mM citrate, 100 mM MES, 100 mM PIPES, 100 mM HEPES, 100 mM TAPS, 0.5%
TERGITOL® NP-9 (v/v), 0.05 % MAZU® DF 204, 1 mM CDTA, and 1 mM DTT titrated to
various pH values. 362 pM L27V in assay reagent was mixed with substrate 100 pM PBI-3939

and luminescence was measured. (FIG. 42A).
Example 29 - Gel filtration Chromatographic Analysis of Ogluc Variants
[003%1] A. CI+A4E and 9BS

[00392] Gel filtration analysis was used to verify the expected molecular weight of the
purified OgLuc proteins based on the theoretical values and consequently to determine their
oligomeric state. A comparison between the relative hydrodynamic volume of the OgLuc
variants C1+A4E and 9B8 was made by gel filtration chromatography. For this analysis, the
nucieotide sequence for the Ogluc variants, C1+A4E and 9B8, were cioned info a HQ-Tagged
FLEXI® Vector (Promega Corp.) to create a HQHQHQ N-terminally tagged protcin that was
overexpressed in E. coli KRX cells. The overexpressed proteins were purified using the
HISLINK™  Protein Purification System (Promega Corp.) according to manufacturer’s
instructions. Samples of each individual standard and sample protein were analyzed by gel
filtration chromatography, which was performed at 24°C on an Agilent 1200 HPLC, using a
Superdex 200 5/150 GL column (GE Healthcare) with a flow rate of 0.25 mL/min (FIGS. 43A-
B). The mobile phase (i.e., running buffer) consisted of 50 mM Tris and 150 mM NaCl, pH 7.5.
Protein clution was monitored at 214 and 280 nm. A standard calibration curve was generated
using: 1) Ovalbumin, 43 kDa (GE Healthcare), 2) Carbonic Anhydrase, 29 kDa (Sigma) and 3)
Myoglobin, 17 kDa (Horse Heart, Sigma). The molecular weights of the purified proteins were

calculated directly from the calibration curve,

[00393] The relative elution of the proteins observed with this column was Ovalbumin at 7.98
min, Carbonic Anhydrase at 8.65 min, 9BE at 8.97 min, and Myoglobin at 9.06 min (FIGS, 43A-
B). As shown in FIG. 43B, 9B8 eluted as a 21 kDa protein (predicted MW is approximately 19

kDa) indicating that the 9B8 variant existed as a monomer, whereas C1+A4E ecluted at
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approximately 4.3 min (FIG. 43A), indicating that CI+A4E was expressed and exists as

multimer, e.g., possibly as a tetrameric complex or something larger.
[00394] B. L27V variant

[06395] To demonstrate that the OgLuc variant L27V exists in a monomeric state, gel
filtration analysis was used to verify the expected molecular weight of the purified L27V protein
based on the theoretical value, and consequently to determine its oligomeric state. The relative
hydrodynamic volume of the L27V variant was made by gel filtration chromatography. For this
analysis, the nucleotide sequence for the L27V variant was cloned into a HaloTag® vector
pFN18A (Promega Corp.) to crcatc a HaloTag®-terminally tagged protein that was
overexpressed in E. coli KRX cells (Promega Corp.). The overexpressed protein was purified
using the HaloTag® Protein Purification System (Promega Corp.) according to manufacturer’s
instructions. Samples of each individual standard and sample protein were analyzed by gel
filtration chromatography performed at 24°C on an Agilent 1200 HPLC using a Superdex 200
5/150 GL colummn (GE Healthcare) with a flow rate of 0.25 mL/min (FI1G. 56). The mobile phase
(i.e., running buffer) consisted of 50 mM Tris and 150 mM NaCl, pH 7.5. Protein clution was
monitored at 214 and 280 nm. A standard calibration curve was generated using: 1) Ovalbumin,
43 kDa (GE Healthcare), 2) Myoglobin, 17 kDa (Horse Heart, Sigma), and 3) Ribonuclease, 14
kDa (Bovine pancreas, GE Healthcare). As shown in FIG. 44, the L27V variant cluted as a 24

kDa protein (predicted MW is approximately 19 kDa) indicating that it existed as a monomer.
Example 30 - Protein Expression Levels of OgLuc variants
[00396] A. IV, 843, 8F2, YBS, 9F6 and 15C1

[00397] Normalizing for protein expression provides information about potential differences
in specific activity. To provide a means for quantifying protein expression, Ogluc variants were
cloned into a pF4Ag vector containing a C-terminal HT7 to generate Ogluc variant-HT7 fusion
proteins as described previously. The following fusion proteins were generated: IV-HT7 (SEQ
ID NOs: 48 and 49), 8A3-HT7 (SEQ ID NOs: 34 and 35), 8F2-HT7 (SEQ ID NOs: 50 and 51),
9B8-HT7 (SEQ ID NOs: 36 and 37), 9F6-HT7 (SEQ ID NOs: 38 and 39), and 15C1-HT7 (SEQ
1D NOs: 52 and 53). E. coli containing the Ogluc variant-HT7 fusions were grown and induced
as described previously. 900 uL of cell culture was lysed with 100 pL of 10X FASTBREAK™
Cell Lysis Reagent (Promega Corp.). HALOTAG® TMR-ligand (Promega Corp.) was added to
each bacterial lysate sample to obtain a final concentration of 0.5 uM. Bacterial lysates were

incubated with the HALOTAG® TMR-ligand for 30 min at room temperature according to
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manufacture’s instructions. 10 pL of each sample was diluted 1:1 with 1X FASTBREAK™, i¢.,

10 uL sample to 10 uL 1X FASTBREAK™, 15 uL of the lysate and 15 pL of the 1:1 dilution
for each sample were analyzed by SDS PAGE. The labeled fusion proteins were resolved by
SDS-PAGE, stained with SIMPLYBLUE™ SafeStain (FIG. 45A) and fluorimaged (GE
Healthcare Typhoon). Bands were quantitated using Imagequant software (GE Healthcare).
FIG. 45B shows the band volume measured from FIG. 45A for IV-HT7 (“1V”), 15C1-HT7
(“15C1”), 9B8-HT7 (“9B8”), 9F6-HT7 (“9F6™), and 8F2-HT7 (“8F2”), normalized to TV-HT7.

The data shows that the IV variants expressed well compared to IV.
[063%8] B. 9BSopt V2and L27V

[00399] The expression levels and solubility of 9B8 opt, V2 and L27V were compared, These
three variants, in the context of a pF4Ag background, were used to transform £. coli KRX cells.
The resulting clones were used for an expression experiment where single colonies were grown
overnight at 30°C, diluted 1:100 in LB, grown to an ODsgo approximately 0.5, and then induced
with 0.2% rhamnose for 18 hrs at 25°C. Cells were then incubated for 30 min at room
temperature in the presence of 0.5X FASTBREAK™ Lysis Reagent (Promega Corp.), and the
resulting lysates stored at -20°C. Following a slow-thaw on ice, soluble fractions were prepared
by high-speed centrifugation for 10 min at 4°C. Crude total (T) and soluble (S) fractions were
then analyzed for expression levels using SDS-PAGE + Simply blue staining (F1G. 46A) as well
as by measuring luminescence (FIG. 46B). For luminescence measurement, 50 pL of soluble
lysates in 96-well microtiter plates were mixed with 50 pL assay reagent (previously described;
40 pM PBI-3939), and luminescence measured using a TECAN® INFINITE® F500 multi-
detection plate reader. These results indicate that the ranking for these three variants, in terms of

their expression levels and solubility, is L27V > V2 > 9B8opt.
Example 31 — Brightness of OgLuc Variants Expressed in Mammalian Cells
(004001 A. IVand 9B8

[00401] The IV and 9B8 variant in pF4Ag vector (i.e., no HT7) were evaluated for brightness
in HEK293 cells. hRL was used as a control. Briefly, HEK293 cells, plated at 15,000 cells/well
in a 96-well plate, were transiently transfected using TRANSIT®-LT1 with plasmid DNAs
encoding the various variants and/or control sequences. Cells were grown, lysed, and treated as
described in Example 25. Cells were co-transfected with pGL4.13 (Promega Corp.) as a
transfection control (10 ng/transfection or 10% of the total DNA transfected was used).

Luminescence was measured as described previously using native coelenterazine as a substrate
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for hRL or PBI-3939 as a substrate for the Ogluc variants. The OgLuc variant data was

corrected for transfection efficiency using Luc2 luminescence (i.e., measuring luminescence after
the addition of luciferin substrate). The OgLuc variants IV and 9B8 had greater luminescence
compared to hRL (“Renilla”) (FIG. 47).

[00402] For comparison of brightness on a per mole basis in mammalian cells, the C-terminal
HT?7 fusion protein of variant 9B8 (“pF4Ag-Ogluc-9B8-HT7”) described in Example 30 was
analyzed and compared with C-terminal HT7-hRL fusion protein (“pF4Ag-Renilla-HT7”) and C-
terminal HT7- Luc2 fusion protein (“pF4Ag-Luc2-HT7”). HEK293 cells (15,000) were plated
and grown overnight at 37°C. These cells were transfected with 100 ng of DNA from pF4Ag-
Renilla-HT7, pF4Ag-Luc2-HT7, or pF4Ag-Ogluc-9B8-HT7 and grown overnight at 37°C.
Media was removed and cells were lysed as described previously. 10 uL of each sample was
assayed for luminescence (RLU) with 50 uL BRIGHT-GLO™ for Luc2, 50 uL of 20 puM native
coelenterazine for hRL, and 50 pL of 20 uM PBI-3939 for variant 9BS.

[00403] The lysates from 6 wells were pooled and labeled with HALOTAG® TMR-ligand as
described in Example 30. The labeled fusion proteins were resolved by SDS-PAGE and
fluorimaged (GE Healthcare Typhoon). The band densities were determined to quantitate the
relative number of moles present for each luciferase enzyme and the RLU value for each sample
was normalized by the calculated band density to normalize expression levels of each protein,
i.e., RLUs normalized using TMR label quantitation (FIG. 48). On a mole-to-mole basis, the
9B8 variant was approximately 15-fold brighter than Luc2 and >100-fold brighter than hRL.

This data represented differences in specific activity.
[00404] B. 9B8 opt and 9BS opt+K33N

The brightness of the variants 9B8 opt and 9B8 opt+K33N expressed in HEK293 cells was
measured and compared as described for the variants without the HT7 in Example 31. 30 and
100 ng of ‘plasmid DNA containing the variant DNA was used to transfect HEK293 cells. Cells
were grown and induced as described in Example 31 except the cells were lysed with a lysis
buffer containing 1 mM CTDA, 150 mM KCl, 2 mM DTT, 100 mM MES pH 6.0, 35 mM
thiourea, 0.25% TERGITOL® NP-9 (v/v), and 10 mg/mL 2-hydroxypropyl-B-cyclodextrin. The
lysates were assayed with lysis buffer containing 20 pM PBI-3939 and lumincscence was
measured on a TECAN® GENIOS™ Pro luminometer. As shown in FIG. 49, 9B8 opt+K33N
had greater luminescence compared to 9B8 opt in HEK293 cells, which tracks with the bacterial
expression data in Table 25 and F1G. 29.

115



WO 2012/061529 PCT/US2011/059017
[00405] C. 9B8+K33N Variants

[00406] The brightness of the variants expressed in HEK293 and NIH3T3 cells was measured
as described previously. The luminescence of the variants was normalized to the luminescence
generated by 9B8 opt (Table 27).

Table 27: Increase in Luminescence generated by Ogluc combination varjants in NIH3T3
and HEK293 cells '

_ Sample HEK293 ‘ NIH3T3

| 9B8 | 1.0 | 1.0
K33N 1.8 1.5
T39T, Y68D 1.9 1.5
T39T, 127V, K43R 1.3 0.9
L27V,T39T, K43R, Y68D 1.6 1.6
T39T, K43R, Y68D 1.9 1.9
L27V, T39T, K43R, S66N 13 1.2
L27V,K43R, Y68D 1.6 1.5
L27V,Y68D 1.7 14
127V, K43R, S66N 1.2 1.0

804071 D. L27V

[00408] A comparison of the luminescence of the L27V variant to firefly luciferase alone and
as a fusion was performed. HEK293 and HeLa cells were plated at 15,000 and 10,000 cells/well,
respectively, into wells of 12-well plates and incubated overnight at 37°C, 5% CO,. The cells
were then fransfected with serial dilutions of pF4Ag containing 127V or Luc2. 20 ng of
pGL4.13 (Promega Corp.) was co-fransfected with 1L.27V, and 20 ng of pGLA4.73 (Promega
Corp.) was co-transfected with Luc2 to act as carrier DNA for lower dilutions of the L27V or
Luc?2 plasmid DNA. The plasmid DNA was then transfected into the cells (6 replicates for each
dilution for each cell type) using TRANSIT®-LTI transfection reagent according to the

manufacturer’s instructions. The cells were then incubated for 24 hrs at 37°C, 5% CO;,

[00408]  After transfection, the media was removed from the cells, and 100 pL PBS with 0.5%
TERGITOL® NP-9 (v/v) added and shaken for 10 min at room temperature. 10 pL of each cell
lysate was assayed using ONE-GLO™ Luciferase Assay System (Promega Corp.; Luc2) or assay
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reagent (Example 22H with 20uM PBI-3939; Ogluc). Luminescence was measured as

previously described for the HEK293 (FIG. 50A) and Hel a cells (FIG. 50B).

[00410] Comparison of L27V and Luc? as fusion partners was performed as described above.
L27V and Luc2 were fused to HALOTAG® protemn in pF4Ag. FIGS. 50C-D show the
luminescence measured with the different fusions in HEK293 (FIG. 50C) and HeLa cells (FIG.
50D).

[00411] In addition to measuring fuminescence, protein expression was also analyzed. The
transfection was performed as described above. After transfection, the media was removed from
the cells, and the cells washed in 1X PBS. 100 pL 0.1X Mammalian Lysis Buffer (Promega
Corp.) containing 1 pM HALOTAG®TMR ligand (Promega Corp.) and 20 U DNase I was
added, and the cells incubated with slow shaking for 45 min at room temperature. The cell
samples were then frozen at -20°C. For protein analysis, 32.5 uL 4X SDS loading dye was
added to each sample, and the samples heated at 95°C for 2 min. 10 pL of sample was then
loaded onto an SDS-PAGE gel and imaged on a Typhoon Scanner as previously described (FI1G.
50E).

Example 32 — Brightness of Purified OgLuc Variant Compared te Firefly Luciferase

[00412] The 9B8 OgLuc variant was overexpressed and purified as described in Example 33.
Reactions between diluted enzyme and substrate were performed using the following 2X
buffer/assay reagent: 100 mM MES pH 6.0, 1 mM CDTA, 150 mM KClI, 35 mM thiourea, 2 mM
DTT, 0.25% TERGITOL® NP-9 (v/v), 0.025% MAZU® DF 204, 10 mg/mL 2-hydroxy-f-
cyclodextrin, and 20 pM PBI-3939, The final assay concentrations of purified enzyme and
substrate were 0.5 pM and 10 pM, respectively. In parallel, reactions between diluted purified |
firefly luciferase (i.e., QUANTILUM® Recombinant Luciferase (Promega Corp.)) and luciferin
were analyzed. The assay buffer/reagent for the firefly luciferase reaction was BRIGHT-GLO™,
and the final assay concentrations were 0.5 pM enzyme and 500 pM luciferin.  As the
buffers/reagents for each reaction were known to provide “glow” kinetics, a 15 min time point
was used to collect luminescence data. The results from this experiment showed that 9B opt
using PBI-3939 (19,200 RLU) was approximately 8-fold brighter than QUANTILUM®
Recombinant Luciferase with BRIGHT-GLO™ (2,300 RLU).

Example 33 - Inhibition Analysis

[00413] To determine the susceptibility of the Ogluc variants to off-target interactions, the
activity of the 9B8 and L27V variants was screcned against a LOPAC (library of
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pharmacologically active compounds) library. A LOPAC 1280 library (Sigma) was prepared by

diluting the compounds to 1 mM in DMSO. On the day of the assay, the compounds were
diluted to 20 pM in 1X PBS, and 10 pL transferred to a 96-well, white plate. To each well, 10
uL of purified 9BS, L27V or firefly luciferase (Luc2) enzyme diluted 10 in Glo Lysis Buffer
(Promega Corp.) was added and incubated at room temperature for 2 min. To the samples, 20 L
assay rcagent (! mM CDTA, 150 mM KCI, 2 mM DTT, 160 mM MES pH 6.0, 35 mM Thiourea,
0.5% TERGITOL® NP-9 (v/v) and 60 uM PBI-3939) was added, incubated for 3 min, and
luminescence measured on a TECAN® GENIOS™ Pro Luminometer, For assaying firefly
huciferase, the BRIGHT-GLO™ Asgay reagent {(Promega Corp.) was used according to the
manufacturer’s protocol. As a negative control, 8 wells of each plate contained 1X PBS + 2%
glycerol. As a positive control, 8 wells of each plate contained 2 mM Suramin in 2% DMSO or 2
mM luciferase inhibitor 1 in 2% DMSO (Calbiochem). Suramin was identified in the
preliminary screen of the LOPAC library (i.e., the LOPAC library was screened using the 9B8

variant with a lower substrate concentration of 20 pM) to be an inhibitor of OgLuc.

[00414] The results in FIG. 51 indicate a general low frequency of off-target interactions
between the compounds in the LOPAC library and L27V. This suggests a potential use for L27V
as a screening tool for large libraries of diverse chemicals and therapeutic candidates, including

live cell-based formats (e.g., high-throughput screening).

[00415] To further examine inhibition resistance, purified 9B8 and L27V were screened
against various concentrations of Suramin (Sigma S-2671) and Tyrphostin AG 835 (“Tyr ag
835”) (Sigma T-5568) (FIGS. 52A-C). FIGS. 52E-D show the chemical structures for Suramin
and Tyr ag 835, respectively. Purified 9B8 and L27V were prepared as described above. Serial
dilutions (0, 2 uM, 6 uM, 20 uM, 60 pM, 200 uM and 2 mM) of the inhibitors were prepared in
1X PBS with 2% DMSO. To wells of a 96-well, white assay plate, 10 uL of diluted enzyme and
10 pL of diluted inhibitor were added and incubated at room temperature for 2 min. 20 uL assay
. reagent (described above) was added, and luminescence measured on a GLOMAX®-96
luminometer (FIGS. 52A-C). FIGS. 52A-B show the dose response curves of 9B8 and L27V to
Suramin (FIGS. 52A) and Tyr ag 835 (FIGS. 52B). FIG. 52C shows the half maximal inhibitory
concentration (ICsq) of Suramin and Tyr ag 835 for 9B& and L27V. The data indicates that L27V
is a robust reporter that could be used as a screening tool for large libraries of diverse chemicals

and/or therapeutic candidates.

Example 34 - Resistance to Non-specific Protein Interactions
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[00416] 1. Purified 9B8 and 127V enzyme were serial diluted in 1:10 in buffer (1X PBS, 1

mM DTT, and 0.005% IGEPAL® CA-630) with or without 0.5 mg/mL BSA (4 sets of each
dilution) to 200 uL into PCR strip tubes. The samples were incubated at 60°C wherein at 0, 2, 4,

and 6 hrs one set of dilutions for each variant was transferred to -70°C.

[00417] To analyze activity, the samples were thawed to room temperature in a water bath. 50
pl assay reagent (as previously described with 100 uM PBI-3939) was added, and luminescence
measured for each minute for 30 min on a TECAN® INFINITE® F500 plate reader. Activity

was calculated using the average luminescence of the 1x10° and 1x10 ditutions (FIG. 53).

[00418] 2. To demonstratc the reactivity of the Ogluc variants to plastic, purified 9B8 and

L27V were exposed to polystyrene plates, and their activity measured.

[00419] 50 uL purified 9B8 (45.3 pM) and L27V (859 pM) in DMEM without phenol red
with 0.1% PRIONEX® was placed into wells of a 96-well, polystyrenc microtiter plate at 60, 40,
20 and 0 min. To the samples, 50 uL assay reagent (described above) containing 20 uM PBI-
3939 was added and incubated for 5 min at room temperature. Luminescence was measured as

previously described, and percent activity determined (FIG. 54; ratio of luminescence to time 0).
Example 35 - Post Translational Modification

[004201 To determine if the OgLuc variants undergo any post translation modifications when
expressed in mammalian cells, the 9B8 and L27V variants were expressed in both mammalian

cells and E. coli and analyzed via mass spectrometry (MS).

[00421] 9BS8 and L27V variants were expressed as N-terminal HALOTAG® fusions (pFN18K
for E. coli; pFN21K for HEK293 cells) in HEK293 and E. coli KRX (Promega Corp.) cells and
purified using the HALOTAG® Protein Purification System (Promega Corp.) according to the
manufacture’s instructions. Approximately 5 pmols of purified enzyme was analyzed via LC/MS
using a C4 column (Waters Xbridge BEH300, 3.5um) interfaced to an LTQ Orbitrap Velos mass
spectrometer (Thermo Scientific). Data was acquired from 600-2000 m/z using the LTQ for
detection and processed using the MagTran v1.03 software (Zhang et al, J. dm. Soc. Mass
Spectrom., 9:225-233 (1998)). Both purified enzymes had an experimeh‘taliy determined mass
of 19,666 Da, compared to a calculated mass of an un-modified OgLuc variant, i.e., absent of any

post translational modifications, of 19,665 Da.
Example 36 ~ Evaluation of Ogluc Variants as a Transcriptional Reporter

[00422] A. IV
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[00423] The use of the Ogluc variants as a transcriptional reporter was examined. To

generate a transcriptional reporter of cAMP, hRL and IV were sub-cloned using methods known
in the art into a modified pGL4 vector (Promega Corp.) containing a barnase sequence, which
was replaced by the DNA fragment of interest. The leader sequence of the modified pGL4
contained a minimal promoter and a cAMP-response element (CRE; SEQ ID NO: 96), so that
upon stimulation with a cAMP agonist such as forskolin (FSK), cells accumulating cAMP
activated the reporter and generated luminescence. In this experiment, 2 ng DNA of either the
hRL or IV transcriptional reporter construct was used to transfect HEK293 cells as described in
Example 25. At 24 hrs post transfection, the cells were treated with 100 uM FSK. Cells that
were not treated with FSK were used as a control. After 6 hrs, a reporter reagent was added to
treated and control cells. For hRL, the reporter reagent was Renilla-Glo™ reagent (Promega
Corp.). For IV, the reporter reagent contained 1 mM CDTA pH 5.5, 150 mM KCI, 10 mM DTT,
0.5% TERGITOL® NP-9 (v/v), 20 uM coelenterazine-h, and 150 mM thiourea. After 10 min,

luminescence was read on a Varioskan® Flash (Thermo Scientific).

[00424] FIG. 55 shows the normalized luminescence of HEK293 cells containing the hRL
(“Renilla”) or IV transcriptional reporter treated (“+FSK™) or not treated (“-FSK”) with FSK.
The response, i.e., fold-induction or fold-increase (“FOLD”) in luminescence was determined by
dividing the luminescence from the treafed cells (+FSK) with the Juminescence from the control
cells (-FSK). As shown in FIG. 55, the response for hRL was <50, while for IV it was >300,

demonstrating the use of TV as a transcriptional reporter.
[00425] B. 9B8 and 9B8 opt

[00426] The use of variants 9B8 and 9B8 opt as a transcriptional reporter was also examined
and compared to hRL and Luc2 transcriptional reporters as previously described for the IV
transcriptional reporter with the following modifications. Transcriptional reporters of CAMP
containing cither variants 9B8 or 9B8 opt were generated as described above. After 6 hrs of FSK
induction, the media was removed from the cells and replaced with 100 pL of the lysis buffer
described in Example 25 creating a lysate. The lysate of transfected cells treated with or without
FSK were assayed for luminescence as described in Example 25. 10 uL of the Luc2 lysate was
assayed with 50 pLL of BRIGHT-GLO™ Luciferase Assay Reagent. 10 uL of the hRL lysate was
assayed with 50 pL of lysis buffer containing 20 uM native coelenterazine. 10 pL of the variants

9B and 9B8 opt lysates were assayed with 50 ulL of lysis buffer containing 20 uM PBI-3939.

[00427] FIG. 56 shows the normalized luminescence of HEK293 cells containing the 9B8,
9B8 opt, hRL, or Luc2 transcriptional reporter treated (“induced”) or not treated (“basal”) with
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FSK. The response, i.e., fold-induction or fold-increase (““fold”) in luminescence, was

determined by dividing the induced luminescence by the basal luminescence (FIG. 56).
Although the fold induction values are similar for each of the reporters except Luc2, the
luminescence generated by the induced 9B8 opt transcriptional reporter was approximately 2.5
logs higher than the induced Renilla transcriptional reporter and approximately 1.5 logs higher
than the Luc2 transcriptional reporter. FIG. 56 demonstrated the use of 9B8 and 9BS opt as

transcriptional reporters.
[00428] C. 9B8 opt and 9BS opt+K33N

[00429] The variants 9B opt and 9B8 opt+K33N werc compared in a lytic transcriptional
reporter assay. The variant 9B8 opt+K33N was cloned using methods known in the art into a
pGL4.29 vector (Promega Corp.), which contains a cyclic AMP response element (CRE). The
9BS8 opt+K33N transcriptional reporter was tested and compared to the 9B8 opt transcriptional
reporter as described above in HEK293 cells. 30 and 100 ng of plasmid DNA containing the
transcriptional reporter versions of the variants were used to transfect HEK293 cells. The cells
were induced with RSK for 5 hrs prior to measurement for luminescence. Cells were lysed with a
lysis buffer containing 1 mM CTDA, 150 mM KCl, 2 mM DTT, 100 mM MES pH 6.0, 35 mM
thiourea, 0.25% TERGITOL® NP-9 (v/v), and 10 mg/mL 2-hydroxypropyl-f-cyclodextrin.
Lunuinescence was measured on a TECAN® GENIOS™ Pro luminometer. The lysate was
assayed with the lysis buffer containing 20 pM PBI-3939. FIG. 57 shows the normalized
luminescence (transfection corrected) of HEK293 cells expressing the 9B8 opt or 9B opt+K33N
transcriptional reporter construct treated (“Induced”) or not treated (“Basal”) with FSK. As
shown in FIG. 57, the fold-induction for 9B8 opt was 360 when 30 ng of DNA was used for
transfection and 109 when 100 ng was used for transfection, while the fold-induction for 9B8
opttK33N was 275 and 147, respectively. When higher amounts of DNA were used for

transfection, K33N provided a greater response.
[00430] D. L27V

[00431] 1. L27V was cloned into a reporter vector as described in C of this Example
containing a CRE, NFkB or HSE (Heat shock eclement) response element. Reporter constructs
were then transfected into HEK 293 cells or Hela cells as previousty described. The cells were
then induced using FSK for CRE, TNFo for NFkB or 17-AAG for HSE. Luminescence was
measured as previously described using the assay reagent with 20 uM PBI-3939 (FIGS. 58A-C).
The reporter constructs were all validated in HEK293, HeLa, NIH3T3, U20S and Jurkat cell

lines {data not shown).
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[00432] 2. L27V02 and L27VO2P (containing a PEST sequence; SEQ ID NO: 323) were

cloned into a reporter vector (pGL4.32 based) as described in C of this Example. Other Ogluc
variants containing a PEST sequence include L27V01-PESTO0 and L27V03-PEST02 (SEQ ID
NOs: 320 and 326, respectively). The reporter construct was then transfected into HEK293 cells
as previously described. The cells were then induced using FSK, and luminescence was
measured as previously described using the assay reagent with 20 pM PBI-3939 (FIGS. 59A-B).
Various other reporter constructs were also created and tested in various cell lines (FIGS. 59C).
FIG. 59A shows the full dose response for the CRE system in HEK293 cells. FIG. 59B
summarizes FIG. 59B. FIG. 59C summarizes the data in FIGS. 59A-B and shows the same type
of data for the NFkB response element. Both CRE and NFkB report constructs were examined in
HEK?293, HeLa, HepG2, Jurkat, ME180, HCT116, and U20S cell lines.

[00433] 3. HEK293 cells (0.9x10° cells in a T25 flask) were transfected with pNFkB-L27V
secretion construct (SEQ ID NOS: 463 & 464; wherein the IL-6 secretion sequence (SEQ ID
NOs: 461 and 462) replaced the native Ogluc secretion sequence SEQ ID NO: 54), Metridia
longa (Clontech), pNFkB-L.27V (native secretion sequence; SEQ ID NOs: 465 and 466) or firefly
luciferase (Luc2; pGL4.32-based) plasmid DNA using FUGENE® HD (Promega Corp.)
according to the manufacturer’s instructions. Cells were incubated at 37°C, 5% CO, for 8 hrs,
then trypsinized in 0.5 mL TrypLE (Invitrogen). The lysates were then resuspended in 8 mL
DMEM with 10% FBS, 1X NEAA and 1X sodium pyruvate. 100 pL of the resuspended sample
was then added to wells of a 96-well plate and incubated for 16 hrs at 37°C, 5% CO»,

[00434] Following incubation, the media was removed from the cells and replaced with 100
wL fresh media with our without TNFo, (serially diluted). To assay for secretion, at 3 and 6 hrs, 5
pL of media (in triplicate) was removed from the cells, brought to 50 uL with PBS and mixed
with 50 uL assay reagent (as previously described with 100 pM PBI-3939). Luminescence was

measured at 0 and 10 min as previously described (FIG. 60).

[00435] For measuring Merridia longa luciferase activity, the Ready-To-Glow™ Sccreted
Luciferase System (Clontech) was used according to the manufacturer’s protocol. Briefly, 5 uL
Ready-to-Glow™ reagent was added to 5 L of sample and 45 uL of PBS. Luminescence was

measured immediately after reagent addition (FIG. 60).
[00436] E. L27V optimized variants.

[00437] Plasmid DNAs (pGL4.32-L27V00, pGL4.32-L27V01, pGL4.32-L.27V02, pGL4.32-
L27V03, and pGLA4.13) were prepared for transfection using FUGENE® HD according to the
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manufacturer’s protocol. The pGL4.32 vector (Promega Corp.) contains the NF-xB response

element. The L27V codon optimized sequences replaced the Luc2P sequence in the vector.

pGL4.13 vector (Promega Corp.) contains the Luc2 gene driven by the SV40 promoter.

[00438] 300 pL of DNA transfection mixture was then mixed with 6 mlL of Hela cell
suspension (2x10° cells/mL), homogenized, and 100 pL plated into wells of a 96-well plate. The
cells were then incubated overnight at 37°C, 5% CO;. Following incubation, 10 pL of 10X
thTNFo in DPBS with BSA was added to the wells and incubated for 4.5 hrs at 37°C, 5% CO,.
Six wells were given vehicle only. The cells were then allowed to equilibrate at room
temperatuie for 20 min, and then 100 ul assay reagent {as previously described with 106 uM
PBI-3939) was added. To cells expressing Luc2 or receiving vehicle only treatment, 100 uL of
the ONE-GLO™ Luciferase Assay Reagent was added. Luminescence was measured 12 min
post-assay reagent addition as previously described. FIGS. 61A-B shows the absolute
tuminescence, FIGS. 61C-D shows normalized luminescence and FIGS. 61E-F shows fold

response.
Example 37 - Ogluc Variants in a Transcription Reporter Assay

[00439] To demonstrate the ability of the Ogluc variants of the present invention to be used
as transcription reporters, the Ogl.uc variant 9B8 opt was used as a transcriptional reporter in a
forward, reverse, and bulk transfection. These methods of transfection were chosen because they
are representative of the approaches commonly used for the transient expression of genetic

transcriptional reporters.

1004401 Forward Transfection

[00441] Transcriptional reporters containing the cAMP response element (CRE) and 9B8 opt
or 9B opt further comprising the PEST protein degradation sequence (9B8 opt-P) were prepared
in the pGL4.29 (Promega Corp.) backbone, i.e., the [uc2P gene of the pGL4.29 vector was
replaced with 9B9 opt (SEQ ID NO: 24) or 9B8 opt-P (SEQ ID NO: 65). pGL4.29 was used as

a control/benchmark.

i00442] HEK293 cells were plated at 15,000 cells/well in six 96-well tissue culture plates.
Cells were grown in 100 uL of DMEM + 10% FBS + 1X non-essential amino acids (NEAA) and
incubated overnight at 37°C. The cells were transiently transfected with either 10 ng or 100 ng
plasmid DNA/well of pGL4.29 9B8 opt, pGL4.29 9B opt-P, or pGL4.29. Plasmid DNA was
mixed with 850 uL of OPTI-MEM® (Invitrogen) and 32.4 uL of FUGENE® HD transfection

recagent (Promega Corp.) and incubated at room temperature for 10 min. Eight uL of the
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transfection/reporter DNA mixture was added to the appropriate wells (2 constructs/plate). Cells

were incubated for 4 hrs at 37°C. The medium was replaced with OPTI-MEM® + 0.5% dialyzed
FBS + 1X NEAA + 1X sodium pyruvate + 1X Penn-Strep and incubated overnight at 37°C.

[00443] Following incubation, 10 nM or 10 uM FSK (from a 10X stock) in OPTI-MEM® was
added to the cells and incubated for 3 hrs at 37°C. A lytic reagent containing 100 mM MES pH
6.1, 1 mM CDTA, 150 mM KCI, 35 mM thicurea, 2 mM DTT, 0.25% TERGITOL® NP-9 (v/v),
0.025% MAZU® DF 204, and 20 uM PBI-3939 was added to the cells containing pGL4.29 9B8
opt or pGL4.29 9B8 opt-P and allowed to incubated for 10 min at room temperature (100 pL
lytic reagent added to 100 pL célis). ONE-GLO™ agsay reagent (Promega Corp.) was added to
cells containing pGL4.29 and used according to the manufacturer’s protocol (100 pL reagent
added to 100 uL cells). Luminescence was measured on a GLOMAX® Luminometer. Table 26
shows the luminescence of the HEK293 cells expressing the transcriptional reporters containing
CRE ftreated with 10 nM (“baseline”) or 10 mM FSK, and the response to FSK (ie., the
luminescence generated by the 10 mM FSK treated cells divided by the luminescence generated
of the 10 nM FSK treated cells.)

[00444] The results shown in Table 28 indicate that 9B8 opt and 9BS opt-P were brighter than
tuc2P, and that all the fuciferase reporters responded to FSK when 100 ng of DNA was used for
the transfection. However, when only 10 ng of DNA was used for the transfection, the

luminescence for the luc2P reporter was below the detection level for the luminometer.

Table 28: Transcriptional Reporters Containing CRE in HEK293 Cells (3 h timepoint)

100 ng DNA for transfection 10 ng DNA for transfection
Reporter
‘ RLU  |rLU
construct | paseline Response | baseline Response
(10 mM FSK) (10 mM FSK)
9B8 opt 3,078,418 | 104,687,723 34 192810 | 12,926,465 67
OB8 opt-P | 122,071 20,544,753 168 11179 1,353,459 121
Juc2P 356 5,293 15 0 0 -
[00445]  Reverse Transfection

[00446] Transcriptional reporters containing thé antioxidant response element (ARE) and 9B8
opt or 9B8 opt-P were prepared in the pGL4.29 (Promega Corp.) backbone, i.c., the uc2P gene
of the pGL4.29 vector was replaced with 9B9 opt or 9B8 opt-P, and CRE was replaced with 2X
ARE (SEQ ID NO: 66) using methods known in the arts.

124



WO 2012/061529 PCT/US2011/059017
[00447] HEK293 cells were trypsinized (T75 flask, 3 mL trypsin) and resuspended in 1x10°

cells/mL (approximately 8.9x10° total cells) in medium containing DMEM + 10% FBS + 1X
NEAA. Each transcriptional reporter was prepared for transfection by mixing 1.2 mL OPTI-
MEM®, 12 uL transcription reporter DNA (100 ng) and 36 pL FUGENE® HD transfection
reagent together and incubated at room temperature for 35 min. Following incubation, 624pL of
the transfection/reporter DNA mixture was added to 12 mL of cell suspension and mixed by
inversion. After mixing, 100 pL of the cell/DNA mixture was added to wells of a 96-well plate
(2 constructs/plate). The cells were incubated at 37°C for 22 hrs. Tert-butylhydroquinone (a
Nrf2 stabilizer; tBHQ; 1 puM (“baseline™) or 20 pM) or sulphoraphane, (an organosulfer
antioxidant known to activate Nrf2; 1 uM (“baseline”) or 20 uM) in OPTI-MEM® was added to
each well and incubated at 37°C for 24 hrs. Cells were lysed with 100 pL lytic reagent as
described above for the forward transfection. Luminescence was measured on a GLOMAX®

Luminometer.

[00448] Table 29 shows the luminescence of the HEK293 cells expressing the transcriptional
reporters containing ARE treated with 1 pM (“baseline”) or 20 uM sulphoraphane and the
response to sulphoraphane (i.c., the luminescence generated by the 1 uM sulphoraphane treated
cells divided by the luminescence generated of the 20 uM sulphoraphane treated cells). Table 30
shows the luminescence of the HEK293 cells expressing the transcriptional reporters containing
ARE freated with 1 pM (“baseline”) or 20 uM tBHQ, and the response to tBHQ (i.e., the
luminescence generated by the 1 uM tBHQ treated cells divided by the luminescence generated
of the 20 uM tBHQ treated cells). Tables 29 and 30 show that 9B8 opt and 9B opt-P could

report the presences of two different known stimuli for ARE.

Table 29: Transcriptional Repeorters Containing ARE in HEK293 Cells (24 h time point)

100 ng DNA for transfection
Reporter construct

baseline RLU (20 mM sulphoraphane) Response
9B& opt 15,600,000 89,600,000 5.8
9BS opt-P 258,406 3,940,000 15

Table 30: Transcriptional Reporters Containing ARE in HEK293 Cells (24 h time point)

100 ng DNA for transfection
Reporter construct

baseline RLU (20 mM tBHQ) Response
9BS opt 15,100,000 120,000,000 8
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9B8 opt-P 317,238 8,460,000 27

[00449]  Bulk Transfection

[00450] The transcriptional reporters containing CRE and 9B8 opt or 9B8 opt-P described in
the forward transfection were used in the bulk transfection of HEK293 and NIH3T3 cells.
Transcriptional reporters containing the heat shock response element (HRE; SEQ ID NO: 67) and
9BS opt or 9BR opt-P were prepared in the pGL4.29 (Promega Corp.) backbone, i.e., the luc2P
gene of the pGL4.29 vector was replaced with 9B9 opt or 9B8 opt-P, and the CRE was replaced
with HRE. The transcriptional reporter containing HRE and 9BS8 opt-P was used in the bulk

transfection of Hel a cells

[060451] HEK293, NIH3T3, or Hela cells were plated to a single well of a 6-well tissue
culture plate the day before transfection at a density of 4.5x10° cells/well in 3 mL complete
medium (DMEM + 10% FBS + 1X NEAA + 1X sodium pyruvate) for HEK293 cells, 3x10°
cells/well in 3 mL complete medium (DMEM + 10% fetal calf serum (FCS) + 1X NEAA+1X
sodium pyruvate) for NIH3T3 cells, or 9.9x10° cells/well in 3 mL complete medium (DMEM +
10% FBS + IX NEAA) for HeLa cells. Cells were grown overnight at 37°C.

[004521 3,300 ng of reporter plasmid DNA in 155 pl. OPTI-MEM® was mixed with 9.9 pL.
FUGENE® HD transfection reagent, vortexed briefly, and incubated at room temperature for 10
min. The CRE transcriptional reporters were used to transfect HEK293 and NIH3T3 cells. The
HRE transcriptional reporters were used to transfect HeLa cells. The reporter mixture was added
to cells and mixed by gentle rocking followed by incubation at 37°C for 6 hrs (HEK293 and
NIH3T3) or 3 hrs (HeLa). Cells were then trypsinized and resuspended in medium (DMEM +
10% FBS + 1X NEAA + 1X sodium pyruvate for HEK293 cells, DMEM + 10% FCS + 1X
NEAA + 1X sodium pyruvate for NIH3T3 cells, or DMEM + 10% FBS + IX NEAA for Hela
cells), followed by plating to the individual wells of a 96-well plate (20,000 cells/100 pL for
HEK293, 10,000 cells/100 pL for NIH3T3, or 13,000 cells/uL. for HeLa) and incubated at 37°C

overnight.

[00453] FSK (CRE stimulator) or 17-AAG (HRE stimulator; 17-Allylamino-demethoxy
geldanamycin) in OPTI-MEM® was added to the cells (10 nM or 10 uM final concentration for
FSK; 1 nM or 1 uM final concentration for 17-AAG) and incubated at 37°C for 4 hrs (FSK) or 6

hrs (17-AAG). Plates were removed from the incubator and allowed to equilibrate to room
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temperature for 25 min. Cells were lysed with 100 pL lytic reagent as described above for the

forward transfection. Luminescence was measured on a GLOMAX® Luminometer.

[00454]
reporters containing CRE treated with 10 nM (“baseline”) or 10 mM FSK and the response to

Table 31 shows the luminescence of the HEK293 cells expressing the transcriptional

FSK. Table 32 shows the luminescence of the NIH3T3 cells expressing the transcriptional
reporters containing CRE treated with 10 nM (“baseline”) or 10 mM FSK and the response to
FSK. Table 33 shows the luminescence of the HeLa cells expressing the transcriptional reporters
containing HRE treated with 10 nM (“baseline™) or 10 mM 17-AAG and the response to 17-
AAG.

[00455]

presence and stimulatory effects of FSK on CRE in the context of two different cell lines,

Tables 29-31 show that 1) both versions of the 9B8opt Ogluc variant can report the

HEK?293 and NIH3T3, and 2) 9B8 optP can report the presence and stimulatory effects of 17-
AAG on HRE in the context of Hela cells.

Table 31: Transcriptional Reporters Containing CRE in HEK293 Celis (4 h time point)

100 ng DNA for transfection
Reporter construct

baseline RLU (10 mM FSK) Response
9B§ opt 39,700,000 654,000,000 16
9B8 opt-P 3,960,000 460,000,000 116

Table 32: Transcriptional Reporters Containing CRE in NIH3T3 Cells (4 h time point)

100 ng DNA for transfection
Reporter construct

baseline RLU (10 mM FSK) Response
9B8 opt 9,187,000 23,600,000 26
9B8 opt-P 410,461 3,720,000 9

Table 33: Transcriptional Reporters Containing HRE in Hela Cells (6 b time point)

Reporter construct

100 ng DNA for transfection

baseline

RLU (1 mM 17-AAG)

Response

9B8 opt-P

278,118

3,204,000

12

Example 38 - Lytic and Secretable Reporter in Difficult to Express Cells
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[00456] HepG2 cells, 1x10° cells/mL in a cell suspension, were reverse transfected with

plasmid DNA (pGL4.32 backbone; Promega Corp.) containing L27V02, luc2P (Promega Corp.),
luc2 (Promega Corp.) or L27V02-IL6 (L27V02 with the native secretion sequence replaced with
the IL-6 secretion sequence; (“IL601-L27V02A”; SEQ ID NO: 324) usimng FUGENE® HD
according to the manufacturer’s instructions (1:20 DNA-transfection mixture to cells). 100 pL
cell suspension was then plated into wells of a 96-well plate and incubated for 22 hrs at 37°C, 5%
CO, Other Ogluc constructs which have the native secretion sequence replaced by the IL-6
secretion sequence include 1L601-L27V01 and IL602-L27V03 (SEQ ID NOs: 321 and 327,

respectively).

[00457] For secretion analysis, the media was removed from the cells, and the cells washed in
100 uL. DPBS. 100 pL complete media (DMEM + 10% FBS+ 1X NEAA) was added along with
varying doses (1 pg/mL — 100 ng/mL) of thTNFo. (“TNF«”) for 4.5 h. 10 pL of the media was
then removed, added to 90 ul. complete media, and 100 pL assay reagent (as previously
described; 100 uM PBI-3939) added. Luminescence was measured as previously described
(FIG. 62A).

[00458] For lytic analysis, following plating, the cells were incubated for 4.5 hrs at 37°C, 5%
CO,. The cells were then allowed to equilibrate to room temperature for 20 min. Assay reagent
(as previously described; 100 uM PB1-3939) was added to the cells, and luminescence measured
as previously described (FIG. 62B).

Example 39 - Additional lytic reporter features

[00459] The Ogluc variants of the present invention in the context of a cell-based, lytic
transcriptional reporter should offer a luminescent signal of a magnitude such that the signal
appears sooner than it might with other luciferases. The bright luminescence should also allow

for weak promoters to be examined.
Example 40 - Mammalian cell transfections

[00460] The Ogluc variants of the present invention were used as reporters in difficult to
transfect cell lines, e.g., Jurkat, HepG2, primary cells, non-dividing primary cells, or stem cells.
(See e.g., FIG. 59C) Due to their high signal intensity, the Ogluc variants enable detectable
luminescence when transfection efficiency is low. The Ogluc variants can also be used as
reporters in cells that are especially sensitive to conditions associated with transfection, i.e., DNA
concentration, transfection reagent addition. Due to the brightness of the Ogluc variants, an

adequate level of luminescence can be achieved using lower DNA concentrations, less
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transfection reagent, and perhaps shorter post-transfection times prior to beginning an assay.

This will place less of a toxicity burden on what would otherwise be sensitive cells. The bright
luminescence of the Ogluc variants should also allow for a signal to be detected at very long
time points in the event such an output is desirable. As another example, the Ogluc variants
could be used as reporters for single copy native promoters, e.g., HSB thymidylate kinase (TK)

promoter, HOX genes, or LIN2S,
Example 41 - Stable cell lines

[00461] The identification of robust, stable éell lines expressing an OgLuc variant of the
present invention, either in the cytoplasm or as a scereted form, can be facilitated by the bright
signal of the luciferase and the small size of the Ogluc gene. The relatively small gene sequence
should reduce the likelihood of genetic instability resulting from the integration of the foreign
DNA.

[00482] To generate stable cell lines using an OgLuc variant of the present invention, plasmid
DNA comprising a nucleotide sequence for an OgLuc variant and a selectable marker gene, ¢.g.,
neomycin, hygromycin, or puromycin, is used to transfect a cell line of interest, e.g., HEK293
cells. Cells of an early passage number, e.g., less than 10 passages, are plated into T25 (1x10%)
or T75 (3x10°) tissue culture flasks and allowed to grow overnight to approximately 75%
confluency. Cells are then transfected using the above plasmid DNA and an appropriate
transfection reagent, ¢.g., TRANSIT®-LT1 or FUGENE® HD. Forty-eight hrs post-transfcction,
the media is replaced on the cells with selection media containing the selection drug, e.g., G418,
hygromycin or puromycin, at a concentration previously determined to kill untransfected cells.
Selection of cells containing the plasmid DNA occurs over 2-4 weeks. During this time, the cells
are re-plated in selection media at various concentrations into either T25 or T75 tissue culture
flasks. The media on the re-plated cells is replaced every 3-4 days for 2-3 weeks with fresh
selection media. The flasks are monitored for the formation of live cell colonies. Eventually, the

flasks will contain many large colonies and few dead cells.

[00463] From the pool of stable colonies in the flasks, single colonies are isolated and
expanded into a single 24-well tissue culture plate. Briefly, cells are harvested using the
trypsin/EDTA method, i.c., cells are harvested by removing media, rinsing with Ca®" and Mg*"
free' PBS and detached by treatment with Trypsio/EDTA. The cells are counted using a
hemocytometer and diluted 1x10° in complete media. The cells are then diluted to 100 celis/mL,
33 cells/mL, 10 cells/ml., and 3.3 cells/mL in complete media. 100 pL of each dilution is plated

into all wells of 96-well tissue culture plate (1 plate for each dilution) and allowed to grow 4-5
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days after which 50 uL of selection media is added to the cells. Approximately a week after

plating, cells are visually screened for colony growth and another 50 uL of selection media is
added. The cells continue to be monitored until a single colony covers 40-60% of the well area.
When a colony is ready for expansion and screening, colonies are harvested using the
trypsin/EDTA method. Each colony is transferred to selection media as follows: 1) Dilute 1:10
into 6 wells of a 96-well assay plate for functional assay, ¢.g., luminescence detection; 2) Dilute
1:10 into 3 wells of a clear bottom 96-well assay plate for cell viability assay, e.g., CELLTITER-
GLO® Luminescent Cell Viability Assay (Promega Corp.); and 3) Dilute 1:10 into a 24-well
tissue culture plate for expansion. Cells in the plates for the functional and cell viability assay
are then grown 2-3 days and the functional and cell viability assays performed. Positive clones
in the 24-well plate are further tested with the functional and cell viability assays as well as for
stability of expression and response for at least 20 passages, normal growth rate morphology, and

frozen for future use at the earliest possible passage.
Example 42 — OgLuc Secretion Signal Analysis
[00464] A. [Vopt

[00465] The wild-type OglLuc is processed after synthesis into a mature protein with the
secretion signal sequence cleaved off. To determine if the secretion signal sequence would
facilitate secretion of the Ogluc variant, the IV opt variant of Example 25 and hRL were cloned
into pF4Ag containing an N-tcrminal Ogluc secretion signal (SEQ ID NO: 54). HEK293 cells
(15,000) in 100 pL Dulbecco's Modified Eagle's medium (“DMEM”) with 10% fetal bovine
serum (FBS) were transfected as described in Example 25 with 100 ng of plasmid DNA, ie.,
hRL or IV opt with or without the secretion signal and grown overnight at 37°C. 50 pL of media
was removed to a new plate and saved for a later assay generating a “media” sample. The rest of
the media was removed, and the cells were lysed with 100 pL of lysis buffer described in
Example 25 to generate a “lysate” sample. 10 pL of media sample and 10 pL of lysate sample
were assayed for luminescence (FIG. 63). Samples for hRL with (“Renilla sig”) or without
(“Renilla”) the OgLuc secretion signal sequence were measured using 50 uL of lysis buffer
containing 20 uM native coelenterazine. Samples for IV opt with (“IV opt sig”) or without (“IV
opt”) the Ogluc secretion signal sequence were measured using 50 pL of lysis buffer containing
20 uM PBI-3939.

[00466] In FIG. 63, the filled bars represent the amount of light that was detected from the
media in the absence of any lytic reagent. The open bars represent the total light (secreted + non-

secreted) that was detected upon addition of a lytic reagent. FIG. 63 shows that TV opt was
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secreted from HEK293 cells into the growth media and that the secretion signal sequence was

functional in mammalian cells. “IV opt sig” represents the only situation where a significant
amount of luciferase was detected in the media. The results also indicate that this particular

signal peptide did not facilitate secretion of hRL.
[00467] B. 988, V2 and L27V

[00468] To determine if the secretion signal sequence of OgLuc facilitates its secretion, the
OgLuc variants 9B8, V2 and L27V were cloned into pF4Ag containing an N-terminal Ogluc
secretion signal sequence. The variants were also cloned mto vectors without the secretion signal
sequence. CHO or Hela cclls were then plates at 100,000 cells/well in 1 mL F12 media with
10% FBS and 1X sodium pyruvate (CHO cells) or DMEM with 10% FBS and 1X sodium
pyruvate (HeLa cells) into 12-well plates and incubated overnight at 37°C, 5% COx.

[00469] After the overnight incubation, the cells were transfected with 1ug plasmid DNA
containing 9B8, V2, or L27V with or without the secretion signal sequence using the
TRANSIT®-LT] transfection reagent (Mirus Bio) and OPTI-MEM® media (Invitrogen). The

cells were again incubated overnight at 37°C, 5% COa.

[004701  After the second overnight incubation, the media was removed and saved for analysis.
To the cells, I mL of assay buffer (1 mM CDTA, 150 mM KCI, 2 mM DTT, 100 mM MES pH
6.0, 35 mM Thiourea and 0.5% TERGITOL® NP-0 (v/v)) was added to create a cell lysate. To
10 pL of cell lysate or saved media from each sample, 50 pL assay buffer with 40 uM PBI-3939
was added, and luminescence measured as described above. FIGS. 64A-D demonstrates that

9B8, V2 and L.27V variants can be used in a secretable system.

[00471] To determine the stability of the secreted variants, 150 ulL aliguots of the saved media
from each sample was placed at 37°C or 50°C. The aliquots were then removed at different time
points (0, 1, 2, 3, 5, 6, and 7 min), frozen on dry ice, and kept at -20°C until assayed. To assay
for stability, the media aliquots were thawed to room temperature, and 10 pL. of each aliquot was
mixed with assay buffer with PBI-3939 (pH 6.0) as described above. Luminescence was

measured as above, and the half-life (t50) determined (Table 34).

Table 34
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sample 1/2life 37C (days)
988 ' 8
2 10
127V 17
""""""""""""""" sample - 12fife 50 {hours)
‘988

V2 7
L27V 1"

[004721 C. 9B8 and V2 comparison to secreted luciferase of Metridia longa

[00473] The secretion of the OglLuc variants 9B8 and V2 was compared to that of the secreted
luciferase from Metridia longa. CHO cells were plated at 300,000 cells/well in 3 ml F12 media
with 10% FBS into wells of 6-well plates and incubated overnight at 37°C, 5% CO,. The cells
were then transfected with either 10 or 100 ng of each variant or Metridia luciferase (Clontech)
plasmid DNA using TRANSIT®-LTI according to the manufacturer’s instructions and incubated
for 20 hrs at 37°C, 5% CO,. After transfection, the media was removed from the cells and
assayed. For the Ogluc variants, 50 puL of media was assayed with 50 pL of assay reagent
(previously described; 40 uM PBI-3939). For Merridia luciferase, the media was assayed using
the Ready~to-Glo™ Secreted Luciferase Reporter System (Clontech) according to the
manufacture’s protocol. Briefly, 5 uL. of the 1X substrate/reaction buffer was added to 50 pL of

media sample. Luminescence was then measured as previously described (FIGS. 65A-B).
Example 43 - Evaluation of Ogluc Variants and Novel Coelenterazine in Live Cells

[00474] A. The use of Ogluc variants and PBI-3939 in live cells was examined. HEK293
cells were plated in 96-well plates at 15,000 cells/well and grown overnight at 37°C. The
following day, the cells were transiently transfected using TRANSIT®-LT! in 3 replicates with
100 ng of hRL or 9B8 opt in pF4Ag and grown overnight at 37°C. The following day the growth
media was removed and replaced with media containing 60 pM VIVIRENT™ Live Cell Substrate
(Promega Corp.), 60 uM ENDUREN™ Live Cell Substrate (Promega Corp.), or 60 uM PBI-
3939 for both hRL and 9BS opt transfected cells. Non-transfected cells were used as background
control. The plate was incubated at 37°C during the course of one day and periodically measured
on a TECAN® GENIOS™ Pro lyminometer, 1.e., 11 times over the course of 24 hrs. FIGS.
66A-B shows the luminescence of the transfected cells divided by the luminescence of the non-
transfected cells for each of the substrates, i.c., the signal to background ratio. The data shows
that 9B8 opt generated luminescence in a live cell setting (i.e., no lysis) by incubating cells with
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VIVIREN™, ENDUREN™, or PBI-3939. The data also demonstrated that PBI-3939 can

permeate cells in culture, react with the Ogluc variant, and generate luminescence, thus making

it compatible with use in a live cell assay.

[00475] B. To demonstrate live cell analysis using the Ogluc variants, L27V was fused to
HALOTAG® and expressed and monitored in live cells. U20S cells were plated at 40,000
cells/mL into imaging chamber wells and incubated overnight at 37°C, 5% CO,. Cells were than
transfected using FUGENE® HD according to the manufacturer’s protocol with the plasmids
pFC14K, pFN21K or pF4Ag (all Promega Corp.) containing L27V or pF4Ag containing L27V
with the native or 1L-6 secretion sequence. Cells were then incubated for 24 hrs at 37°C, 5%
CO..

[00476] Following incubation, the cells were exposed to HALOTAG® TMR ligand (Promega
Corp.), imaged, and fixed. Immunocytochemistry (ICC) was then performed according to the
ICC protocol in the HALOTAG® Technology: Focus on Imaging technical manual (Promega
Corp.; TM260). The primary antibody used was a polyclonal rabbit, anti-Ogluuc 9B8 antibody
(1:1000). The secondary antibody used was an Alexa 488 conjugated secondary antibody (green)
(FIG. 67A). FIG. 67A shows green fluorescent channel and FIG. 67B shows the differential
interference contrast (DIC). Images were acquired using an Olympus Fluoview FV500 confocal
microscope (Olympus, USA) outfitted with a 37°C + CO2 environmental chamber (Solent
Scientific Ltd., UK).

[00477] FIGS. 67B-D shows the ICC images with native or IL-6 secretion sequence. Both
signal sequences dramatically decrease the amount of enzyme in the nucleus. The punctuate
nature of the labeling in the cytoplasm is indicative of vesicle formation expected to occur during
the secretion process. The data demonstrates that the presence of a signal peptide reduces the

amount of luciferase in the nucleus.

[00478] C. As shown above, the Ogluc variants and novel substrates of the present invention
are biocompatible. A reporter systemn is envisioned where the Ogluc variant is cloned into an
expression vector with a promoter of interest and expressed in cells as a reporter protein. The
cells are then treated with PBI-3939 which will permeate cells in culture, react with the OglLuc

variant, and gencrate fumincscence.

[60479] In addition to being cell permeant, PBI-3939 shows comparable biocompatibility to
native coelenterazine in terms of cell viability. A version of compound 3939 containing

chemical modifications known to increase the stability of native coelenterazine in media can be
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synthesized and used for more robust, live cell Ogluc variant-based reporter assays. Another

example of live cell reporting includes the use of a secretable Ogluc variant as a reporter. The
native secretion signal peptide (or other known secretion signal peptides) can be fused to the N-
terminus of an OglLuc variant so that when the fusion is expressed in mammalian cells, a portion
of it will be secreted through the cell membrane into the culture media. Upon addition of

substratc luminescence is generated.
Example 44 - Protein fusion reporters

[00480] The Ogluc variants of the present invention can be used as fusion tags for a target
protein of intercst as a way to monitor intracelinlar levels of that target protein. Specific proteins
involved in stress response pathways, e.g., DNA damage, oxidative stress, inflammation, can be
monitored in cells as a way to probe the role various types of stimuli may play in these pathways.
The variants can also be used as a means to monitor cellular trafficking of a target protein. The
variants can also be fused to viral genomes (e.g., HIV, HCV) so that titer levels, i.e., infectivity,
can be monitored in cells following treatment with potential antiviral agents. The variants can
also be fused to green fluorescent protein (GFP) or HALOTAG® (in addition to a target protein)
so that FACS could be used to identify high expression clones and to provide localization

information.
Example 45 - Evaluation of OgLuc Variant in 3-Component Fusion Protein (“Sandwich”™)

[00481] 3-component fusion proteins, or “sandwich” fusions, can be used to place
bioluminescent and fluorescent proteins close to one another for optimization of a biosensor

based on BRET.
[00482] A. CI+4A4E IV, 9BS and 9F6

[00483] The OglLuc variants CI+4AE (SEQ ID NOs: 55 and 56), IV (SEQ ID NOs: 57 and
58), 9B8 (SEQ ID NOs: 61 and 62), and 9F6 (SEQ ID NOs: 63 and 64), and hRL (SEQ ID NOs:
32 and 33) were cloned into a pF4Ag fusion vector with an N-terminal Id (Benezra e al., Cell,
61(1):49-59 (1990)), known to be a poor fusion partner, and a C-terminal HT7, which was used
for normalization. The gene of interest was “sandwiched” between Id and HT7, ie., 1d-
Luciferase-HT7. E. coli lysates, containing the variant constructs in pF4Ag or pF4Ag sandwich
background, were prepared as described in Example 26 and then assayed with 20 uM native

coelenterazine in the buffer described in Example 25.
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[00484] FIG. 68 shows the luminescence for each variant in either pF4Ag or pF4Ag sandwich

background (“Sand”™). FIG. 69 shows the fold-decrease in luminescence due to the presence of Id
and HT7 and determined by dividing the luminescence of the variant in pF4Ag by the
luminescence of the variant in the pF4Ag-sandwich. Samples with the largest values showed the
most sensitivity to the poor fusion partner Id. The variant 9B8 was the brightest in the sandwich

context.
{60485] B. 9B8 OPT AND 9B8 OPT+K33N

[00486] The variants 9B8 opt and 9B8 opt+K33N were analyzed in a sandwich background as
described above. Sandwich constructs for 9B8 opt (SEQ ID NOs: 40 and 41) and 9BS
opt+K33N (SEQ ID NOs: 59 and 60) were generated as described above. E. coli lysates were
assayed and measured using the same assay buffer and luminometer as used for generating FIG.
40. FIG. 70 shows the fold-decrease in the presence of a sandwich background indicating that

9B8 opt+K33N is less sensitive to the poor fusion partner 1d than 9B8 opt.
[00487] C. 23D2 and 24C2

[00488] Variants 23D4 (NF) and 24C2 (NF) were subcloned into the 1d-OgLuc-HT7 sandwich
background and assayed in E. coli. The sandwich variants, 23D4 (F) (SEQ ID NOs: 76 and 77)
and 24C2 (F) (SEQ ID NOs: 78 and 79) were compared to 9B8 opt+K33N in the sandwich
background (SEQ ID NO: 59 and 60). Table 35 shows the variants had at least the same

fuminescence as 9B8 opt+K33N in the sandwich background context.

Table 35: Increase in Luminescence Generated by OgLuc Variants Compared to 9B8
opt+K33N+170G in Sandwich Background

Sample Sequence Fold over 9B8 opt+K33N sandwich (£. coli)

23D4 (F) | G26G, MI06L, R112R, 170G | 1.0
24C2(F) | R11Q, T39T, 170G 1.0

[004891 D. IF7 and I5HI

[00490] The PCR library in the 1d-OgLuc-HT7 sandwich background was screened for
additional variants with incrcased luminescence compared to 9B8 opt+K33N in sandwich
background. Selected variants were then assayed in HEK293 and NIH3T3 cells. Table 36 shows

the fold-increase in luminescence of the sandwich variants in E. coli, HEK293 and NIH3T3 cells,
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and the amino acid substitutions found in the variants. 1F7 (F) (SEQ ID NOs: 84 and 85) and

15H1 (F) (SEQ ID NOs: 86 and 87) had at least 1.3 fold-increase in fuminescence in E. coli. 1F7
(F) was brighter than 9B8 opt+K33N in the sandwich background in HEK293 and NIH3T3 cells.

Table 36: Increase in Luminescence Generated by Ogluc Variants Compared to 9B8
opt+K33N in Sandwich Background

Fold over 9B8 opt+K33N sandwich
Sample Sequence

E. coli HEK293 NIH3T3
1F7 (F) K43R, Y68D 1.9 2.4 1.4
15H1(F) | DI9D, S66N 1.5 0.9 1.2

[00491] The sandwich variants were subcloned into the pF4Ag-based non-fusion background
vector to generate 1F7 (NF) (SEQ ID NOs: 80 and 81) and 15H1 (NF) (SEQ ID NOs: 82 and 83)
and were analyzed as described above and compared to 9B8 opt+K33N. Table 37 shows the
fold-increase in luminescence of the variants m E. coli, HEK293 and NIH3T3 cells. 1F7 (NF)
and 15H1 (F) had at least 1.3 fold-increase in luminescence in E. coli and HEK293 cells.

Table 37: Increase in Luminescence Generated by OgLuc Variants Compared to 9B8
opt+K33N +170G

Fold over 9B8 opt+K33N + 170G
Sample Sequence

E. coli HEK293 NIH3T3
1F7 (NF) | K43R, Y68D 1.5 15 11
15H1 (NF) | D19D, S66N 1.7 1.7 1.2

[00492] E. V2, 9B8 opt+K33N+L27V+K43R+Y68D, 9BS
opt+K33N+L27V+T39T+K43R+S66N and L27V

[00493] The variants 9B8 opt+K33N+T39T+K43R+Y68D (“V27; SEQ ID NOs: 92 and 93),
9B8  opttK33N+L27V+K43R+Y68D (SEQ ID  NOs: 339 and 340), O9BS
opt+tK33N+L27V+T39T+K43R+S66N (SEQ 1D NOs: 341 and 342), and 9B8
opt+K33N-+L27V+TI9T+K43R+Y68D (“L27V™; SEQ ID NOs: 88 and 89) were subcloned into
the I1d-Ogluc-HT7 sandwich background as described above and assayed in HEK293 and
NIH3T3 cells as described above. The luminescence generated by the sandwiched variants were

compared to the luminescence generated by the 9B9 opt+K33N sandwich (SEQ ID NOs: 59 and
136 |



WO 2012/661529 PCT/US2013/059017
60) (Table 38). The L27V sandwich (SEQ ID NOs: 90 and 91) and V2 sandwich (SEQ ID NOs:

94 and 95) had at least 1.3X fold-increase in luminescence in HEK293 and NIH3T3 cells.

Table 38: Increase in Luminescence Generated by Ogluc variants in sandwich

background compared to 9B8 opt+K33N in sandwich background

‘Sample ‘NIH 3T3 celis  HEK 293

K33N Sand 1.0 1.0
T39T, K43R, Y68D Sand 1.6 2.3
L27V, K43R, Y68D Sand 1.4 1.7
L27V, T39T, K43R, 866N Sand 0.7 0.7
L27V, T39T, K43R, Y68D Sand 1.4 1.7

[00494] The sandwich and non-sandwich versions of the variants V2, 9B8
opt+K33N+L27V+HK43R+Y 68D, 9BE opt-+K33N+L27V+T39T+K43R+S66N, and L27V were
assayed in HEK293 and NIH3T3 cells as described in Example 37. The luminescence generated
by the non-sandwiched variants was compared to the luminescence generated by the sandwiched
variants (Table 39). The data shown in Table 39 indicates that the fold-decrease in tuminescence

for the 9B8 opt+K33N sandwich was less in mammalian cells than in E. coli cells as shown in
F1G. 70.

Table 39: Fold-Decrease in Luminescence of the Ogluc Variants in the Presence of

Sandwich Background

Sample " NH3T3cels HEK293
K33N 29 15
T39T, K43R, Y68D 20 6
L27V, K43R, Y68D 22 8
127V, T39T, K43R, S66N 25 12
L27V, T39T, K43R, Y68D 18 6

Example 46 - Multiplexing

[00495] A. Lysates of E. coli expressing the variant 9B8 opt were prepared as previously
described in Example 27 and diluted 1000-fold in DMEM without phenol red + 0.1%
PRIONEX®. Lumincscence from a sample containing 6.3 pug/mL of purified red click beetle
1ucifefase and E. coli lysate expressing the variant 9B8 opt was detected using a modified
DUAL-GLO® Luciferase Assay System (Promega Corp.). DUAL-GLO® STOP&GLO®
Reagent containing 20 uM coelenterazine-h and DUAL-GLO® STOP&GLO® Reagent

containing 20 uM PBI 3939 were used, according to the manufacturer’s protocol, to detect the
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red click beetle luciferase and Ogluc variant 9B8 luciferase from a single sample. Three

replicates were performed.

[00496] Luminescence was detected on a Turner MODULUS™ luminometer. Table 40
shows the average luminescence generated by the red click beetle luciferase (“click beetle”), and
the luminescence generated by 9BS8 opt (“Ogluc”) with coelenterazine-h (“coel h”) or PBI-3939
(*3939”). The standard deviation (“+/-*) and coefficient of variance (“CV”) are also shown. A
“no coelenterazine” control was performed to illustrate the amount of quenching of the red click
beetle signal by the DUAL-GLO® STOP&GLO® Reagent of the DUAL-GLO® Luciferase
Assay System in the absence of coelenterazine. The “no coelenterazine” control yielded a 349-
fold quench. Table 40 shows that large luminescent signals from both the red click beetle and
OglLuc variant 9B8 was detected in a single sample. This demonstrates that each signal can be
read sequentially in a two-step assay, and the signal from the first enzyme can be quenched

enough to not contribute significantly to the signal from the second enzyme.

Table 40: Average Luminescence Generated by the Red Click Beetle and 9B8 opt
Luciferases Using a Modified DUAL-LUCIFERASE™ Reporter Assay

[00487] B. To demonstrate that the multiplex reporter assay described above could be done in
reverse, i.e., OgLluc luminescence detected first, quenched and a second luminescence detected,
¢.g., red click beetle or firefly luciferase, various Renilla luciferase inhibitors (sce U.S. Published
Application No. 2008/0248511) were screened for their ability to also inhibit Ogluc. Two
different, previously identified, Renilla inhibitors, PBI-3077 and 1424, were added at various
concentrations (see Table 41) to E. coli lysate samples expressing the variant 9B8 (diluted as
above) and a buffer containing 100 mM MES pH 6.0, 1 mM CDTA, 150 mM KCl, 35 mM
Thiourea, 2 mM DTT, 0.25% TERGITOL® NP-9 (v/v), 0.025% MAZU® DF 204, and 20 uM
?81-3939. Luminescence was measured as described previously except luminescence was
measured using the GLOMAX®-Multi Microplate luminometer (Promega Corp.; also known as
Turmner MODULUS™),  As shown in Table 41, both compounds were able to mnhibit OgLuc
luminescence. This demonstrates that an OgLuc variant can be multiplexed in a reporter assay
with another luciferase wherein luminescence from an Ogluc variant is detected first in the

reporter assay.
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Table 41: The effect of PBI-3077 and PBI-1424 on Luminescence Generated by Bacterial

Lysates Expressing 9B8 opt Using PBI-3939 as a Substrate
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[00498] C. The spectral resolution between OgLuc Variant L27V and firefly luciferase (Fluc)
was analyzed. Purified L27V (previously described; 9.54 pM) in DMEM without phenol red +
0.1% PRIONEX® was mixed with assay reagent (previously described) containing 20 uM PBI-
3939. Purified firefly luciferase enzyme (QUANTILUM® Recombinant Luciferase; Promega
Corp.; 271 ng/mL} in the same media was mixed with a test reagent (100 mM HEPES, pH 7.4, 1
mM CDTA, 16 mM MgSO04, 1% TERGITOL® NP-9 (v/v), 0.1% MAZU® DF 204, 5 mM ATP,
50 mM DTT, 333 uM luciferin). Purified Renilla luciferase (5 ng/mL GST-Renilla) in 1X
Renilla Luciferasc Assay Lysis Buffer (Promega Corp.) was mixed with 10.5 uM native
coelenterazine in Renilla Luciferase Assay Buffer. Luminescence was measured after 3 min for
L27V and Fluc and after 10 min for Renilla tuciferase (FIG. 71)

[00499]1 D. As another example, an Ogluc variant of the present invention could be used as
transcriptional reporter and paired with either aequorin or a cAMP circularly permuted firefly
luciferase biosensor (or both simultaneously) to detect multiple pathways in a single sample, e.g.,
aequorin for the detection and/or measurement of calcium, the biosensor for the detection and/or

measurement of cAMP, and an OgLuc variant for monitoring of downstream gene expression.

[00500] E. Other examples for multiplexing with the OgLuc variants of the present mvention

include:

[60501] 1) Transfecting cells with constructs containing an Ogluc variant of the present
invention and Firefly luciferase. After transfection, a first reagent could be added to lyse the
cells as well as provide the substrate to generate luminescence for the first luciferase.
Luminescence from the first luciferase would then be measured. A second reagent would then be
added to quench luminescence from the first luciferase as well as provide the substrate to

generate luminescence from the second luciferase. Luminescence from the second luciferase
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would then be measured. The choice of which luciferase to measure first would only depend on

the ability to quench the luminescence from the first luciferase with the second reagent. For this
example, luminescence from the OgLuc variant could be measured first as high concentrations of

luciferin (substrate for firefly luciferase) has been shown to inhibit Ogluc variant activity.

[00502] ii) Transfecting cells with constructs containing an OgLuc variant of the present
invention and Firefly luciferase. After transfection, a first reagent could be added which
contained a live cell substrate to generate luminescence for the first luciferase. Luminescence
from the first luciferase would then be measured. A second reagent would then be added to lyse
the cells, quench luminescence from the first luciferase and provide the substrate to generate
luminescence from the second luciferase. Luminescence from the second luciferase would then
be measured. This is similar to i) except cell lysis will further limit usage of the live cell

substrate and contribute to the quenching of luminescence from the first luciferase.

[00503] iii) Transfecting cells with constructs containing an Ogluc variant of the present
invention and Firefly luciferase. After transfection, one reagent could be added which contained
substrates to generate luminescence from both luciferases, but the luminescence from each
luciferase is spectrally different. The emission max of the Ogluc variants is approximately 460
nm, and certain substrates for Firefly luciferase, for example 5’-chloroluciferin and 5°-
methylluciferin, can yield an emission max of approximately 610 nm. Therefore, although there
may be some overlap from the blue emission into the red emission, there would be no overlap of
the red emission into the blue emission suggesting that little to no mathematical correction would

be involved.

[00504] iv) Transfecting cells with constructs containing an Ogluc variant of the present
invention and Firefly luciferase. After transfection, one reagent could be added which contained
live cell substrates to generate luminescence from both luciferases. The unique feature of this
example is that firefly luminescence tends to shift to red at live cell assay temperatures, e.g.,
37°C, thercfore, a number of different luciferin derivatives could be chosen as a live cell
substrate for firefly luciferase to generate luminescence which is spectrally different from that of

the OgLuc variant.

[60505] v) Transfecting cells with constructs containing an OgLuc variant of the present
invention and Renilla luciferase. After transfection, a first reagent could be added to lyse the
cells as well as provide the substrate to generate luminescence for the first luciferase.
Luminescence from the first luciferase would then be measured. A second reagent would then be

added to quench luminescence from the first luciferase as well as provide the substrate to
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generate luminescence from the second luciferase. Luminescence from the second luciferase

would then be measured. The choice of which luciferase to measure first would only depend on
the ability to quench the luminescence from the first luciferase with the second reagent. For this
example, inhibitors to quench either the Ogluc variant or Rernilla luciferase luminescence would

need to be used.

[00506] vi) Transfecting cells with constructs containing an OglLuc variant of the present
invention and click beetle Iuciferase. After transfection, one reagent could be added which
contained substrates to generate luminescence from both luciferases, but the luminescence from
each luciferase is spectrally different as click beetle luciferase generates red-shifted luminescence

with native luciferin.
Example 47 - Circular Permutation

[00507]1 Two circularly permuted (CP) versions of the 1L.27V variant werec made: CP84 and
CP95. The number designation refers to the N-terminal residue (e.g., “84” indicates the new N-

terminus of the CP version).

[00508] To create the circular permutations, the prior N- and C-termini arc fuscd together with
no linker (“CP84 no linker” (SEQ ID NOs: 97 and 98) and “CP935 no linker” (SEQ ID NOs: 105
and 106)) or a § (“CP84 5AA linker” (SEQ ID NOs: 99 and 100) and “CP95 5AA linker” (SEQ
ID NOs: 107 and 108), 10 (“CP84 10AA linker” (SEQ ID NOs: 101 and 102) and “CP95 10AA
linker” (SEQ 1D NOs: 109 and 110), or 20 (“CP84 20AA linker” (SEQ 1D NOs: 103 and 104)
and “CP95 20AA linker” (SEQ ID NOs: 111 and 112) amino acid linker, (GSSGG)n (SEQ ID
NO: 113) in between the N- and C-termini ends. (Note: L27V starts with the phenylalanine at
the N-terminus, i.e., MVF. The “MV” is present in the “no linker” construct, but not in the
“linker” constructs). Once circularly permuted, the CP L27V variants were cloned into the pF1K
vector. E. coli cells were transformed with the CP vectors and grown in minimal media using the
standard walk away induction protocol previously described. For each CP construct, cells were
grown in 8 wells of a 96-well plate. After induction, the 8 wells from each sample were pooled,
and 10 pL lysed in 40 uL lysis buffer (100 mM MES pH 6.0, 0.3X PLB, 0.3 mg/mL lysozyme,
0.003 U/uL DNase I, and 0.25% TERGITOL® NP-9 (v/v)). The lysates were then diluted 1:100
(CP versions with linker) or 1:1000 (non-CP versions) in lysis buffer. The CP version without
linker was not diluted. The lysates or lysate dilutions were assayed in triplicate in 50 pL assay

reagent (previously described). Luminescence was measured as previously described (FIG. 72).

Example 48 - Identifying Additional Sites for Circular Permutation
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[00509] To identify additional CP sites, determine the impact of the CP sites on luciferase

activity and investigate the use of a “tether” between fragments, CP constructs were made with a
circular permutation made at approximately every 3™ site (i.c., amino acid) of the L27V variant
(See FIG. 73E). One skilled in the art would understand that other sites, e.g., the 1* and 2™ site,
could also be tested and used in circular permuted Ogluc variants described herein using the

methods described here. For example, the L27V variant has been found to be particularly

tolerant to circular permutation, particularly situations in which a relatively large binding domain
is placed in between the permuted fragments (e.¢. cAMP/RITbB-based sensors). At each site, the

linker GSSGG-GSSGG-EPTT-ENLYFOS-DN-GSSGG-GSSGG (SEQ ID NO: 328) was added.

The underscored sequerice refers to a TEV protease recognition site. The purpose of the linker is

to provide a long enough tether between the two variant fragments so they can agsociate in a way
that produces a functional luciferase enzyme. The TEV protease recognition site was used to
provide a means to disrupt the tether (in the presence of TEV protease) so that its importance to
maintaining activity could be investigated. The use of the TEV protease recognition site created
a mode to predict which CP sites would be useful for protein complementation assays (PCA) or

for biosensor applications (e.g., insertion of a response element between the CP sites).

[00510] The activity that is seen prior to TEV cleavage represents how the two halves of the
variant enzyme behaves in a tethered state. TEV binding to the recognition site causes cleavage,
thereby separating the two halves of the variant enzyme. Samples that have been cleaved with
TEV would represent the un-induced state and provide an indication of how much background
could be expected. Lower activity after TEV cleavage indicates that the two halves cannot come
together without induction. Samples that show a large loss in activity after TEV cleavage
indicate sites that would function in PCA and biosensor applications. In the case of PCA, the
two halves of the variant enzyme would be fused to binding partners that are able to come
together (tether) after an induced binding event. In the case of a biosensor, the two halves would
“tether” after a binding-induced conformational change occurs. One example for PCA would be
to fuse one half of L27V to FRB and the other half to FKBP. The two halves would be brought
into proximity with exposure to rapamycin (Banaszynski et al., J. Am. Chem. Soc, 127(13):4715—
4721(2005)). One example of a biosensor application would be to insert a Cyclic AMP binding
domain (e.g., RIIbB) between the C? sites and induce a conformational change by binding of
Cyclic AMP to the binding domain.

[00511] Once each CP L27V construct was made, the CP enzyme was expressed in wheat
germ, E. coli and mammalian cells and digested with TEV protease to investigate luciferase

activity.
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[00512] 1. For analysis in wheat germ, the CP constructs were expressed using the TnT® T7

Coupled Wheat Germ Extract System (Promega Corp.) according to the manufacture’s
instructions. The TnT® reactions were then diluted 1:100 in 1X PBS + 0.1% gelatin, and 20 pL
added to 25 pL of TEV reaction reagent (5 pL 20X ProTEV buffer (Promega Corp.), 1 pL 100
mM DTT, and 2 ulL 10 U ProTEV Plus (Promega Corp.)). The volume of the digestion reactions
was the brought to 100 ul with water and incubated at 30°C for 60 min. Control samples
without TEV protease were also prepared. 10 pL of the digested samples were then added to 40
ul DMEM to a final volume of 50 pL and assayed in 50 pL assay reagent (as previously
described; 100 pM PBI-3939). Luminescence was measured as previously described (FIGS.
T3A-D).

[00513] 2. For analysis in mammalian cells, HEK293 cells were transfected with the CP
1.27V variants using a reverse transfection protocol. Briefly, 1 ng CP L27V plasmid DNA was
mixed with 1 pg carrier DNA and added to cells in a well of a 12-well plate. Cells were then
incubated for 16 hrs at 37°C, 5% CQ,. Cell lysates were then prepared by removing the media
from the cells, washing them in 1X PBS, and adding 1 mL 1X PLB. Lysates were then diluted
1:10 in 1X PBS with 0.1% gelatin. 40 ul of the diluted lysate was then used in a TEV protease
digestion as described above. 10 pL of the digestion was mixed with 40 uI. DMEM without
phenol red, and 50 pL assay reagent (previously described; 100 uM PBI-3939) added.

Luminescence was measured as previously described (FIG. 73H).

[60514] 3. For analysis in E. coli, E. coli cultures expressing the CP L27V variants were
grown overnight at 30°C. These cultures were used (1:100 diluted in LB + antibiotic) to make
new starter cultures for eventual induction. The starter cultures were incubated at 37°C with
shaking for 2.5 hrs (ODgqo is approximately 0.5). Rhamnose (final concentration of 0.2%) was

added, the cultures moved to 25°C, and incubated with shaking for 18 hrs.

[00515] To create lysates, 50 pL 0.5X FASTBREAK™ Cell Lysis Reagent (Promega Corp.)
was added to 950 pL of induced cultures, and the mixtures incubated for 30 min at 22°C. 50 pL
of the lysed culture was then digested with TEV protease as described above and incubated at

room temperature for 2 hrs.

[00516] For analysis, lysates were diluted 1:10,000 in HaloTag® Mammalian Purification
Buffer (Promega Corp.), and 50 uL assayed in 50 pL of assay reagent (as previously described;
100 uM PBI-3939). Basal and TEV induced luminescence was measured at 5 min time points
(FIG. 73F) and the response (F1G. 73G) was determined as previously described.
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[00517] FIGS. 73A-D show the basal luminescence of various CP-TEV protease L27V

constructs expressed in wheat germ extract. FIG. 73E summarizes the derived CP variants that
responded to TEV protease (response is fold decreased), indicating that the CP variants can be
used as TEV sensors, 1.e., they are indicative of “tether dependence.” Variants showing at least a
1.2-fold change were further validated as signification using Student’s Test (unpaired p values;
confidence level of 0.03). Thesc results indicate that each CP variant is capablc of gencrating

luminescence.

[00518] Various CP-TEV protease L27V constructs were expressed in HEK293 cells. The
reverse transfection protocol, previously described was used to transfect 1 ng DNA /well with 1
ug of carrier DNA. Each cell sample was grown in 1 mL of media in a 12 well plate. Cell
lysates were prepared by removing media and adding 1 mL of 1X PLB. Samples were diluted
1:10 in 1X PBS+0.1% gelatin. 40 pL of the dilution sample was set up for TEV digestion. 10
uL of the digestion reaction was added to 40 pl. of DMEM without phenol red and 50 uL of
PBI-3939 as previously described. FIG. 73H shows the luminescence of the various CP-TEV
protease L27V constructs expressed in HEK293 cells.

[60519] The data in FIGS. 73A-H demonstrates that the L27V variant can be circularly
permuted at various sites, and different sites have different dependencies regarding tether length.
The mammalian cell data and Wheat Germ data show similar fold reduction with TEV cleavage.
The CP L27V variants that are more dependent on the tether, i.e., are more sensitive to TEV
protease cleavage, are potential candidates for PCA. CP L27V variants that are less dependent

on the tether may be potential candidates for self-complementation/dimerization assays.
EXAMPLE 49 - PROTEIN COMPLEMENTATION ASSAYS

[00520] Protein complementation assays (PCA) provide a means to detect the interaction of
two biomolecules, e.g., polypeptides. PCA utilizes two fragments of the same protein, e.g.,
enzyme, that when brought into close proximity with each other can reconstitute into a
functional, active protein. An OgLuc variant of the present invention can be separated into two
fragments at a site(s) tolerant to separation. Then, each fragment of the separated OgLuc variant
can be fused to one of a pair of polypeptides of interest believed to interact, e.g., FKBP and FRB.
1f the two polypeptides of interest do in fact interact, the Ogluc fragments then come into closc
proximity with each other to reconstitute the functional, active Ogluc variant. The activity of
the reconstituted Ogluc variant can then be detected and measured using a native or known
coelenterazine or a novel coelenterazine of the present invention. In another example, the split

OgLuc variant can be used in a more general complementation system similar to lac-Z (Langley
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et al., PNAS, 72:1254-1257 (1975)) or ribonuclease S (Levit and Berger, J. Biol. Chem.,

251:1333 -1339 (1976)). Specifically, an Ogluc variant fragment (designated “A”) known to
complement with another Ogluc variant fragment (“B”) can be fused to a target protein, and the
resulting fusion can be monitored via luminescence in a cell or a cell lysate containing fragment
B. The source of fragment B could be the same cell (either in the chromosome or on another
plasmid), or it could be a lysate or purified protein derived from another cell. This same fusion
protein (fragment A) could be captured or immobilized using a fusion between fragment B and a
polypeptide such as HALOTAG® capable of attachment to a solid support. Luminescence can
then be used to demonstrate successful capture or to quantitate the amount of material captured.
Methods for protein complementation can be carried out according to U.S. Published Application

No. 2005/0153310, incorporated herein by reference.
[60521] 1. 9B8 opt PCA constructs were made as follows:

[00522] -pOBSPCA 1/4 = pESA/Met-[9BS opt (51-169)-GGGGSGGGSS-FRB (SEQ ID NOs:
331 and 332) & pFSA/FKBP-GGGSSGGGSG-[9BS opt (1-50)] (SEQ ID NOs: 337 and 338)

[00523] -p9BSPCA 1/2 = pF5A/Met-[9BS opt (51-169)-GGGGSGGGSS-FRB (SEQ ID NOs:
331 and 332) & pESA/[9BS opt (1-50)]-GGGGSGGGSS-FRB (SEQ ID NOs: 333 and 334)

[00524] -p9BYPCA 2/3 = pFSA/[9BS opt (1-50)-GGGGSGGGSS-FRB (SEQ ID NOs: 333
and 334) & pRSA/FKBP-GGGSSGGGSG-[9BS opt (51-169)] (SEQ ID NOs: 335 and 336)

[00525] -p9BSPCA 3/4 = pF5A/FKBP-GGGSSGGGSG-[9BS opt (51-169)] (SEQ ID NOs:
335 and 336) & pFSA/FKBP-GGGSSGGGSG-[9B8 opt (1-50)] (SEQ ID NOs: 337 and 338)

[00526] The PCA constructs were transfected into HEK293 cells (15,000cells/well) into a 96-
well plate using FUGENE® HD according to the manufacturer’s instructions. The cells were
then incubated overnight at 37°C, 5% CO, After transfection, the media on the cells was
replaced with CO,-independent media with 10% FBS. Assay reagent with 20 uM PBI-3939 was
then added, and fuminescence measured on a Varioskan Flash at 28°C. 100 pM rapamycin was
then added to the wells, and luminescence continuously measured for 1 hr. Fold response was
calculated by dividing all luminescence of a given well by the pre-rapamycin treatment

luminescence for the same well (FIG. 74).

[pes277 2. To demonstrate the use of the Ogluc variants in PCA, the L27V02A variant
fragments were complementated with FKBP or FRB, and the interaction between FKBP and

FRB measured.
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[00528]

“2/3” designates the variant complementation pairs where 1) the “old” C-terminus of L27V02A

(“old”=original C-terminus of L27V02A) is the C-terminal partner of FKBP; and 2) the “old” N-

PCT/US2011/059017
Table 42 lists the various protein complementation (PCA) constructs made and tested.

terminus of L27V02A is the N-terminal partner of FRB. “1/4” designates the variant pairs where
1) the “old” N-terminus of L.27V02A is the C-terminal partner of FKBP; and 2) the “old” C-
terminus of L27V02A is the N-terminal partner of FRB. For all constructs, FKBP was located at
the N-terminus of the L27V0O2A fragment, and FRB was located at the C-terminus of the
L27V02A fragment. For example, PCA constructs were made with split sites at position 157
(see Table 42, “2/3” and “1/4” #s 11 and 12 (SEQ ID NOs: 288-295)), 103 (see Table 42, “2/3”
and “1/4” #s 9 and 10 (SEQ ID NOs: 296-303)), and 84 (see Table 42, “2/3” and “1/4” #s 7 and 8
(SEQ ID NOs: 304-315)). Other PCA constructs were made (SEQ ID NOs: 343-426 and 428-
440Q) (See Table 21)

Table 42
Y wf s
1. FKBP—LZ7V 6-1a9 1. FEKBPe 27V 1.5
2, L27V 1-5-—FRB 2. LZ7V 6-169—FREB
3. FKBP—L27V 12-169 3. TKEP—L27V 1-11
4. L27V 1-11—FRE 4. L27V42-169—FRR
5, FKBP—LZ7V 55-169 §. FKBP—LZ7V 1-54
6. L27V 1-54—FRE 6. L27V 55-169—FRE
7. FKEP—L2Z7V 84-169 7. FKBP—L27V 1-83
8., L27V 1-83--FRB 8, L7V 84-169—HFRE
9, FKBP—LZ7V 103-169 9, FEBP—L27V 1-102
10, L27V 1-102—FRB 10. L27V 103-169—FREB
11. FKBP—L27V 157-169 11, FKBP—L27V 1-156
12, L7V 1-156—FRB 12, L27V 157-169—FRB
“z /3" 1 /4"

1. FKBP-—L27V 6-169 1. PKBP—L27V 1-5
2. L27V 1-5—FRE 2. L27V 6-169—FRB
3. FKBEP—L27V 12-169 3. FKBP—L27V 1-11
4, LZ7V1-11—FRB 4. LI7V12-169—FRB
5. FKBP—L2Z7V B5-169 5. FEBP—LZ7V 1-54
6. L27V 1-54—FREB 6. L27V 35-169—HRE

FKEP—L27V $4-169 7. FKBP—LZ7V 1-53
8 L27V 1-83—FRR g L27V84-169—FRE
9, FKBP—LZ7V 103-169 6, FKBP—LIZ7V 1-102
10. L2Z7V 1-102—FRB 10, L27V 2G63-169—FRE
11. FKBPwu [ 27V 457169 11. FKRBP—L27V 1-186
12, L27V 1-156—FRB 12. L27V 157-165—FRB
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Table 21

- pCA constructs

SEQ ID NO:343 (pCA 31 pCA L27V02A 45-169 FRB)

SEQ ID NO:344 (pCA 31 pCA L27V02A 45-169 FRB)

SEQ ID NO:345 (pCA 32 FKBP L27V(2A 1-44)

SEQ ID NO346 (pCA 32 FKBP L27V02A 1-44)

SEQ ID NO:347 (pCA 33 pCA L27V02A 46-169 FRB)

SEQ ID NO:348 (pCA 33 pCA L27V02A 46-169 FRB)

SEQ ID NO:349 (pCA 34 pCA FKBP 1-45 L27V02A)

SEQ ID NO:350 (pCA 34 pCA FKBP 1-45 L27V02A)

SEQ ID NO:351 (pCA 35 pCA L27V02A 100-169 FRB)

SEQ ID NO:352 (pCA 35 pCA L27V(2A 100-169 FRB)

SEQ ID NO:353 (pCA 36 FKBP L27V02A 1-99)

SEQ ID NO:354 (pCA 36 FKBP L27V02A 1-99)

SEQ ID NO:3355 (pCA 37 L27V02A 101-169 FRB)

SEQ ID NO:356 (pCA 37 L27V02A 101-169 FRB)

SEQ ID NO:357 (pCA 38 FKBP 1-100 L27V02A)

SEQ ID NO:358 (pCA 38 FKBP 1-100 L27V(2A)

SEQ ID NO:359 (pCA 39 L27V02A 102-169 FRB)

SEQ ID NO:360 (nCA 39 L27V02A 102-169 FRB)

SEQ ID NO:361 (pCA 40 FKRBP L27V(2A 1-101)

SEQ ID NO:362 (pCA 40 FKBP L27V02A 1-101)

SEQ ID NO:363 (pCA 41 L27V02A 143-169 FRB)

SEQ ID NO:364 (pCA 41 L27V02A 143-169 FRB)

SEQ 1D NO:365 (pCA 42 FKBP 1-142 L27V02A)

SEQ ID NO:366 (pCA 42 FKBP 1-142 L27V02A)

SEQ ID NO:367 (pCA 43 L27V02A 145-169 FRB)

SEQ ID NO:368 (pCA 43 L27V02A 145-169 FRB)

SEQ ID NO:369 (pCA 44 FKBP 1-144 L27V02A)

SEQ ID NO:370 (pCA 44 FKBP 1-144 L27V02A)

SEQ ID NO:371 (pCA 45 L27V02A. 147-169 FRB)

SEQ ID NO:372 (pCA 45 L.27V02A 147-169 FRB)

SEQ ID NO:373 (pCA 46 FKBP- L27V02A 1-146)

SEQ ID NO:374 (pCA 46 L27V02A-FKBP 1-146)

SEQ ID NO:375 (pCA 47 L27V02A 148-169 FRB)

SEQ ID NO:376 (pCA 47 L27V02A 148-169 FRB)

SEQ ID NO:377 (pCA 48 FKBP- L27V02A 1-147)

I_SBQ ID NO:378 (pCA 48 FKBP- L27V02A 1-147)
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SEQ ID NO:379 (pCA 49 L27V02A 156-160 FRB)

SEQ ID NO:380 (pCA 49 L27V02A 156-169 FRB)

SEQ ID NO:381 (pCA 50 FKBP-L27V02A 1-155)

SEQ ID NO:382 (pCA 50 FKBP-L27V(02A 1-155)

SEQ ID NO:383 (pCA 51 L27V02A 158-169 FRB)

SEQ ID NO:384 (pCA 51 L27V02A 158-169 FRB)

SEQ ID NO:385 (pCA 52 FKBP 1-157 L27V02A)

SEQ ID NO:386 (pCA 52 FKBP 1-157 L27V02A)

SEQ ID NO:387 (pCA 53 L27V02A 166-169 FRB)

SEQ ID NO:388 (pCA 53 L27V02A 166-169 FRB)

SEQ ID NO:389 (pCA 54 FKBP L27V02A 1-165)

SEQ ID NO:390 (pCA 54 FKBP L27V02A 1-165)

SEQ ID NO:391 (pCA 55 FKBP L27V02A 1-47)

SEQ ID NO:392 (pCA 55 FKBP L27V02A 1-47)

SEQ ID NO:393 (pCA 56 L27V02A 48-169-FRB)

SEQ ID NO:394 (pCA 56 L27V02A 48-169-FRB)

SEQ ID NG:395 (pCA 57 FKBP L27V(2A 1-49)

SEQ ID NO:396 (pCA 57 FKBP L27V02A 1-49)

SEQ ID NO:397 (pCA 58 pCA L27V02A 50-169 FRB)

SEQ ID NO:398 (pCA 58 pCA L27V02A 50-169 FRB)

SEQ ID NO:399 (pCA 59 FKBP L27V02A 1-82)

SEQ ID NO:400 (pCA 59 FKBP L27V02A 1-82)

SEQ ID NO:401 (pCA 60 L27V02A 83-169-FRB)

SEQ ID NO:402 (pCA 60 L27V02A 83-16-FRB)

SEQ ID NO403 (pCA 61 FKBP L27V02A 1-84)

SEQ ID NG:404 (pCA 61 FKBP L27V02A 1-84)

SEQ ID NO:405 (pCA 62 L27V02A 85-169-FRB)

SEQ ID NO:406 (pCA 62 L27V02A 85-169-FRB)

SEQ ID NO:407 (pCA 63 FKBP L27V02A 1-122)

SEQ ID NO:408 (pCA 63 FKBP L27V02A 1-122)

SEQ ID NO:409 (pCA 64 L27V02A 123-169-FRB)

SEQ ID NO:410 (pCA 64 L27V02A 123-169-FRB)

SEQ ID NO:411 (pCA 65 FKBP L27V02A 1-123)

SEQ ID NO:412 (pCA 65 FKBP L27V02A 1-123)

SEQ ID NO:413 (pCA 66 L27V02A 124-169 FRB)

SEQ ID NO:414 (pCA 66 L27V02A 124-169 FRB)

SEQ ID NO:415 (pCA 67 L27V02A 1-168)

SEQ ID NO:416 (pCA 67 L27V02A 1-168)
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SEQ ID NO:417 (pCA 67 L27V02A 1-168)

SEQ ID NO-418 (*pCA 68 L27V02A 169 FRB)
SEQ ID NO#419 (*pCA 68 L27V02A 160 FRB)
SEQ ID NO:420 (pCA 69 FKBP L27V02A 1-166)
SEQ ID NO421 (pCA 69 FKBP L27V02A 1-166)
SEQ ID NO:422 (*pCA 70 L27V02A 167-169 FRB)
SEQ ID NO:423 (*pCA 70 L27V02A 167-169 FRB)
SEQ ID NO424 (pCA 71 FKBP L27V02A 1-164)
SEQ ID NO:425 (pCA 71 FKBP L27V02A 1-164)
SEQ ID NO426 (pCA 72 L27V02A 165-169 FRB)
SEQ ID NO:428 (pCA 72 L27V02A 165-169 FRB)
SEQ ID NO429 (pCA 73 FKBP L27V02A 1-162)
SEQ ID NO430 (pCA 73 FKBP L27V02A 1-162)
SEQ ID NO:431 (pCA 74 L27V02A 163-169 FRB)
SEQ ID NO432 (pCA 74 L27VO02A 163-169 FRB)
SEQ ID NO433 (pCA 75 FKBP L27V02A 1-160)
SEQ ID NO434 (pCA 75 FKBP L27V02A 1-160)
SEQ ID NO435 (pCA 76 L27V02A 161-169 FRB)
SEQ ID NO:436 (pCA 76 L27V02A 161-169 FRB)
SEQ ID NO:437 (pCA 77 FKBP L27V02A 1-158)
SEQ ID NO:438 (pCA 77 FKBP L27V02A 1-158)
SEQ ID NO439 (pCA 78 L27V02A 159-160 FRB)
SEQ ID NO:440 (pCA 78 L27V02A 159-169 FRB)

[00529] The complementation pairs described in Table 42 were cloned into the pF4Ag vector
as previously described. The PCA constructs (900 pL) were then expressed in rabbit reticulocyte
lysate (RRL; Promega Corp.) or wheat germ extract (Promega Corp.) following the
manufacture’s instructions. 1.25 pL of the expression reactions for each PCA pair were mixed
with 10 pL of 2X Binding Buffer (100 mM HEPES, 200 mM NaCl, 0.2% CHAPS, 2 mM EDTA,
20% glycerol, 20 mM DTT, pH 7.5) and 7.5 pL water, and 18 pl transferred to wells of a 96-
well plate. 2 pL of 5 uM Rapamycin (final concentration 0.5 pM) was added and incubated for

10 min at room temperature.

[005301 Following incubation, 100 uL of PBI-3939 (50X stock diluted to 1X in assay buffer)
and incubate for 3 min at room temperature. Luminescence was measured as previously
described (FIG. 76A-B: wheat germ; FIG. 76C-D: rabbit reticulocyte; FIG. 76E-F: cell free
system [which system? WG or RRL?); FIG. 76G: HEK293 cells).
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[00531] FIG. 76A-G show the luminescence of various protein complementation (PCA) L27V

pairs: one L27V fragment of each pair was fused to either FKBP or FRB using a 2/3
configuration (FIGS. 76A and 76C) or a 1/4 configuration (FIGS. 76B and 76D) as described,
and the interaction of FKBP and FRB monitored in wheat germ extract (FIGS. 76A and 76B) and
rabbit reticulocyte fysate (RRL) (FIGS. 76C and 76D); and the luminescence of various protein
complementation (PCA) negative controls (FIG. 76E). The luminescence of various protein
complementation L27V using a 1/4 configuration in a cell free system (RRL) (FIG. 76F) and
HEK?293 cells (FIG. 76G) was measured. The data in FIGS. 76A-G demonstrates that a variety

of different deletions, i.¢., small fragments of the L27V variant, are functional.

[60532] 3. To demonstrate the use of the PCA constructs for cell-based PCA, the constructs
were transfected into HEK 293 cells and assayed with PBI-4377. Plasmid DNA (5 ng) from each
PCA pair (6, 12, 55, 84, and 103) were mixed with 40 ng carrier DNA (pGEM-3fz) and 5 uL
OPTI-MEM® and incubated at room temperature for 5 min. FUGENE® HD (0.15 uL) was then
added and again incubated at room temperature for 15 min. The DNA transfection mixtures were
added to 100 uL HEK293 cells (1.5x10° cells/mL) in DMEM with 10% FBS (no antibiotics),

transferred to wells of a 96-well plate, and incubated overnight at 37°C, 5% CO»,

[00533]  After transfection, the media was removed and replaced with CO.-independent media
with 20 pM or 50X PBI-4377 and incubated at 37°C without CO, regulation for 2 hrs.
Luminescence was measured, 10 uL rapamycin added, and fuminescence measured again every 2

min for 2 hrs (FIGS. 76A-C).

[00534] 4. To demonstrate the use of the PCA constructs to identify inhibitors of protein-

protein interactions, the constructs described in #2 of this example were used.

[60835] The complementation pairs, 103 “2/3”, 157 “2/3”, 103 “1/4” and 157 “1/4” described
in Table 42 were cloned into the pF4Ag vector as previously described. The PCA constructs (25
ul) were then expressed in rabbit reticulocyte lysate (RRL; Promega Corp.) following the
manufacture’s instructions. 1.25 pLL of the expression reactions for each PCA pair were mixed
with 10 pL of 2X Binding Buffer (100 mM HEPES, 200 mM NaCl, 0.2% CHAPS, 2 mM EDTA,
20% glycerol, 20 mM DTT, pH 7.5) and 7.5 L water, and 16.2 pL transferred to wells of a 96-
well plate. Rapamycin was examined with various amounts of FK506. To the reactions, the
FRB-FKBP binding inhibitor, FK506 (10X) was added, and the reactions incubated at room
temperature for 10 min. 15 oM rapamycin (10X stock solution) was added to get a final
concentration of 1.5 nM rapamycin and incubated for 2 hrs at room temperature. Following

incubation, 100 uL of PBI-3939 (50X stock diluted to 1X in assay buffer) and incubated for 3
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min at room temperature, Luminescence was measured on a GLOMAX® luminmometer. FIG. 77

demonstrates that the PCA constructs disclosed herein can be used to identify inhibitors of

protein-protein interactions.

[60536] 5. To demonstrate the use of the PCA constructs m a lytic formai, the
complementation pairs, 103 “2/3”, 157 “2/3”, and 103 “1/4” were transfected into HEK293 cells
and assayed with PBI-3939. 0.5 ng plasmid from each PCA pair was mixed with 5 uL. OPTI-
MEM® and 49 ng pGEM-3zf (Promega Corp.). The sample mixture was incubated at room
temperature for 5 min. 0.15 uL FUGENE® HD was then added to the sample mixture and
incubated at room temperature for 15 min. 100 pL of HEK293 cells in DMEM with 10% FBS
(no antibiotics) at a concentration of 1.5x10° cells/mL was added to each sample mixture. The
cell sample was then transferred to a well of a 96-well plate and mcubated at 37°C, 5% CO,

overnight.

[60537] The next day, 11.1 pL of 10 pM Rapamycin (Final concentration I pM) was added to
half of the wells and 11.1 pL water was added to other half of the wells. The 96-well plates were
incubated at 37°C for 1 hr. 100 uL of assay reagent + PBI-3939 (2 pL 50X PBI-3939 mixed
with 98 ul. assay reagent, previously described) was added to each well and the plates were
incubated at 37°C for 4 min. Luminescence was measured on a GLOMAX® luminometer at

37°C with 0.5s integration time and 1 read. (FIG. 76H).
Example 50 - OgLuc cAMP Biosensor

[00538] The Ogluc variants of the present invention can be linked to light output not only
through concentration, but also through modulation of enzymatic activity. For example, a cAMP
biosensor can be developed by incorporating a cAMP-binding domain from Protein Kinase A
into a circularly permuted Ogluc variant. An OgLuc variant of the present invention can be |
circularly permuted at a site(s) tolerable to such permutation by methods known in the art (e.g.,
U.S. Published Application No. 2005/0153310). The resulting circularly permuted OgLuc
variant chimeric protein can function as an intracellular biosensor for cAMP when expressed in
mammalian cells. Upon binding of cAMP to the biosensor, the biosensor undergoes a
conformational change that creates an active luciferase enzyme. Treating the cells with
forskolin, an activator for adenylate cyclase, should resuit in an increase in luminescence with
increasing concentrations of forskolin. Similar biosensors for targets including but not limited to
calcium {Ca+2), cGMP, and proteases such as caspases and tobacco etch virus (TEV) can be
developed by incorporating the appropriate binding domain or cleavage site for each into a

circularly permuted OgLuc variant.
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[00539] The utility of OgLuc as a biosensor was demonstrated by analysis of variant 9B8 opt

in the context of a cAMP sensor. Circularly permuted constructs containing the RIIBB subunit of
Protein Kinase-A flanked by OglLuc variant sequences were made and expressed in a cell free
system as described in described in PCT application PCT/US2007/008176, except the sites for
circular permutation were chosen as described below. The nascent protein was assayed in the
presence and absence of cAMP. Responsce to cAMP is defined as the ratio of activity (+) cAMP/
(-) cAMP.

[00540] A structural model for Ogluc has been created, based on similarities to certain fatty
acid binding proteins of known structure, previously described in PCT/US2010/33449. The
model predicts an ordered sequence of the standard protein structural motifs; a-helix and $-sheet.
The regions that transition between these structural elements as circular permutation sites were

chosen (see Table 43).

[00541] 1. The template for expression of the biosensor constructs consisted of: C-terminal
OgLuc sequence-RIIPB sequence-N-terminal Ogluc sequence in plasmid pF5 (Promega Corp.).
The TNT® T7 Coupled Wheat Germ Extract System (Promega Part #1.4140) was used to
translate the construct. The TNT® Wheat Germ Extract Reaction included 25 pL TNT® Wheat
Germ Extract (L411A), 2 ul. TNT® Reaction Buffer (L462A), 1 ul. Amino Acid Mixture,
Complete (1.446A), 1 ul RNasin® (40 U/pl) (N2615), 1 uL TNT® T7 RNA Polymerase
(L516A), 1.0 ug DNA template and Nuclease-Free Water to bring the total volume to 50 ulL.

The reaction mixture was incubated at 30°C for 120 min.

[00542] An Ogluc activity assay was performed by adding to the 50 pL OglLuc translation
mixture, 50 ul. OgLuc Glo Reagent (100 mM MES (pH 6.0), I mM CDTA, 150 mM KCl, 35
mM thiourea, 2 mM DTT, 0.25% TERGITOL® NP-9 (v/v), 0.025% MAZU® DF 204, and 20
uM PBI-3939) with or without 100 uM cAMP, and performing a kinetic read for 30 min
(TECAN® INFINITE® F500 Plate Reader). Response is determined by dividing the
luminescence generated by the biosensor with cAMP by the lumincscence generated by the
biosensor without cAMP (Table 43).

Table 43: Response of Circularly-Permuted OglLuc Biosensors to cAMP

CP-SITE RESPONSE

27 2.6X
31 2.2X
84 1.5X
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122 43X

147 1.9X
157 5.6X

[00543] 2. A cAMP biosensor of 9B8opt circularly permuted at the CP-site 51 was created as
described in 1. The biosensor was then transfected into HEK293 cells (15,000 cellg/well) using
FUGENE® HD according to the manufacturer’s instructions into a 96-well plate, and incubated
overnight at 37°C, 5% CO,. After transfection, the media was removed and replaced with CO»-
independent media with 10% FBS. The cells were then incubated for 2 hrs at 37°C, 5% CO,
after which varying amounts of FSK were added. The cells were then again incubated for 3 hrs
at 37°C, 5% CO,. 6 uM PBI-3939 was then added, and luminescence measured after 13 min
(FIG. 78).

[00544] 3. Circularly permuted (“CP”; e.g., CP6 refers to the old residue 6 being new residue
1 after Met) and Straight Split (“SS”; e.g., SS6 refers to a sensor orientated as follows: OgLuc (1-
6)-RIIBb binding site (SEQ ID NOs: 441 and 442) -OgLuc (7-169)) versions of L27V were used
as CAMP biosensors (SEQ ID NOs: 467-574). CP (SEQ ID NOs: 467-498 and 555-574) and SS
(SEQ ID NOs: 499-554) versions of the L27V variant were derived as previously described and
expressed in expressed in rabbit reticulocyte lysate (RRL; Promega Corp.) following the
manufacture’s instructions. The linker sequence between the C-terminus of the RIIBb binding
site and OgLuc luciferase sequence was GGGTCAGGTGGATCTGGAGGTAGCTCTTCT (SEQ
ID NO: 575). The linker sequence between the N-terminus of the RIIfb binding site and OgLuc
luciferase sequence was AGCTCAAGCGGAGGTTCAGGCGGTTCCGGA (SEQ 1D NO: 576)
3.75 uL of the expression reactions were mixed with 1.25 pl 4X cAMP (final concentration 1
nM-0.1 mM), and incubated at room temperature for 15 min. Following incubation, 100 pL of
PBI-3939 (50X stock diluted to 1X in assay buffer) and incubated for 3 min at room temperature.
Luminescence was measured on a GLOMAX® luminometer (FIGS. 79A-B). Luminescence was
also measured for CP and SS versions of the L27V variant expressed in HEK293 cells and
treated with forskolin as previously described (FIGS. 79C-D). FIGS. 79A-D demons‘afates that
circularly permuted and straight split versions of the Ogluc variants disclosed herein can be used

as biosensors.
Example 51 - Subcellular Distribution and Localization

[60545] To analysis subcellular distribution, U20S cells were plated at 2x10” cells/cm? into
glass-bottom culture dishes in McCoy’s SA media (Invitrogen) containing 10% FBS. The cells
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were then incubated for 24 hrs at 37°C, 5% CO,. Cells were then transfected with 1/20 volume

transfection mixture (FUGENE® HD and pFSA-CMV-L27V (the 127V variant (SEQ ID NO:
88) cloned into the pF5A vector with CMV promoter (Promega Corp.)) or pGEM3ZF (Promega
Corp.; negative control)) and incubated for 24 hrs at 37°C, 5% CO,. Following incubation, the
cell media was replaced with COp-independent media with 0.5% FBS and 100 pM PBI-4378.
After a 30 min incubation at 37°C, unfiltercd images were captured on an Olympus LV200
bioluminescence microscope using a 60X objective (FIGS. 80A-B) for 25, 100, 1000, and 5000

ms.

[00548] To analyze subcellular localization, N-terminal L27V fusions with the GPCR ATIR
(Angiotensin type I receptor (SEQ ID NOs: 459 and 460)) with IL-6 secretion sequence (SEQ ID
NOs: 461 and 462) or the transcription factor, Nrf2 (SEQ ID NO: 317), were made using a GSSG
linker (SEQ ID NOs: 457 and 458) and transfected into U208 cells as described above (FIGS.
81A-C). FIG. 81C (“GPRC”) shows expression of a construct where the IL6 signal sequence is
upstream of the L27V variant sequence and the ATIR is downstream of the L27V variant
sequence. The 127V variant alone was also transfected (“Unfused”). After a 24 hr incubation at
37°C, 5% CO,, cell media was replaced with CO,-independent media with 0.5% FBS and
equilibrated for 1 hr at 37°C in a non-CO»-regulated atmosphere. An equal volume of media +
200 pM PBI-3939 was then added, and unfiltered images were captured immediately on an
Olyrmpus LV200 bioluminescence microscope using a 60X or 150X objective {(FIGS. 81A-C).
For cells expressing 1.27V alone, PBI-3939 was washed off the cells immediately before image

capture.
Example 52 - Monitoring Intracellular Signal Pathways

[60547] This example provides two examples of the novel luciferase being used to monitor
intracellular signal pathways at the protein level (as opposed to the response element examples
which represent transcriptional activation). The variant 9B8opt (SEQ ID NO: 24) was fused to
cither 1kB (Gross et al., Nature Methods 2(8):607-614 (2005)) (at the C-terminus, i.c., N-IkB-
(9B8opt)-C)) or ODD(oxygen-dependent degradation domain of Hif-1-o (Moroz et al., PLoS
One 4{4):¢5077 (2009)) (at the N-terminus, i.e., N-(9B8opt)-ODD-C)). IKB is known to be
degraded in cells upon stimulation with TNFu; therefore, the IKB-(9B8opt) construct could be
used as a live cell TNFo sensor. ODD (Hif-1-0) is known to accumulate inside cells upon
stimulation with compounds that induce hypoxia; therefore, the ODD-(9B8opt) construct could

be used as a live cell hypoxia sensor.
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[00548] Constructs containing fusions with kB or ODD with 9B8opt (pF5A) were expressed

n HEK293 cells via reverse transfection (5 ng (IkB) or 0.05 ng (ODD) DNA (mixed with carrier
DNA to give a total of 50 ng)) as previously described and incubated for 24 hrs at 37°C, 5% CO,.
After transfection, the media was replaced with fresh CO;-independent media containing 0.5%
FBS and 20 uM PBI-4377 and allowed to equilibrate for 4 hrs at 37°C, atmospheric CO,. Cells
were then exposed to a stimulus: TNFa for IkB fusion expressing cells and phenanthroline for
ODD fusion expressing cells. DMSO (vehicle) was added to control cells. For the TNFo/IKB
samples, 100 ug/ml cycloheximide was added approximately 15 min prior to adding the
stimulus to prevent synthesis of new protein. At the indicated time points following treatment,
cells were assayed for luminescence, For data normalization, the RLU of cach sample at a given
time point were divided by the RLU from the same sample immediately after stimulation. Fold

response for cach sensor was then determined (FIGS. 82A-C).

[00549] B. L27V was used to monitor the oxidative stress signal pathways at the protein
level. L27V or Renilla luciferase (Rluc) was fused to Nrf2/NFE2L.2 in a pF5K expression vector
(at the C-terminus; i.e., N-Nrf2-(L27V)-C or N-Nrf2-(Rluc)-C). Keapl is a negative regulator of
Nrf2 (SEQ ID NO: 217). In order to faithfully represent regulation of Nrf2-L27V02 protein

levels, Keapl, was co-expressed to keep Nrf2 levels low (via ubiquitination).

[00550] Nrf2-1L27V or Nrf2-Rluc (5 ng, pF5K) and a HALOTAG®- Keapl fusion protein
(pFN21-HT7-Keapl (SEQ ID NO: 316); 50 ng) were expressed in HEK293 celis by transfection
of the cells at the time of seeding into the 96-well plates as previously described and incubated
for 24 hrs at 37°C, 5% CO,. After transfection, the media was replaced with fresh CO,-
independent media with 0.5% FBS and 20 uM PBI-4377 for L27V or 20 uM ENDURENT™
(Promega Corp.) for Renilla luciferase, and the cells equilibrated for 4 hrs at 37°C under
atmospheric CO,. For kinetic analysis, 20 uM D,L sulforaphane or vehicle (DMSO) were used.
In FIG. 83A, luminescence was measured as previously described at the indicated time points
following treatment. For data normalization, the luminescence of each sample at a given time

point was divided by the luminescence from the same sample immediately after stimulation
(FIGS. 83B-C).

[00551] C. A comparison of the response of the Nrf2 sensor described in B and Nrf2(ARE)-
Luc2P reporter (Promega Corp.) was performed. Both the Nrf2 sensor and reporter were
screened as described in section B above. For the firefly (Luc2P) reporter gene assay, the ONE-
GLO™ agssay reagent was used. FIGS. 84A-B provides the normalized response of Nrf2-L27V
at 2 hrs and Nrf2(ARE)-Luc2P at 16 hrs
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Example 53 — Evaluation of OgLuc Variant as Bioluminescent Reporter with BRET

[00552] Bioluminescence resonance energy transfer (BRET) allows monitoring of protein-
protein interactions. The intramolecular energy transfer was examined between IV and a HT7
fusion partner where HT7 was previously labeled with a fluorophore, i1e, TMR
(excitation/emission (ex/em) wavelength = 555/585 nm) or Rhodamine 110 (excitation/emission
wavelength = 502/527 nm). 50 ul of a bacterial cell lysate containing the IV-HT7 fusion protein
of Example 34 was incubated with or without 0.001-10 pM fluorophore ligand for 1 hr at room
temperature.  After the incubation, 50 pL of RENILLA-GLO™, which contains 22 uM
coelenterazine-h, was added to 50 pL of the enzyme-ligand mixture, and the emission spectrum
was recorded at 5 min. Example spectra of IV-HT7 with TMR (FIG. 83A) or Rhodamine 110
(“Rhod110”) (FIG. 85B) are shown indicating BRET was greater when the ex/em of the ligand
was closer to the 460 nm luminescent peak of Ogluc, i.¢., greater with Rhodamine 110. This
data shows that intramolecular energy transfer can occur between Ogluc variants and a
fluorophore on a fusion protein. Three different controls were used for comparison (data not
shown): 1) a non-HT fusion, 2) a HT-fusion that was not labeled with a HT ligand, and 3) a
labeled HT-fusion that was proteolytically cleaved at a TEV site between Ogluc and HT (which
indicated the involvement of proximity/distance). BRET was not observed in the three different
controls suggesting that HT was involved to achieve BRET. BRET was greater for C1+A4E and

IV with a C-terminal HT7 compared to N-terminal HT7.
Example 54 - Protein Proximity Assays for live cells or Iytic formats

[00553] In one example, circularly permuted (CP) or straight split (SS) Ogluc fusion proteins
is applied to measurements of protein proximity. Ogl.uc is permuted or split via insertion of a
protease substrate amino acid sequence (e.g., TEV) to generate low bioluminescence. The
inactive luciferase is tethered (e.g., via genetic fusion) to a monitor protein. A potential
interacting protein is tethered (e.g., via genetic fusion) to a protease (e.g., TEV). When the two
monitor proteins interact or are in sufficient proximity (c.g., via a constitutive interaction, a drug
stimulus or a pathway response), the luciferase is cleaved to generate increased bioluminescence
activity. The example may be applied to measurements of protein proximity in cells or in
biochemical assays. Furthermore, the high thermal stability of an OgLuc variant luciferase could

enable measurements of antibody-antigen interactions in lysed cells or biochemical assays.

Example 55 - Bioluminescent Assays
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[00554] 1. To demonstrate the use of an OglLuc variant in a bioluminescent assay to detect

caspase-3 enzyme, the 9B8 opt variant was used in a bioluminescent assay using a pro-
coelenterazine substrate comprising the DEVD caspase-3 cleavage sequence. Purified caspase-3
enzyme was mixed with an E. coli lysate sample expressing the variant 9B§ opt, which was
prepared as described in Example 27, and diluted 10-fold in a buffer containing 100 mM MES
pH 6.0, 1 mM CDTA, 150 mM KCI, 35 mM thiourea, 2 mM DTT, 0.25% TERGITOL® NP-9
(v/v), 0.025% MAZU® DF 204, with or without 23.5 uM z-DEVD-coelenterazine-h in 100 mM
HEPES pH 7.5. The caspase-3 enzyme was incubated with the lysate sample for 3 hrs at room
temperature, and luminescence detected on a Turner MODULUS™ Juminometer at various time
points. A sample containing only bacterial lysate and a sample containing only caspase-3 were
used as controls. Three replicates were used. FIG. 86 and Table 44 demonstrate that 9B8 opt,
and thus other Ogluc variants of the present invention, can be used in a bioluminescent assay

with a pro-coelenterazine substrate to detect an enzyme of interest.

Table 44: Average luminescence in RLU generated from bacterial lysates expressing the
9B8 opt variant incubated with or without purified caspase-3 using z-DEVD-

coelenterazine-h as a substrate.

time (min) no caspase (RLU) + caspasc (RLU)
5 26,023 25,411
153 7,707 36,906
29.9 4,013 41,854
60.9 2,305 43,370
190.3 1,155 42,448

[00555] 2. The L27V variant was used in a bioluminescent assay using a pro-coelenterazine
substrate comprising the DEVD caspase-3 cleavage sequence. Purified caspase-3 enzyme (1
mg/mL) in 100 mM MES pH 6 (50 uL) was mixed with 227 nM L27V02 variant and 47 pM
PBI-3741 (z-DEVD-coelenterazine-h) in assay buffer (50 uL). Reactions were incubated for 3
hrs at room temperature, and luminescence detected as previousiy described. The assay with the
L27V variant was compared to a firefly luciferase version of the assay, CASPASE-GLO® 3/7-
Assay system (Caspase;Glo; Promega Corp.). Table 45 demonstrate that 127V variant, and thus
other Ogluc variants of the present invention, can be used in a bioluminescent assay with a pro-

coelenterazine substrate to detect an enzyme of interest.
Table 45
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(+) caspase +/- (-) caspase +/w
L2mv 11,532 93 803 25
Caspase-Glo 15,156,567 793,981 302 5

Example 56 - Immunoassays

[80556] The OgLuc variants of the present invention are integrated into a variety of different
immunoassay concepts. For example, an Ogluc variant is genetically-fused or chemically
conjugated to a primary or secondary antibody to provide a method of detection for a particular
analyte. As another example, an OgLuc variant is genetically-fused or chemically conjugated to
protein A, protein G, protein L, or any other peptide or protein known to bind to Ig fragments,
and this could then be used to detect a specific antibody bound to a particular analyte. As
another example, an Ogluc variant is genetically-fused or chemically conjugated to streptavidin
and used to detect a specific biotinylated antibody bound to a particular analyte. As another
example, complementary fragments of an OgLuc variant arc genetically-fused or chemically
conjugated to primary and secondary antibodies, where the primary antibody recognizes a
particular immobilized analyte, and the secondary antibody recognizes the primary antibody, all
in an ELISA-like format. The Ogluc variant activity, i.e., luminescence, is reconstituted in the

presence of immobilized analyte and used as a means to quantify the analyte.

[00557] As another example, complementary fragments of an Ogluc variant can be fused to
two antibodies, where one antibody recognizes a particular analyte at one epitope, and the second
antibody recognizes the analyte at a separate epitope. The OgLuc variant activity would be
reconstituted in the presence of analyte. The method would be amenable to measurements of
analyte quantification in a complex milieu such as a cell lysate or cell medium. As another
example, complementary fragments of an OgLuc variant can be fuscd to two antibodies, wherce
one antibody recognizes a particular analyte regardless of modification, and the second antibody
recognizes only the modified analyte (for example, following post-translational modification).
The Ogluc variant activity would be reconstituted in the presence of analyte only when it is
modified. The method would be amenable to measurements of modified analyte in a compiex
milicu such as a cell lysate. As another example, an OgLuc variant can be conjugated to an

analyte (e.g., prostaglandins) and used in a competitive sandwich ELISA format.

Example 57 — Dimerization Assay
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[00558] This example demonstrates that full-length circularly permuted Ogluc variants can be

fused to respective binding partners, e¢.g., FRB and FKBP, and used in a protein
complementation-type assay. The key difference between the method disclosed herein and
traditional protein compiementation is that there was no complementation, but rather there was

dimerization of two full length enzymes, e.g., circularly permuted OgLuc variants.

[00559] Briefly, the circularly permuted reporter proteins similarly configured for low activity
were fused to both of the fusion protein partners (See FIG. 87A). For example, each fusion
partner may be linked to identically structured, permuted reporters. Interaction of the fusion
partners brought the permuted reporters into close proximity, thereby allowing reconstitution of a
hybrid reporter having higher activity. The new hybrid reporter included portions of each of the

circularly permuted reporters in a manner to reduce the structural constraint.

[00560] Circularly permuted, straight split L27V variants CP84 and CP103 (N-(SS-169)-(1-
SS))-FRB-C and C~(1-SS8;)-(SS-169)-FKBP) were cloned as previously described and expressed
(25 pL) i rabbit reticulocyte lysate (RRL; Promega Corp.) following the manufacture’s
instructions. 1.25 pL of the expression reactions for each dimerization pair were mixed with 10
pL of 2X Binding Buffer (100 mM HEPES, 200 mM NaCl, 0.2% CHAPS, 2 mM EDTA, 20%
glycerol, 20 mM DTT, pH 7.5) and 7.5 ul water, and 18 uL transferred to wells of a 96-well
plate. To the reactions, 2 ul. rapamycin (final concentration 0 and 0.1-1000 nM) was added, and
the reactions incubated at room temperature for 10 min. Following incubation, 100 uL of PBI-
3939 (50X stock diluted to 1X in assay buffer) and incubated for 3 min at room temperature.
Luminescence was measured on a GLOMAX® luminometer (FIG. 87B) and the response was
determined (FIG. 87C). FIGS. 87B-C demonstrates that the Ogluc variants of the present

invention can be used to detect protein-protein interactions via a PCA-type dimerization assay.
Example 58 - Intercellular Half-Life

[06561] The intracellular half-life of the Ogluc variants 9B8, 9B&+K33N, V2, L27V, and
V2+L27M were determined. CHO cells (500,000) in 15-100 mm plates in F12 media with 10%
FBS and 1X sodium pyruvate were transfected with 30 pL 100 ng/pL plasmid DNA containing
9B8, 9IB8+K33N, V2, L27V (“V2+L27V”) or V2+L27M (all in pF4A vector background) using
TRANSIT®-LT1 (Mirus) according to the manufacture’s instructions. The cells were then

incubated for 6 hrs.

[00562] After incubation, the media was removed and I mL Trypsin added to dissociate the

cells from the plate. 3 ml of F12 media was then added, and the cells counted. Cells were then
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plated at 10,000 cells/well into 6 wells of a 96-well plate (6 wells/variant) and incubated

overnight at 37°C. Samples were distributed over 3 plates. Each plate had 6 replicates for

different time point measurements.

[00563]  After overnight incubation, the media was removed from the cells for t=0 samples,
and 100 uL assay buffer (previously described; no substrate) was added. The sample was frozen
on dry ice and stored at -20°C. Cycloheximide (100 mg/mL} was diluted 1:100 to a final
concentration of 1 mg/mL in OPTI-MEM®. DMSO (100%) was also diluted 1:100 (final
concentration 1%) in OPTI-MEM®. The diluted cycloheximide (1 mg/ml) was added (11 uL)
to 3 replicates of each transfected variant sample and 11 pb of the diluted DMSO (1%) was
added to the other 3 replicates. The cells were then incubated at 37°C, 5% CO; and removed at

various timepoints (i.e., 0, 0.5, 0.9, 2.5, 4.3, and 6.2 hrs) and processed as the t=0 samples.

[00564] For analysis, the samples were thawed to room temperature, and 10 pl assayed in 50
ul assay reagent. Luminescence was measured on a GLOMAX® luminometer. At each time-
point, luminescence was measured for untreated and cycloheximide-treated samples. The RLU

for the cells treated with cycloheximide was normalized by the RLU for the untreated cells.

[00565] The intracellular half-life of each variant was calculated by measuring the ratio of the
luminescence from the cycloheximide (CHX)-treated to the untreated at each time-point. The
ratio wag then plotted In (% treated to untreated) over time, and the half-life calculated (Table
46). The OgLuc variants had intracellular half-lives of approximately 6-9 hrs with a full strength
CMV promoter, but the half lives were reduced with a CMV deletion variant (d2). The presence
of a PEST degradation signal combined with the full strength CMV promoter reduces half-life

significantly.

Table 46
Sample CMVno deg. | CMV d2 no deg. | CMV Pest
9B8 6.32 3.87 1.43
K33N 9.24 3.70 1.18
V2 9.63 4.28 1.61
V2+L27V 6.66 4.78 1.63
V2+L27M 8.89 6.98 1.63

[60566] Another experiment was completed using the reverse transfection protocol described
in Example 52 with HEK293 cells (data not shown). The results from this experiment indicate
that the intracellular half-life for the L27V variant with PEST 1s 10 min. The L27V variant with
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no degradation signal used in this experiment did not show a decay over the course of this

experiment: In this case the decay was normalized to untreated cells at t=0.

Example 59 — Exposure of OgLluc Variants to Urea

{00567} Since Firefly luciferase is known to be relatively unstable, it is much more sensitive to
urea exposure. To determine whether this was also the case with the OgLuc variants, the
sensitivity of the OgLuc to urea was determined. 5 pl of 45.3 uM L27V enzyme was mixed with
100 uL of a urea solution (100 mM MOPS, pH 7.2, 100 mM NaCl, 1 mM CDTA, 5% glycerol
and various concentrations of urea) and incubated for 30 min at room temperature. 5 pL of the
urea+L.27V cnzyme solution was diluted 10,000-fold into DMEM without phenol red + 0.1%
PRIONEX®, 50 ul was mixed with 50 pL of assay reagent containing 100 pM PBI-3939
(previously described) and the luminescence was read at 10 min. (FIG. 88). FIG. 88 indicates
that L.27V is either resistant to urea or refolds to a functional enzyme very quickly upon removal
of urea. This suggests that L27V could be used as a reporter enzyme when chemical denaturing
conditions are involved, e.g., multiplexing in conditions where a denaturant is used to stop an

enzymatic reaction prior to the OgLuc variant-based reaction.

[00568] A 0.31 mg/mL stock of purified L27V variant was diluted 100,000-fold into buffer
(PBS + 1 mM DTT + 0.005% IGEPAL) and incubated with 3 M urea for 30 min at 25°C and
then mixed 1:1 (50 pL + 50 pL) with an assay reagent containing 100 uM PBI-3939 (previously
described). The reactions were read on a TECAN® INFINITE® F500 luminometer as described
previously (for 100 min; 1 min read intervals) (FIG. 89). The results indicate that 3M urea
reduces the activity of L27V variant by approximately 50%, but, upon diluting out the urea by 2-

fold (to a 1.5 M final concentration) the activity increases, presumably due to refolding.

Example 60 — Imaging of OgLuc Fusion Proteins

[00569] This example demonstrates the use of Ogluc and OgLuc variants to monitor protein
translocation in living cells without the need for fluorescence excitation. OgLuc variants were
fused to human glucocorticoid receptor (GR; SEQ ID NOs: 451 and 452), human protein kinase
C alpha (PKCa; SEQ ID NOs: 449 and 450) or LC3 (SEQ ID NOs: 577 and 578)._ To analyze
subcellular protein translocation using bioluminescence imaging, HeLa cells were plated at 2x10*
celis/em” into glass-bottom culture dishes (MatTek) in DMEM medium (Invitrogen) containing
10% FBS. The cells were then incubated for 24 hrs at 37°C, 5% CQO2. Cells were then
transfected with 1/20 volume transfection mixture (FUGENE® HD and DNA encoding L27V(2-
GR (SEQ ID NOs: 453 and 454) or L27V02-PKC alpha (SEQ ID NOs: 455 and 456) cloned into
the pF5A vector (Promega Corp.)). The plasmid DNA for 1L27V02-GR was diluted 1:20 into
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pGEM-3ZF (Promega Corp.) to achicve appropriate expression levels of L27V02-GR. The

plasmid DNA for L27V02-LC3 and L27V02-PKC alpha was used undiluted. Cells were then
incubated fo;* 24 hrs at 37°C, 5% CO,. Cells transfected with GR fusion proteins were starved of
GR agonist for 20 hrs using MEM medium supplemented with 1% charcoal/dextran-treated FBS
(Invitrogen). Twenty-four hrs post-transfection (for PKC alpha measurements) or 48 hrs post-
transfection (for GR measurements), the cell media was replaced with CO,-independent media
containing 100 uM PBI-3939 immediately before imaging. Unfiltered images were immediately

captured on an Olympus LV200 bioluminescence microscope using a 150X objective.

[00570]  Cytosol-to-nucleus translocation of L.27V02-GR fusion protein was achieved via
stimulation with 0.5 mM dexamethasone for 15 min. Cytosol-to-plasma membrane translocation
of L.27V02-PKC alpha fusion protein was achieved via stimulation with 100 nM PMA for 20
min. L27V02-LC3 fusion protein transfected cells were left untreated or treated with 50 mM
Chloroquine in DMEM medium (Invitrogen) containing 10% FBS.

[00571] L27V02-Glucocorticoid veceptor

[00572] In the absence of glucocorticoids, glucocorticoid receptor (GR) is complexed to
Hsp90 proteins and resides in the cytosol. Upon interaction of GR with glucocorticoids, such as
dexamethasone, GR proteins dissociate from these protein complexes and translocate to the
nucleus to regulate gene transcription. FIGS. 90A-B show the bioluminescence imaging of
dexamethasone-induced cytosol to nuclear receptor (NR) translocation of L27V02-glucocorticoid

receptor (GR) fusion proteins using PBI-3939 substrate in HeLa cells.
[00573] L27V02-PKCa

[60574] Upon treatment with phorbol esters, PKC alpha proteins are recruited to the plasma
membrane and regulate cellular responses including membrane dynamics and signal
 transduction. FIGS. 91A-B show the bioluminescence imaging of phorbol ester-induced Protein
Kinase C alpha (PKC alpha) cytosol to plasma membrane translocation of OglLuc L27V(02-PKC
alpha fusions using PBI3939 substrate in U-2 OS cells.

[00575] L27V-LC3

[00576] Association of processed LC-3 proteins with autophagosomes represents a hallmark
step in autophagy. Chloroquine treatment arrests autophagic flux at this stage, resulting in
accumulation of LC-3 proteins on autophagosomes (producing a punctate subcellular

distribution). FIGS. 92A-B show the bioluminescence imaging of chloroquine-induced
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autophagosomal protein translocation of OgLuc L27V-LC3 fusions proteins (SEQ ID NOs: 592

and 593) using PBI-3939 substrate in two representative HeLa cell samples.

Table 47 — Proviso List

C1+A4E | Additiona! Substitutions

CI1+A4E | 192G

CI+A4E | 1920

CI1+A4E | L92S

CI+A4E | L92A

CI+A4E | L72Q

CI+A4E | 190T

CI+A4E | Q20R

Cl+A4E | C1648

CI+A4E | M75K

CI+A4E | V791

CI+A4E | F541

CI1+A4E | K89E

C1+A4E | 190V

CI+A4E | F7TW | F68S 190V

C1+A4E | F541 M75K

CI+A4E | F541 M75K | 190V

CI+A4E | F541 F68S M75K

C1+A4E | F541 190V

CI1+A4E | F541

CI+A4E | F54T N135K | 1167V | P104L | D139E

CI1+A4E | V45E | L34M G51V 1199V 1143L

C1+A4E | S28P L34M GS51V [ 199V 1143L | F54T

CI+A4E | S28P L34M G51V 199V 1143L | F54T

CI+A4E | S28P
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SEQUENCE LISTING

SEQ ID NO:1 (Native mature Ogluc protein} Oplophorus gracilirostris
FTLADFVGDWOQOTAGYNQDOVLEQGGLSSLFQALGVSVTPIQKVVLSGENGLKADIHVIIPYEGL
SGEFOMGLIEMIFRKVVYPVDDHHFKIILHYGTLVIDGVT PNMIDYFGRPYPGIAVEDGKQITVIGT
LWNGNKIYDERLINPDGSLLFRVTINGVTGWRLCENILA

SEQ ID NO:2 (ClA4E nucleotide)
ATGGTGETTTACATTGGAGGATTTCGTTGCGAGACTGGCGGCAGACAGCTGGATACAACCAAGATCA
AGTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCAAAAGCTGGGAGTGTCAGTCACCCCAATCC
AGAAAATTGTGCTGTCTGGGGAGAATGGGTTAAAATTTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGTTTTCAAATGGGTCTGATTGAAATGATCTTCAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGATTATTCTCCATTATGGTACACTCGTTATTGACGGTGTGACACCAAACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTGCGAGCGTATTCTTGCC

SEQ ID NO:3 (ClA4E protein)

MVETLEDEVGDWROTAGYNODOVLEOGGLS SLFQKLGVSVTPIOKIVLSGENGLKFDIEVIIPYE
GLSGFOMGLIEMIFKVVYPVDDHHFKIILHYGTLVIDGVTPNMI DY FGRPYEGIAVFDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:4 (QC27 nucleotide)
ATGGTGTTTACATTGGAGGATTTCGTTGGAGACTGGCGGCAGACAGCTGGATACAACCTAGATCA
AGTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCAAAAGCTGGGAGTGTCAGTCACCCCAATCC
AGAAAATTGTGCTCTCTGGGGAGAATGGETTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGTTTTCAAATGGGTCTGATTGAAATGATCTTCAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGATTATTCACCATTATGGTACACTCGTTATTGACGGTGTGACACCAARACATGA
TTGACTTCTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTGACGGCAAGAAGATCACAGTTALT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTGCGAGCGTATTCTTGCC

SEQ ID NO:5 {QCz27 protein)
MVFTLEDFVGDWRQTAGYNLDQVLEQGGLSSLFQKLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGFOMGLIEMIFKVVYPVDDHHFKIIHEYGTLVIDGVT PNMIDFFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:6 (QC27 %a nucleotide)
ATGGTGTTTACATTGGAGGATTTCGTTGCAGACTGGCGGCAGACAGCTGGATACAACCTAGATCA
ACTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCAAAAGCTGGGAGTGTCAGTCACCCCAATCC
AGARRATTGTGCTGTCTGGGGAGAATGGGETTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGTTATCAAATGGEGTCAGATTGAAAAGATCTTCARAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGATTATTCGCCATTATGGTACACTCGTTATTGACGGTGEGTGACACCAAACATGA
TTCGACTTCTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTATCAATGGAATCACCGGATGGCGCCTTTGCGAGCGTATTCTTGCC

SEQ ID NO:7 (QC27 Sa protein)
MVFTLEDEFVGDWROTAGYNLDOLLEQGGLSSLFORLGVSVIPIQKIVLSGENGLKIDIHVIIPYE
GLSGYQMGQIEKIFKVVYPVDDHEFKIIRHYGTLVIDGVTPNMIDFFGRPYEGIAVEDGKKITVT
GTLWNGNRIIDERLINPDGSLLFRVTINGITGWRLCERILA

SEQ ID NO:8 (IVY nucleotide)
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ATGGTGTTTACATTGGAGGATTTCGTTGGAGACTGGCEGGCAGACAGCTGGATACAACCAAGATCA
AGTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCARAAGCTGGGAGTGTCAGTCACCCCAATCC
AGAAAATTGTGCTGTCTGGGGAGAATGGGTTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGITTTCAAATGGGTCTGATTGAAATCGATCTACAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGGTTATTCTCCATTATGGTACACTCGTTATTGACGGTGTGACACCAAACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTCGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTGCGAGCGTATTCTTGCC

SEQ ID NO:9 (IVY protein)
MVETLEDEVGDWROTAGYNQODOVLEQGGLSSLFOQKLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGFOMGLIEMIYKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNRKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:10 (IVY¥+(Ci.3 nucieotide)
ATGGTGTTTACATTGGAGGATTACGTTGGAGACTGGCGGCAGACAGCTGGATACAACCAAGATCA
AGTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCAAAATCTGGGAGTGTCTGTCACCCCAATCC
AGAAAATTGTGCTGTCTGGGGAGAATGGGTTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGTTTTCAAATGGGTCTGATTGAAATGATCTACAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGGTTATTCTCCATTATGGTACACTCGTTATTGACGGTGTGACACCAAACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCGACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTACCAATGGAGTCACCGGATGGCGCCITTGCGAGCGTATTCTTGCC

SEQ ID NO:11 (IVY+Cl.3 protein)
MVFTLEDYVGDWRQTAGYNQDQOVLEQGGLSSLFONLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGFOMGLIEMIYKVVYPVDDHHFKVILHYGTLVIDGVITPNMIDYFGRPYEGIAVFDGKKITVT
GTLWNGDKIIDERLINPDGSLLFRVITNGVIGWRLCERILA

SEQ ID NO:12 {IVY C5.18 nucleotide)
ATGGTGTTTACATTGGAGGATTTCGEGTTGGAGACTGGCGGCAGACAGCTGGATACAACCAAGATCA
AGTGTTAGAACAAGGAGGAGTGTCTAGTCTGTTCCAAAAGCTGGGAGTGTCAATCACCCCAATCC
AGAAAATTGTGCTGTCTGGGGAGAATGGGTTARAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGITTTCAAATGGGTCTGATTGAAATGATCTACAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGGTTATTCTCCATTATGGTACACTCGTTATTGACGGTGTGACACCAAACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGETTCAATCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTGCGAGCGTATTCTTGCC

SEQ ID NO:13 (IVY C5.19% protein)
MVFTLEDEFVGDWRQTAGYNQDQVLEQGGVSSLFQKLGVSITPIQKIVLSGENGLKIDIHVIIPYE
GLSGFPQMGLIEMIYRKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGRKKITVT
GTLWNGNKIIDERLINPDGSILFRVTINGVIGWRLCERILA

SEQ ID NO:14 (IV nucleotide)
ATGGTGTTTACATTGGAGGATTITCGTTGGAGACTGGCGGCAGACAGCTGGATACAACCAAGATCA
AGTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCARAAGCTGGGAGTGTCAGTCACCCCAATCC
AGARARATTGTGCTGTCTGGGGAGAATGGGTTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGCTTTTCAAATGGGTCTGATTGAAATGATCTTCAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGGTTATTCTCCATTATGGTACACTCCTTATTGACGGTGTGACACCAAACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGETTCACTCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTIGCCAGCGTATTCTTGCC
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SEQ ID NO:15 (IV protein)
MVFTLEDFVGDWRQTAGYNQDQVLEQGGLSSLFQKLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGFOMGLIEMIFKVVYPVDDHHFKVILEYGTLVIDGVIPNMIDYFGRPYEGIAVFDGKKITVY
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:16 (15C1l nucleotide)
ATGGTGTTTACATTGAAGGATTTCGTTGGAGACTGGCGGCAGACAGCTGGATACAACCAAGATCA
AGTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCAARATCTGGGAGTGTCAGTCACCCCAATCC
AGAAAATTGTGCTGTCTGGGGAGAATGGCTTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGTTATCAAATGGGTCAGATTGARAAGATCTTCAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGGTTATTCTCCATTATGGTACACTCGTTATTGACGGTGTGACACCAAACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCIGTGTTTCGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTGCGAGCGETATTCTTGCC
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SEQ ID NO:17 (15Cl protein)
MVETLKDFVGDWROTAGYNODOVLEQGGLSSLFONLGVSVTPIQRKIVLSGENGLKIDIHVIIPYE
GLSGYQMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERITLA

SEQ ID NO:18 (9B8 nucleotide)
ATGGTGTTTACATTGGAGGATTTCGTTGGAGACTGGCGGCAGACAGCTGGATACAACCTAGATCA
AGTGTTAGAACAAGGAGGATTGTCTAGTCTGTTCCAAAAGCTGGGAGTGTCAGTCACCCCAATCC
AGAAAATTGTGCTGTCTGGGGAGAATGCGTTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGTTATCARATGGGTCAGATTGAAAAGATCTTCAAAGTTGTTTACCCAGTGGATGA
TCATCATTTCAAGGTTATTICTCCATTATGGTACACTICGTTATTGACGGTGTGACACCARACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCTGTCTTTGACGGCAAGAAGATCACAGTTALCT
GGAACTCTGTGGAACGGCARACAAGAT CATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTGCGAGCGTATTCTTGCC

SEQ ID NO:1¢% (SB8 protein)
MVFTLEDFVGDWROTAGYNLDOVLEQGGLSSLEFQRKLGVIVTIPIQKIVLSGENGLKIDIHVIIPYE
GLSGYOMGQIEKIFKVVYPVDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:20 (9F6 nuclectide)
ATGGTGTTTACATTGGAGGATTTCGTTGGAGACTGGCGGCAGACAGCTGGATACAACCTAGATCA
AGTGTTAGAACARGGAGGAGTGTCTAGTCTGTTCCAAAAGCTGGGAGTGTCAATCACCCCAATCC
AGARAATTGTGCTGTCTGGGCAGAATGGGTTAAAAATTGATATTCATGTCATCATCCCTTACGAG
GGACTCAGTGGITATCAAATGGGTCAGATTGAAAAGATCTTCAAAGTTGTTITACCCAGTGGATGA
TCATCATTTCAAGGTTATTCTCCATTATGGTACACTCGTTATTGACGGTGTGACACCAARACATGA
TTGACTACTTTGGACGCCCTTACGAGGGAATTGCTGTGTTTGACGGCAAGAAGATCACAGTTACT
GGAACTCTGTGGAACGGCAACAAGATCATTGATGAGCGCCTGATCAACCCAGATGGTTCACTCCT
CTTCCGCGTTACTATCAATGGAGTCACCGGATGGCGCCTTTGCGAGCGTATTCTTGCC

SEQ ID NO:21 (9¥6 protein)
MVFTLEDEFVGDWROTAGYNLDOQVLEQGGVSSLFOQRLGVSITPIQKIVLSGENGLKIDIEVIIPYE
GLSGYQOMGQIEKIFRKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYEFGRPYEGIAVEDGKKITVT
GTLWNGNRKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID N0:22 (IV opt nucleotide)
atggtgtttacactcgaagatttegtaggggactggcggcagacagecggectacaaccaagacca
agtccttgagcagggecggtectgtecagtttgtttcagaaacteggggtgteecgtaacaccgatec
aaaagattgotcecctgagecggtgaaaacggectgaagatcgacatecatgtcatcatececegtatgaa
ggtctgagcecggcttecagatgggectcattgagatgatetttaaggtggtgtacecctgtggatga
tcatcactttaaggtgattectgcactatggecacactggtaatcgacggggttacgecegaacatga
tcgactatttcggacggecgtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaace
gggaccctgtggaacggcaacaaaattatcgacgagcgcectgatcaaccececgacggeteecetget
gttccgegtaaccatcaacggagtgaccggetggecgagctgtgegagegeattttggeyg

SEQ ID NO:23 (IV optB nucleotide)

atggtattcacactggaggattttgtcggtgattggcggcaaaccgctgggtacaaccaggacca
ggttctcgaacaagggggcectcagctecctgtttcaaaaactgggtgttagegttacacctatte
aasaaatcgtgctecteecggggaaaacgggctcaaaategatattcatgtgattatecececttacgaa
gggctctecegggtitcagatggggctgatcgaaatgatctttaaggtegtectatececgtagatga
tcaccacttcaaggtgatccteccactacgggaccctegtaattgatggegtgacecccaacatga
tcgactattttgggegeccttacgaggggattgetgtecttcgatggcaaaaaaattacagtgaca
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ggcacactctggaacgggaataagatcattgatgagecgectgattaateccgatgggagectget
ctttecgggtgacaattaacggegtaacaggetggegectcectgtgaacggattotggey

SEQ ID NO:24 (9B8 opt nucleotide)
atggtagtttacactcgaagatttcgtaggggactggcggcagacagecggctacaacctggacca
agtccttgagcagggcggtictgtecagtttgtttcagaaacteggggtgtecgtaacacecgatce
aaaagattgtcctgageggtgaaaacggcctgaagategacatccatgteatecatecegtatgaa
ggtctgagcggctatcagatgggeccagatcgaaaaaattttitaaggtggtgtaccctgtggatga
tcatcactttaaggtgattctgcactatggecacactggtaatcgacggggttacgeccgaacatga
tcgactatticggacggecgtatgaaggecatecgeegtgttcgacggecaaaaagatcactgtaace
gggaccctgtggaacggraacaaaattatcgacgagcgcectgatcaacecccgacggetecctget
gttccgegtaaccatcaacggagtgaccggetggeggctgtgegagegecatttiggeyg

SEQ ID NO:25 (9B8 optB nucleotide)
atggtattcacactggaggatttitgtcggtgattggcggcaaaccgctgggtacaacctcgacca
ggttctcgaacaagggggectcagetccctgtttcaaaaactgggtgttagegttacacctatte
aasaaatcgtgctctecggggaaaacgggetcaaaatcgatattecatgtgattatcecttacgaa
gggctctceccgggtatcagatggggcagatcgaaaaaatctitaaggtegtctatecegtagatga
Lcaccacttcaaggtgatcctecactacgggaccctecgtaattgatggegtgaccececcaacatga
tegactattttgggegeecttacgaggggattgetgicttcgatggecaaaaaaattacagtgaca
ggcacactctggaacgggaataagatcattgatgagegectgattaatecccgatgggagectget
ctttecgggtgacaattaacggegtaacaggctggcgecteigtgaacggattetggeyg

SEQ ID NO:26 (8A3 nucleotide)
Atggtgattacattggaggatttcgttggagactggcggcagacagctggatacaaccaagatca
agtgttagaacaaggaggagtgtctagtectgttccaaaagectgggagtgtcaatcaccecaatec
agaaaattgtgctgtctggggagaatgggttasaaattgatattcatgtcatcatcecttacgag
ggactcagtggttticaaatgggtctgattgaaatgatcttcaaagttgtttacccagtggatga
tcatcatttcaaggttattcteccattatggtacactegttattgacggtgtgacaccaaacatga
ttgactactttggacgcccttacgagggaattgctgtgtttgacggcaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagcgectgatcaacccagatggttcactect
ctteccgegttactatcaatggagtcacecggatggegecttitgegagegtattecttgece

SEQ ID NO:27 (8A3 protein)
MVITLEDFVGDWROTAGYNQDOVLEQGGVSSLFOKLGVSITPIQKIVLSGENGLKIDIHVIIPYE
GLSGFPOMGLIEMIFRVVYPVDDHHFKVILHYGTLVIDGVTIPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:28 {(Lmc2 nucleoctide)}
atggaagatgccaaaaacattaagaagggcccagcegecattctacccactcgaagacgggaccge
cggcgagcagetgcacaaagecatgaagegetacgecctggtgeceggeaccategectttaceg
cgcacatatcgaggtggacattacctacgccgagtacticgagatgagegttceggetggcagaa
gctatgaagcgcectatgggetgaatacaaaccatceggategtggtgtgcagegagaatagettgea
gttcttcatgeccegtgttgggtgeoctgttcatecggtgtggctgtggeccecagctaacgacatet
acaacgagcgcgagctgetgaacagcatgggecatcagecageeccacegtegtattegtgageaag
aaagggctgcaaaagatcectcaacgtgcaaaagaagctaccgatcatacaaaagatcatcatcat
ggatagcaagaccgactaccagggcttceccaaageatgtacaccttecgtgacttcececattigecac
caggcecttcaacgagtacgacttcecgtgeccgagagettcgaccgggacaaaaccategeectgate
atgaacagtagtggcagtaccggattgcecccaagggcgtageectacegecaccgcaccgettgtgt
ccgattcagtcatgeccgecgaccceccatctteggcaaccagatcatceccgacaccygectattectea
gocgtggtgecatttcaccacggecttcggecatgttcaccacgetgggetacttgatetgeggettt
cgggtcgtgctcatgtaccgettegaggaggagctattcttgegecagettgcaagactataagat
tCcaatctgcecctgctggtgeccacactatttagettcttecgectaagagecactectcatecgacaagt
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acgacctaagcaacttgracgagatcgecageggeggggegecgctcagecaaggaggtaggtgag
gccgtggccaaacgcttcecacctaccaggecatecgecagggctacggectgacagaaacaaccayg
cgccattectgatcacceecgaaggggacgacaagectggcgcagtaggcaaggtggtgeeecttet
tcgaggctaaggtggtggactiggacaccggtaagacactgggtgtgaaccagegeggcgagety
tgegtccgtggecceatgatcatgageggetacgttaacaaceccgaggctacaaacgetetcat
cgacaaggacggctggctgcacageggcgacatecgectactgggacgaggacgagcactcecttca
tcgtggaccggctgaagagectgatcaaatacaagggcectaccaggtagececcagecgaactggag
agcatccectgctgecaacaccccaacatcttcgacgecggggtegeoggectgeecgacgacgacge
cggcgagctgcececgecgcagtegtegtgectggaacacggtaaaaccatgaccgagaaggagatcg
tggactatgtggccagccaggttacaaccgeccaagaagetgegeggtggigttgtgttegtggac
gaggtgcctaaaggactgaccggcaagttggacgeccgcaagatccgegagattctcattaagye
caagaagggcggcaagatcgecgtt

SEQ ID NO:29 (Luc2 protein)
medaknikkgpapfypledgtageglhkamkryalvpgtiaftdahievdityaeyfemsvrlae
amkryglntnhrivvecsenslgffmpvigalfigvavapandiynerellnsmgisgptvvivsk
kglgkilnvgkklpiigkiiimdsktdyqggfgsmytfvishlppgfneydfvpesfdrdktiali
mnssgstglpkgvalphrtacvrfshardpifgngiipdtailsvvpfhhgfgmfttlgylicgf
rvvimyrfeeelflrslgdykigsallvptlfsffakstiidkydisnlheiasggaplskevge
avakrfhlpgiraogygltettsailitpegddkpgavgkvvpffeakvvdldtgktlgvngrgel
cvrgpmimsgyvnnpeatnalidkdgwlhsgdiaywdedehffivdrlkslikykgygvapaele
sillghpnifdagvaglpdddagelpaavvvlehgktmtekeivdyvasgvttakklrggvvivd
evpkgltgkldarkireilikakkggkiav

SEQ ID NO:30 (HRL (Humanized Renilla) nucleotide)
Atggcttccaaggtgtacgaccccgageaacgceaaacgcatgatcactgggectcagtggtggyge
tcgctgcaagcaaatgaacgtgctggactcececttecatcaactactatgattccgagaagcacgecyg
agaacgccgtgatttttetgecatggtaacgetgectecagetacectgtggaggecacgtegtgect
cacatcgagcccgtggctagatgcatcatecectgatectgateggaatgggtaagtecggecaagag
cgggaatggctcatatcgectectggatecactacaagtacctcacegetiggttcgagetgectga
accttccaaagaaaatcatctttgtgggccacgactggggggecttgtectggectiteactactee
tacgagcaccaagacaagatcaaggccatcegtcecatgectgagagtgtegtggacgtgatcgagte
ctgggacgagtggcctgacatcgaggaggatategecctygatcaagagecgaagagggegagaaaa
tggtgcttgagaataacttcttcgtcgagaccatgctoecaagcaagatcatgecggaaactyggaqg
cctgaggagttcgectgectacctggagecattcaaggagaagggcygaggttagacggectacect
ctecctggecctecgecgagatecectetegttaagggaggcaageecgacgtecgteccagattgteecgea
actacaacgcctaccettcgggecagegacgatctgectaagatgttcatecgagteccgacectggyg
ttcttttccaacgectattgtecgagggagctaagaagttecctaacaccgagticgtgaaggtgaa
gggcctccacttcagecaggaggacgcetccagatgaaatgggtaagtacatcaagagetticgtgg
agcgcgtgcectgaagaacgageag

SEQ ID NO:31 (HRL (Humanized Renilla) protein)
MASKVYDPEQRRKRMITGPOWWARCKOMNVLDSFINYYDSEKHAENAVIFLHGNAASSYLWRHVVP
HIEPVARCIIPDLIGMGKSGKSGNGSYRLLDHYKYLTAWFELLNLPKKIIFVGHDWGACLAFHYS
YEHODKIKAIVHAESVVDVIESWDEWPDIEEDIALIKSEEGEKMVLENNFFVETMLPSKIMRKLE
PEEFAAYLEPFKEKGEVRRPTLSWPREIPLVKGGKPDVVQIVRNYNAYLRASDDLPEKMFIESDPG
FFSNAIVEGAKKEFPNTEFVKVKGLHFSQEDAPDEMGKY IKSEVERVLKNEQ

SEQ ID NO:32 (Id~HRL-BT7 sandwich fusion nucleotide)

atgettggtctgteggageaaagegtgtccatctegegetgegetgggacgegectgecegectt
gctggacgagcagcaggtgaacgtectgectctacgacatgaacggcetgectactcacgectcaagy
agctggtgeccacectgecccagaaccgcaaagtgagcaaggtggagatecigecageatgtaate
gactacatcagggacctgcagctggagctgaactcggagtctgaagtcgggaccacecggaggecy
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gggactgcctgtceccgegeeccgetcagcacectgaacggcegagatcagtgecttggecggecgagyg
cggcatgtgttccagecgacgategecatettgtgtegegtttectettgagaatectttattttcayg
gcgtcectggaggtggtggeggagegategecatggcttecaaggtgtacgaceccgageaacgecaa
acgcatgatcactgggcctcagtggtgggctecgectgcaagcaaatgaacgtgctggactectteca
tcaactactatgatteocgagaageacgecgagaacgecgtgatttttectgecatggtaacgetgee
tccagectacctgtggaggecacgtegtgectcacatecgagecegtggetagatgeatcecatcecectga
tctgatecggaatgggtaagtecyggcaagagegggaatggetecatategectectggatcactaca
agtacctcaccgettggttecgagetgectgaaccttccaaagaaaatcatetttgtgggecacgac
tggggggcttgtctggectttcactactcctacgagcaccaagacaagatcaaggecategteea
tgctgagagtgtegtggacgtgatecgagtectgggacgagtggectgacatecgaggaggatateyg
ccctgatcaagagcgaagagggcgagaaaatggtgettgagaataacttcticgtecgagaccatg
ctceccaagcaagatcatgeggaaactggagectgaggagttiecgetgectacectggagecattcaa
ggagaagggcgaggttagacggectaccctetectggectegegagatecctetegttaagggayg
gcaagcccgacgtcegtceccagattgteccgecaactacaacgectacettecgggecagegacgatetyg
cctaagatgticatcgagtececgaccetgggttcttttccaacgectattgtecgagggagetaagaa
gttecctaacaccgagttegtgaaggtgaagggectcecacttcagecaggaggacgeteccagaty
aaatgggtaagtacatcaagagcttcocgtggagcgecgtgctgaagaacgagecaggtttctectegag
ccaaccactgaggatctgtactitcagagcgataacgatggatccgaaatcggtactggetttce
attcgacccececattatgtggaagtcctgggegagcegeatgeactacgtegatgttggtecgegey
atggcacccctgtgectgttectgecacggtaacccgacctectectacgtgtggegecaacatcate

cgcatgttgcaccgacccategetgecattgeteccagacctgateggtatgggecaaatccgacaa
accagacctgggttatttcttcgacgaccacgtecgettecatggatgecttcatecgaageacctygyg
gtctggaagaggtcgtectggtcattcacgactggggetecegectectgggtticcactgggecaag
cgcaatccagagegcgtcaaaggtattgecatttatggagttcatecgecctateccgacctggga
cgaatggccagaatttgccecgegagacctteccaggecttecgecaccacecgacgteggecgecaage
tgatcatcgatcagaacgtttttatcgagggtacgctgecgatgggtgtecgteccgeccgetgact
gaagtcgagatggaccattaccgcgagecgttectgaatectgttgaccgegagecactgtggeg
cttceccaaacgagetygccaatcgecggtgagecagecgaacatcgtegegetggtegaagaataca
tggactggctgcaccagteccctgteccgaagetgetgttectggggcacecccaggegttetgate
ccaccggcecgaagecygcectegectggecaaaagectgectaactgecaaggectgtggacatcggece
gggtctgaatctgctgcaagaagacaacecggacctgatecggecagecgagatecgegegetggetgt
ctactctggagatttcecggt

SEQ ID NO:33 (Id-HRL-HT7 sandwich fusion protein}
MLGLSEQSVSISRCAGTRLPALLDEQOVNVLLYDMNGCYSRLKELVPTLPONRKVSRKVEILQHVI
DYIRDLQLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYFQ
ASGGGGGATAMASKVYDPEQRKRMITGPOWWARCKOMNVLDSFINYYDSEKHAENAVIFLHGNAA
SSYLWRHVVPHIEPVARCIIPDLIGMGKSGKSGNGSYRLLDHYKYLTAWFELLNLPKKIIEFVGHD
WGACLAFHYSYREHODKIKAIVHARSVVDVIESWDEWPDIEEDIALIKSEEGEKMVLENNEFVETM
LPSKIMRKLEPEEFAAYLEPFKEKGEVRRPTLSWPREIPLVKGGKPDVVQIVRNYNAYLRASDDL
PEKMFIESDPGFFSNAIVEGAKKFPNTEFVRVKGLHFSOEDAPDEMGKY IRSEFVERVLKNEQVSLE
PTTEDLYFQSDNDGSEIGTGFPEFDPHYVEVLGERMHYVDVGPRDGTPVLEFLHGNPTSSYVWRNIT
PHVAPTHRCIAPDLIGMGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAK
RNPERVKGIAFMEFIRPIPIWDEWPEFARETFQAFRTTDVGRKLIIDONVEFIEGTLPMGVVRPLT
EVEMDHYREPFLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLI
PPAEAARLAKSLPNCKAVDIGPSLNLLQEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:34 (8A3-HT7 fusion nucleotide)

atggtgattacattggaggatttcgttggagactggeggcagacagcetggatacaaccaagatca
agtgttagaacaaggaggagtgtctagtctgttccaaaagetgggagtgtcaatcaccecaatcce
agaaaattgtgctgtectggggagaatgggttaaaaattgatattcatgtcatcatccettacgag
ggactcagtggttttcaaatgggtctgattgaaatgatcttcaaagttgtttacccagtggatga
tcatcatttcaaggttattcectccecattatggtacactegttattgacggtgtgacaccaaacatga
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ttgactactttggacgcecttacgagggaattgetygtgtttgacggcaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagcgectgatcaacccagatggttcactect
cttcegegttactatcaatggagtcaccggatggcgectitgegagegtattettgeecggatate
tcgagceccaaccactgaggatectgtactttcagagegataacgatggateccgaaatcggtactgge
ttteccattcgacccccattatgtggaagtectggacgagegeatgeactacgtegatgttggtee
gcgcgatggcaccccetgtgetygttectgecacggtaaccecgacctectectacgtgtggegcaaca
tcatceegecatgttgcaccgacccategetgecattgetcecagacctgateggtatgggcaaatee
gacaaaccagacctgggttatttettegacgaccacgteecgettcatggatgecttecatecgaage
cctgggtectggaagaggtegtectggtecattcacgactggggctecgetectgggttteccactggg
ccaagcgcaatccagagcgegtcaaaggtattgcatttatggagttcateccgecectatececgace
tgggacgaatggccagaatttgceccegegagacctticcaggecttececgcaccaccgacgteggecy
caagctgatcatcgatcagaacgtttttategagggtacgetgecgatgggtgtegtecgeecge
tgactgaagtcgagatggaccattaccgegagecgttcctgaatectgttgacecgegagecactyg
tggcgcttoccaaacgagetgeccaategecggtgageccagecgaacategtcgegetggtcgaaga
atacatggactggctgcaccagteccecctgteccgaagetgetgttetggggcaceecaggegtte
tgatcccaccecggecgaagecgetegectggecaaaagectgcctaactgcaaggectgtggacate
ggcccecgggtctgaatcoctgetgcaagaagacaacccggacctgatecggcagegagategegegety
gctgtctactctggagatttccggt

SEQ ID NO:35 (8A3~HT7 fusion protein)
MVITLEDFVGDWRQOTAGYNQDQOQVLEQGGVSSLEFQRKLGVSITPIQKIVLSGENGLKIDIHVIIPYE
GLSGFOMGLIEMIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGYLEPTTEDLYFQOSDNDGSEIGTG
FPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWNRNIIPHVAPTHRCIAPDL IGMGKS
DKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWARKRNPERVKGIAFMEFIRPIPT
WDEWPEFARETFQAFRTTDVGRKLIIDONVFIEGTLPMGVVRPLTEVEMDHYREPFLNPVDREPL
WREPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAKSLPNCKAVDI
GPGLNLLQEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:36 {(9B8-HT7 fusion nucleotide)
atggtgtttacattggaggatttcecgttggagactggcggcagacagetggatacaacctagatca
agtgttagaacaaggaggattgtctagtctgtticcasaagectgggagtgtecagtcaccccaatee
agaaaattgtgctgtctggggagaatgggttaaaaattgatattcatgtcatcateccttacgag
ggactcagtggttatcaaatgggtcagattgaaaagatcttcaaagttigtttacccagtggatga
tcatcatttcaaggttattctcecattatggtacactegttattgacggtgtgacaccaaacatga
ttgactactttggacgcecttacgagggaattgectgtgtttgacggcaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagecgectgatcaacccagatggttcactect
cttcecgegttactatcaatggagtcacecggatggegecttigegagegtatttcttgeecggatate
tcgagccaaccactgaggatctgtacttticagagcgataacgatggatccgaaatecggtactgge
tttececattecgaccceccattatgtggaagtectgggcgagegeatgecactacgtegatgttggtee
gecgcgatggeacecactgtgetgttecetgecacggtaaccecgacctectectacgtgtggegcaaca
tcatcecgecatgttgcaccgacccategetgecattgetecagaccectgatcggtatgggecaaatcce
gacaaaccagacctgggttatttcecttcgacgaccacgtecgettecatggatgecttcatcgaage
cctgggtetggaagaggtegtectggtecattecacgactggggctecgetetgggtttecactggy
ccaagcgcaatccagagcgegtcaaaggtattgecatttatggagttcateccgecctatececgace
tgggacgaatggccagaatttgcocgegagacctttccaggecttecegecaccaccgacgteggecy
caagctgatcatcgatcagaacgtttttatcgagggtacgectgeecgatgggtgtegtecgecege
tgactgaagtcgagatggaccattaccgecgagecgttecctgaatectgttgaccgegagecactyg
tggcgcttecccaaacgagetgccaatecgecggtgageccagecgaacategtcgeygectggtegaaga
atacatggactggctgecaccagtceccecectgtececgaagetgetgttctggggcaceeccaggegtte
tgatcccaccggcecgaagecgctegectggccaaaagectgectaactgcaaggetgtggacate
ggcccgggtctgaatetgetgecaagaagacaaccceggacctgatecggecagegagategegegetyg
gctgtctactectggagatttecggt
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SEQ ID NO:37 (9BB8~HT7 fusion protein)
MVFTLEDEVGDWRQTAGYNLDQVLEQGGLSSLFQKLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGYQMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGYLEPTTEDLYFQSDNDGSEIGTG
FPFDPHYVEVLGERMHYVDVGPRDGTPVLEFLHGNPTSSYVWRNIT IPHVAPTHRCIAPDLIGMGKS
DKPDLGYFEFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIAFMEFIRPIPT
WDEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREPFLNPVDREPL
WREPNELPIAGEPANIVALVEEYMDWLHQSPVPRKLLFWGTPGVLIPPAEAARLAKSLPNCKAVDI
GPGLNLLOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:38 (9F6-BT7 fusion nucleotide)
atggtgtttacattggaggatttcgttggagactygeggcagacagctggatacaacctagatca
agtgttagaacaaggaggagtgtctagtctgttccaaaagectgggagtgtcaatcaceccaatec
agaaaattgtgctgtctggggagaatgggttaaaaattgatattcatgtcatcateccttacgag
ggactcagtggttatcaaatgggtcagattgaaaagatcttcaaagttgtttaceccagtggatga
tcatcatttcaaggttattctecattatggtacactegttattgacggtgtgacaccaaacatyga
ttgactactttggacgcccecttacgagggaattgctgtgtttgacggcaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagecgectgatcaacccagatggttecactect
cttcecgegttactatcaatggagtcaccggatggcgectttgecgagegtattecttgecggatate
tcgagceccaaccactgaggatctgtactttcagagcgataacgatggatecgaaatecggtactgge
ttteccattcgacccccattatgtggaagtecctgggegagegecatgecactacgtegatgtiggtee
gcgegatggeacccectgtgetgttectgcacggtaaccecgacetectectacgtgtggcgcaaca
tcatcecgecatgttgecaccgacccategetgeattgetecagacctgatecggtatgggecaaatee
gacaaaccagacctgggttatttettcgacgaccacgtcegettecatggatgecttcategaage
cctgggtctggaagaggtegtectyggtecaticacgactggggetececgectetgggtttccactaggy
Ccaagcgcaatccagagegcegtecaaaggtattgecatttatggagttecateccgeecctatecccgace
tgggacgaatggccagaatttgecceccgegagacctteccaggeettccgecaccaccgacgticggecy
caagctgatcatcgatcagaacgtttttatcgagggtacgectgecgatgggtgtegteecgeeaege
tgactgaagtcgagatggaccattaccgcgagecgttectgaatecectgttgacegecgagecactyg
tggcgcectteccaaacgagetgecaategecggtgagecagegaacategtecgegetggtecgaaga
atacatggactggctgcaccagtccectgteccgaagetgectgttectggggcacececcaggeygtLtc
tgatcccaccggcecgaagecgctegectggceccaaaagectgectaactgcaaggetgtggacate
ggecececgggtectgaatctgectgcaagaagacaacceggacctgatcggcagecgagatecgegegetyg
gctgtctactectggagatttecggt

SEQ ID NO:39 (S9F6-HT7 fusion protein)
MVETLEDEFVGDWRQTAGYNLDQVLEQGGVSSLEFQRLGVSITPIQRIVLSGENGLKIDIHEVIIPYE
GLSGYQMGQIEKIFKVVYPVDDHHFRKVILHEYGTLVIDGVTIPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGYLEPTTEDLYFOSDNDGSEIGTG
FPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNI I PHVAPTHRCIAPDLIGMGKS
DKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWARKRNPERVKGIAFMEFIRPIPT
WDEWPEFARETFOAFRTTDVGRKLIIDONVE IEGTLPMGVVRPLTEVEMDHYREPFLNPVDREPT,
WRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLIPPARAARLAKSLPNCKAVDI
GPGLNLLQEDNFDLIGSEIARWLSTLEISG

SEQ ID NO:40 (Id-9B8 opt-HT7 sandwich fusion nucleotide)

atgcttggtctgtecggagcaaagegtgteccatctegegetacgetgggacgegecctgececgectt
gctggacgagcagcaggtgaacgtectgetctacgacatgaacggcectgetactcacgectcaagyg
agctggtgcccaccectgececcagaaccgcaaagtgagcaaggtggagatectygcagecatgtaate
gactacatcagggacctgcagctggagcetgaacteggagtetgaagtegggaccaccggaggcacy
gggactgcectgtecgegeeccegetcageaccctgaacggecgagatcagtgecttggeggecegagyg
cggcatgtgttceccagecgacgatcgecatcttgtgtegegtttetettgagaatetttattttcag
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gcgtetggaggtggtggeggagcgategecatggtgtttacactcgaagatttegtaggggacty
gcggcagacagecggctacaacctggaccaagtecttgagecagggeggtetgtecagtttgtttc
agaaactcggggtgtecgtaacaccgatccaaaagattgtectgageggtgaaaacggectgaayg
atcgacatccatgtcatcatcecegtatgaaggtctgageggctatcagatgggecagatcgaaaa
aatttttaaggtggtgtacccectgtggatgatcatcactttaaggtgattctgcactatggecacac
tggtaatcgacggggttacgecgaacatgatcgactatticggacggecgtatgaaggeatcgec
gtgttcgacggcaaaaagatcactgtaaccgggacccectgtggaacggcaacaaaattatcgacga
gcgcectgatcaaccceogacggetecctgetgttecgegtaaccatcaacggagtgaccggetgge
ggctgtgcgagegtattettgecggatatctegagccaaccactgaggatectgtactittcagage
gataacgatggatccgaaateggtactggetttececattcecgaccececattatgtggaagtectgygyg
cgagcegcatgcactacgtcgatgttggtecgegegatggecacecctgtgetgttectgecacyggta
acccgacctecectectacgtgtggegecaacatcateccgecatgttgcaccgaccecategetgeatt
gcteccagacctgatcggtatgggcaaatccgacaaaccagacctgggttatttcttcgacgacca
cgtccecgettcatggatgecttcatecgaagecctgggtetggaagaggtegtectggtcattcacy
actggggctccgctctgggtttccactgggecaagegecaatccagagegegtcaaaggtattgeca
tttatggagttcatccgecectatececcgacctgggacgaatggceccagaatttgeccgecgagacctt
ccaggcecttecgecaccaccgacgtecggecgcaagctgatcategatcagaacgttttitategagy
gtacgctgccgatgggtgtcegtecgeccgetgactgaagtecgagatggaccattacecgegagecy
ttectgaatcctgttgaccgcgagecactgtggegetttceccaaacgagetgecaategecggtyga
gccagcgaacatcegtegegetggtecgaagaatacatggactggctgecaccagtececetgteeecga
agctgctgttctggggcaccccaggegttetgatecccacecggeccgaagecgetegectggecaaa
agcctgcectaactgcaaggetgtggacatcggeccgggtectgaatctgectgcaagaagacaacce
ggacctgatcggcagcgagatcgegegetggetgtectactectggagattoeeggtt

SEQ ID NQO:41 (Id-9B8 opt~HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCYSRLKELVPTLPONRKVSKVEILQHVI
DY IRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEI SALAAEAACVPADDRILCRVSLENLYFQ
ASGGGGGATIAMVETLEDFVGDWRQTAGYNLDQVLEQGGLS SLPQKLGVSVTPIQKIVLSGENGLK
IDIHVIIPYEGLSGYQMGQIEKIFKVVYPVDDHEFKVILHYGTLVIDGVTPNMIDYFGRPYEGIA
VEDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGYLEPTTEDLYFQS
DNDGSEIGIGFPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCT
APDLIGMGKSDKPDLGYFFDDHVREFMDAF IEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWREFENELPIAGEPANIVALVEEYMDWLHQOSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:42 (9B8 opt+K33N nucleotide)
Atggtgtttacactcgaagatticgtaggggactyggeggcagacagecggetacaacctggacca
agtccttgageagggecggtcectgtecagtttgtttcagaatctecggggtgtecgtaacaccgatee
aaaagattgtcctgagcggtgaaaacggectgaagatcgacatccatgtcatcateeccgtatgaa
ggtctgagcaggctatcagatgggecagatcgaaaaaatttttaaggtyggtgtaccctgtggatga
tcatcactttaaggtgattctgcactatggecacactggtaatcgacggggttacgecgaacatga
tcgactatttcggacggeccygtatgaaggecategecgtgttcgacyggcaaaaagatcactgtaace
gggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccccgacggctecctget
gticcgcgtaaccatcaacggagtgacceggetggcyggetgtgegagegeattittggeg

SEQ ID NO:43 (9B8 opt+K33N protein) .
MVFTLEDFVGDWRQTAGYNLDQVLEQGGLSSLFONLGVSVTPIQOKIVLSGENGLKIDIHVIIPYE

GLSGYQOMGOQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYEFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLERVTINGVIGWRLCERILA

SEQ ID NO:44 (QC27-HT7 nucleotide)
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atggtgtttacattggaggatttegttggagactggecggcagacagectggatacaacctagatca
agtgttagaacaaggaggattgtctagtctgttccaaaagctgggagtgtcagtcacceccaatcece
agaaaattgtgctgtctggggagaatgggttaaaaattgatattcatgtcatcatcecceccttacgag
ggactcagtggttttcaaatgggtctgattgaaatgatcttcaaagttgtttacccagtggatga
tcatcatttcaagattattcaccattatggtacactegttattgacggtgtgacaccaaacatga
ttgacttctitggacgeecttacgagggaattgetgtgtttgacggecaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagecgectgatcaacccagatggttecactect
cttcecgegttactatcaatggagtcaccggatggegectttgegagegtattettgecggatate
tcgagccaaccactgaggatctgtactttcagagecgataacgatggateccgaaatcggtactgge
tttccattecgacceeccattatgtggaagtectgggcgagegcatgcactacgtegatgttggtee
gegcgatggcaccectgtgcectgttcectgecacggtaacccgacctectectacgtgtggecgcaaca
tcatcccgeatgttgecaccgaccecategetgeattgectecagaccectgatecggtatgggcaaatec
gacaaaccagacctgggttatttettegacgaccacgtececgettecatggatgecttcatcgaage
cctgggtctggaagaggtecgtectggtcattcacgactggggctecgetectgggttteccactggg
ccaagcgcaatccagagegegtcaaaggtattgecatttatggagttcateccgeectatececcgace
tgggacgaatggccagaatttgeccecgegagaccttecaggecttecgecaccaccgacgtcggecy
caagctgatcatcgatcagaacgtttttatcgagggtacgectgecgatgggtgtecgtcecgeeccyge
tgactgaagtcgagatggaccattaccgecgagecgtticectgaatectgttgacecgecgagecacty
tggcgcetteccaaacgagetgecaategecggtgagecagegaacategtegegetggtegaaga
atacatggactggctgcaccagtceccectgteccgaagetgetgttctggggecacceccaggegtte
tgatcccaccggeccgaagceccgctegectggceccaaaagectgectaactgcaaggetgtggacate
ggccegggtectgaatctgetgcaagaagacaaceceggacctgatcggcagegagategegegetg
gctgtctactctggagatttecggt

SEQ ID NO:45 (QC27-HT7 protein)

MVETLEDFVGDWROTAGYNLDQVLEQGGLSSLEFQOKLGVSVIPIQKIVLSGENGLKIDIHVIIRPYE
GLSGFOQMGLIEMIFKVVYPVDDHHFKITHHYGTLVIDGVTPNMIDEFFGRPYEGIAVFDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGYLEPTTEDLYFQSDNDGSEIGTG
FPFDPHYVEVLGERMHYVDVGPRDGTPVLEFLHGNPTSSYVWRNI IPHVAPTHRCIAPDLIGMGKS
DKPDLGYFFDDHVREMDAF IEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIAFMEFIRRIPT
WDEWPEFARETFQAFRTTDVGRKLITDONVEFIEGTLPMGVVRPLTEVEMDHYREPFLNPVDREPL
WRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAKSLPNCKAVDT
GPGLNLLQEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:46 (8F2)
atggtgtttacattggaggatttecgttggagactggecggcagacagctggatacaaccaagatca
agtgttagaacaaggaggagtgtctagtctgttccaaaagctgggagtgtcagtcacceccaatce
agaaaattgtgctgtctggggagaatgggttaaaaattgatattcatgtcatcateccttacgayg
ggactcagtggttttcaaatgggtctgattgaaatgatcttcaaagttgtttacccagtggatga
tcatcatttcaaggttattctccattatggtacactcecgttattgacggtgtgacaccaaacatga
ttgactactttggacgcecttacgagggaattgetgtgtttgacggcaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagcgcecctgatcaacccagatggttcactect
cttecegegttactatcaatggagtcaccggatggegectttgecgagegtattettgee

SEQ ID NO:47 (8F2 protein)
MVEFTLEDFVGDWRQTAGYNQDQOQVLEQGGVSSLFQKLGVSVIPIQKIVLSGENGLKIDIHVIIPYE
GLSGFOMGLIEMIFRKVVYPVDDEHFRKVILHYGTLVIDGVIPNMIDYPGRPYEGIAVEFDGKKITVT
GTLWNGNKIIDERLINPDGSLLEFRVTINGVIGWRLCERILA

SEQ ID NO:48 (IV-HT7 nucleotide)

atggtgtttacattggaggatttcgttggagactggcggcagacagctggatacaaccaagatca
agtgttagaacaaggaggattgtctagtctgttccaaaagctgggagtgtcagtcaccccaatce
agaaaattgtgctgtctyggggagaatgggttaaaaattgatattcatgtcatcateeccttacgay
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ggactcagtggttttcaaatgggtctgattgaaatgatcttcaaagttgtttacccagtaggatga
tcatcatttcaaggttattctecattatggtacactcgttattgacggtgtgacaccaaacatga
ttgactactttggacgecoccttacgagggaattgetgtgttigacggeaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagegectgatcaacccagatggttcactect
cttcecgegttactatcaatggagtecaccggatggegectttgecgagegtattettgeecggatate
tcgagccaaccactgaggatctgtactttcagagcgataacgatggateccgaaatecggtactgge
tttccattcgacceccattatgtggaagtectgggegagegeatgecactacgtecgatgttggtec
gcgcgatggcacccectgtgctgttoectgcacggtaaccecgacctcecctectacgtgtggegecaaca
tcatceccgecatgttgcaccgacccategetgeatttgeteccagacctgatecggtatgggcaaatce
gacaaaccagacctgggttatttcttcgacgaccacgtcecgettcatggatgecttecategaage
cctgggtctggaagaggtegtectggtecattcacgactggggctecegetectygggtttecactggy
ccaagcgcaatccagagcegcecgtcaaaggtattgecatttatggagttcateccgeectateccgace
tgggacgaatggceccagaatttgcecccgegagacctteccaggecttececgeaccaccgacgteggeey
caagctgatcatcgatcagaacgtttttatcgagggtacgctgeccgatgggtgtegtececgecege
tgactgaagtcgagatggaccattaccgecgageegttectgaatecctgtitgaccgegagecactyg
tggcgettceccaaacgagetgcecaatcgecyggtgagecagegaacatecgtegegetggtecgaaga
atacatggactggctgcaccagtececectgteccgaagetgetgttctggggcaccccaggegtte
tgatcccacecggeccgaagecgcetecgectggecaaaagectgectaactgecaaggetgtggacate
ggccecgggtctgaatctgectgcaagaagacaacccggacctgateggecagegagategegegetyg
gctgtctactectggagatttccggt

SEQ ID NO:49 (IV-HT7 protein)
MVETLEDFVGDWRQTAGYNQDOVLEQGGLSSLFQKLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGFQMGLIEMIFKVVYPVDDHHEKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEFDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGYLEPTTEDLYFQOSDNDGSEIGTG
FPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCIAPDLIGMGKS
DKPDLGYFFDDHVREMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIAFMEFIRPIPT
WDEWPEFARETFOQAFRTTDVGRKLIIDONVEFIEGTLPMGVVRPLTEVEMDHYREPFLNPVDREPL
WRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLEWGTPGVLIPPAEAARLAKRSLPNCKAVDI
GPGLNLLQOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:50 (8F2-HT7 nucleotide)

atggtgtttacattggaggatttegttggagactggecggcagacagetggatacaaccaagatca
agtgttagaacaaggaggagtgtctagtctgttccaaaagectgggagtgtcagtcacccecaatece
agaaaattgtgctgtctggggagaatgggttaaaaattgatattcatgtcatcatecccttacgag
ggactcagtggttttcaaatgggtctgattgaaatgatctitcaaagttgtttacccagtggatga
tcatcatttcaaggttattcteccattatggtacactegttattgacggtgtgacaccaaacatga
ttgactactitggacgcccttacgagggaattgetgtgtitgacggcaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagegectgatcaacccagatggttcactect
cttececgegttactatcaatggagtcaccggatggegectttgegagegtattettgecggatate
tcgagccaaccactgaggatctgtactttcagagegataacgatggateccgaaatecggtactgge
tttccattecgaccceeccattatgtggaagtcecctgggegagegecatgecactacgtegatgttggtee
gcgcgatggecaccectgtgetgttectgecacggtaaccegacctectectacgtgtggegeaaca
tcatecegeatgtigcaccgaccecatecgetgecattgeteccagacctgatecggtatgggecaaatce
gacaaaccagacctgggttatttcttcgacgaccacgtceccgettcatggatgecttcatcgaage
cctgggtctggaagaggtegtectggtecattcacgactyggggetecgetetgggttteccactggy
ccaagcgcaatccagagegegtcaaaggtattgeatttatggagttcatcececgeecctateccgace
tgggacgaatggccagaatttgeccecgecgagacctteccaggectteecgecaccacecgacgteggeeyg
caagctgatcatcgatcagaacgtttttatcgagggtacgectgecgatgggtgtecgteecgeeccyge
tgactgaagtcgagatggaccattaccgecgageegttectgaatectgttgacecgegagecacty
tggcgcetteecaaacgagetgcecaatecgecggtgagecagegaacategtegegetyggtegaaga
atacatggactggctgcaccagtcceccectgteccgaagetgcectgtttctggggcaceccagagegtta
tgatcccaccggccgaagecgctegectggecaaaagectgectaactgecaaggcectgtggacatce
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ggcccgggtctgaatctgetgraagaagacaacccggacctgateggcagecgagategegegety
gctgtctactctggagatttceggt

SEQ ID NO:51 (8F2~HT7 protein)
MVETLEDFVGDWRQTAGYNQODQVLEQGGVSSLEFQKLGVSVTPIOKIVLSGENGLKIDIHVIIPYE
GL3GFOMGLIEMIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTIGWRLCERILAGYLEPTTEDLYFQSDNDGSEIGTG
FPFDPHYVEVLGERMHYVDVGPRDGTPVLELHGNPTSSYVWRNITPHVAPTHRCIAPDLIGMGKS
DKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVEKGIAFMEFIRPIPT
WDEWPEFARETFOQAFRTTDVGRKLIIDONVFIEGTLPMGVVRPLTEVEMDHYREPFLNPVDREPL
WREPNELPIAGEPANIVALVEEYMDWLHQSPVPRKLLEWGTPGVLIPPAEAARLARSLPNCKAVDI
GPGLNLLQEDNPDLIGSEIARWLSTLEISG "

SEQ ID NO:52 (15C1-HT7 nucleotide)
atggtgtttacattgaaggattitcgttggagactggcggecagacagetggatacaaccaagatca
agtgttagaacaaggaggattgtctagtectgttceccasaatctgggagtgtcagtcaccccaatee
agaaaattgtgctgtctggggagaatgggttaaaaattgatattcatgtcatcateccecttacgag
ggactcagtggttatcaaatgggtcagattgaaaagatcttcaaagttgtttacccagtggatga
tcatcatttcaaggttattctccattatggtacactegttattgacggtgtgacaccaaacatga
ttgactactttggacgeccttacgagggaattgctgtgtitgacggecaagaagatcacagttact
ggaactctgtggaacggcaacaagatcattgatgagecgcectgatcaacccagatggttcactect
cttecegegttactatcaatggagtcaccggatggegectttgegagegtattettgeeggatatce
tLcgageccaaccactgaggatctgtactttcagagegataacgatggatcecgaaatcggtactgge
tttccattcgacccceccattatgtggaagtcctgggcgagegecatgecactacgtegatgttggtec
gcgecgatggcaceectgtgetgttectgcacggtaaccegacctectectacgtgtggcgeaaca
tcatccegecatgttgcacecgacccategetgecattgectecagacctgatecggtatgggcaaatee
gacaaaccagacctgggttatttcttcecgacgaccacgteegettcatggatgecttcatecgaage
cctgggtctggaagaggtecgtectggtecattcacgactggggctececgetetgggtttceccactagy
ccaagcgcaatccagagecgegtcaaaggtattgecatttatggagttcatececgeectatccecegace
tgggacgaatggccagaatttgeccgecgagaccttecaggectticegecaccaccgacgteggecy
caagctgatcatcgatcagaacgtttttatcgagggtacgctgeccgatgggtgtegtecgeccge
tgactgaagtcgagatggaccattaccgcgagecgttectgaatectgttgaccgegagecacty
tggcgcttcccaaacgagectgeccaategecggtgagecagegaacategtegegetggtcgaaga
atacatggactggctgcaccagtecccctgteccgaagetgetgttctggggcaccecagygegtte
tgatcccaccggecgaagecgectcgectygygccaaaagectgectaactgcaaggctgtggacate
ggcccgggtctgaatectgetgcaagaagacaacecggacctgatcggecagegagategegegety
gctgtctactcectggagattteeggt

SEQ ID NO:53 (15C1-HT7 protein)

MVFTLEKDEVGDWRQTAGYNQDQVLEQGGLSSLEONLGVSVIPIQKIVLSGENGLKIDIHVIIPYE
GLSGYQMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVT PNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGYLEPTTEDLYFQSDNDGSEIGTG
FPFDPHYVEVLGERMHYVDVGPRDGTPVLEFLHGNPT3SYVWRNI I PHVAPTHRCIAPDLIGMGKS
DKPDLGYFFDDHVREFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIAFMEFIRPIPT
WDOEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREPFLNPVDREPL
WREFPNELPIAGEPANIVALVEEYMDWLHQSPVPRLLFWGTPGVLIPPAEARARTLAKSLPNCKAVDI
GPGLNLLQEDNPDLIGSEIARWLSTLELISG

SEQ ID NO:54 (Ogluc Secretion Signal Peptide) Oplophorus gracilirostris
atggcttactccacactgttcatcattgcectctcacagecgtegtaacacaagectectecacaca

gaaaagcaacctgaca

SEQ ID NO:55 (Id~ClR4E-HT7 sandwich fusion nucleotide)
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atgcttggtctgteggagcaaagegtgteccatectegegetgegetgggacgegectgecegectt
gctggacgagcagcaggtgaacgtcctgetctacgacatgaacggctgetactecacgeectcaagy
agctggtgccecaccectgeeccagaaccgcaaagtgagcaaggtggagatecctgcagecatagtaate
gactacatcagggacctgcagetggagectgaacteggagtectgaagtcgggaccaccggaggecy
gggactgcctgtccogegeeccegetcagcaccectgaacggcgagatcagtgecttggeggccgagyg
cggcatgtgttccagecgacgategeatettgtgtegegtttectettgagaatetttattttcag
gecgtetggaggtggtggecggagegatcgecatggtgtttacattggaggatttegttggagacty
gcggcagacagcectggatacaaccaagatcaagtgttagaacaaggaggattgtectagtetgttec
aaaagctgggagtgtcagtcaccccaatccagaaaattgtgetgtctggggagaatgggttaaaa
tttgatattcatgtcatcatcccttacgagggactcagtggttticaaatgggtctgatigaaat
gatcttcaaagttgtttacccagtggatgatcatcatttcaagattattctecattatggtacac
tcgttattgacggtgtgacaccaaacatgattgactactttggacgecccttacgagggaattget
gtgtttgacggcaagaagatcacagttactggaactctgtggaacggcaacaagatcattgatyga
gcgectgatcaacccagatggttcactectectteegegttactatcaatggagtcaccggatgge
gcetttgcgagegtattettgecggatctectecgagecaaccactgaggatectgtactttcagage
gataacgatggatccgaaatcggtactggetttecattecgacecececcattatgtggaagtectggy
cgagcgcatgcactacgtcecgatgttggtecgegegatggecaccectgtgetgttectgecacggta
acccgacctecectectacgtgtggegeaacatcateccgcatgttgecaccgacccatecgetgeatt
gctccagacctgatcggtatgggecaaatccgacaaaccagacctgggttattitecttecgacgacca
cgtececgcettecatggatgecttcategaagecctgggtetggaagaggtegtectggtecattcacy
actggggctcececgetectgggtiteccactgggecaagegecaatccagagegegtcaaaggtatigea
tttatggagttcatecgecctateccgacctgggacgaatggccagaatttgecececgegagacett
ccaggccttcececgcaccaccgacgtecggecgecaagcectgatecatecgatcagaacagtttttatecgagy
gtacgctgccgatgggtgtcecgtecgeccgectgactgaagticgagatggaccattaccgecgagecy
ttcctgaatectgttgaccgecgagecactgtggegettecccaaacgagetgecaatcgeecggtga
gccagcgaacatcecgtegegcectggtcecgaagaatacatggactggetgecaccagteceectgtecega
agctgctgttetggggecaccecaggegttctgatecccaccggecgaagecgetecgectggecaaa
agcctgcectaactygcaaggcetgtggacatecggeccgggtectgaatectgetgcaagaagacaacce
ggacctgatcggcagcgagatcgegegectggetgtctactectggagattteecggt

SEQ ID NO:56 (Id-ClA4E-HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQOVNVLLYDMNGCYSRLKELVPTLPONRKVSKVEILQHVI
DY IRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAARAACVPADDRILCRVSLENLYFQ
ASGGGGGAIAMVETLEDFVGDWROTAGYNQODOVLEQGGLSSLFOKLGVSVTPIQOKIVLSGENGLK
FDIHVIIPYEGLSGFOMGLIEMIFRVVYPVDDHHFKIILEYGTLVIDGVTPNMIDYFGRPYEGIA
VEDGKKITVIGTLWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILAGSLERPTTEDLYFOS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNITI PHVAPTHRCT
APDLIGMGKSDKEDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETEFQAFRTTDVGRKLI IDONVFIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWREPNELPIAGEPANIVAILVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:57 (Id-IV-ET7 sandwich fusion nucleotide)

atgcttyggotctgtecggagecaaagegtgtecatectegegctgegetgggacgcgectgecegectt
gctggacgagcagcaggtgaacygtectgectetacgacatgaacggetgctactcacgectcaagy
agctggtgcccaccectgcecccagaaccegcecaaagtgagcaaggtggagatcctgecagecatgtaate
gactacatcagggacctygcagcectggagectgaactecggagtectgaagtcgggaccaccggaggecy
gggactgcetgtcecegegeecegetcagecacectgaacggcgagatcagtgecttggecggecgagy
cggecatgtgttccagecgacgatcgecatecttgtgtegegtttctettgagaatetttattttecag
gcecgtectggagotggtggecggagegatcgecatggtgtttacattggaggatttecgttggagactyg
gcggcagacagctggatacaaccaagatcaagtgttagaacaaggaggattgtectagtetgttece
aaaagctgggagtgtcagtcacceccaatccagaaaattgtgetgtctggggagaatgggttaaaa
attgatattcatgtcatcatceccecttacgagggactcagtggttttcaaatgggtctgattgaaat
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gatcttcaaagttgtttacccagtggatgatcatcatttcaaggttattctecattatggtacac
tcgttattgacggtgtgacaccaaacatgattgactactttggacgeccettacgagggaattget
gtgtttgacggcaagaagatcacagttactggaactctgtggaacggcaacaagatcattgatga
gcgccectgatcaacccagatggttcactectecttecgegttactatcaatyggagtcaccggatgge
gcetttgegagegtattettgecgtttetectegagecaaccactgaggatectgtactttcagage
gataacgatggatccgaaatcggtactggectttccatticgacceecattatgtggaagtectggyg
cgagcgcatgcactacgtegatgttggteccgegegatggecacccetgtgetgttectgecacggta
acccgacctcecectectacgtgtgygcgecaacatcateccgcatgttgecacegaccecatecgetgeatt
gctccagacctgatcecggtatgggecaaatecgacaaaccagacctgggttatttcecttcgacgacceca
cgtccgettecatggatgecttecatecgaagecctgggtctggaagaggtegtectggtecattcacy
actggggctccgetetgggtttccactgggecaagegcaatccagagegegtcaaaggtattgea
tttatggagttcatccgecctateccgacctgggacgaatggecagaatttgeececgegagacett
ccaggcecttecegecaccaccgacgticggecgcaagcetgatcategatcagaacgtttttategagg
gtacgctgccgatggagtgtcgtcecgececgetgactgaagtcgagatggaccattaccgegagecyg
ttcectgaatectgttgacecgegagecactgtggegettcccaaacgagetgecaategeecggtiga
gccagcgaacatcgtegegetgategaagaatacatggactggetgecaccagtececectgtecega
agctgctgttctggggcaccecaggegttctgatecccaccggccgaagecgetegectggccaaa
agcctgcctaactgcaaggetgtggacateggecegggtctgaatectgetgcaagaagacaacce
ggacctgatcggcagcegagatcgegegetggetgtectactetggagatttecggt

SEQ ID NO:58 (Id-IV-HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQOVNVLLYDMNGCYSRLRKELVPTLPONRKVSKVEILOHEVI
DYIRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYFQ
ASGGGGGATAMVETLEDFVGDWROTAGYNODOVLEQGGLSSLFQKLGVSVTPIQKIVLSGENGLK
IDIRVIIPYEGLSGFOMGLIEMIFKVVYPVDDHHFKVILEHYGTLVIDGVIPNMIDYFGRPYEGIA
VEFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAVSLEPTTEDLYFQS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWREFPNELPIAGEPANIVALVEEYMDWLHQOSPVPRLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:59 (Id~9B8 opt+K33N-HT7 sandwich fusion nucleotide)

atgecttggtctgtcggagcaaagecgtgteccatectegegetgegectgggacgegectgeecgectt
gctggacgagctagcaggtgaacgtcctgetctacgacatgaacggetgctactecacgectcaagy
agctggtgcccaccctgeeccagaaccgcaaagtgagcaaggtggagatectgcagecatgtaate
gactacatcagggacctgcagetggagetgaacteggagtectgaagtcgggaccaccggaggcecyg
gggactgcctgtcegcecgeccegetcagecacectgaacggegagatcagtgeectiggeggeecgagy
cggcatgtgttccagecgacgategeatettgtgtegegtttetettgagaatectttattttcag
gegtetggaggtyggtyggecggagegatcgecatggtgtttacactecgaagatttegtaggggacty
gcyggcagacagecggctacaacctggaccaagtecttgagcagggeggtectgtecagttigtite
agaatctcggggtgtcegtaacaccgatccaaaagattgtectgageggtgaaaacggectgaag
atcgacatccatgtcatcatcececgtatgaaggtectgageggectatcagatgggccagatcgaaaa
aatttttaaggtagtgtaccctgtggatgatcatcactttaaggtgattctgcactatggecacac
tgogtaatcgacagggttacgccgaacatgatcgactattteggacggececgtatgaaggecategee
gtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacga
gcegcectgatcaacccecegacggeteectgetgttecgecgtaaccatcaacggagtgaccggetygge
ggctgtgcgagegcattttggegggatatctcgagecaaccactgaggatectgtactttcagage
gataacgatggatccgaaatcggtactggetttceccattegacceecattatgtggaagtectggy
cgagcgcatgecactacgtcgatgttggtecgegegatggecaccectgtgctgttectgecacggta
acccgacctectectacgtgtggegcaacatcateccececgcatgttgecaccgaccecategetgeatt
gectccagacctgatecggtatgggcaaatccgacaaaccagacctgggttattteticgacgacca
cgtcegettcatggatgecttcatecgaagecctgggtctggaagaggtcgtectggtcattecacy
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actggggctcegetectgggtttceccactgggeccaagegcaateccagagegegtcaaaggtattgea
tttatggagttcatcegecctateecgacctgggacgaatggecagaatttgeeccgecgagacctt
ccaggccttccgcaccaccgacgteggecgcaagetgatcatecgatcagaacgtttttatcgagy
gtacgctgccgatgggtgtegtecgececgetgactgaagtegagatggaccattaccgegagecy
ttcctgaatectgttgaccgegagecactgtggegettcccaaacgagetgecaatecgecggtga
gccagcgaacatcgtcgegetggtcgaagaatacatggactggectgecaccagtecectgteecga
agctgctgttctggggeaccecaggegtictgatcececaccggecgaagecgetegectggecaaa
agcctgcctaactgcaaggctgtggacatcggceccgggtectgaatectgetgcaagaagacaacce
ggacctgatcggcagcgagatcgegegetggetgtctactetggagatttecggt

SEQ ID NO:60 (Id-9B8 opt+K33N-HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQQOVNVLLYDMNGCY SRLKELVPTLPONRKVSKVEILQHVI
DYIRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYFEFQ
ASGGGGGAIAMVFTLEDEFVGDWROTAGYNLDQVLEQGGLSSLEQONLGVSVTPIQRIVLSGENGLK
IDIHVIIPYEGLSGYOMGQIEKIFKVVYPVDDHHFKVILHYGTIVIDGVIPNMIDYFGRPYEGTIA
VEDGKKITVIGTLWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILAGYLEPTTEDLYFQS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTPVLELHGNPTSSYVWRNIIPHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVREFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREPR
FLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQOSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:61 (Id-9B8-HT7 sandwich fusion nucleotide)
atgettggtctgtcggagcaaagegtgtecatcectegegetgegetgggacgegectgeccgectt
gctggacgagcagcaggtgaacgtcctgetetacgacatgaacggctgectactcacgectcaagyg
agctggtgcccaccetgeoccagaaccgcaaagtgagcaaggtggagatectgecageatgtaate
gactacatcagggacctgcagctggagcectgaacteggagtetgaagtcgggaccaccggaggecy
gggactgcctgtcecgegeccogetcagecacectgaacggcgagatcagtgecttggeggecgagyg
cggcatgtgttecagecgacgatcgecatcttgtgtecgegtttetetigagaatectttatittcag
gocgtctggagotggtggcggagegategecatggtgtttacattggaggatttegttggagacty
goggcagacagctggatacaacctagatcaagtgttagaacaaggaggattgtctagtetgttece
aaaagctgggagtgtcagtcaccccaatccagaaaattgtgetgtetggggagaatgggttaaaa
attgatattcatgtcatcatccecttacgagggactcagtggttatcaaatgggtcagattgaaaa
gatcttcaaagttgtttacccagtggatgatcatcatttcaaggttattcteccattatggtacac
tcgttattgacggtgtgacaccaaacatgattgactactttggacgeecttacgagggaatiget
gtgtttgacggcaagaagatcacagttactggaactctaotggaacggcaacaagatcattgatga
gcgectgatcaacccagatggttcactectettecgegttactatecaatggagtcacecggatgge
gectttgecgagegtattecttgecgtittectectegagecaaccactgaggatctgtactttcagage
gataacgatggatccgaaatcggtactggcetttecattcgaccececattatgtggaagtectyggg
cgagcgcatgcactacgtcgatgttggtcecgegegatggcaceectgtgetgttectgecacggta
acccgacctectectacgtgtggegecaacatcatcececcgcatgttgecaccgaccecategetgeatt
gctecagacctgateggtatgggcaaatccgacaaaccagacctgggttatttecttecgacgacca
cgtcecgcettecatggatgecttcategaagecctgggtetggaagaggtegtectggtecattcacy
actggggctccgctectgggtttecactgggeccaagcgcaatccagagegcgtcaaaggtattgea
tttatggagttcatceccgeectatcecgacctgggacgaatggecagaatttgecccgegagacctt
ccaggcecttccgcaccaccgacgteggecgcaagetgatcatecgatcagaacgtttttategagg
tacgctgccgatgggtgtegteecgeccgctgactgaagtcgagatggaccattaccgegagecyg
ttcctgaatcecctgttgaccgecgagecactgtggegettcccaaacgagetgeccaategecggtga
gccagcecgaacatcegtegegetggtecgaagaatacatggactggetgcaccagteececctgteececga
agctgctgttctggggecaccccaggecgttctgatecccaccgygecgaagecgetegectyggecaaa
agcctgectaactgecaaggetgtggacatcggeccgggtctgaatetygctgcaagaagacaacce
ggacctgatcggcagecgagatcecgegegetggetgtctactectggagatttecggt
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SEQ ID NO:62 (Id~9B8-HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCY SRLKELVPTLPONRKVSKVEILOHEVI
DYIRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYFQ
ASCGGGCGAIAMVPTLEDFVGDWROTAGYNLDQVLEQGGLSSLEFQRKLGVSVTPIQKIVL SGENGLK
IDIBVIIPYEGLSGYQOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYEFGRPYEGIA
VEDGKKITVIGTLWNGNRIIDERLINPDGSLLFRVTINGVTGWRLCERILAVSLEPTTEDLYFQS
DNDGSEIGTGEFPFDPEHYVEVLGERMHYVDVGPRDGTPVLELHGNPTSSYVWRNIIPHVAPTHRCT
APDLIGMGKSDKPDLGYFFDDHVREMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGI A
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVFIEGTLPMGVVRPLTEVEMDHYREP
FILNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCRAVDIGPGLNLLOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:63 (Id-9F6-HT7 sandwich fusion nucleotide)
atgcttggtctgtcecggagcaaagegtgtccatctegegetgegetgggacgegectgececgectt
gctggacgagcagcaggtgaacgtectgetctacgacatgaacggctgectactecacgectcaagy
agctggtgcccaccctgeccecagaaccgcaaagtgagecaaggtggagatcctgecagecatgtaate
gactacatcagggacctgcagctggagetgaacteggagtctgaagtecgggaccaccggaggecyg
gggactgcctgtcecogegeccegctecageaccetgaacggegagatcagtgecttggeggecgagy
cggcatgtgttecageccgacgatecgecatcttgtgtegeogtttctecttgagaatctttattiteag
gegtctggagotggtggcggagegategecatggtgtttacattggaggatttecgttggagactyg
gecggcagacagctggatacaacctagatcaagtgttagaacaaggaggagtgtctagtcectgttcc
aaaagctgggagtgtcaatcaccccaatccagaaaattgtgetgtctggggagaatgggttaaaa
attgatattcatgtcatcatcccttacgagggactcagtggttatcaaatgggtcagattgaaaa
gatcttcaaagttgtttacccagtggatgatcatcatttcaaggttattcteccattatggtacac
tcgttattgacggtgtgacaccaaacatgattgactactttggacgeccttacgagggaattget
gtgtttgacggcaagaagatcacagttactggaactctgtggaacggcaacaagatcattgatga
gcgcectgatcaacccagatyggttcactectettecegegttactatcaatggagtcaccggatgge
gecetttgegagegtaticttgeegtttectectegagecaaccactgaggatectgtactticagage
gataacgatggatccgaaatcggtactggettteccattcgaccececattatgtggaagtectgygg
cgagcgcatgcactacgtcgatgttggtccgegecgatggecaccectgtgetgttectgecacggta
acccgacctectcectacgtgtggegcaacatcatcececgecatgtigcacecgaceccategetgeatt
gctccagacctgateggtatygggcaaatccgacaaaccagacctgggttatttettcgacgacea
cgtccgettcatggatgecttcategaagecctgggtetggaagaggtegtectggtecattcacy
actggggctccgetetgggtttecactgggeccaagegecaateccagagegegtcaaaggtattgea
tttatggagttcatccgecctatecccgacctgggacgaatggecagaatttgeccgecgagaccett
ccaggccttccecgcaccaccgacgteggeecgcaagetgatcategatcagaacgtttttategagy
gtacgctgeccgatgggtgtecgtecgececgctgactgaagtcgagatggaccattaccgecgageey
ttecctgaatecctgttgacegegagecactgtggegetteccaaacgagetgecaatecgecggtga
gccagcgaacatcgtecgegcectggtecgaagaatacatggactggctygcaccagtecectgreeecga
agctgctgttctggggcacceccaggegttetgateccaccggecgaagecgetecgectggecaaa
agcctgectaactgecaaggetgtggacatcggececgggtcectgaatectgetgcaagaagacaacce
ggacctgatcggcagcecgagatcgcgegetggetgtictactectggagattitecggt

SEQ ID NQO:64 (Id-9F6-HT7 sandwich fusion protein)

MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCYSRLKELVPTLPONRKVSKVEILQHVI
DYIRDLQLELNSESEVGTTGGRGLPVRAPLSTLNGE I SALAARAACVPADDRILCRVSLENLYFQ
ASGGGGGAIAMVETLEDFVGDWROTAGYNLDOVLEQGGVSSLEQKLGVSITPIQRIVLSGENGLK
IDIBEVIIPYEGLSGYQMGOIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTPNMIDYFGRPYEGIA
VFDGKKETVTGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAVSLEPTTEDLYFQS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVREFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVFIEGTLPMGVVRPLTEVEMDHYREP
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FLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQS PVPKLLEWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLQOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:65 (9B8 opt~P nucleotide)
atggtgtttacactcgaagatttcgtaggggactggcggcagacagceccggctacaacctggacca
agtecttgagcagggcggtcetgtecagtitgtttcagaaactcggggtgteccgtaacaccgatec
aaaagattgtcctgagecgagtgaaaacggectgaagatcgacatecatgtcatcatecegtatgaa
ggtctgagecggetatcagatgggecagatcgaaadaattittaaggtggtgtacecctygtggatga
tcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatga
tcgactattteggacggeecgtatgaaggecatcgeecgtgttcgacggcaaaaagatcactgtaace
gggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaceccgacggetecectget
gttccgegtaaccatcaacggagtgaccggetggeggctgtgcgagegecatttitggcgaattcte
acggcttcececteccgaggtggaggagcaggecgeeggecacectgeccatgagetgegeecaggag
agcggcatggatagacaccctgetgettygegecagecgecaggatcaacgte

SEQ ID NO:66 (2X ARE)
TAGCTTGGAAATGACATTGCTAATGGTGACAAAGCARCTTTTAGCTTGGAAATGACATTGCTAAT
GGTGACAAAGCAACTTT

SEQ ID NO:67 (HRE)
CTGGAATTTTCTAGACTGGAATTTTCTAGACTGGAATTTTCTAGA

SEQ ID NO:68 (K33N+170G nucleotide)
atggtgtttacactcgaagatttcgtaggggactggcggcagacagecggectacaacctggacca
agtccttgagcagggeggtetgtecagtttgtttcagaatectecggggtgtecgtaacacegatece
aaaagattgtcctgageggtgaaaacggectgaagatcgacatecatgtcatcatecegtatgaa
ggtctgagceggetatcagatgggccagatcgaaaaaatttttaaggtggtgtacectgtogatga
tcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatga
tcgactatttcggacggecgtatgaaggecatcecgecgtgttegacggcaaaaagatcactgtaace
gggaccctgtggaacggcaacaaaattatcgacgagcgectgatcaaccecgacggcecteectget
gttccgcegtaaccatcaacggagtgaccggetggecggctgtgegagegeattttggecggga

SEQ ID NO:69 (K33N+170G protein)
MVFTLEDFVGDWRQTAGYNLDOVLEQGGLSSLFONLGVSVTPIQKIVLSGENGLRKIDIRVIIPYE
GLSGYQMGQIEKIFRKVVYPVDDHHFKVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAG

SEQ ID NO:70 (27A5 (NF) nucleotide)
ATGGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAGCCGECTACAACCTGGEACCA
AGTCCTTGAGCAGGGCGGTCTGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCGTAACTCCGATCC
AARAGATTGTCCTGAGCGGTGAAAACGGCCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAGCGGCTATCAGATGGGCCAGATCGAAARAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATTCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCAAARAGATCACTGTAACC
GGGACCCTGTGGAACGGCARACAAAATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGCT
GTTCCGCGTAACCATCAACGGAGTGACCGGLTGGCGGCTGTGCGAGCGCATTTTGGCGGGA

SEQ ID NO:71 (27A5 (NF) protein)
MVETLEDEVGDWROTAGYNLDQVLEQGGLSSLEFONLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGYOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAG
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SEQ ID NO:72 (23D4 (NF) nucleotide)
ATGGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAGCCGGCTACAACCTGGACCA
AGTCCTTGAGCAGGGCGGCCTGTCCAGTTITGTTTCAGAATCTCGGGGTGTCCGTAACACCGATCC
AAARGATTGTCCTGAGCGGTGAARACGGCCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAGCGGCTATCAGATGGGCCAGATCGAARARATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATTCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACTTGA
TCGACTATTTCGGACGTCCGTATGAAGGCATCCCCCTGTTICGACGGCAARAAGATCACTGTAACC
GGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGCT
GTTCCGCGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAGCGCATTTTGGCGGGA

SEQ ID NO:73 (23D4 (NF) protein)
MVETLEDEVGDWRQTAGYNLDQVLEQGGLSSLEFONLGYVSVIPIQKIVLSGENGLKIDIHVIIPYE
GLSGYQMGOIEKIFKVVYPVDDHHFRVILHYGTLVIDGVTPNLIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAG

SEQ ID NO:74 (24C2 (NF) nucleotide)
ATGGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCAGCAGACAGCCGGCTACAACCTGGACCA
AGTCCTTGAGCAGGGCGGTCTGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCGTAACTCCGATCC
AAAAGATTGTCCTGAGCGGTGAAAACGGCCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGICTGAGCGGCTATCAGATGGGCCAGATCGAARAAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATTCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCAAAAAGATCACTGTAACC
GGGACCCTGTGGAACGGCAACARAAATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTEGCT
GTTCCGCGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAGCGCATTTITGGCGGGA

SEQ ID NO:75 (24C2 (NF) protein)
MVETLEDEFVGDWQOTAGYNLDQVLEQGGLSSLEFONLGVSVTPIQKIVLSGENGLKIDIHVIIPYE
GLSGYQMGQIEKIFRVVYPVDDHHEHFKVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GITLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAG

SEQ ID NO:76 (Id-23D4-HT7 sandwich fusion nucleotide)

atgcttggtctgtcggagecaaagegtgtecatctecgegetgegetgggacgegectgeeegeott
gctggacgagcagecaggtgaacgtectgetctacgacatgaacggetygcectactcacgecctcaagy
agctggtgcccaccctgecccagaaccgcaaagtgagecaaggtggagatectgecagcatgtaate
gactacatcagggacctgcagcectggagctgaactcecggagtctgaagtcgggaccaccggaggecy
gggactgcctgtecgegeccecgetcagecaccetgaacggegagatcagtgecttggecggecgagg
cggcatgtgttecagecgacgatcegecatcttgtgtegegtttctettgagaatetttatittcag
gcecgtetggaggtggtggcggagegatecgecatggtgtttacactecgaagatttegtaggggactyg
gcggcagacagccggctacaacctggaccaagtecttgagcagggeggectgtecagtttgttte
agaatctcggggtgtccgtaacaccgatcecaaaagattgtectgagecggtgaaaacggectgaag
atcgacatccatgtecatcateccgtatgaaggtectgageggetatcagatgggecagatecgaaaa
aatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgeactatggcacac
tggtaatcgacyggggttacgccgaacttgatecgactatttcggacgtecgtatgaaggecateygec
gtgttcgacggecaaaaagatcactgtaaccgggaccctotggaacggcaacaaaattatecgacga
gegectgatcaacccecegacggceteectgetgticeccgegtaaccatcaacggagtgaccggetgge
ggctgtgcgagegeattttggegggatatctcgagecaaccactgaggatctgtactttcagage
gataacgatggatccgaaatcggtactggcectttceccattcgacceccattatgtggaagtectggy
cgagcgcatgcactacgtcgatgttggteccgegegatggcaccecectgtgetgttectgeacggta
acccgacctectectacgtgtggcgecaacatcateecgeatgttgcaccgaccecatecgetgeatt
getecagacctgateggtatgggcaaateccgacaaaccagacctgggttatttettegacgacca
cgtcecegettcatggatgecttcatecgaagecctygggtctggaagaggtegtectyggtcattcacy
actggggctccgetectgggtttccactgggecaagegcaatccagagegcegtcaaaggtatigea
tttatggagticatccgecectatceccecgacctgggacgaatggecagaatttgecegecgagacctt
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ccaggccticecgcaccaccgacgtcggecygcaagetgatcatecgatcagaacgtttttatecgagyg
gtacgctgccgatgggtgtegtecgeccgctgactgaagtegagatggaccattaccgegagecyg
ttecctgaatectgttgaccgcgagecactgtggegettcccaaacgagectgecaategeeggtga
gccagcgaacatcgtegegetggtcgaagaatacatggactggctgcaccagteececctgteccga
agctgctgttectggggecaceccaggecgttctgatecccaccggecgaagecgetegectggecaaa
agcectgectaactgcaaggctgtggacateggecegggtetyg

SEQ ID NO:77 (Id-23D4-HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCY SRLKELVPTLPONRKVSKVEILQHV T
DYIRDLQLELNSESEVGTTGGRGLPVRAPLSTLNGEI SALAAEAACVPADDRILCRVSLENLYEFQ
ASGGGGGAIAMVFTLEDEVGDWRQTAGYNLDQVLEQGGLSSLEONLGVSVTPIQKIVLSGENGLK
IDTHVIIPYEGLSGYQMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNLIDYFGRPYEGIA
VEDGKKITVTIGTLWNGNKIIDERLINPDGSLLEFRVTINGVTIGWRLCERILAGYLEPTTEDLYFQS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTPVLEFLHGNPTSSYVWRNIIPHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGEFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREP
FILNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLEWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGL

SEQ ID NO:78 (Id-24C2-HT7 sandwich fusion nucleotide)
atgcttggtctgteggagcaaagecgtgtceccatectegegetgegetgggacgegectgeccgectt
gctggacgagcagcaggtgaacgtectgetctacgacatgaacggctgetactcacgectecaagy
agctggtgcccaccctgecccagaaccgcaaagtgagcaaggtggagatectgecagecatgtaate
gactacatcagggacctgcagctggagcetgaacteggagtctgaagtecgggaccaccggaggecg
gggactgcctgteccgegececgcetcagcacectgaacggcgagatcagtgecttggeggeecgagy
cggcatgtgttccageccgacgatcegecatetigtgtegegtttetecttgagaatetttattttecag
gcgtectggaggtggtggeggagecgategecatggtgtttacactcgaagattiecgtaggggactyg
gcagcagacagccggctacaacctggaccaagtecttgagecagggcggtetgtecagtttgttte
agaatctecggggtgteccgtaactcecgatccaaaagattgtectgagecggtgaaaacggectgaaqg
atcgacatccatgtcatcatccegtatgaaggtectgageggctatcagatgggceccagategaaaa
aatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggcacac
tggtaatcygacggggttacgecgaacatgatcgactatttcggacggeegtatgaaggeategec
gtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacyga
gcgectgatcaacceecgacggeteectgetottecgegtaaccatcaacggagtgacecggetgge
ggctgtgcgagegecattttggecgggatatctecgagecaaccactgaggatectgtactttcagage
gataacgatggatccgaaatcggtactggetttccattecgacceeccattatgtggaagtectggy
cgagcgcatgcactacgtecgatgttggtcecgegegatggecaccectgtgetgttectgcacggta
acccgacctectectacgtgtggecgcaacatcatcececgeatgttgecaccgacccatecgetgeatt
gctccagacctgatcggtatgggcaaatccgacaaaccagacctgggttatttettecgacgacca
cgteccgcttcatggatgecttcatcgaagecctygggtectggaagaggtegtectggtecattcacy
actggggctcegetcectgggtticcactgggecaagegcaatccagagecgegtcaaaggtattgea
tttatggagttcatcegecctateecgacctigggacgaatggeccagaatttgecegegagacctt
ccaggcctteeogecaccaccgacgtcggecgeaagctgatcatecgatcagaacgtttttategagy
gtacgctgccgatgggtgtecgtecgecegectgactgaagtcgagatggaccattaccgegagecyg
ttectgaatectgttgaccgegagecactgtggegeticccaaacgagetgeccaatecgeecggtga
gccagcgaacatcgtegegetggtcgaagaatacatggactggcectgecaccagtceectgteccga
agctgctgttctggggecaccccaggegttetgateccaccggecgaagecgetecgectggecaaa
agcctgectaactgecaaggctgtggacateggecegggtctgaatectgetgcaagaagacaacece
ggacctgatcggcagcgagatcgegegctggetgtetactectggagattteeggt

SEQ ID NO:79 (Id-24C2~HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCY SRLKELVPTLPONRKVSKVE ILOHVE
DYIRDLOLEINSESEVGTTGGRGLPVRAPLSTLNGEI SALAAEAACVPADDRILCRVSLENLYFQ
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ASGGGGGAIAMVETLEDFVGDWQQTAGYNLDOVLEQGGLSSLEFQNLGVSVIPIQKIVLSGENGLK
IDIHVIIPYEGLSGYQMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYEFGRPYEGIA
VFDGKKITVIGILWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILAGYLEPTTEDLYFQOS
DNDGSEIGTGEFPFDPHYVEVLGERMHYVDVGPRDGTPVLEFLHGNPTSSYVWRNIIPHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVRFMDAF IEALGLEEVVLVIHDWGSALGFEWAKRNPERVKGTIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVETIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWREFPNELPIAGEPANIVALVEEYMDWLHOSPVPKLLEFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:80 (1F7 (NF) nucleotide)
ATGGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAGCCGGCTACAACCTGGACCA
AGTCCTTGAGCAGGGCGGTCTGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCGTAACACCGATCC
BAAGGATTGTCCTGAGCGGTGAARACGGCCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAGCGGCGATCAGATGGGCCAGATCGARAAAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATTCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCAARAAAGATCACTGTAACC
GGGACCCTGTGGAACGGCAACAARATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGLT
GTTCCGCGTAACCATCAACGGAGTGACCGGCTGGCGELTGTGCGAGCGCATTTTGGCGGGA

SEQ ID NO:81 (1F7 (NF) protein)
MVFPTLEDFVGDWROTAGYNLDOVLEQGGLSSLFONLGVSVTIPIQORIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFRVVYPVDDHHEFKVILEYGTLVIDGVTIPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAG

SEQ ID NO:82 (15H1 (NF) nucleotide)
ATGGTGETTTACACTCGAAGATTTICGTAGGGGACTEGCEGGCAGACAGCCGGCTACAACCTGGATCA
AGTCCTTGAGCAGGGCGGTCTIGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCGTAACACCGATCC
ABAAGATTGTCCTGAGCGGTGAAAACGGCCTGARGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAACGGCTATCAGATGGGCCAGATCGAAAAAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATTCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCAARAAGATCACTGTAACC
GGGACCCTGTGGAACGGCAACAARATTATCGACGAGCGCCTGATCAACCCCGEGACGGCTCCCTGLT
GTTCCGCGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAGCGCATTTTGGCGGGA

SEQ ID NO0:83 {(15H1 (NF) protein}
MVFTLEDFVGDWRQTAGYNLDQOVLEQGGLSSLFONLGVSVTIPIQOKIVLSGENGLKIDIHVIIPYE
GLNGYQMGQIEKIFRVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLEFRVTINGVIGWRLCERILAG

SEQ ID NO:84 (Id-1F7-HT7 sandwich fusion nucleotide)

atgcttggtctgtecggagcaaagegtgtecatctegegetgegetgggacgegectgeecgectt
gctggacgagcagcecaggtgaacgtectgetectacgacatgaacggctgetactcacgectcaagy
agctggtgeccacectgecccagaaccgcaaagtgagcaaggtggagatecctgecageatgtaate
gactacatcagggacctgcagcetggagectgaactcggagictgaagtcgaggaccaccggaggcecy
gggactgcectgtecgegeccegetcagecacectgaacggegagatcagtgecttggeggecgagy
cggcatgtgttccagecgacgategeatcecttgtgtcgegtttctcttgagaatctttattttecag
gegtectggaggtggtggeggagegategecatggtgtttacactcgaagatttecgtaggggactyg
gcggcagacagcecggctacaacctggaccaagtecttgageagggeggtctgtecagtttgttte
agaatctcggggtgtcegtaacaccgatceccaaaggattgtectgagecggtgaaaacggectgaag
atcgacatccatgtcatcatecccgtatgaaggtctgageggegatcagatgggecagatcgaaaa
aatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggeacac
tggtaatcgacggggttacgeccgaacatgatcgactatttecggacggeecgtatgaaggecatcgee
gtgttcgacggcaaaaagatcactgtaaccgggacccectgtggaacggecaacaaaattatcgacga
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gcgcctgatcaaccccgacggetecctgetgttecgegtaaccatcaacggagtgaccggctgge
ggctgtgcgagcgcattttggegggatatctegagecaaccactgaggatetgtactttecagage
gataacgatggatccgaaatcggtactggecttteccattegacceccattatgtggaagtcetggy
cgagcgcatgcactacgtcgatgttggtecgegegatggcaccectgtgetgttectgcacyggta
acccgacctectectacgtgtggegecaacatcateccgecatgttgcaccgaccecategetgeatt
gctccagacctgatcggtatgggcaaatceccgacaaaccagacctgggttatttcttecgacgacca
cgtecgettcatggatgecttecatecgaageectgggtetggaagaggtegtectggtcattecacy
actggggctccgctectgggtttccactgggeccaagegcaatccagagecgegtcaaaggtattgea
tttatggagttcatcecgeectatececcgacctgggacgaatggecagaatttgeccgegagacctt
ccaggcctteegcaccaccgacgteggecgecaagetgatcatcecgatcagaacgtttttatcgagyg
gtacgctgccgatgggtgtegtecgeccgectgactgaagtcgagatggaccattaccygcgagecg
ttcectgaatectgttgaccegegagecactgtggegettcccaaacgagetgecaategecyggtga
gccagcgaacatcgtegegetggtecgaagaatacatggactggetgecaccagteccctgteececga
agctgctgttctgggacaccccagygcgttectgatcccaccggecgaagecgetegectggeccaaa
agcctygcectaactgcaaggctgtggacateggeccgggtctgaatctgectgcaagaagacaacce
ggacctgatcggcagcgagatcgesgecgetggetgtetactectggay

SEQ ID NO:85 (Id-1F7-HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCYSRLKELVPTLPONRKVSKVEILQHVI
DYIRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYFO
ASGGGGGAIAMVETLEDEVGDWRQTAGYNLDQVLEQGGLSSLFONLGVSVTPIQRIVLSGENGLK
IDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIA
VEDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVIINGVTIGWRLCERILAGYLEPTTEDLYFQS
DNDGSEIGTGEPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNI T PHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVREFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:86 (Id-13H1-HT7 sandwich fusion nucleotide)

atgcttggtctgtecggagcaaagegtgtececatctegegetgegetgggacgogectgeocgectt
gctggacgagragcaggigaacgtcectgetctacgacatgaacggetgetactcacgectcaagy
agctggtgeccraccctgeccecagaaccecgcaaagtgagcaaggtggagatectgecageatgtaate
gactacatcagggacctgcagectggagetgaactcecggagtctgaagtcgggaccaccggaggeaeyg
gggactgectgteccgegeocecgetcagecacectgaacggegagatcagtgecttggcggecgagg
cggcatgtgttccagecgacgatcgcatetigtgtegegttictcttgagaatetttatttteayg
gcgtctggaggtggtggcggagecgatcgeccatggtgtttacactecgaagatttegtaggggactyg
gcggcagacagecggctacaacctggatcaagtecttgagecagggeggtectgteccagtttgttte
agaatctcggggtgtccgtaacaccgatccaaaagattgtectgageggtgaaaacggectgaaqg
atcgacatccatgtcatcatceccgtatgaaggtctgaacggctatcagatgggccagatcgaaaa
aatttttaaggtggtgtaccetgtggatgatcatcacttiaaggtgattctgcactatggcacac
tggtaatcgacggggttacgecgaacatgatcgactattteggacggeecgtatgaaggcategec
gtgttcgacggcaaaaagatcactgtaaccgggaccectgtggaacgygcaacaaaattatecgacga
gcgcecectgatcaaccccgacggeteccrgetgticecgegtaaccatcaacggagtgaccggetygge
ggctgtgcgagegecattttggegggatatctecgageccaaccactgaggatectgtactttcagage
gataacgatggatccgaaatcggtactggetttecattecgacceccattatgtggaagtectggy
cgagcgcatgcecactacgtecgatgttggtecgegegatggecacecectgtgetgttectgecacggta
acccgacctectectacgtgtggegecaacatcateccgecatgttgcaccgacccatcagctgeatt
gctccagacctgatcecggtatgggcaaatccgacaaaccagaccigggttatiteticgacgacca
cgteocgcecttcatyggatgecttecatecgaageecctgggtetggaagaggtegtecctggtcattcacy
actggggctccgctctgggtttccactgggccaagegecaatccagagegegtcaaaggtattgea
tttatggagttcatccgecectatececgacctgggacgaatggecagaatttgececgegagacett
ccaggcecttecgcaccaccgacgtcggecgecaagetgatecatcgatcagaacgtttttatecgagg
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gtacgctgccgatgggtgtegteccgececgetgactgaagtegagatggaccattaccgecgagecy
ttectgaatectygttgaccgegagecactgtggegettocccaaacgagetgecaategecggtga
gccagcgaacatcgtcecgegetggtegaagaatacatggactggetgecaccagteccctgteecga
agctgectgttetyggggcecaccceccaggegttectgateccaccggecgaagecgectegectggecaaa
agcctgectaactgcaaggctgtggacatcggeccgggtetgaatctgetgcaagaagacaacce
ggacctgatcggcagegagatcgcgegetggetgtetactetggagatttecggt

SEQ ID NO0O:87 (Id-15H1~HT7 sandwich fusion protein)
MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCY SRLKELVPTLPONRKVSKVEILQEVI
DYIRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYFEFQ
ASGGGGGAIAMVFTLEDEVGDWRQTAGYNLDQVLEQGGLSSLEQNLGYVSVTPIQKIVLSGENGLK
IDIRVIIPYEGLNGYQMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIA
VEDGRKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGYLEPTTEDLYFQS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNIIPHVAPTHRCT
APDLIGMGKSDKPDLGYFFDDHVRFMDAFIEALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETEFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLQEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:88 (9B8 opit+K33N+LZ27V+T3IST+KA3R+Y68D nucleotide)

Atggtgtttacactcgaagatttcgtaggggactggcggcagacagecgygctacaacctggacca
agtccttgagcagggcggtgtgtccagtttgtttcagaatcteggggtgteccgtaactecgatce
aaaggattgtcctgageyggtgaaaacggectgaagatcgacatecatgtcatcatccecgtatgaa
ggtctgagceggcgatcagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatga
tcatcactttaaggtgattctgcactatggecacactggtaatcgacggggttacgccgaacatga
tcgactatttcggacggcegtatgaaggcatcgecgtgticgacggcaaaaagatcactgtaace
gggaccctgtggaacggcaacaaaattatcgacgagecgectgatcaacceccgacggcetecctget
gttcecgegtaaccatcaacggagtgaccggctggeggetgtgecgagegeattttggeyg

SEQ ID NO:89 (9B8 opt+K33N+L27V+T39T+K43R+Y68D protein)
MVFTLEDEVGDWROTAGYNLDQVLEQGGVSSLEQONLGVSVIPIOQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVIINGVTGWRLCERIL
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SEQ ID NO:90 (9B8 opt+K33N+L2T7TV+TI9T+K43R+Y68D sandwich fusion
nucleotide)
atgecttggtcectgtcecggagcaaagegtgtecatctegegetgegetgggacgecgcecetgecegeett
getggacgagcagcaggtgaacgtectgetcectacgacatgaacggetgectactcacgectcaagyg
agctggtgeccacccectgeeccagaaccgcaaagtgagcaaggtggagatecctgecagecatgtaate
gactacatcagggacctgcagctggagctgaactecggagtetgaagtecgggaccaccggaggecy
gggactgcctgtecgegecccygetecagecaccetgaacggcgagatcagtgecttggeggeecgagg
cggcatgtgttceccagecgacgatcgcatctigtgtegegtttetcttgagaatetttattttcag
gegtcectggaggtggtggeggagegatcgecatggtgtttacactegaagatttegtaggggacty
gcggcagacagccggcectacaacctggaccaagtecettgagcagggeggtgtgtecagtttgttte
agaatctcggggtgtcegtaactecygatcecaaaggattgtectgagecggtgaaaacggectgaay
atcgacatccatgtcatcatcececgtatgaaggtctgagecggecgatcagatgggcecagatcgaaaa
aatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggcacac
tggtaatcgacggggttacgccgaacatgatcgactatticggacggecgtatgaaggcategece
gtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacyga
gegectgatcaacccecgacggcteectgetgttecegegtaaccatcaacggagtgaccggctgace
ggctgtgcgagcgcattitggegggatatctcgageccaaccactgaggatectgtactttcagage
gataacgatggatccgaaatcggtactggectttccattcgacccccattatgtggaagtectyggy
cgagcgcatgcecactacgtegatgttggtecgegegatggcacecctgtgetgttectgecacggta
acccgacctectectacgtgtggegecaacatcateccegecatgttgcaccgacceccatecgetgeatt
geteccagacctgatecggtatgggecaaatccgacaaaccagacctgggttatttettecgacgacea
cgtccgettecatggatgecttecatecgaagecctgggtetggaagaggtegtectggtcattcacy
actggggctcegectectgggttteccactygggoccaagegcaatccagagecgecgtcaaaggtattgea
tttatggagttcateccgecctateccgacctgggacgaatggecagaatitgeccegegagacett
ccaggccttcecgcaccaccgacgtcggecgecaagetgatcategatecagaacgtttttatecgagy
gtacgctgccgatgggtatcgtecgececgectgactgaagticgagatggaccattaccgecgagecyg
ttcctgaatcctgttgaccgcgagecactgtggecgetticccaaacgagetgecaatecgecggtga
gccagcgaacatcecgtcecgegetggtecgaagaatacatggactggctgecaccagteecectgteccga
agctgctgttcectggggeaccccaggegttetgateccaccggecgaagecgetecgectggecaaa
agcctgcecctaactgcaaggoctgtggacatcggececgggtctgaatetgetgcaagaagacaacce
ggacctgatcggcagcgagatcgegegetggetgtctactetggagatttecgygt

SEQ ID N0O:9%1 (9B8 opt+K33N+LZ7TV+T39T+RK43R+Y68D sandwich fusion
protein)

MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCY SRLKELVPTLPONRKVSKVEILQHVI
DYIRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYEFQ
ASGGGGGATAMVEFTLEDFVGDWROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLK
IDIHVIIPYEGLSGDOMGQIEKIFRVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIA
VFDGKRITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGYLEPTTEDLYEQS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTIPVLFLHGNPTSSYVWRNIIPHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVREFMDAFIEALGLEEVVLVIHDWGSALGEFHWAKRNPERVKGIA
FMEFIRPIPIWDEWPEFARETFQAFRTTDVGRKLIIDONVEIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWREPNELPIAGEPANIVALVEEYMDWLHQSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLOEDNPDLIGSEIARWLSTLEISG

SEQ ID NO:9%2 (988 opt+X33N+T38T+K43R+Y68D nucleotide)

Atggtgtttacactcgaagatttecgtaggggactggecggcagacagecggctacaacctggaccea
agtccttgagcagggeggtctgteccagtttgtttcagaatctecggggtgtecgtaacteccgatec
aaaggattgtcctgagecggtgaaaacggcecctgaagatcgacatecatgteatcatececcgtatgaa
ggtctgagecggcgatcagatgggcecagatcgaaaaaatttittaaggtgatgtaccectgtggatga
tcatcactttaaggtgattctgcactatggcacactggtaatcgacggogttacgecgaacatga
tcgactattteggacggecgtatgaaggecategecgtgttcgacggecaaaaagatcactgtaacc
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gggaccctgtggaacggcaacaaaattatcgacgagecgectgatcaacccecgacggetecctget
gtteegegtaaccatcaacggagtgaccggetggeggetgtgegagegecattittggey

SEQ ID NO:93 (9B8 opt+K33N+T39T+K43R+Y68D protein)
MVFTLEDEVGDWROTAGYNLDOVLEQGGLSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDY FGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:94 (9B8 opt+K33N+T39T+K43R+Y68BD sandwich fusion
nucleotide)
atgctitggtctgtcggagcaaagegtgteccatctegecgetgecgctgggacgegectgeccgectt
gctggacgagcagcaggtgaacgtcctgetctacgacatgaacggctgectactecacgectcaagy
agctggtgcccaccctgecccagaaccgcaaagtgagcaaggtggagatectgecageatgtaate
gactacatcagggacctgcagcectggagetgaactecggagtectgaagtcgggaccaccggaggecy
gggactgectgtcecgegeccegetecagecacectgaacggegagatcagtgecttggecggecgagy
cggcatgtgttccagecgacgategecatecttgtgtegegtttetettgagaatectttattttcag
gecgtetggaggtggtyggcggagegatcgeccatggtgtttacactecgaagatttegtaggggacty
gcggcagacagcecggcetacaacctggaccaagtecttgagecagggeggtetgteccagtttgttte
agaatctcggggtgtecgtaactecgatceccaaaggattgtecctgageggtgaaaacggcctgaay
atcgacatccatgtecatcatcccgtatgaaggtctgageggegatcagatgggecagatcgaaaa
aatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggcacac
tggtaatcgacggggttacgecgaacatgatcgactatttoggacggeecgtatgaaggcategee
gtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcecgacga
gcgcctgatcaacececcgacggectecctgctgttecgegtaaccatcaacggagtgaccggetgge
ggctgtgcgagecgecattttggecgggatatctecgagecaaccactgaggatectgtactttcagage
gataacgatggatccgaaatcoggtactggetttecattecgaccceccattatgtggaagtcecctggyg
cgagegcecatgcactacgteogatgttggtececgegegatggecacceectgtgetgttectgecacggta
acccgacctectectacgtgtggegcaacatcateccecgecatgttgecaccgacceategetgeatt
gcteccagacctgatcggtatgggcaaatcecgacaaaccagacctgggttatttecttcgacgacea
cgtececgettecatggatgecttcatcgaageectgggtctggaagaggtecgtectggtecattcacy
actggggctccegctetygggtttccactgggeccaagegcaatecagagecgegtcaaaggtattgea
tttatggagttcatcecgecectatcecegacctgggacgaatggeccagaatttgececcgecgagacctt
ccaggcecettceccgecaccaccgacgtecggecgcaagctgatcatecgatcagaacgtttttategagy
gtacgctgccgatgggtgtecgtecgeeccgetgactgaagicgagatggaccattaccgecgagaecy
ttcetgaatcectgttgaccgegagecactgtggcegetteccaaacgagetgecaatecgecggtga
gccagcgaacatcgtcgegetggtecgaagaatacatggactggetgecaccagtececectgtecega
agctgctgttctggggcaccccaggegttctgatcccaccggeccgaagecgetegectggecaaa
agcctgectaactgcaaggctgtggacatcggecegggtectgaatctgectgcaagaagacaacec
ggacctgatcggcagcgagatcgegegetggetgtctactectggagattteeggt

SEQ ID NO:95 (9B8 opt+K33N+T39T+K43R+Y68D sandwich fusion
protein)
MLGLSEQSVSISRCAGTRLPALLDEQQVNVLLYDMNGCYSRLKELVPTLPONRKVSKVEILOHVT
DYIRDLOLELNSESEVGTTGGRGLPVRAPLSTLNGEISALAAEAACVPADDRILCRVSLENLYFQ
ASGGGGGAIAMVETLEDEFVGDWRQTAGYNLDQVLEQGGLS SLEFONLGVSVTPIQRIVLSGENGLK
IDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTPNMIDYFGRPYEGIA
VEDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVIINGVTIGWRLCERILAGYLEPTTEDLYEQS
DNDGSEIGTGFPFDPHYVEVLGERMHYVDVGPRDGTPVLFLHGNPTSSYVWRNI I PHVAPTHRCI
APDLIGMGKSDKPDLGYFFDDHVRFMDAFIRALGLEEVVLVIHDWGSALGFHWAKRNPERVKGIA
FMEFIRPIPTWDEWPEFARETFQAFRTTDVGRKLITIDONVEIEGTLPMGVVRPLTEVEMDHYREP
FLNPVDREPLWRFPNELPIAGEPANIVALVEEYMDWLHOSPVPKLLFWGTPGVLIPPAEAARLAK
SLPNCKAVDIGPGLNLLOEDNPDLIGSEIARWLSTLEISG
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SEQ ID NO:96 (CRE)
GCACCAGACAGTGACGTCAGCTGCCAGATCCCATGGCCGTCATACTGTGACGTCTTTCAGACACC
CCTTGACGTCAATGGGAGAACA

SEQ ID NO:97 (Nucleotide CP 84 no linker)
Atggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgee
gaacatgatcgactatttcggacggecgtatgaaggcatcgecgtgttcgacggcaaaaagateca
ctgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccececgacgge
tceectgetgtteecgegtaaccatcaacggagtgaccggetggegectgtgcgagegeattttgge
gatggtgtttacactcgaagatttegtaggggactggcggcagacagecggectacaacctggace
aagtccttgagcagggeggtgtgteccagtttgtttcagaatecteggggtygtecgtaactecgate
caaaggattgtcctgageggtgaaaacyggectgaagatcecgacatecatgtecatcatececegtatga
aggtctgagcggegatcagatgggecagatcgaaaaaatttttaaggtggtgtaccectgty

SEQ ID NO:98 (Protein CP 84 no linker)
MDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKI IDERLINPDG
SLLFRVTINGVTGWRLCERILAMVEFTLEDFVGDWROTAGYNLDOVLEQGGVSSLEFONLGVSVTPT
QORIVLSGENGLKIDIHVIIPYEGLSGDOQMGQIEKIFKVVYRV

SEQ ID NO:9% (Nucleotide CP 84 5AA linker)
Atggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgec
gaacatgatcgactatttcggacggeccgtatgaaggcatcgecgtgttecgacggcaaaaagatca
ctgtaaccgggacccectgtggaacggcaacaaaattatcgacgagegectgatcaaccoccgacggce
tcectgectgttecgegtaaccatcaacggagtgaccggetggeggectgtgecgagegeattttgge
ggggagctccecggtggaatggtgtttacactcgaagatttegtaggggactggecggcagacagecy
gctacaacctggaccaagtcecttgagecagggcggtgtgteccagtttgtttcagaatectecggggty
tccgtaactceccgatceccaaaggattgtectgageggtgaaaacggectgaagatecgacatccatgt
catcatcccegtatgaaggtctgageggegatcagatgggeccagatcgaaaaaatttttaaggtgyg
tgtaccctgtg

SEQ ID NO:100 (Protein CP 84 HAA linker)
MDDHHFRVILHYGTLVIDGVIPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINPDG
SLLFRVIINGVTGWRLCERILAGSSGGMVETLEDEFVGDWROTAGYNLDQVLEQGGVSSLFONLGV
SVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOQMGOQIEKIFKVVYPV

SEQ ID NO:101 (Nucleotide CP 84 10AA linker)
Atggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgec
gaacatgatcgactatttcggacggecgtatgaaggcategecgtgttecgacggcaaaaagatca
ctgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccececgacgge
tcectgetgtteecgegtaaccatcaacggagtgaccggcectggeggetgtgecgagegecattttgge
gggaagttctggtggagggagctccggtggaatggtgtttacactcgaagatttegtaggggact
ggcggcagacagcecggcetacaacctggaccaagtecttgagecagggeggtgtgtecagtttgttt
cagaatctcggggtgtcecgtaactecgatcraaaggattgtectgageaggtgaaaacggectgaa
gatcgacatccatgtcatcatcecgtatgaaggtctgageggcgatcagatgggecagatcgaaa
aaatttttaaggtggtgtaccctgtyg

SEQ ID N0:102 ({(Protein CP 84 1022 linker)
MDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEFDGKKITVIGTLWNGNKIIDERLINPDG
SLLFRVTINGVTGWRLCERILAGSSGGGSSGEGMVEFTLEDEVGDWROTAGYNLDOQVLEQGGVSSLE
ONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOQIEKIFKVVYPV

SEQ ID NO:103 (Nucleotide CP 84 20AA linker)
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Atggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgcee
gaacatgatcgactatttcggacggcecgtatgaaggcatcgeecgtgtticgacggcaaaaagatca
ctgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaacecccgacgyge
tceetgetgttecgegtaaccatcaacggagtgaccggctggeggetgtgegagegeattitgge
gggaagttetggtggagggagectecggtggaggaagttectggtggagggageticeggtggaatygy
tgtttacactegaagatticgtaggggactggeggcagacagecggctacaacctggaccaagte
cttogagcagggcggtgtgtccagtttgtttcagaatcteggggtgtecgtaacteecgatecaaagy
gattgtcctgagecggtgaaaacggectgaagatcgacatccatgtecatcatecegtatgaaggte
tgagcggcgatcagatgggccagatcgaaaaaatttttaaggtggtgtacecctgty

SEQ ID NO:104 (Protein CP 84 20AA linker)
MDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDG
SLLERVTINGVTGWRLCERILAGSSGGGSSGGGSSGEGESSGEMVETLEDFVGDWRQTAGYNLDOV
LEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFRVVYPV

SEQ ID NO:105 (Nucleotide CP 95 no linker)
Atgggcacactggtaatcgacggggttacgecgaacatgatcgactatttecggacggecgtatga
aggcatcgecgtgttcgacggcaaaaagatcactgtaaccgggaccctgiggaacggcaacaaaa
ttatcgacgagcgectgatcaacccecgacggeteectgetgttecgegtaaccatcaacggagty
accggctggcggetgtgegagegecattttggecgatggtgtttacactcgaagatttegtagggga
ctggcggcagacagcecggctacaacctggaccaagtecttgagecagggeggtgtgteccagtttgt
ttcagaatctcggggtgtecgtaactecgatccaaaggattgtectgageggtgaaaacggecty
aagatcgacatccatgtcatcatcecccecgtatgaaggtctgageggegatcagatgggecagatcga
aaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgeactat

SEQ ID N0O:106 (Protein CP 85 no linker)
MGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTIGTLWNGNKI IDERLINPDGSLLFRVTINGV
TGWRLCERILAMVETLEDEVGDWROTAGYNLDQVLEQGGVSSLFONLGVSVIPIQRIVLSGENGL
KIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHY

SEQ ID N0:107 (Nucleotide CP 95 5AA linker)
Atgggcacactggtaatcgacggggttacgecgaacatgatcgactatttecggacggecgtatga
aggcatcgececgtgttegacggecaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaa
ttatcgacgagecgectgatcaaccceccgacggetecctgetgttecgegtaaccatcaacggagtyg
accggctggeggctgtgegagegecattttggeggggagetecggtggaatggtgtttacactega
agatttcgtaggggactggcggcagacagecggctacaacctggaccaagccttgagecagggcy
tgtgtccagttigtttcagaatcteggggtgtccgtaactccgatceccaaaggattgtectgage
ggtgaaaacggcctgaagatecgacatecatgtcatcateccgtatgaaggtectgageggegatca
gatgggccagatcgaaaaaatttttaaggtggtgtaccectgtggatgatcatcactttaaggtga
ttctgcactat

SEQ ID NO:108 {Protein CP 95 5AA linker)
MGTLVIDGVITPNMIDYFGRPYEGIAVEDGRKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGV
TGWRLCERILAGSSGGMVEFTLEDEFVGDWRQTAGYNLDOVLEQGGVSSLFONLGVSVTPIQRIVLS
GENGLKIDIHVIIPYEGLSGDOMGQIEKIFRKVVYPVDDHHEFKVILHY

SEQ ID N0O:109 (Nucleotide CP 95 10AA linker)

Atgggcacactggtaatcgacggggttacgccgaacatgatcgactatttecggacggecgtatga
aggcatcgeegtgttegacggecaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaa
ttatcgacgagecgcctgatcaaccceccgacggetecctygetgtteecgegtaaccatcaacggagty
accggctggcyggctgtgecgagegeattttggecgggaagttctggtggagggagetecggtggaat
ggtgtttacactcgaagatttcgtaggggactggcggecagacagcecggetacaacctggaccaayg
tecttgagecagggcggtgtgtecagtitgtttcagaatctcggggtgtecgtaactecgatccaa
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aggattgtcctgagcecggtgaaaacggectgaagatcgacatccatgtcatcatececgtatgaagg
tctgagcggcgatcagatgggecagatecgaaaaaatttttaaggtggtgtacectgtggatgate
atcactttaaggtgattctgcactat

SEQ ID NO:110 (Protein CP 95 10AA linker)
MGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGV
TCGWRLCERILAGSSGGGSSGGMVEFTLEDEVGDWROQTAGYNLDOQVLEQGGVSSLEQNLGVSVTPIQ
RIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHEY

SEQ ID NO:111 (Nucleotide CP 95 20AA linker)
Atgggcacactggtaatcgacggggttacgecgaacatgatcecgactatttcggacyggecgtatga
aggcatcgecegtgttcgacggcaaaaagatcactgtaaccgggacectgtggaacggcaacaasa
ttatcgacgagegectgatcaacceegacggeteeectgetgttecgegtaaccatcaacggagtg
accggctyggeggctgtgegagegecattttggegggaagttectggtggagggageteeggtaggagy
aagttcectggtggagggagcectecggtggaatggtgtttacactecgaagatttegtaggggactyge
ggcagacagcecggctacaacctggaccaagtecttgagecagggcggtgtgtecagtttgtttcecag
aatctcggggtgtecgtaactecgatecaaaggattgtecctgageggtgaaaacggcctgaagat
cgacatccatgtcatcatcoecgtatgaagotctgagecggegatcagatgggecagatcgaaaaaa
tttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgeactat

SEQ ID NO:112 (Protein CP 85 202A linker)
MGTLVIDGVITPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLEFRVTINGV
TGWRLCERILAGSSGGGSSGGGSSGGGSSGEGMVETLEDFVGDWROTAGYNLDOVLEQGGVSSLEQ
NLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFRKVVYPVDDHHEHFKVILHY

SEQ ID NO:113 (Linker)
(GSGG)w

SEQ ID NO:114 (L27V CP 5 TEV)
Atggatttegtaggggactggcggcagacagecggctacaacctggaccaagtecttgagecaggg
cggtgtgtceccagtitgtttcagaatcteggggtgtcecgtaactecgateccaaaggattgtectyga
gcggtgaaaacggcctgaagatcgacatceccatgtecatcateeccgtatgaaggtetgageggegat
cagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggt
gattctgcactatggcacactggtaategacggggttacgecgaacatgatecgactatticggac
ggccgtatgaaggcatcegecgtgttegacggcaaaaagatcactgtaaccgggacccigtggaac
ggcaacaaaattatcgacgagcgectgatcaaccececgacggectcecectgecrtgttecgegtaaccat
caacggagtgaccggctggeggctagtgcgagegeattttggegggaagttectggtggaggaagtt
ctggtggagagcectactactgagaacttgtacttccagagegataacggaagttectggtggagga
agttctggtggaatggtgtttacactcgaa

SEQ ID NO:115 (L27V CP 5 TEV)
MDEVGDWRQTAGYNLDQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGD
OMGOIERIFKVVYPVDDHHEFKVILEYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVIGTLWN
GNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYEFQSDNGSSGGG
SSGGMVETLE

SEQ ID NO:116 (L27V CP 6 TEV)

atgttcgtaggggactggcggcagacagcecggctacaacctggaccaagteecttgagcagoggcygyg
tgtgtccagtttgtttcagaatctecggggtgteecgtaacteccgatccaaaggattgtectgageg
gtgaaaacggcctgaagatcgacatccatgtcatcatececcgtatgaaggtctgageggegatecay
atgggccagatcgaaaaaatttttaaggtggtgtaccectgtggatgatcatcactttaaggtgat
tctgecactatggcacactggtaatecgacggggttacgecgaacatgategactattteggacgge
cgtatgaaggcatcgececgtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacyggce
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aacaaaattatcgacgagecgcecctgatcaaccecgacggetecctgectgticcgegtaaccatcaa
cggagtgaccggctggcggctgtgcgagegecattitggecgggaagttectggtggaggaagtictyg
gtggagagcectactactgagaacttgtacttccagagecgataacggaagttcectggtggaggaagt
tctggtggaatggtgtttacactcgaagat

SEQ ID NO:117 (L27V CP 6 TEV)
MEVGDWROTAGYNLDOVLEQGGVSSLFONLGVSVTPIORIVLSGENGLEIDIHVIIPYEGLSGDO
GQIERIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNG
NKIIDERLINPDGSLLFRVTINGVTIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS
SGGMVETLED

SEQ ID NO:118 (L27V CP 7 TEV)
atggtaggggactggcggcagacagcecggctacaacctggaccaagtecctigagecagggeggtat
gtccagtttgtttcagaatcteggggtgtecgtaactcecgatccaaaggattgtectgageggty
aaaacggcctgaagatcgacatccatgtcatcatceccecgtatgaaggtectgageggegatcagaty
ggccagatcgaaaaaatttttaaggtggtgtaccectgtggatgatcatcactttaaggtgattct
gcactatggcacactggtaatcgacggggttacgccgaacatgatcgactatttcggacggeegt
atgaaggcatcgcecgtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaac
aaaattatcgacgagcecgectgatcaacccecgacggceteectgetgttecgegtaaccatcaacgg
agtgaccggctggcggctgtgecgagegcatttiggegggaagttctggtggaggaagttctgatyg
gagagcctactactgagaacttgtacttecagagegataacggaagttctggtggaggaagttet
ggtggaatggtgtttacactcgaagatttce

SEQ ID NO:118 (L27V CP 7 TEV)

MVGDWRQTAGYNLDQVLEQGGVS SLFONLGVSVTPIQRIVLSGENGLKIDIHVI I PYEGLSGDOM
GQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKRI TVTGTLWNGN
KIIDERLINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNGSSGGGSS
GGMVFTLEDF

SEQ ID NO:120 (L27V CP § TEV)
atggactggcggcagacagcecggctacaacctggaccaagtecttgagcagggeggtgtgtecaqg
tttgtttcagaatecteggggtgteccgtaactecgatccaaaggattgtecctgageggtgaaaacy
gcecctgaagatcgacatecatgtcatecatecegtatgaaggtetgageggegatcagatygggecay
atcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecacta
tggcacactggtaatcgacggggttacgecgaacatgatcgactatticggacggeecgtatgaag
gcatcgecegtgttcecgacggcaaaaagatcactgtaacecgggaccctgtggaacggcaacaaaatt
atcgacgagcgectgatcaacceogacggctecetgetgttececgegtaaccatcaacggagtgac
cggctggeggectgtgegagegeattttggegggaagttctggtggaggaagttetggtyggagage
ctactactgagaacttgtacttccagagecgataacggaagttctggtggaggaagttctggtgga
atggtgtttacactcgaagatttcgotaggyg

SEQ ID NO:121 (L27V CP 9 TEV)
MDWRQTAGYNLDOVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKI DIHVI I PYEGLSGDOMGO
IEKIFKVVYPVDDHEFKVILHYGTLV IDGVTPNMIDY FGRPYEGIAVFDGKK I TVTGTLWNGNK T
IDERLINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLY FOSDNGSSGGGSSGE
MVFTLEDFVG

SEQ ID NO:122 (L27v CP 11 TEV)

Atgcggcagacagecggctacaacctggaccaagtecttgagecagggeggtgtgtecagtttgtt
tcagaatctcggggtgtecgtaactecgatccaaaggattgtectgageggtgaaaacggeetga
agatcgacatccatgtcatcatcecegtatgaaggtctgagcgygcgatcagatgggecagatcgaa
aaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggcac
actggtaatcgacggggttacgccgaacatgatcgactatttecggacggecegtatgaaggeatcyg
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cegtgttcgacggcaaaaagatcactgtaaccgggaccectgtggaacggcaacaaaattatcegac
gagcgccetgatcaaccccgacggcteectgetgttcegegtaaccatcaacggagtgaccggetya
geggctgtgcgagegecattttggegggaagttctggtggaggaagttectggtggagagectacta
ctgagaacttgtacttccagagcecgataacggaagtictggtggaggaagtttctggtggaataggty
tttacactcecgaagatttcgtaggggactygg

SEQ ID NO:123 (L27V CP 11 TEV)
MROTAGYNLDQVLEQGGVSSLEONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIE
KIFKVVYPVDDHHFKVILHEYGTLVIDGVT PNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIID
ERLINPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMV
FTLEDFVGDW
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SEQ ID NO:124 (L27V CP 12 TEV)
Cagacagccggctacaacctggaccaagtecttgagecagggeggtgtgtecagtttgtticagaa
tcteggggtgtecgtaacteccgatccaaaggattgtectgageggtgaaaacggectgaagatey
acatccatgtcatcateccecegtatgaaggtetgageggcgatcagatgggccagatcgaaaaaatt
tttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecactatyggecacactggt
aatcgacggggttacgccgaacatgatcgactatttecggacggecgtatgaaggcatecgeecgtagt
tcgacggcaaaaagatcactgtaaccgggaccectgtggaacggcaacaaaattatecgacgagege
ctgatcaacccecgacgygctceecetgetgttecgegtaaccatcaacggagtgaccggetggegget
gtgcgagcgcattttggcgggaagttctyggtggaggaagttcectggtggagagectactactgagsa
acttgtacttccagagcgataacggaagtictggtggaggaagttctggtggaatggtgttitaca
ctcgaagatttegtagyyg

SEQ ID NO:125 (L27V CP 12 TEV)
OTAGYNLDQVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKT
FRKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDER
LINPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQOSDNGSSGGGS SGGMVET
LEDEVG

SEQ ID NC:126 (L27V CP 15 TEV)

atgggctacaacctggaccaagtcecttgagecagggeggtgtgtccagtttgtttcagaatetegg
ggtgtceccgtaactecgatccaaaggattgtectgagecggtgaaaacggcectgaagatcgacatcec
atgtcatcatceccecgtatgaaggtctgageggegatcagatgggccagatecgaaaaaatttttaag
gtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcga
cggggttacgecgaacatgatcgactatticggacggecgtatgaaggcatecgeecgtgttegacy
gcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatce
aaccccgacggcetecctgetgttecgegtaaccatcaacggagtgaccggetggeggetgtgega
gecgecattttggecgggaagttectggtgogaggaagttctggtggagagectactactgagaacttgt
acttccagagcgataacyggaagttcectggtggaggaagttctgatggaatggtgtttacactcgaa
gatttcgtaggggactggeggcagacagec

SEQ ID NO:127 (L27V CP 15 TEV)
MGYNLDQVLEQGGVSSLFQONLGVSVTPIQRIVLSGENGLKIDIHEVIIPYEGLSGDOMGQIEKIFK
VVYPVDDHHEFKVILHYGTLVIDGVT PNMIDYFGRPYEGIAVFDGRKKITVTGTLWNGNKIIDERLT
NPDGSLLFRVTINGVTGWRLCERILAGS SGGGSSGGEPTTENLYFQSDNGS SGGGS SGEMVETLE
DFVGDWRQTA

SEQ ID NO:128 (L27V CP 18 TEV)
ctggaccaagtccttgagecagggeggtgtgteccagtttgittcagaatectecggggtgtecgtaac
tccgatceccaaaggattgtectgageggtgaaaacggectgaagatcgacatecatgtecatcatec
cgtatgaaggtctgagcggcecgatcagatgggccagatcgaaaaaatttttaaggtggtgtaceet
gtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgee
gaacatgatcgactatttcggacggecegtatgaaggcatcgeegtgttegacggcaaaaagatca
ctgtaaccgggaccctgtggaacyggcaacaaaattatecgacgagegectgatcaacececcgacgge
tcectgetgttecgegtaaccatcaacggagtgaccggetggeggetgtgegagegeattttgge
gggaagttectggtygaggaagtictggtggagagectactactgagaacttgtacttcecagagey
ataacggaagttctggtggaggaagttctggtggaatggtgtttacactcgaagatttcgtagygg
gactggcggcagacagceccggcetacaac

SEQ ID NO:129 (L27V CP 18 TEV)
LDOVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYP
VDDHHEFKVILHYGTLVIDGVTIPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDG
SLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGEGMVETLEDEVG
DWRQTAGYN
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SEQ ID NOC:130 (L27v CP 21 TEV)
gtcettgagcagggeggtgtgteccagtttgtttcagaatctecggggtgtccgtaactecgateca
aaggattgtcctgagecggtgaaaacggecetgaagatcgacatecatgtcatcateccecygtatgaag
gtctgagcecggcgatcagatgggccagatcgaaaaaattitttaaggtggtgtaccectgtggatgat
catcactttaaggtgattctgcactatggcacactyggtaatcgacggggttacgecgaacatgat
cgactatttecggacggccgtatgaaggecategeecgtgttecgacggcaaaaagatcactgtaacey
ggaccctgtggaacggcaacaaaattatcgacgagcecgectgatcaaccecgacggeteectgety
ttcecgegtaaccatcaacggagtgaccyggetggeggctgtgegagegeattttggecgggaagttc
tggtggaggaagttctggtggagagectactactgagaacttgtacttccagagecgataacggaa
gttctggtggaggaagttctggtggaatggtgtttacactecgaagatttecgtaggggactggcgg
cagacagccggctacaacctggaccaa
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SEQ ID NO:131 (L27V CP 21 TEV)
VLEQGGVSSLFONLGVSVTPIORIVLSGENGLKIDIHVI IPYEGLSGDOMGQIEKIFKVVYPVDD
HHFRKVILHYGTLYIDGVTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKI IDERLINPDGSLL
FRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGS SGGGS SGEGMVETLEDFVGDWR
OTAGYNLDQ

SEQ ID NO:132 (L27V CP 24 TEV)
cagggcggtgtgtecagtttgtttcagaatctecggggtygtecgtaactecgatccaaaggattgt
cctgagcggtgaaaacggcctgaagatcgacatecatgtcatcatececgtatgaaggtectgageg
gcgatcagatgggccagatcgaaaaaatttttaaggtggtgtaccetgtggatgatcatcacttt
aaggtgattctgcactatggcacactggtaatcgacggggttacgccgaacatgatcgactattt
cggacggccgtatgaagacatcgecgtgticgacggcaaaaagatcactgtaaccgggacectgt
ggaacggcaacaaaattatcgacgagcgectgatcaacccecgacggetecctgctgttecgegta
accatcaacggagtgaccggctggecggctgtgcgagegeattttggecgggaagttectggtggagy
aagttctggtggagagcctactactgagaacttgtacttccagagcgataacggaagttctggtyg
gaggaagttctggtggaatggtgtttacactecgaagattitcgtaggggactggcggecagacagec
ggctacaacctggaccaagtecttgag

SEQ ID NO:133 (L27V CP 24 TEV)
QOGGVSSLFQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFE
KVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKI IDERLINPDGSLLERV
TINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGESSGGGSSGGMVETLEDFVGDWRQTA
GYNLDQVLE

SEQ ID NO:134 (L27V Cp 27 TEV)
gtgtccagtttgtttcagaatcteggggtgteccgtaactecgatccaaaggatigtecctgagegy
tgaaaacggectgaagatcgacatccatgtecatcateececgtatgaaggtectgagecggegatcaga
tgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatt
ctgcactatggcacactggtaatcgacggggttacgccgaacatgatecgactatttcggacggec
gtatgaaggcatcgaccgatgttegacggcaaaaagatcactgtaaccgggaccctgtggaacggea
acaaaattatcgacgagcecgcecctgatcaaccecegacggceteeectgetgttececgegtaaccatcaac
ggagtgaccggctggcggetgtgegagegeattttggegggaagttctggtggaggaagttectgyg
tggagagcectactactgagaacttgtacttccagagecgataacggaagttectggtggaggaagtt
ctggtggaatggtygtttacactcgaagatttegtaggggactggeggcagacagecggctacaac
ctggaccaagtcecttgagecagggcggt

SEQ ID NO:135 (L27V CP 27 TEV)
VSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIERIFKVVYPVDDERFKVI
LHYGTLVIDGVIPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKI IDERLINPDGSLLFRVTIN
GVITGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS SGEGMVETLEDEVGDWROTAGYN
LDQVLEQGG

SEQ ID NO:136 (L27V CP 34 TEV)

atgctcggggtagtecegtaactecgatecaaaggattgtectgageggtgaaaacggectygaagat
cgacatccatgtcatcateccgtatgaaggtetgageggecgatcagatgggecagatcgaaaaaa
tttttaaggtggtgtaccetgtggatgatcatcactttaaggtgattctgcactatggcacactyg
gtaatcgacggggttacgccgaacatgatcgactatttcggacggeecgtatgaaggecatecgeogt
gttcgacggcaaaaagatcactgtaaccgggaccectgtggaacggcaacaaaattatcgacgage
gcectgatcaaccecgacggetcecceectgetgttecgegtaaccatcaacggagtgaccggctggegy
ctgtgcgagegecattttggegggaagttcectggtggaggaagtictggtggagagectactactga
gaacttgtacttccagagcgataacggaagttctggtggaggaagttctggtggaatggtgttta
cactcgaagatttecgtaggggactggeggcagacageecggectacaacctggaccaagtceccttgag
cagggcggtgtgteccagttigtttcagaat
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SEQ ID NO:137 (L27V CP 34 TEV)
MLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOQIEKIFKVVYPVDDHEFKVILHYGTL
VIDGVTPNMIDYFGRPYEGIAVEFDGRKITVIGTLWNGNKIIDERLINPDGSLLFRVT INGVIGWR
LCERILAGSSGGGSSGGEPTTENLYFQSDNGS SGGES SGGMVFTLEDFVGDWROTAGYNLDOVLE
QGGVSSLEQON

SEQ ID NO:138 (L27V CP 40 TEV)

Atgccecgatceccaaaggattgtectgagecggtgaaaacggeccectgaagategacateccatgtcatcat
ccegtatgaaggtetgageggegatcagatgggeccagatcgaaaaaatttttaaggtggtgtace
ctgtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacyg
ccgaacatgatcgactattteggacggeegtatgaaggeatecgecgtygttcgacggcaaaaagat
cactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagecygcctgatcaaccccgacyg
gctcecectgetgtteccgegtaaccatcaacggagtgaccggetggeggetgtgecgagegeattityg
gcgggaagttctggtggaggaagttectggtggagagectactactgagaacttgtactteccagag
cgataacggaagttctggtggaggaagttctggtggaatggtgtttacactcgaagatttegtag
gggactgocggcagacagecggectacaacctggaccaagtecttgagcagggeggtgtgteccagt
ttgtttcagaatctcggggtgtccgtaact

SEQ ID NO:139 (L27V CP 40 TEV)
MPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVT
PNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTIINGVIGWRLCERIL
AGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGEGMVETLEDFVGDWROTAGYNLDQVLEQGGVSS
LEQNLGVSVT

SEQ ID NO:140 (L27V CP 43 TEV)

Atgaggattgtcctgagcecggtgaaasacggcecectgaagatcgacatcecatgtcatcatecegtatyga
aggtctgagcggcgatcagatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatyg
atcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgccgaacatyg
atcgactattitcggacggccgtatgaaggcatcgecgtgttecgacggecaaaaagatcactgtaac
cgggacccetagtggaacggeaacaaaattatcgacgagecgectgatcaaceccgacggeteectyge
tgttccgegtaaccatcaacggagtgaccggetggcggcetgtgecgagegeattttggegggaagt
tctggtggaggaagtitctggtggagagectactactgagaacttgtacttccagagegataacgyg
aagttctggtggaggaagttctagtggaatggtgtttacactcgaagatttegtaggggactgge
ggcagacagccggctacaacctggaccaagtecttgagcagggeggtgtgtecagtttgttteag
agatctcggggtgtccgtaacteccgatecaa

SEQ ID NO:141 (L27V CP 43 TEV)
MRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLV IDGVTPNM
IDYFGRPYEGIAVFDGKKITVTGTLWNGNKI I DERLINPDGSLLFRVTINGVTGWRLCERILAGS
SGGGSSGGEPTTENLYFOSDNGSSGGGSSGEMVFTLEDFVGDWROTAGYNLDOVLEQGGVSSLFQ
NLGVSVTPIQ

SEQ ID NO:142 (L27V CP 44 TEV)

Atgattgtcctgagcggtgaaaacggectgaagategacatecatgtcatecatececgtatgaagy
tctgagecggegatcagatgggecagatcgaaaaaatttttaaggtggtgtacecctgtggatgate
atcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatgatce
gactatttcggacggccecgtatgaaggecategecgtgttegacggcaaaaagatcactgtaaccgyg
gaccctgtggaacggcaacaaaattatcgacgagecgectgatcaacececgacggeteecctgetgt
tcegeotaaccatcaacggagtgacecggcetggeggctgtgcgagegecattttggegggaagttct
ggtggaggaagttctggtggagagectactactgagaacttigtacttccagagegataacggaag
ttctggtggagoaagttoctggtggaatggtgtttacactcecgaagatttegtaggggactggegge
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agacagccggctacaacctggaccaagtecttgagcagggecgatgtgtccagtttgtttcagaat
ctcggggtgtecgtaacteccgatceccaaaqgy

SEQ ID NO:143 (L27V CP 44 TEV)
MIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTIPNMI
DYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPEGSLLFRVTINGVTGWRLCERILAGSS
GGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDEVGDWROQTAGYNLDQVLEQGGVSSLEFQN
LGVSVIPIQR

SEQ ID NO:144 (L27V CP 45 TEV)

Atggtcctgagcggtgaaaacggcectgaagatcgacatccatgtcatcateccgtatgaaggtet
gagcggcgatcagatgggecagategaaaaaatttttaaggtggtgtaccctgtiggatgatcate
actttaaggtgattctgcactatggcacactggtaatcgacggggttacgceccgaacatgatcgac
tatttcggacggeceogtatgaaggcatcecgecgtgttcgacggcaaaaagatcactgtaaccgggac
cctgtggaacggcaacaaaattatcgacgagegectgatcaaccecgacggceteaccectgetgttee
gcgtaaccatcaacggagtgaccggctggecggetgtgegagegecattttggegggaagttetggt
ggaggaagttctggtggagagectactactgagaacttgtacttccagagcgataacggaagttc
tggtggaggaagttctggtggaatggtgtttacactcgaagatttecgtaggggactggcggcaga
cagccggctacaacctggaccaagtecttgagecagggeggtygtgtecagtttgtttecagaatctc
ggggtgtccgtaactccgatccaaaggatt

SEQ ID NO:145 (L27V CP 45 TEV)
MVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEKVILHYGTLVIDGVTPNMID
YFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLERVTINGVIGWRLCERILAGSSG
GGSSGGEPTTENLYFQSDNGSSGGGSSGEMVETLEDEFVGDWROTAGYNLDOVLEQGGVSSLEQONL
GVSVTPIQORI

SEQ ID NO:146 (L27V CP 46 TEV)
Atgctgagcggtgaaaacggcctgaagatcgacatccatgtcatcatecececgtatqgaaggtctgag
cggcgatcagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcact
ttaaggtgattctgcactatggcacactggtaatcgacggugttacgecgaacatgatecgactat
ttcggacggecgtatgaaggcatcgecgtgttegacggcaaaaagatcactgtaaccgggaceet
gtggaacggcaacaaaattatcgacgagcgcectgatcaaccecgacggeteectgetgttececgey
taaccatcaacggagtgaccggectggcggctgtgegagegecatittggegggaagttctggtgga
ggaagttctggtggagagectactactgagaacttgtactticcagagegataacggaagttctigy
tggaggaagttctggtggaatggtgtttacactcgaagatttcgtaggggactggcggcagacayg
ccggcectacaacctggaccaagtecttgagcagggeggtgtgtecagttigtttcagaatcteggy
gtgtccecgtaactccgatecaaaggatt

SEQ ID NO:147 (L27V CP 46 TEV)
MLSGENGLKIDIBRVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDY
FGRPYEGIAVFDGKKITVTGTLWNGNKI IDERLINPDGSLLERVIINGVIGWRLCERTILAGSSGG
GSSGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDFVGDWRQTAGYNLDQVLEQGGVSSLEQNLG
VSVTPIQRI

SEQ ID NO:148 (L27V CP 47 TEV)

atgagcggtgaaaacggcctygaagatcgacatccatgtcatcatecccgtatgaaggtctgagegyg
cgatcagatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatgatcatecacttta
aggtgattctgcactatggcacactggtaatcgacggggttacgccgaacatgatcgactattte
ggacggccgtatgaaggecatcgecgtgticgacggcaaaaagatcactgtaaccgggaccectgtyg
gaacggcaacaaaattatcgacgagegcctgatcaacccecgacggeteectgetgttecgegtaa
ccatcaacggagtgaccggctggeggetgtgegagegeattitggegggaagttctggtggagga
agttctgotggagagectactactgagaacttgtacttccagagegataacggaagttctggtgg
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aggaagttctggtggaatggtgtttacactcgaagatttecgtaggggactggeggcagacagecyg
gctacaacctggaccaagtcecttgagcagggeggigtgtccagtttgtttcagaateteggggtg
tccgtaactcecgatccaaaggattgtectyg

SEQ ID NO:149 (L27V CP 47 TEV)
MSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFRKVVYPVDDHHFRVILHYGTLVIDGVTPNMIDYFE
GRPYEGTAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLEFRVTINGVIGWRLCERILAGSSGGG
SSGGEPTTENLYFQOSDNGSSGGGSSGGMVEFTLEDFVGDWROTAGYNLDQVLEQGGVSSLEQNLGVY
SVIPIQRIVL

SEQ ID NO:150 (L27V CP 48 TEV)
atgggtgaaaacggcctgaagatcgacatccatgtcatcateccgtatgaaggtctgageggega
tcagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaagy
tgattctgcactatggcacactggtaatcgacggggttacgeccgaacatgatcgactatticgga
cggccegtatgaaggecategecgtgttcgacggcaaaaagatcactgtaacecgggacectgtggaa
cggcaacaaaattatcgacgagegectgatcaaccecgacggeteecctgetgttecgegtaacea
tcaacggagtgaccggetggeggetgtgcgagegcattttggegggaagttctggtggaggaagt
tctyggtggagagectactactgagaacttgtactteccagagegataacggaagttectggtggagyg
aagttctggtggaatggtgtttacactcgaagatitcgtaggggactggecggcagacageecgget
acaacctggaccaagtccecttgagcagggcggtatgteccagtttgtttcagaatcteggggtgtee
gtaactccgatccaaaggattgtcctgageyg

SEQ ID NO:151 (L27V CP 48 TEV)
MGENGLKIDIHVIIPYEGLSGDOQMGQIEKIFKVVYPVDDHHFRKVILHYGTLVIDGVIPNMIDYEG
RPYEGIAVEDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGSSGGGS
SGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDEVGDWROTAGYNLDOQVLEQGGVSSLFONLGVS
VIPIQRIVLS

SEQ ID NO:152 (L27V CP 49 TEV)

atggaaaacggcctgaagatcgacatccatgtcatecatecegtatgaaggtetgageggegatca
gatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtga
ttctgecactatgygcacactggtaatcgacggggttacgececgaacatgatcgactatttecggacgyg
ccgtatgaagygcategecgtgttcgacggcaaaaagatcactgtaaccgggacecectgtggaacygy
. caacaaaattatcgacgagcegcectgatcaaccceegacggetecectgetgttececgegtaaccatca
acggagtgaccggctggcggectgtgecgagegecattttggegggaagtteiggtggaggaagttet
ggtggagagcectactactgagaacttgtacttccagagecgataacggaagttctggtggaggaag
ttctggtggaatggtgtttacactcgaagattticgtaggggactggeggcagacagecggetaca
acctggaccaagtccttgagecagggeggtagtgtecagtitgtticagaateteggggtgteecgta
actccgatcecaaaggattgtectgageggt

SEQ ID NO:153 (L27V CP 49 TEV)
MENGLKIDIHVIIPYEGLSGDPOMGQIERKIFKVVYPVDDHHEFRVILHYGTLVIDGVTPNMIDYFGR
PYEGIAVEFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTIGWRLCERILAGSSGGGSS
GGEPTTENLYFQSDNGSSGGGSSGGMVETLEDFVGDWROQTAGYNLDOVLEQGGVSSLEFQONLGV SV
TPIQRIVLSG

SEQ ID NO:154 (L27V CP 50 TEV)

atgaacggcctgaagatcgacatceccatgtcatcatcecgtatgaaggtectgageggegatcagat
gggccagatcgaaaaaatttttaaggtggtgtacectgtggatgatcatcactttaaggtgatte
tgcactatggcacactggtaatcgacggggttacgecgaacatgatcgactatttcggacggecy
tatgaaggcatcgeegtgttcgacggcaaaaagatcactgtaaccgggacecctgtggaacggeasa
caaaattatcgacgagcgectgatcaaccceccgacggecteectgetgttcegegtaaccatcaacyg
gagtgaccggetggcggctgtgcgagegeattttggegggaagttetyggtggagygaagttetggt
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ggagagcctactactgagaacttgtacttceccagagegataacggaagttectggtggaggaagttc
tggtggaatggtgtttacactegaagatttegtaggggactggcggcagacageccggctacaace
tggaccaagtccttgagcagggeggtgtgteccagtttgtttcagaatctecggggtgtecgtaact
ccgatccaaaggattgtecctgageggtgaa

SEQ ID NO:155 (L27v CP 50 TEV)
MNGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRP
YEGIAVFDGKKITVTIGTLWNGNKI IDERLINPDGSLLERVTINGVTGWRLCERILAGSSGGGSSG
GEPTTENLYFQSDNGSSGGGSSGGMVETLEDFVGDWROTAGYNLDQVLEQGGVSSLFQNLGVSVT
PIQRIVLSGE

SEQ ID NO:156 (L27V CP 51 TEV}

atgggcctgaagatcgacatccatgtcatcatecegtatgaaggtectgageggegatcagatggy
ccagatcgaaaaaatttttaaggtggtgtaccectgtggatgatcatcactttaaggtgattetyge
actatggcacactggtaatcgacggggttacygecgaacatgatcgactatttcggacggecgtat
gaaggcatcgccgtgttegacggcaaaaagatcactgtaaccgggaccecigtggaacggcaacaa
aattatcgacgagcgcecctgatcaaccccgacggcectecctgetgttecgegtaaccatcaacggayg
tgaccggctggeggetgtgegagegeattttggegggaagtictggtggaggaagitoctggtgga
gagecctactactgagaacttgtacttccagagegataacggaagttectggtggaggaagttctgyg
tggaatggtgtttacactcgaagatttecgtaggggactggecggcagacagecggetacaacctgg
accaagtccttgagcagggeggtgtgteccagtttgtttcagaatcecteggggtgtececgtaacteey
atccaaaggattgtcctgagecggtgaaaac

SEQ ID NO:157 (L27V CP 51 TEV)
MGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTIPNMIDYEFGREY
EGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLERVTINGVTGWRLCERILAGSSGGGSSGG
EPTTENLYFQSDNGSSGGGSSGCGMVFTLEDFVGDRROTAGYNLDOVLEQGGVSSLEFONLGVSVTP
IQRIVLSGEN

SEQ ID NO:158 (L27V CP 52 TEV)

atgctgaagatcgacatccatgtcatcatccegtatgaaggtctgageggegatcagatgggeca
gatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgeact
atggcacactggtaatcgacggggttacgccgaacatgatcgactatttecggacggecgtatgaa
ggcatcgeccgtgttcgacggcaaaaagatcactgtaaccgggacectgtggaacggcaacaaaat
tatcgacgagegectgatcaaccecgacggcetceectgetgticecgegtaaccatcaacggagtga
ccggetggeggctgtgcgagegecattttggecgggaagtictggtggaggaagttctggtggagag
cctactactgagaacttgtacttccagagcgataacggaagttctggtggaggaagttctggtgg
aatggtgtttacactcgaagatttcgtaggggactggeggcagacagcecgygctacaacctggace
aagtccttgagcagggcggtagtgtccagtttgtttcagaatcteggggtgtecgtaactecgate
caaaggattgtcctgageggtgaaaacggce

SEQ ID NO:159 {127V CP B2 TEV)
MLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFRKVILEYGTLVIDGVIPNMIDYFGRPYE
GIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVIINGVIGWRLCERILAGSSGGGSSGGE
PTTENLYFQOSDNGSSGGGSSGGMVETLEDFVGDWRQTAGYNLDOVLEQGGVSSLEQNLGVSVTIPI
QRIVLSGENG

SEQ ID NO:160 (L27V CP 53 TEV)

atgaagatcgacatccatgtcatcatececgtatgaaggtctgageggecgatcagatgggecagat
Cgaaaaaatttttaaggtggtgtaccctgtggatgatcatcacttitaaggtgattctgcactaty
gcacactggtaatcgacggggttacgecgaacatgatecgactatiteggacggecgtatgaagge
atcgccgtgttcgacggcaaaaagatcactgtaaccgggaccectygtggaacggcaacaaaattat
cgacgagcgcectgatcaacceocgacggcetecctgetgttececgecgtaaccatcaacggagtgacey
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gctggcggetgtgegagegeattttggegggaagttctggtggaggaagttctggtggagagect
actactgagaacttgtacttccagagecgataacggaagttctggtggaggaagttctggtggaat
ggtgtttacactcgaagatttcgtaggggactggcggcagacagecggetacaacctggaccaay
teccttgagecagggeggtgtgtecagtttgtticagaatetecggggtgtecgtaacteccgatccaa
aggattgtcectgageggtgaaaacggectyg

SEQ ID NO:161 (L27V CP 53 TEV)
MKIDIHVIIPYEGLSGDQMGQIEKIFKVVYPVDDHHFKVILHYGTILVIDGVTPNMIDYFGRPYEG
IAVEFDGRKITVIGTLWNGNKIIDERLINPDGSLLFRVI INGVIGWRLCERILAGSSGGGSSGGEP
TTENLYFQSDNGSSGGGSSGGMVETLEDFVGDWROTAGYNLDOQVLEQGGVSSLEQONLGVSVTPIQ
RIVLSGENGL
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SEQ ID NO:162 (L27V CP 54 TEV)

atgatcgacatccatgtcatcatcccgtatgaaggtectgageggcgatcagatgggecagatega
aaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggca
cactggtaatcgacggggttacgecgaacatgatcgactatttcggacggececgtatgaaggeate
geegtgttegacggecaaaaagatcactgtaacecgggaccetgtggaacggcaacaaaattatega
cgagcgectgatcaacccececgacggetecctgetgttccgegtaaccatcaacggagtgaccgget
ggcggctgtgcgagegecattttggcgggaagtictyggtggaggaagttctggtggagagectact
actgagaacttgtacttccagagecgataacggaagttctggtggaggaagtictggtggaatggt
gtttacactcgaagatttcgtaggggactggecggcagacagcecggcectacaacctggaccaagtcce
ttgagcagggeggtgtgtecagtttgtttcagaatctecggggtgtcecgtaacteccgatccaaagy
attgtecctgageggtgaaaacyggectgaayg

SEQ ID NO:163 (L27V CP 54 TEV)
MIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEFRKVILHYGTLVIDGVTIPNMIDYFGRPYEGI
AVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPRPT
TENLYFQSDNGSSGGGSSGGMVETLEDFVGDWRQTAGYNLDQVLEQGGVSSLEFQONLGVSVTPIQR
IVLSGENGLK

SEQ ID NO:164 (1.27V CP 55 TEV)

atggacatccatgtcatcatcecgtatgaaggtctgagecggcgatcagatgggeccagatcgaaaa
aatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecactatggcacac
tggtaatcgacggagttacgeccgaacatgatcegactatttcggacggecgtatgaaggcategec
gtgttcgacggcaaaaagatcactgtaaccygggaccctgtggaacggcaacaaaattatcgacga
gcgectgatcaacccecgacggetecctgetgticegegtaaccatcaacggagtgaccggetggce
ggctgtgcgagegeattttggegggaagttetggtggaggaagttctggtggagagectactact
gagaactigtacttccagagcgataacggaagttctggtggaggaagttctggtyggaatggtgtt
tacactcgaagatttoegtaggggactggcggecagacagecggctacaacctggaccaagtecttyg
agcagggcggtgtgtccagtttgtttcagaatcteggggtgtececgtaactececgateccaaaggatt
gtcctgageggtgaaaacggcectgaagate

SEQ ID NO:165 (L27V CP 55 TEV)
MDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEFKVILHEHYGTLVIDGVTIPNMIDYFGRPYEGIA
VEDGKKITVTGTLWNGNKIIDERLINPDGSLLERVTINGVIGWRLCERILAGSSGGGSSGGERPTT
ENLYFPQSDNGSSGGGSSGGMVETLEDFVGDWROTAGYNLDQVLEQGGVS SLEONLGVSVTPIQRT
VLSGENGLKI '

SEQ ID NO:166 (L27V CP 56 TEV)

Atgatccatgtcatcatcceccgtatgaaggtctgageggegatcagatgggecagatcgaaaaaat
ttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecactatggecacactgy
taatcgacggggttacgecgaacatgatcgactatttecggacggeegtatgaaggecategecgty
ttcgacggcaaaaagatcactgtaaccgggaccctgtggaacyggcaacaaaattatcgacgagceyg
cctgatcaaccccgacggetcectgetgttecgegtaaccatcaacggagtgaccggetggeyggce
tgtgcgagegecattttggegggaagttictggtggaggaagttctggtggagagectactactgag
aacttgtacttccagagecgataacggaagttctggtggaggaagttctggtggaatggtgtttac
actcgaagatttecgtaggggactggcyggcagacageccyggctacaacctggaccaagtecttgage
agggcggtgtgtecagtttgtttcagaatcteggggtgtecgtaactecgateccaaaggattgtce
ctgagecggtgaaaacggectgaagatcega

SEQ ID NO:167 (L27V CP 56 TEV)
MIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAV
FDGRKITVIGTLWNGNKIIDERLINPDGSLLFRVIINGVIGWRLCERILAGSSGGGSSGGEPTTE
NLYFQSDNGSSGGGSSGCMVETLEDFVGDWROTAGYNLDQVLEQGGVSSLEFQONLGVSVTPIQRIV
LSGENGLKID
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SEQ ID NO:168 (L27V CP 58 TEV)

atggtcatcatcecgtatgaaggtctgageggcgatcagatgggccagatcgaaaaaatttttaa
ggtggtgtaccctgtggatgatcatcactttaaggtgattectgcactatggecacactggtaatcyg
acggggttacgceccgaacatgatcgactatttcggacggecgtatgaaggecatecgecgtgttegac
ggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagcgectgat
caaccccgacggctecctgetgttecgegtaaccatcaacggagtgaccggetggcggetgtgeyg
agcgcattttggegggaagttectggtggaggaagttctggtggagagectactactgagaacttg
tacttccagagcgataacggaagttctggtggaggaagtictggtggaatggtgtttacactecga
agatttcgtaggggactggecggcagacagcecggctacaacctggaccaagtecttgagecagggeyg
gtgtgtccagtttgtttcagaatctcggggtgteccgtaactecgateccaaaggattgtectgage
ggtgaaaacggcctgaagatcgacatecat
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SEQ ID NO:169 (L27V CP 58 TEV)
MVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDY FGRPYEGIAVED
GKKITVTGTLWNGNKIIDERLINPDGSLLEFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENL
YFOSDNGSSGGGSSGGMVFTLEDFVGDWRQTAGYNLDOVLEQGGVSSLFONLGVSVIPIQRIVLS
GENGLKIDIH

SEQ ID NO:170 (L27V CP 64 TEV)

atgggtctgagcggegatcagatgggecagatcgaaaaaattitttaaggtggtgtacectgtgga
tgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgccgaaca
tgatcgactatttcggacggecgtatgaaggecategecgtygttcgacggcaaaaagatcactgta
accgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccccgacggetecct
gctgttececygecgtaaceatcaacggagtgaccggectggeggetgtgegagegecattttggecgggaa
gttctggtggaggaagttctggtggagagecctactactgagaacttgtacttccagagcgataac
ggaagttctyggtggaggaagttctagtggaatggtgtttacactcgaagatttecgtaggggacty
gcggcagacagccggetacaacctggaccaagtecttgagecagggcyggtgtgtecagttigttte
agaatctcggggtgtceccgtaactececgatccaaaggattgtectgagecggtgaaaacggectgaag
atcgacatccatgtcatcatceccecgtatgaa

SEQ ID NO:171 (L27V CP 64 TEV)
MGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITV
TGTLWNGNKIIDERLINPDGSLLERVTINGVIGWRLCERILAGSSGGGSSGGERPTTENLYFQSDN
GSSGGGSSGGMVETLEDFVGDWROTAGYNLDOVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLK
IDIHVIIPYE

SEQ ID NO:172 (L27V CP 67 TEV)

atgggcgatcagatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatgatcatca
ctttaaggtgattctgecactatggcacactggtaatecgacggggttacgecgaacatgatcgact
atttcggacggcecgtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaaccgggace
ctgtggaacggcaacaaaattatcgacgagegectgatcaacccecgacggeteecctgetgttecy
cgtaaccatcaacggagtgaccggctgagcggetgtgegagegeattttggegggaagtttctggtyg
gaggaagttctggtggagagcectactactgagaacttgtacttccagagegataacggaagtict
ggtggaggaagttctggtggaatggtgtttacactcgaagatttcgtaggggactggcggecagac
agccggctacaacctggaccaagtecttgagecaggocaggtgtgtecagtitgtttcagaatetey
gggtgtccegtaactccgatecaaaggattgtectgageggtgaaaacggectgaagategacate
catgtcatcatccecgtatgaaggtctgage

SEQ ID NO:173 (L27V CP 67 TEV)
MGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKRKITVIGT
LWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGCGEPTTENLYFQSDNGSS
GGGSSGCGMVFTLEDEFVGDWRQTAGYNLDOVLEQGGVSSLEFONLGVSVTPIORIVLSGENGLKIDI
HVIIPYEGLS

SEQ ID NO:174 (L27V CP 70 TEV)

atgatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggt
gattctgcactatggcacactggtaatcgacggyggttacgccgaacatgatcgactatttecggac
ggccgtatgaaggcecatcgeegtgticgacggcaaaaagatcactgtaaccgggaccectgtggaac
ggcaacaaaattatcgacgagcgcctgatcaaccccgacggetecectgetgttecgegtaaccat
caacggagtgaccggctggeggctgtgecgagegeattttggegggaagttectggtggaggaagtt
ctggtggagagcectactactgagaacttgtacttccagagegataacggaagttctggtggagga
agttctggtggaatggtgtttacactcgaagatttecgtaggggactggeggcagacageeggeta
caacctggaccaagtccttgagcagggecggtgtgtecagtttgtttcagaatcteggggtgtecy
taactccgatccaaaggattgtecctgageggtgaaaacggectgaagatcgacatceccatgteate
atccegtatgaaggtctgageggcgatcag
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SEQ ID NO:175 (L27V CP 70 TEV)
MMGOIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWN
GNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNGSSGGG
SSGGMVETLEDFVGDWRQTAGYNLDQVLEQGGVSSLEQONLGVSVTPIQRIVLSGENGLKIDIRVI
IPYEGLSGDQ

SEQ ID NO:176 (L27V CP 73 TEV)

atgatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgea
ctatggcacactggtaatcgacggggttacgecgaacatgatecgactattteggacggeecgtatyg
aaggcatcgecgtgttecgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaa
attatcgacgagcgcectgatcaaccecgacggeteectgectgtteecgegtaaccatcaacggagt
gaccggctggcggectgtgegagegeattttggecgggaagttectggtggaggaagttetggtggay
agcctactactgagaacttgtacttccagagecgataacggaagttctggtggaggaagttctggt
ggaatggtgtttacactcgaagatttecgtaggggactyggecggcagacagecggctacaacctgga
ccaagtccttgagcagggeggtgtgtcecagtttgtttcagaatctecgggygtgtecgtaactecga
tccaaaggattgtectgagecggtgaaaacggectgaagatcgacatccatgtecatcatecegtat
gaaggtctgagecggcgatcagatgggecay

SEQ ID NO:177 (L27V CP 73 TEV)
MIEKIFKVVYPVDDHHFRKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNEK
IIDERLINPDGSLLEFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSG
GMVETLEDEVGDWROTAGYNLDQVLEQGGVSSLEQONLGVSVTPIQRIVLSGENGLKIDIHVIIPY
EGLSGDOMGQO

SEQ ID NO:178 (L27V CP 76 TEV)

atgatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattictgcactatggcac
actggtaatcgacyggggttacgccgaacatgatcgactatttceggacggecgtatgaaggecatcyg
ccgtgttecgacggcaaaaagatcactgtaaccgggacecctgtggaacggcaacaaaattategac
gagcgcctgatcaaccecgacggeteectgetgttecgegtaaccatcaacggagtgaccggety
gcggectgtgecgagegcatttitggcgggaagtitctggtggaggaagttctggtggagagectacta
ctgagaacttgtacttccagagcgataacggaagtictggtggaggaagtitctggtggaatggty
tttacactcgaagatttegtaggggactggeyggcagacagecggctacaacctggaccaagtect
tgagcagggcggtgtgteccagtttgttitcagaatctcggggtgtecgtaactccgatecaaaggs
ttgtcctgageggtgaaaacggcctgaagategacateccatgtecatcatececgtatgaaggtcectyg
agcggcgatcagatgggeccagatcgaaaaa

SEQ ID NO:179 (L27V CP 76 TEV)

MIFXKVVYPVDDHHFKVILHYGTLVIDGVT PNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIID
ERLINPDGSLLFRVIINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS SGGMV
FTLEDFVGDWRQTAGYNLDQVLEQGGVSSLEFONLGVSVTIPIQRIVLIGENGLKIDIHVIIPYEGL
SGDOMGQIEK

SEQ ID NO:180 (L27V CP 7% TEV)

Atggtggtgtaccctgtggatgatcatcactttaaggtgattcetgcactatggecacactggtaat
cgacggggttacgccgaacatgatecgactatttecggacggeecgtatgaaggecatcgeegtgtteyg
acggcaaaaagatcactgtaaccgggacectgtggaacggcaacaaaattatcgacgagegectyg
atcaaccccgacggctecectygctgtteccgegtaaccatcaacggagtgacecggetageggetgtyg
cgagcgcattttggcgggaagtictggtggaggaagttctggtggagagectactactgagaact
tgtacttccagagcgataacggaagttctggtggaggaagttctggtggaatggtgtttacactce
gaagatttcecgtaggggactggeggecagacageoggctacaacctyggaccaagtecttgageagygy
cggtgtgtceccagtttgtttcagaatctecggggtygteccgtaactecgateccaaaggattgtectyga
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gcggtgaaaacggectgaagatcgacatecatgtecatcatceegtatgaaggtectgageggegat
cagatgggccagatcgaaaaaattitttaag

SEQ ID NO:181 (L27V CP 7% TEV)
MYVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDERL
INPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVETL
EDEVGDWRQTAGYNLDOQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGD
OMGQIEKIFK

SEQ ID NO:182 (L27V CP 80 TEV)

atggtgtaccctgtggatgatcatcactttaagatgattctgecactatggecacactggtaatega
cggggttacgccgaacatgatcgactatticggacggecgtatgaaggecategeecgtgttegacy
gcaaaaagatcactgtaaccgggaccctgtggaacyggcaacaaaattatcgacgagecgectgate
aaccccecgacggcetcocectgetgttecgegtaaccatcaacggagtgaccggetggeggctgtgeyga
gcgecatttiggecgggaagttetggtggaggaagttctggtggagagectactactgagaacttgt
acttccagagcgataacggaagttectggtggaggaagttctggtggaatggtgtttacactecgaa
gatticgtaggggactggecggcagacagecggctacaacctggaccaagtecttgagecagggcygy
tgtgtccagttigtitcagaatctecggggtgtecgtaactecgateccaaaggattgtectgagey
gtgaaaacggcctgaagatcgacatccatgtcatcatececgtatgaaggtctgageggegatcag
atgggccagatcgaaaaaatttttaagygty

SEQ ID NO:183 (L27V CP 80 TEV)
MVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDERLI
NPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGCGMVETLE
DEVGDWRQTAGYNLDQVLEQGGVSSLEONLGVSVTPIQRIVLSGENGLKIDIHVIIRPYEGLSGDQ
MGQIEKIFKV

SEQ ID NO:184 (L27V CP 81 TEV)

atgtaccctgtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacygyg
ggttacgccgaacatgatcgactatttcggacggcecgtatgaaggecategecgtgtticgacggcea
aaaagatcactataaccgggaccctgtggaacggcaacaaaattatcgacgagecgectgatcaac
ccecgacggetecectgetgttecgegtaaccatcaacggaghgacecggctggeggetgtgecgageyg
cattttggcgggaagttctggtggaggaagtictggtggagagectactactgagaacttgtact
tccagagcgataacggaagtictggtggaggaagttctggtggaatggtagtttacactecgaagat
ttcgtaggggactyggecggecagacagecggctacaacctggaccaagteettgageagggegagtagt
gtccagtttgtttcagaatcteggggtgtecgtaactcecgatceccaaaggattgtectgageggtyg
aaaacggcectgaagatcgacatccatgtcatcatccecgtatgaaggtectgagegagcgatcagaty
ggccagatcgaaaaaatttttaaggtggtg

SEQ ID NO:185 (L27V CP 81 TEV)

MY PVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEFDGKKITVTGTLWNGNKI IDERLIN
PDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLY FOSDNGSSGGGSSGEMVETLED
FVGDWROTAGYNLDOVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOM
GOIEKIFKVV

SEQ ID NO:186¢ (L27V CP 82 TEV)

atgcctgtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggt
tacgccgaacatgatcgactattteggacggecgtatgaaggcatecgecgtgtitcgacggecaaaa
agatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccece
gacggctceccecctgetgttecgegtaaccatcaacggagtgaccggctggeggetgtgegagegeat
tttggecggoaagttetggtggaggaagttctggtyggagagectactactgagaacttgtacttee
agagcgataacggaagttctggtggaggaagttctggtggaatggtgtttacactecgaagattte
.gtaggggactggcggcagacagccggctacaacctggaccaagtecttgagcagggeggtgtgte
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cagtttgtttcagaatctcggggtgtecgtaactecgatccaaaggattgtecctgageggtgaaa
acggectgaagatcgacatccatgtecatcateccegtatgaaggtectgagegacgatcagatyggge
cagatcgaaaaaatttttaaggtggtgtac

SEQ ID NO:187 (L27V CpP 82 TEV)
MPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTIGTLWNGNKIIDERLINP
DGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGEMVETLEDE
VGDWRQTAGYNLDQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMG
QIEKIFKVVY

SEQ ID NO:188 (L27V CP 83 TEV)

atggtggatgatcatcactttaaggtgattetgecactatggcacactggtaatcgacggggttac
gccgaacatgatcgactatttcecggacggecgtatgaaggcatecgecgtgttcgacggcaaaaaga
tcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagecgectgatcaaccecgac
ggctceccectgetgttccgegtaaccatcaacggagtgaccoggetggeggetgtgegagegeatttt
ggcgggaagttctggtggaggaagttctggtggagagectactactgagaacttgtacttccaga
gcgataacggaagttctggtggaggaagttctggtggaatggtgtttacactcgaagatttcgta
ggggactggcggcagacagecggctacaacctggaccaagtecttgagecagggeggtgtgtecag
tttgtttcagaatcteggggtgteegtaactecgatccaaaggattgtectgageggtgaaaacy
gcectgaagatcgacatccatgtcatcatceccegtatgaaggtctgageggcgatcagatgggeecag
atcgaaaaaatttttaaggtggtgtacect

SEQ ID NO:189 (L27V CpP 83 TEV)
MVDDHHFRKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTIGTLWNGNKI IDERLINED
GSLLFRVTINGVTGWRLCERILAGSSGGGSSGCEPTTENLYFQSDNGSSGGGSSGCGMVFTLEDEV
GDWRQTAGYNLDOVLEQGGVSSLFONLGVSVIPIORIVLSGENGLKIDIHVIIPYEGLSGDOMGO
TEKIFRVVYP

SEQ ID NO:180 (L27V CP 84 TEV)

atggatgatcatcactttaaggtgattctgecactatggcacactggtaatcgacggggttacgee
gaacatgatcgactatttcggacggecgtatgaaggcatcgecgtgttcgacggecaaaaagatca
ctgtaaccgggaccctgtggaacggcaacaasattatcgacgagegaectgatcaacccecgacgygge
tcectgetgttecgcecgtaaccatcaacyggagtgaccggetgygcggctgtgegagegeattttgge
gggaagttctggtggaggaagttctggtggagagcectactactgagaacttgtacttccagaacy
ataacggaagttctagtggaggaagttctggtggaatggtgtttacactcgaagatttcecgtaggyg
gactggcgygcagacagceccyggctacaacctggaccaagtecttgagecagggcggtgtgtecagttt
gtttcagaatctcggggtgtecegtaactecgatccasaggattgicctgagecggtgaaaacgygec
tgaagatcgacatccatgtcatcateccgtatgaaggtctgageggegatcagatgggecagate
gaaaaaatttttaaggtggtgtaccctgtyg

SEQ ID NO:191 (L27V CP 84 TEV)

MDDHEHFKVILHYGTLVIDGVTPNMIDY FGRPYEGIAVEDGKKITVIGTLWNGNK I IDERLINPDG
SLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGS SGGGS SGGMVETLEDFVG
DWROTAGYNLDOVLEQGGVSSLFONLGVSVTPIORIVLSGENGLKIDIHVI I PYEGLSGDOMGOT
EKIFRVVYPV

SEQ ID NO:192 (L27V CP 85 TEV)

atggatcatcactttaaggtgattctgecactatggcacactggtaatcgacggggttacgccgaa
catgatcgactatttcggacgagccgtatgaaggcatecgecgtgttcgacggcaaaaagatcactyg
taaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccecgacggetLec
ctgctgttceccecgegtaaccatcaacggagtgaccggctggeggetgtgegagegeattttggeggy
aagttctggtggaggaagtictggtggagagectactactgagaacttgtacttccagagecgata
acggaagttctggtggaggaagttctggtggaatggtgtttacactcgaagatttcgtaggggac
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tggcggcagacagecggctacaacctggaccaagtecttgagecagggeggtgtgteccagtttgtt
tcagaatctcggggtgteccgtaactcecgateccaaaggattgtecctgageggtgaaaacggectga
agatcgacatccatgtcatcatcceccgtatgaaggtectgageggecgatcagatgggecagatecgaa
aaaatttttaaggtggtgtaccctgtggat

SEQ ID NG:183 (L27V CP 85 TEV)
MDHHFRVILHYGTLVIDGVIPNMIDYEFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGS
LLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDEFVGD
WROTAGYNLDOVLEQGGVSSLEQNLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIE
KIFKVVYPVD

SEQ ID NO:1%4 (L27V CP 86 TEV)

atgcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacat
gatcgactatttcggacgygccgtatgaaggcategecgtgttcgacggecaaaaagatcactgtaa
ccgggaccctgtggaacggcaacaaaattatcgacgagcegectgatcaacceecgacggeteecty
ctgttcegegtaaccatcaacggagtgaccggcetggegygctgtgegagegeattttggegggaag
ttctggtggaggaagttctggtggagagectactactgagaacttgtacttccagagegataacy
gaagttctggtggaggaagttctggtggaatggtgtttacactcgaagatttegtaggggactygy
cggcagacagccggctacaacctggaccaagtcececttgagcagggeggtgtgtecagtttgtttca
gaatctcggggtgtccgtaacteccgateccaaaggattgtcectgageggtgaaaacggecctgaaga
tcgacatccatgtcatcecatcececegtatgaaggtctgageggecgatcagatgggecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgat

SEQ ID NO:195 (L27V CP 86 TEV)
MHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKI TVIGTLWNGNKI I DERLINPDGST,
LFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNGS SGGGS SGEMVETLEDEVGDW
RQTAGYNLDQVLEQGGVSSLFQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEK
IFKVVYPVDD

SEQ ID NO:196 (L27V CP 87 TEV)

atgcactttaaggtgattctgcactatggcacactggtaatcgacggogttacgeccgaacatgat
cgactatttcggacggecgtatgaaggcatecgeecgtgttecgacggcaaaaagatcactgtaaccy
ggaccctgtggaacggcaacaaaattatcgacgagecgectgatcaacceccgacggecteccectgetyg
ttcecgegtaaccatcaacggagtgaccggetggeggetgtgegagegecattttggegggaagtte
tggtggaggaagtictggtggagagcectactactgagaacttgtacttccagagegataacggaa
gttectggtggaggaagttctggtggaatggtgtttacactcgaagatttecgtaggggactggegy
cagacagccggctacaacctggaccaagtecttgagecagggcggtgtgtecagtttgtttcagaa
tctecggggtgtceccgtaactecgatceccaaaggattgtecctgagecggtgaaaacggectgaagatcyg
acatccatgtcatcatcecccecgtatgaaggtcectgageggegatcagatgggecagatcgaaaaaatt
tttaaggtggtgtaccctgtggatgatcat

SEQ ID NO:197 (L27V CP 87 TEV)
MHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKRKITVIGTLWNGNKI IDERLINPDGSLL
FRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLY FQSDNGSSGGGSSGCMVETLEDFVGDWR
QTAGYNLDQVLEQGGVSSLEONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKI
FRVVYPVDDHE

SEQ ID N0:198 (L27V CP 88 TEV)

atgtttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatgatcga
ctatttcggacggccgtatgaaggecatcecgeegtgttecgacggcaaaaagatcactgtaaccggga
ccctgtggaacggcaacaaaattatcgacgagegectgatcaacceccgacggetecctgetgtte
cgcgtaaccatcaacggagtgaccggetggeggctgtgegagegecattttggegggaagtctgg
tggaggaagttctggtggagagcecctactactgagaacttgtacttccagagegataacggaagtt
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ctggtggaggaagttctggtggaatggtgtttacactcgaagatttcgtaggggactggeggecayg
acagccggctacaacctggaccaagtecttgagcaggocggtgtgtccagtttgtttcagaatet
cggggtgtceccgtaactecgatccaaaggattgtectgagecggtgaaaacggectgaagaticgaca
tcecatgtcecatcatecegtatgaaggtetgageggcgatcagatgggecagatcgaaaaaattott
aaggtggtgtacccectgtggatgatcatcac

SEQ ID NO:199 (L27V CP 88 TEV)
MFKVILHYGTLVIDGVTPNMIDY FGRPYEGIAVFDGKK I TVTGTLWNGNKIIDERLINPDGSLLE
RVTINGVTGWRLCERILAGS SGGGS SGGEPTTENLY FOSDNGS SGGGS SGEGMVFTLEDFVGDWRO
TAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVI I PYEGLSGDOMGOIFKIF
KVVYPVDDHH
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SEQ ID NO:200 (L27V CpP 91 TEV)

atgattctgcactatggcacactggtaatcgacggaggttacgecgaacatgatcgactatttegyg
acggccgtatgaaggcatcgecagtgttegacggcaaaaagatcactgtaaccgggacectgtgga
acggcaacaaaattatcgacgagcecgcectgatcaaccccgacggetecectgetgttecgegtaace
atcaacggagtgaccggctggeggetgtgegagegeattttggegggaagttctggtggaggaayg
ttctggtggagagcctactactgagaacttgtacttccagagegataacggaagttctggtggayg
gaagttctggtggaatggtgtttacactcgaagatttcgtaggggactggcggecagacagecgge
tacaacctggaccaagtccttgagcagggcggtgtgtecagtttgtttcagaatecteggggtgte
cgtaactceccecgatccaaaggattgtectgageggtgaaaacggectgaagatcgacateccatgtea
tcatcccgtatgaaggtctgadcggcgafcaqatgggﬂcagatvgaaaaaatttttaaggtggug
taccctgtggatgatcatcactttaaggty

SEQ ID NO:201 (L27V CP 91 TEV)
MILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLEFRVT
INGVIGWRLCERILAGSSGGGSSGGEPTTENLY FQSDNGS SGGGS SGEMVETLEDEVGDWRQTAG
YNLDQVLEQGGVSSLEFQONLGVSVITPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVY
YPVDDHHFKV

SEQ ID NO0:202 (L27V CP %4 TEV)
atgtatggcacactggtaatcgacggggttacgccgaacatgatecgactatttcggacggecgta
Lgaaggcatcgecegtgttcgacggcaaaaagatcactgtaaccgggaccectgtggaacggcaaca
aaattatcgacgagcgcectgatcaacccececgacggcetececctgetgtteegegtaaccatcaacgga
gtgaccggctggcggectgtgegagegecattttggegggaagtictggtggaggaagttctgatgyg
agagectactactgagaacttgtacttecagagegataacggaagttectgotggaggaagttcectyg
gtggaatggtgtttacactcgaagatttcgtaggggactggcggcagacagcecggctacaacctyg
gaccaagtcecttgagcagggecyggtgtgteccagtttigtttecagaatecteggggtgtecgtaactce
gatccaaaggattgtectgagecggtgaaaacggcctgaagategacatceccatgtecatecatecagt
atgaaggtctgagcggcgatcagatgggecagatcgaaaaaattittaaggtggtgtaceectgtg
gatgatcatcactttaaggtgattctgcacyg

SEQ ID NO:203 (L27V CP 94 TEV)
MYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTING
VIGWRLCERILAGSSGGGSSCGGEPTTENLYFOSDNGSSGGGSSCGECMVETLEDFVGDWRQTAGYNL
DOVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPV
DDHHEFKVILH

SEQ ID NO:204 (L27V CP 95 TEV)

atgggcacactggtaatcgacggggttacgceccgaacatgategactatttecggacggecgtatga
aggcatcgcegtgttecgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaa
ttatcgacgagcgcctgatcaaccecgacggeteecctgetgticegegtaaccatcaacggagty
accggctggeggctgtgegagegeattttggegggaagttetggtggaggaagttctggtggaga
gcctactactgagaacttgtacttccagagegataacggaagtictggtggaggaagttctggtyg
gaatggtgtttacactcgaagatttcgtaggggactggcggcagacagcecggctacaacctggac
caagtccttgagcagggeggtgtgtecagtttgtttcagaatcteggggtygtecgtaactecgat
ccaaaggattgtcectgagcggtgaaaacyggectgaagatcgacatccatgtcatcatecegtatyg
aaggtctgagcggcgatcagatgggccagatcgaaaaaatttttaaggtggtgtaccectgtggat
gatcatcactttaaggtgattctgcactat

SEQ ID NO:205 (LZ27V CP 95 TEV)
MGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLEFRVTINGV
TGWRLCERILAGSSGGGSSGGEPTTENLY FQSDNGSSGGGS SGEGMVEFTLEDFVGDWROTAGYNLD
OVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVD
DHHFRKVILHY
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SEQ ID NO:206 (L27V CP 97 TEV)

atgctggtaatcgacggggttacgecgaacatgatcgactattteggacggeecgtatgaaggeat
cgccgtgttcgacggcaaaaagatcactgtaaccgggaccectgtggaacggcaacaaaattateg
acgagcgcctgatcaaccecgacggecteectgetgttcecgegtaaccatcaacggagtgaccgge
tggecggctgtgegagegecattttggegggaagttetggtggaggaagttectggtggagageectac
tactgagaacttgtacttccagagcgataacggaagttctggtggaggaagttctggtggaatag
tgtttacactcgaagatticgtaggggactggcggcagacagecggetacaacctggaccaagte
cttgagcagggcggtgtoteccagtttgtttcagaatectcggggtgtccgtaactccgatccaaaqg
gattgtcctgagecggtgaaaacggectgaagatcgacatccatgtecateateccgtatgaaggtce
tgagcggcgatcagatgggccagatcgaaaaaatttittaaggtggtgtacecctgtggatgatecat
cactttaaggtgattctgcactatggcaca
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SEQ ID NO:207 (L27V CP 87 TEV)
MLVIDGVTPNMIDYFGRPYEGIAVEFDCGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTIINGVTG
WRLCERILAGSSGGGSSGGERPTTENLYFQSDNGSSGGGS SGGMVETLEDFVGDWRQTAGYNLDOV
LEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGCIEKIFKVVYPVDDH
HFKVILHYGT

SEQ ID NO:208 (L27V Cp 100 TEV)

Atggacggggttacgccgaacatgatcgactatttecggacggecgtatgaaggeatecgeegtagtt
cgacggcaaaaagatcactgtaaccgggaccctgtggaacggecaacaaaattatcgacgagegee
tgatcaaccccgacggetecctgetgtteccgegtaaccatcaacggagtgaccggetgygcgygcty
tgcgagcgecattttggegggaagttctggtggaggaagttectggtggagagecctactactgagaa
cttgtacttccagagecgataacggaagttectggtggaggaagttctggtggaatggtgtttacac
tcgaagatttegtaggggactggcggecagacagecggctacaacctggaccaagtecttgageag
ggcggtgtgtccagtttgtttcagaatctcggggtgtececgtaactecgatccaaaggattgtect
gagcggtgaaaacggcecctgaagatcgacatccatgtcatecatececgtatgaaggtctgageggeyg
atcagatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatgatcatcactttaag
gtgattctgcactatggcacactggtaatce

SEQ ID NO:209 (L27v CP 100 TEV)
MDGVTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLEFRVT INGVTGWRL
CERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDEVGDWRQTAGYNLDOVLEQ
GGVSSLEQONLGVSVIPIQRIVLSGENGLKIDIHRVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFK
VILEYGTLVI

SEQ ID NO:210 (L27V CP 101 TEV)

atgggggttacgceccgaacatgatcgactatttcggacggccgtatgaaggcatecgecgtgtticga
cggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectga
tcaaccccgacggcetecctgcetgttecgegtaaccatcaacggagtgaccggctgygecagetgtyge
gagcgcattttggcgggaagttctggtggaggaagtictggtggagagectactactgagaactt
gtacttccagagcgataacggaagttctggtggaggaagttctggtggaatggtgtttacacteyg
aagatttcgtaggggactggecggcagacagecggctacaacctggaccaagtecttgagecaggygce
ggtgtgtccagtttgtttcagaatctecggggtgtccgtaactcegatccaaaggattgtectgay
cggtgaaaacggcctgaagatcgacatccatgtcatcateccegtatgaaggtctgagegacgatce
agatgggccagatcgaaaaaatttitaaggtggtgtaccecctgtggatgatcatcactttaaggty
attctgcactatggcacactggtaatcgac

SEQ ID NO:211 (L27V CP 101 TEV)
MGVTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKI IDERLINPDGSLLFRVT INGVTGWRLC
ERILAGSSGGGSSGGEPTTENLYFQSDNGS SGGGSSGGMVEFTLEDFVGDWROTAGYNLDOVLEQG
GVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKY
ILHYGTLVID

SEQ ID NO:212 (L27V CP 102 TEV)

atggttacgccgaacatgatcgactatttecggacggccgtatgaaggecatecgeegtgttcgacygy
caaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagecgectgatca
accccgacggetcecectgetgttecgegtaaccatcaacggagtgaccggectggeggctgrgegay
cgcattttagegggaagtictggtggaggaagttectggtggagagectactactgagaacttgta
cttccagagcecgataacggaagttctggtggaggaagttectggtggaatggtgtttacactecgaag
atttcecgtaggggactggcggcagacagecggcetacaaccetggaccaagttecttgagcagggegat
gtgtccagtttgtttcagaatctecggggtgtececgtaactcecgatecaaaggattgtecctgagegyg
tgaaaacggcctgaagatcgacatccatgtcatcatcececegtatgaaggtctgageggecgatcaga
tgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatgatcatcactttaaggtgatt
ctgcactatggcacactggtaatcgacyggyg
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SEQ ID NO:213 (L27V CP 102 TEV)
MVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDERLINPDGSLLEFRVTINGVTIGWRLCE
RILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGEGMVEFTLEDEVGDWROTAGYNLDQVLEQGG
VSSLEQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEKVT
LHYGTLVIDG

SEQ ID NO:214 (L27V CP 103 TEV)

atgacgccgaacatgatcgactatttcggacggecgtatgaaggcatcgecgtgttegacggcaa
aaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaacc
ccgacggectocctgetgtteecygegtaaccatcaacggagtgaccggetggeggetgtgecgagegce
attttggcgggaagttctggtggaggaagttctggtggagagcectactactgagaacttgtactt
ccagagcgataacggaagttctggtggaggaagttctggtggaatggtgtttacactcgaagatt
tcgtaggggactggcggcagacagecggcetacaacctggaccaagtecttgagcagggeggtygty
tccagtttgiticagaatctecggggtagteccgtaactecgatccaaaggattgtectgageggtga
aaacggcctgaagatcgacatccatgtcatcatececgtatgaaggtectgageggegatcagatgy
gccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctyg
cactatggcacactggtaatcgacggggtt

SEQ ID NO:215 (L27V CP 103 TEV)
MTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVT INGVIGWRLCER
ILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVFTLEDFVGDWROTAGYNLDOQVLEQGGY
SSLEQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHFKVIL
HYGTLVIDGV

SEQ ID NO:216 (L27V CP 104 TEV)

atgccgaacatgatcgactatttecggacggceccecgtatgaaggecategecgtgttcgacggecaaaaa
gatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccccy
acggctceccctgctgttecgegtaaccatcaacggagtgacecggcetggeggctgtgegagegeatt
ttggcgggaagttctgotggaggaagttectggtggagagectactactgagaacttgtactteca
gagcgataacggaagttctggtggaggaagttctggtggaatggtgtttacactcgaagattitcyg
taggggactggcggcagacagccggctacaacctggaccaagtecttgagcagggeggtgtgrec
agtttgtttcagaatcicggggtgtccgtaacteccgatceccaaaggattgtectgageggtgaaaa
cggcctgaagatcgacatceccatgtecatcatcececgtatgaaggtctgageggecgatcagatgggec
agatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecac
tatggcacactggtaatcgacggggttacy

SEQ ID NO:217 (L27V CP 104 TEV)
MPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERI
LAGSSGGGSSGGEPTTENLYFOSDNGSSGGGS SGCMVETLEDFVGDWRQTAGYNLDQVLEQGGVS
SLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFRKVVYPVDDHHFKVILHE
YGTLVIDGVT

SEQ ID NO:218 (1.27v CP 105 TEV)

atgaacatgatcgactatttcggacggeccgtatgaaggcatecgecgtgttcgacggecaaaaagat
cactgtaaccgggaccctgtggaacggecaacaaaattatcgacgagcgectgatcaaccccgacyg
gctcectgetgttececgegtaaccatcaacggagtgaccggetggeggetgtgegagegeattttyg
gcgggaagttctggtggaggaagttctggtggagagectactactgagaacttgtacttccagag
cgataacggaagttctggtggaggaagttctggtggaatggtgtttacactcgaagatttegtag
gggactggcggcagacagecggctacaacctggaccaagtecttgagecagggeggtgtgtecagt
ttgtttcagaatctecgggatgtcecgtaactecgatccaaaggattgtecctgagecggtgaaaacqgg
cctgaagatcgacatccatgtcatcatceecgtatgaaggtectgageggecgatcagatgggecaga
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tcgaaaasatttttaaggtggtgtaccetgtggatgatcatcactttaaggtgattctgecactat
ggcacactggtaatcgacggggttacy

SEQ ID NO:218 (L27V CP 105 TEV)
MNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLERVTINGVIGWRLCERIL
AGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDEVGDWRQTAGYNLDQVLEQGGVSS
LEQNLGVSVIPIQRIVLSGENGLKIDIEVIIPYEGLSGDOMGQIERKIFRKVVYPVDDHHEKVILHY
GTLVIDGVT

SEQ ID NO:220 (L27V CP 106 TEV)

atgatgatcgactatttcggacggecgtatgaaggcatecgecgtgttcgacggcaaaaagatcac
tgtaaccgggacccetgtggaacggcaacaaaattatcgacgagegectgatcaacceecgacgget
ccetgctgttecgegtaaccatcaacggagtgaccggetggcggetgtacgagegeatttiggey
ggaagttctggtyggaggaagttctggtggagagcectactactgagaacttgtacttccagagega
taacggaagttctggtggaggaagtictggtggaatggtgtttacactcgaagatttegtagggy
actggcggcagacagcecggetacaacctggaccaagtecttgagcagggeggtgtgtecagtttyg
tttcagaatcteggggtgtecgtaactcecgatccaaaggattgtectgageggtgaaaacggect
gaagatcgacatccatgtcatcatcecgtatgaaggtectgageggegatcagatgggecagatcg
aaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecactatgge
acactggtaatcgacggggttacgccgaac

SEQ ID NO:221 (L27V CP 106 TEV)
MMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKI I DERLINPDGSLLFRVT INGVTGWRLCERI LA
GSSGGGSSGGEPTTENLYFOSDNGSSGGGS SGEMVEFTLEDEVGDWROTAGYNLDOVLEQGGVSSL
FONLGVSVTPIQORIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVY PVDDHEFKVILHEYG
TLVIDGVTPN

SEQ ID NO:222 (L27V CP 109 TEV)

atgtatttcggacggcegtatgaaggecatcgecgtgttegacggcaaaaagatcactgtaacecgyg
gaccctgtggaacggcaacaaaattatecgacgagegectgatcaacceecgacggeteecctgetygt
tccecgegtaaccatcaacyggagtgaccggectggeggctotgecgagegeattttggegggaagtict
ggtggaggaagttctggtggagagcctactactgagaacttgtacttccagagegataacggaay
ttctyggtggaggaagttctggtggaatggtgtttacactcgaagatticgtaggggactggeggc
agacagccggctacaacctggaccaagtecttgagecagggcggtgtgtecagtttgtttcagaat
ctcggggtgtccgtaactecgatecaaaggattgtectgageggtgaaaacggectgaagatecga
catccatgtcatcatcecegtatgaaggtectgagecggecgatcagatgyggecagatcgaaaaaattt
ttaaggtggtgtaccctgtggatgatcatcactttaaggtgattetgecactatggcacactggta
atcgacggggttacgccgaacatgatcgac

SEQ ID NO:223 {(1L27v CP 109 TEV)
MYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILAGSS
GGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDEVEDWROTAGYNLDOVLEQGGVSSLEQN
LGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGILY
IDGVTPNMID

SEQ ID NO:224 (L27V CP 112 TEV)

atgcggcegtatgaaggecatcgecgtgttcecgacggcaaaaagatcactgtaaccgggacectgtyg
gaacggcaacaaaattatcgacgagcgectgatcaaccccgacggeteectgetgttecgegtaa
ccatcaacggagtgaccggctggcggcectgtgegagegecattttggegggaagttctggtagagga
agttctggtggagagcctactactgagaacttgtacttccagagegataacggaagttchiggtagy
aggaagtitctggtggaatggtgtitacactcgaagatttecgtaggggactggecggecagacagecy
gctacaacctggaccaagtccttgagecagggeggtgtgteccagtttgtttcagaatctecyggggty
tcegtaactceccgatceccaaaggattgtectgageggtgaaaacggectgaagatecgacatecatgt
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catcatccegtatgaaggtctgageggegatcagatgggecagatecgaaaaaatttttaaggtygy
tgtaccctgtggatgatcatcactttaaggtgattctgecactatggecacactggtaatcgacggy
gttacgccgaacatgatcgactatttegga

SEQ ID NO:225 (L27V CP 1l2 TEV)

MRPYEGIAVFDGKKITVTGTLWNGNKI IDERLINPDGSLLEFRVTINGVIGWRLCERILAGSSGGG
SSGGEPTTENLYFQOSDNGSSGGGSSGGMVETLEDFVGDWROTAGYNLDQVLEQGGVSSLEQNLGV
SVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEFKVILHYGTLVIDG
VIPNMIDYFG

SEQ ID NO:226 (L27V CP 115 TEV)

atggaaggcatcgeccocgtgttcgacggcaaaaagatcactgtaacecgggacectgtggaacggceaa
caaaattatcgacgagcgcctgatcaaccccgacggcectecctygctgtteegegtaaccatcaacy
gagtgaccggetggeggctgtgegagegeattttggecgggaagttctggtggaggaagttctggt
ggagagcctactactgagaacttgtacttccagagecgataacggaagttctggtggaggaagtte
tggtggaatggtgtttacactcgaagatttcgtaggggactggcggcagacagcecggctacaace
tggaccaagtccttgagcagggeggtgtgtecagtttgtttcagaatcteggggtgtecgtaact
ccgatccaaaggatitgtectgageggtgaaaacggcectgaagategacatcecatgteatecatccee
gtatgaaggtctgageggecgatcagatgggccagatcgaaaaaattittaaggtggtgtaccctyg
tggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggrtacgecy
aacatgatcgactatttcggacggecgtat

SEQ ID N0:227 (L27V CP 115 TEV)
MEGIAVEDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSG
GEPTTENLYFOSDNGSSGGGSSGEMVETLEDFVGDWROTAGYNLDOVILEQGGVSSLEONLGVSVT
PIQRIVLSGENGLKIDIHAVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTP
NMIDYFGRPY

SEQ ID N0:228 (L27V CP 120 TEV}

atgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacga
gcgcectgatcaaccecgacggetcecectgetgttecgegtaaccatcaacggagtgaccggctgge
ggctgtgegagegeatittggegggaagtictggtggaggaagttctggtggagagectactact
gagaacttgtacticcagagcgataacggaagttetggtggaggaagttctggtggaatggtgtt
tacactcgaagatttegtaggggactggcggcagacagccgygctacaacctggaccaagtecteyg
agcagggeggtgtgtecagtttgtttcagaatctcggggtgtecgtaactecgateccaaaggate
gtcectgageggtgaaaacggectgaagatcgacatccatgtecatcatecegtatgaaggtctgag
cggcgatragatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatgatcatecact
ttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatgatcgactat
ttcggacggecgtatgaaggecategtggec

SEQ ID NO:229% (L27V CP 120 TEV)
MEDGKKITVTGTLWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILAGSSGGGSSGGRPTT
ENLYFQSDNGSSGGGSSGGMVETLEDFVGDWRQTAGYNLDOQVLEQGGVSSLEFONLGVSVTIPIQRI
VLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFRVILHYGTLVIDGVTPNMIDY
FGRPYEGIVA

SEQ ID N0:230 (L27vV CP 121 TEV)

atggacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgageyg
cctgatcaaccecgacggeteectgetgttecgegtaaccatcaacggagtgacecggetggegge
tgtgcgagegeattttggegggaagttctggtggaggaagtitctggtggagagectactactgag
aacttgtacttccagagcgataacggaagttctggtggaggaagttctggtggaatggtgtttac
actcgaagatttcgtaggggactggecggcagacagecggctacaacctggaccaagtecttgage
agggcggtgtgtcrcagtttgtttcagaatctecggggtgtecgtaactecegateccaaaggattgte
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ctgagcggtgaaaacggcctgaagatcgacatecatgtcecatcecatcececegtatgaaggtcectgageygy
cgatcagatgggccagatcgaaaaaatttttaaggtggtgtaceccrgtyggatgatcatcacttta
aggtgattctgecactatggcacactggtaatcgacggggttacgecgaacatgatcgactatote
ggacggccgratgaaggecatecgeegtgtte

SEQ ID NO:231 (L27v CP 121 TEV)
MDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVTIGWRLCERILAGSSGGGSSGGEPTTE
NLYFQSDNGSSGGGSSGEGMVETLEDFVGDWRQTAGYNLDOVLEQGGVSSLEQNLGVSVTPIQRIV
LSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYF
GRPYEGIAVFEF

SEQ ID NO:232 (L27V CP 123 TEV)

atgaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgat
caaccccgacggctceectgectgttecgegtaaccatcaacggagtgaccggetyggeggctygtygeyg
agcgcattttggcgggaagttctggtggaggaagttctggtggagagectactactgagaacttyg
tactteccagagcegataacggaagttcetggtygaggaagttctggtggaatggtgtttacactcga
agatttcgtaggggactggcggcagacagccggctacaacctggaccaagtecttgagecagggey
gtgtgtccagtttgtttcagaatcteggggtgtecgtaacteccgatccaaaggattgtectgage
ggtgaaaacggcctgaagatcgacatccatgtcatecateccegtatgaaggtctgageggegatca
gatgggccagatcgaaaaaatttttaaggtggtgtacccigtggatgatcatcactttaaggtga
ttectgecactatggcacactggtaatcgacggggttacgeccgaacatgatecgactatttecggacgg
ccgtatgaaggcatcgecgtgttcgacgge

SEQ ID NO:233 (L27V CEF 123 TEV)

MKKITVIGTLWNGNKI IDERLINPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENL
YFQSDNGSSGGGSSGGMVETLEDEVGDWRQTAGYNLDOVLEQGGVSSLEQNLGVSVTPIQRIVLS
GENGLKIDIHVIIPYEGLSGDOMGQOIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGR
PYEGIAVEDG

SEQ ID N0:234 (L27V CP 124 TEV)

Atgaagatcactgtaaccgggaccctgtggaacyggcaacaaaattatcgacgagecgectgateaa
ccccgacggcetecctgetgttecgegtaaccatcaacggagtgaccggectggeggetgtgegage
gcattttggecgggaagtictggtggaggaagttictggtggagagectactactgagaacttgtac
ttccagagcgataacggaagttctggtggaggaagttctggtggaatggtgtttacactegaaga
tttecgtagyggactggcggcagacageeggctacaacctggaccaagtecttgagecagggcggtyg
tgtccagtttgtttcagaatctcggggtgtecgtaactecgateccaaaggattgtecctgageggt
gaaaacggcctgaagatcgacatccatgtcatcateccegtatgaaggtctgageggegatcagat
gggccagatcgaaaaaatttttaaggtggtgtacectgtyggatgatcatcactttaaggtgattc
tgcactatggcacactggtaatcgacggggttacgecgaacatgatcgactatttecggacggecyg
tatgaaggcatcgccgtgttcgacgygcaaa

SEQ ID NO:235 (L27V CP 124 TEV)
MEKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLY
FQSDNGSSGGGSSGEMVETLEDFVGDWRQTAGYNLDOVLEQGGVSSLFONLGVSVTPIQRIVLSG
ENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEFRKVILHYGTILVIDGVTPNMIDYFGRP
YEGIAVFDGK

SEQ ID NO:236 (L27V CP 125 TEV)

atgatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccece
cgacggcteccctgetgttecgegtaaccatcaacggagtgaccggctggeggetgtgecgagegea
ttttggcgggaagttetggtggaggaagtictggtggagagectactactgagaacttgtactte
cagagcgataacggaagttcectggtggaggaagttctggtggaatggtgtttacactcgaagattt
cgtaggggactggcggcagacagecggcetacaacctggaccaagtecttgagecagggeggtgtgt
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ccagtttgtttcagaatctecggggtgtcegtaacteccgatccaaaggattgtectgageggtygaa
aacggcctgaagategacatecatgtcecatecatecegtatgaaggtetgageggegatcagatggyg
ccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattictge
actatggcacactggtaatcgacggggttacgcecgaacatgatecgactatttcggacggecgtat
gaaggcatcgececgtgttegacggcaaaaag

SEQ ID NO:237 (L27V CP 125 TEV)
MITVIGTLWNGNKIIDERLINPDGSLLEFRVIINGVIGWRLCERILAGSSGGGSSGGEPTTENLYF
QSDNGSSGGGSSGGMVETLEDFVGDWROTAGYNLDOVLEQGGVSSLEQNLGVSVTPIQRIVLSGE
NGLXIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVEIPNMIDYFGRPY
EGIAVFDGKK
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SEQ ID NO:238 (L27V CP 129 TEV)

atggggaccctygtggaacggcaacaaaattatcgacgagegectgatcaacceccgacggetecct
getgttceccocgegtaaccatcaacggagtgacecggetgacggetgtgecgagegeattttggegggaa
gttctggtggaggaagttctggtggagagectactactgagaacttgtacttccagagegataac
ggaagttctggtggaggaagttctggtggaatggigtttacactecgaagatitegtaggggactyg
gcggcecagacagecggcectacaacctggaccaagtecttgagecaagggeggtgtgteccagtttgttte
agaatctcggggtgtccgtaactecgatccaaaggattgtectgageggtgaaaacggectgaag
atcgacatccatgtcatcatcecgtatgaaggtectgageggcgatcagatgggecagatcgaaaa
aatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecactatggcacac
tggtaatcgacggggttacgccgaacatgatcgactatttcggacggecgtatgaaggecatcecgec
gtgttcgacyggcaaaaagatcactgtaacce

SEQ ID NO:239 (L27V CP 129 TEV)
MGTLWNGNKIIDERLINPDGSLLEFRVTINGVIGWRLCERILAGSSGGGSSGEGEPTTENLYFOSDN
GSSGGGSSGEMVETLEDEVGDWROTAGYNLDOVLEQGGVSSLEQNLGVSVITPIQRIVLSGENGLK
IDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHFRVILHYGTLVIDGVIPNMIDYEFGRPYEGIA
VEDGKKITVT

SEQ ID NO:240 (L27V CP 130 TEV}

atgaccctgtggaacggcaacaaaattatcgacgagegectgatcaacccecgacggetecetget
gttccecgcgtaaccatcaacggagtgaccggcetggcggctgtgegagegeattttggegggaagtt
ctggtggaggaagttctggtggagagectactactgagaactrgtacticcagagecgataacgga
agttctggtggaggaagttectggtggaatggtgtttacactecgaagatttcgtaggggactggey
gcagacagccggctacaacctggaccaagtecttgagecagggeggtgtgteccagtttgtttcaga
atctcggggtgtcecgtaactecgatccaaaggattgtcctgageggtgaaaacggectgaagate
gacatccatgtcatcatccegtatgaaggtctgageggcgatcagatgggecagatcgaaaaaat
ttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggecacactgy
taatcgacggggttacgeccgaacatgatcgactatttcggacggeegtatgaaggcatecgecgty
ttcgacggcaaaaagatcactgtaaccggg

SEQ ID NO:241 (L27V CP 130 TEV)
MILWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNG
SS5GGGESSGEMVETLEDFVGDWROTAGYNL DOQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKI
DIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHEFKVILEYGTLVIDGVT PNMIDYFGRPYEGIAV
FDGKKITVIG

SEQ ID NO:242 (L27V CP 131 TEV)

atgctgtggaacyggcaacaaaattatcgacgagegectgatcaaccceccgacggcectecctgetgtt
ccgcecgtaaccatcaacggagtgaccggectggeggctgtgegagegeattttggegggaagttety
gtggaggaagttctggtggagagectactactgagaacttgtacticcagagecgataacggaagt
tctggtogaggaagttctggtaggaatggtgtttacactcgaagatttegraggggactggeggca
gacagccggcetacaacctggaccaagtecttgagecagggeggtgtagteccagtttgtttcagaate
tcggggtgtecgtaactecgatcecaaaggattgtectgageggtgaaaacggectgaagatecgac
atccatgtcatcatccecgtatgaaggtetgageggcegatcagatgggeccagatcgaaaaaatttt
taaggtggtgtaccectgtggatgatcatcactttaaggtgattectgcactatggcacactggtaa
tcgacggggttacgecgaacatgatcecgactatttcggacggecgtatgaaggcatcgeecgtgttc
gacggcaaaaagatcactgtaaccgggacce

SEQ ID NO:243 (L27V CP 131 TEV)
MLWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGS
SGGGSSGGMVETLEDFVGDWROQTAGYNLDQVLEQGGVSSLEQONLGVSVIPIQRIVLSGENGLKID
ITHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEY
DGRKITVTGT
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SEQ ID NO:244 (L27V CP 133 TEV)

atgaacggcaacaaaattatcgacgagcgectgatcaaccececcgacggetecctgetgttecgegt
aaccatcaacggagtgaccggectggecggetgtgecgagegecattttggegggaagttctggtggag
gaagttctggtggagagectactactgagaacttgtacttccagagegataacggaagttctggt
ggaggaagttctggtggaatggtgtttacactcgaagatttegtaggggactggeggcagacage
cggctacaacctggaccaagtccttgagcagggcggtgtgtecagtttgtttcagaatectcgggy
tgtccgtaactecgatccaaaggattgtectgageggtgaaaacggectgaagatecgacatceat
gtcatcatcecogtatgaaggtcectgageyggegatcagatgggccagatcgaaaaaatitttaaggt
ggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacy
gggttacgccgaacatgatcgactattteggacggccgtatgaaggcategeocgtgttcgacgge
aaaaagatcactgtaaccgggaccctgtggg
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SEQ ID NO:245 (L27V CP 133 TEV)
MNGNKIIDERLINPDGSLLFRVIINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQOSDNGSSG
GGSSGEMVEFTLEDEVGDWRQTAGYNLDOQVLEQGGVSSLEQNLGVSVTPIQRIVLSGENGLKIDIH
VITIPYEGLSGDOMGQIEKIFRVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDG
KKITVIGTLW

SEQ ID NO:246 (L27V CP 136 TEV)

atgaaaattatcgacgagcgcctgatcaacecccgacggcetecctgetgttecegegtaaccatcaa
cggagtgaccggctggcggcectygtgegagegeattttggecgggaagttctggtggaggaagttctg
gtggagagcctactactgagaacttgtacttccagagegataacggaagttctggtggaggaagt
tctggtggaatggtgtttacactegaagatttegtaggggactggeggecagacagecggetLacaa
cctggaccaagtcecttgagcagggcggtgtgtccagtttgtttcagaatctecggggtgteegtaa
ctccgatccaaaggattgtectgagcggtgaaaacggecctgaagatcgacateccatgteatcate
ccgtatgaaggtctgageggcgatcagatgggecagatcgaaaaaatttttaaggtggtgtacee
tgtggatgatcatcactttaaggtgattctgecactatggcacactggtaatecgacggggttacge
cgaacatgatcgactattteggacggcegtatgaaggcatcgecgtgttcgacggcaaaaagate
actgtaaccgggaccctgtggaacggcaac

SEQ ID NO:247 (L27V CP 136 TEV)
MKIIDERLINPDGSLLEFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQOSDNGSSGGGS
SGCMVEFTLEDEVGDWRQTAGYNLDOVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIT
PYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVI PNMIDYFCRPYEGIAVEDGKKI
TVTGTLWNGN

SEQ ID NO:248 (L27V CP 139 TEV)
atggacgagcgcctgatcaaccccgacggctececectgetgttecgegtaaccatcaacggagtgac
cggctggeggetgtgegagegecattttggegggaagttetggtggaggaagtictggtggagage
ctactactgagaacttgtacttccagagecgataacggaagttctggtggaggaagttctggtgga
atggtgtttacactcgaagatttecgtaggggactggcggcagacagecggctacaacctggacca
agtcottgagcagggcggtgtgtccagtttgtttcagaatcteggggtgtecgtaactecgatec
aaaggattgtcecctgagcggtgaaaacggecctgaagatcgacatccatgtecatcateccegtatgaa
ggtctgagcecggcegatcagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatga
tcatcactttaaggtgattctgcactatggcacactggtaatcgacggoggttacgccgaacatga
tcgactatttecggacggecgtatgaaggcatcgecgtgticgacgygcaaaaagatcactgtaace
gggaccctgtggaacggcaacaaaattatcgacgagege

SEQ ID NO:249 (L27V CP 139 TEV)
MDERLINPDGSLLFRVTINGVTIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGG
MVFTLEDEVGDWRQTAGYNLDQVLEQGGVSSLEQNLGVSVTPIORIVLSGENGLKIDIAVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDER

SEQ ID NO:250 (L27V CP 140 TEV)

atggagcgectgatcaacceccgacggcetceecectgetgticcgegtaaccatcaacggagtgaccgyg
ctggeggctgtygcgagegecattttggegggaagttctggtggaggaagtictaggtggagagecta
ctactgagaacttgtacttccagagcgataacggaagttctggtggaggaagttctggtggaatyg
gtgtttacactcgaagattitcgtaggogactggcggecagacagecggectacaacctggaccaagt
ccttgagcagggcyggtgtgtecagttigtctcagaatctecggggtgtecegtaactccgatccaaa
ggattgtcctgagecggtgaaaacggcctgaagatcgacatccatgtcatecateccegtatgaaggt
ctgagcggcegatcagatgggeccagatcgaaaaaattttitaaggtggtgtacectgtggatgatca
tcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatgatcyg
actatttcecggacggecgtatgaaggcatecgecgtgttogacggcaaaaagatcactgtaaccggg
accectgtggaacggcaacaaaattatcgac
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SEQ ID NO:251 (L27V CP 140 TEV)
MERLINPDGSLLEFRVTINGVTGWRLCERILAGSSGGGSSGCEPTTENLYFQOSDNGSSGGGSSGGM
VETLEDEFVGDWRQTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIEVIIPYEG
LSGDOMGOIERKIFKVVYPVDDHHEFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVTG
TLWNGNKIID

SEQ ID NO:252 (L27V CP 141 TEV)

atgcgcecctgatcaacccececgacggeteccctgetgttececgegtaaccatcaacgygagtgaccggety
gcggctgtgcgagegcecattttggegggaagtictggtggaggaagtictggtggagagectacta
ctgagaacttgtacttccagagecgataacggaagttetggtggaggaagttciggtggaatgaty
tttacactcgaagatttcgtaggggactggcggcagacagecggetacaacctggaccaagtect
tgagcagggcggtgtgtceccagtttgtttcagaatcteggggtgtecgtaactecgatecaaagyga
ttgtectgageggtgaaaacggectgaagatcgacateccatgtcatcatceegtatgaaggtctyg
agcggcgatcagatgggceccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcea
ctttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatgatcgact
atttcggacggcecegtatgaaggcatcgecgtgttegacggcaaaaagatcactgtaaccgggace
ctogtggaacggcaacaaaattatcgacgag

SEQ ID NO:253 (1L27V Cp 141 TEV)
MRLINPDGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMV
FTLEDFVGDWROTAGYNLDOVLEQGGVSSLEONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGL
SGDOMGOIEKIFRKVVYPVDDHHEKVILHYGTLVIDGVT PNMIDYFGRPYEGIAVEDGKKITVTIGT
LWNGNKIIDE

SEQ ID NO:254 {(L27V CP 142 TEV)

atgctgatcaaccccgacggetecectgetgttecgcgtaaccatcaacggagtgaccggetggeyg
gctgtgecgagegecattttggegggaagttctggtggaggaagttctggtggagagectactactyg
agaacttgtacticcagagcgataacggaagttciggtggaggaagttctggtggaatggtgtt
acactcgaagatttcgtaggggactggcggcagacagecggcectacaacctggaccaagtecttga
gcagggcggtgtgtceccagtttgtttcagaatcteggggtgtecgtaactecgateccaaaggattg
tcectgageggtgaaaacggectgaagatcgacatcecatgtecatcateccecgtatgaaggtectgage
ggcgatcagatygggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactt
taaggtgattctgcactatggcacactggtaatcgacggggttacgccgaacatgatcgactatt
tcggacggceccgtatgaaggcatcgeegtgttcgacggecaaaaagatcactgtaaccgggaccety
tggaacggcaacaaaattatcgacgagcge

SEQ ID NO:255 (L27V CP 142 TEV)
MLINPDGSLLFRVIINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS SGGMVE
TLEDEVGDWROTAGYNLDOVLEQGGVSSLEQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLS
GDOMGOIEKIFKVVYPVDDHHEKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTL
WNGNKIIDER

SEQ ID NO:256 (L27V CP 143 TEV)

atgatcaaccccgacggcetcecectgetgttcececgegtaaccatcaacggagtgacecggctggegget
- gtgcgagcegcattttggegggaagttctggtggaggaagttctggtggagagectactactgaga
acttgtacttccagagcgataacggaagttcectggtggaggaagttctggtggaatggtgtittaca
ctcgaagatttcgtaggggactggcggcagacagecggctacaacctggaccaagtcecttgagea
gggcggtgtgtccagtttgtttcagaatcteggggtgtecgtaacteecgatccaaaggattgtec
tgagcggtgaaaacggectgaagatcgacatcecatgtcatcatecececgtatgaaggtctgagegge
gatcagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaa
ggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatgatcgactattteyg
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gacggccegtatgaaggcatecgecgtgttcgacggcaaaaagatcactgtaaccgggacecetgtgyg
aacggcaacaaaattatcgacgagegecty

SEQ ID NO:257 (L27V CP 143 TEV)
MINPDGSLLFRVTINGVITCWRLCERILAGSSGGGSSGCGEPTTENLYFQSDNGSSGGGSSGGMVET
LEDFVGDWRQTAGYNLDOVLEQGGVSSLEQNLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSG
DOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVTGTLW
NGNKIIDERL

SEQ ID NO:258 (L27V CP 144 TEV)

atgaaccccgacggcetceectgetgtteccgegtaaccatcaacggagtgaccggectggeyggetgty
cgagcgcecattttggcgggaagttetgatggaggaagtitctggtggagagectactactgagaact
tgtacttceccagagecgataacggaagttctggtggaggaagttctggtggaatggtgtttacacte
gaagatttcgtaggggactggcggcagacagccggctacaacctggaccaagtccttgagecaggy
cggtgtgtccagtttgtttcagaatcteggggtgteccgtaactecgateccaaaggattgtecctga
gcggtgaaaacggcctgaagatecgacatecatgtcatcatecegtatgaaggtctgageggegat
cagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggt
gattctgcactatggcacactggtaatcgacggggttacgecgaacatgatecgactattteggac
ggccegtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaac
ggcaacaaaattatcgacgagcgectgate

SEQ ID NO:259 (L27V CP 144 TEV)
MNPDGSLLEFRVTINGVIGWRLCERILAGSSGGGSSGCGEPTTENLYFQSDNGSSGGGSSGGMVETL
EDFVGDWROTAGYNLDQVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGD
OMGOIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDCGKKITVTGTLWN
GNKIIDERLI

SEQ ID NO:260 (L27V CP 145 TEV)

atgcccecgacggcectecctgetgttceogegtaaccatcaacggagtgaccggetggeggetatgega
gcgecattttoggecgggaagttctggtggaggaagttctgagtyggagagectactactgagaacttgt
acttccagagcgataacggaagttctggtggaggaagttctggtggaatggtgtttacactcgaa
gatttcgtaggggactggcggcagacagecggctacaacctggaccaagtcctigagcagggegg
tgtgtccagtttgtttcagaatcteggggtgteccgtaactecgatccaaaggattgtectgagey
gtgaaaacggcctgaagatcgacatccatgtcatcatcececgtatgaaggtictgageggcgatcayg
atgggccagatcgaaaaaattittaaggtggtgtaccetgtggatgatcatcactttaaggtgat
tctgcactatggcacactggtaatcgacggggttacgecgaacatgatecgactatttcggacgge
cgtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacgge
aacaaaattatcgacgagecgectgatcaac

SEQ ID NO:261 (L27V CP 145 TEV)

MPDGSLLFRVTINGVTGWRLCERI LAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS SGGMVETLE
DFVGDWROTAGYNLDOVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHYI I PYEGLSGDQ
MGQIEKIFKVVYPVDDEHFKVILHYGTLVIDGVTPNMI DY FGRPYEGIAVFDGKKI TVTGTLWNG
NKIIDERLIN

SEQ ID NO:262 (L27V CP 146 TEV)

atggacggctcecctgctgttecgegtaaccatcaacggagtgaccggetggcggectgtgegageyg
cattttggcegggaagttctggtggaggaagttectggtggagagectactactgagaactigtact
tccagagecgataacggaagttetggtggaggaagttectggtggaatggigtttacactecgaagat
ttegtaggggactggcggcagacagecggctacaacctyggaccaagtecttgagcagggeggtygt
gtccagtttgtitcagaatctecggggtgrtceccgtaactecgatccaaaggattgtectgageggta
agaacggcectgaagatcgacatccatgtecatcatecccgtatgaaggtctgagecggegatcagatyg
ggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattet
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gcactatggcacactggtaatcgacggggttacgecgaacatgatcgactattteggacggeegt
atgaaggcatcgcecgtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggecaac
aaaattatcgacgagcgectgatcaaccecce

SEQ ID NO:263 (L27V CP 146 TEV)
MDGSLLFRVTINGVTIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVEFTLED
FVGDWROTAGYNLDOVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIHVITIPYEGLSGDOM
GQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDY PGRPYEGIAVEDGKKITVTGTLWNGN
KIIDERLINP

SEQ ID NO:264 (L27V CP 147 TEV)

atgggctececctgetgtteecgegtaaccatcaacggagtgaccggetggeggctgtgegagegeat
tttggcgggaagttectggtggaggaagttctggtggagagectactactgagaacttgtacttee
agagcgataacggaagttctggtggaggaagttectggtggaatggtgtttacactcgaagatttc
gtaggggactggcggcagacagceeggctacaacctggaccaagtecttgagecaggogcggtgtgte
cagtttgtttcagaatctcggggtgteegtaactecgatccaaaggattgtcctgageggtgaaa
acggcctgaagatcgacatccatgtcatcateccecegtatgaaggtctgageggecgatcagatggge
cagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgea
ctatggcacactggtaatcgacggggttacgecgaacatgategactatttcggacggecgtatyg
aaggcatcgccocgtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaa
attatcgacgagcgcectgatcaaceccgac

SEQ ID NO:265 (L.27V CP 147 TEV)
MGSLLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNGSSGGGS SGGMVETLEDE
VGDWROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMG
QIEKIFKVVYPVDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNK
IIDERLINPD

SEQ ID NO:266 (L27V CP 148 TEV)

atgtceccecctgetgttecgegtaaccatcaacggagtgaccggetggeggctgtgecgagegeatttt
ggcgggaagttctegtggaggaagttctggtggagagectactactgagaacttgtactteccaga
gcgataacggaagttctggtggaggaagtictggtggaatggtgtttacactcgaagatitegta
ggggactggeggcagacageeggcectacaacctggaccaagtecttgageagggeggtgtgtecag
tttgtttcagaatctecggggtgteecgtaactecgatccaaagygattgtcctgageggtgaaaacy
gcctgaagatcgacatceccatgtcecatcateccgtatgaaggtctgageggegatcagatgggecag
atcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgeacta
tggcacactggtaatcgacggggttacgecgaacatgatcgactatttcggacggeecgtatgaag
gcategecgtgttcgacggcaaaaagatcactgtaaccgggacectgtggaacggcaacaaaatt
atcgacgagcgcctgatcaacccecgacggce

SEQ ID NO:267 (L27V CP 148 TEV)
MSLLEFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS SGEGMVETLEDEV
GDWRQTAGYNLDQVLEQGGVISLFONLGVSVIPIORIVLSGENGLKIDIHVIIPYEGLSGDOMGO
TERIFKVVYPVDDHHFKVILEYGTLVIDGVI PNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKI
IDERLINPDG

SEQ ID NO:268 (L27V CP 149 TEV)

atgctgctgttccecgegtaaccatcaacggagtgaccaggetggeggetgtgecgagegeattttgge
gggaagttctggtggaggaagttctggtggagagectactactgagaacttgtacttccagagey
ataacggaagttctaogtggaggaagttctggtggaatggtgtttacactcgaagatticgtaggg
gactggcggcagacagceccggctacaacctggaccaagtecttgagcagggeogtgtgtecagtitt
gtttcagaatctcggggtgtoegtaactecgateccaaaggattgticctgagecggtgaaaacggoe
tgaagatcgacatccatgtcatcatceccegtatgaaggtcetgageggegatcagatgggecagatce
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gaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattetgecactatgg
cacactggtaatcgacggggttacgcecgaacatgatcgactatttecggacggecgtatgaaggea
tcgecgtgttcgacyggeaaaaagatcactgtaaccgggaccctgtyggaacggcaacaaaattate
gacgagcgcctgatcaaccccgacggetec

SEQ ID NO:26% (L27V CP 149 TEV)
MLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQOSDNGSSGGGSSGEMVETLEDEVG
DWRQTAGYNLDQVLEQGGVSSLEFQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOT
EKIFKVVYPVDDHHEKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTIGTLWNGNKTI I
DERLINPDGS

SEQ ID NO:270 (L27V CP 150 TEV)

atgctgttecgegtaaccatcaacggagtgaccggctggeggetgtgegagegecattttggeggy
aagttctggtggaggaagtictggtggagagectactactgagaacttgtacttecagagegata
acggaagttctggtggaggaagtictggtggaatggtgtttacactecgaagatttecgtaggggac
tggcggcagacagcecggctacaacctggaccaagtcettgagecagggeggtgtygtecagtttgtt
tcagaatctcggggtgtecegtaactecgateccaaaggattgtcctgagcggtgaaaacggectga
agatcgacatccatgtcatcatccegtatgaaggtctgageggegatcagatgggecagatcgaa
aaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecactatggeac
actggtaatcgacggggttacgcecgaacatgatcgactatttcggacggecgtatgaaggecatcyg
cocgtgttecgacggcaaaaagatcactgtaaccgggaccectgtggaacggecaacaaaattategac
gagcgcctgatcaaccccgacggetcectyg

SEQ ID NO:271 (L27V CP 150 TEV)
MLFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSCGGMVETLEDRDEVGD
WRQTAGYNLDOQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIHVITIPYEGLSGDOMGQIE
KIFKVVYPVDDHHFRKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKIID
ERLINPDGSL

SEQ ID NO:272 (1L27Vv CP 151 TEV)

atgttecgegtaaccatcaacggagtgaccggctggecggcectgtgecgagegeattitggcgggaag
ttctggtggaggaagttctggtggagagectactactgagaacttgtacttccagagecgataacy
gaagttctggtggaggaagtictggtggaatggtgtttacactcgaagatttcgtaggggactyy
cggcagacagccggctacaacctggaccaagtecttgagcagggeggtgtgtcecagtttgtttca
gaatctcggggtgtceccgtaactcecgatccaaaggattgtectgagecggtgaaaacggectgaaga
tcgacatccatgtcatcatcecegtatgaaggtctgageggegatcagatgggccagategaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggecacact
ggtaatcgacggggttacgcecgaacatgatcgactatttcggacggecgtatgaaggecategeey
tgttecgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatecgacgag
cgcecctgatcaaccccgacggeteectgetg

SEQ ID NO:273 (L27V CP 151 TEV)
MFRVTINGVIGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNGSSGGGSSGEMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFKVVYPVDDHHEERVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEDGRKKITVIGTLWNGNKIIDE
RLINPDGSLL

SEQ ID NO:274 (L27V CP 154 TEV)

atgaccatcaacggagtgaccggctggcggctgtgecgagegecattttggegggaagttetggtagg
aggaagttctggtggagagcectactactgagaacttgtacttccagagcgataacggaagttctyg
gtggaggaagttctggtggaataggtgtttacactcgaagatttegtaggggactggecggcagaca
gccggctacaacctggaccaagtceccttgagcagggcggtgtgtecagtttgtttcagaatetegy
ggtgtcegtaactccecgatcecaaaggattgtectgageggtgaaaacggectgaagatcgacatee
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atgtcatcatccegtatgaaggtctgageggegatcagatgggecagatcgaaaaaatttttaag
gtggtgtaccctgtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcga
cggggttacgecgaacatgatcgactatttecggacggecegtatgaaggcatcgecgtgttcecgacy
gcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagecgectgatce
aaccccgacggetecctgetgtteecgegta

SEQ ID NO:275 (L27V CP 154 TEV)
MTINGVTIGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGGMVETLEDEVGDWROT
AGYNLDQVLEQGGVSSLEQONLGVSVIPIQRIVLSCGENGLKIDIHVIIPYEGLSGDOMGQIEKIFK
VVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLT
NPDGSLLFRV



WO 2012/661529 PCT/USZ011/05%617

SEQ ID N0O:276 (L27V CP 156 TEV)
atgaacggagtgaccggctggcggctgtgegagegecattttggecgggaagttctagtggaggaay
ttctggtggagagectactactgagaacttgtacttccagagcgataacggaagttectggtggag
gaagttctggtggaatggtgtttacactcgaagatitecgtaggggactggcggcagacagecgge
tacaacctggaccaagtccttgagcagggecggtgtgtccagtttgtttcagaatctecggggtgte
cgtaactccgatccaaaggattgtectgageggtgaaaacggcctgaagatcgacateccatgtea
tcatcccgtatgaaggtctgageggegatcagatgggeccagatcgaaaaaatttttaaggtggtyg
taccctgtggatgatcatcactttaaggtgattctgecactatggecacactggtaatcgacggggt
tacgccgaacatgatcgactatttcggacggecgtatgaaggeatecgeecgtgttcgacggcaaaa
agatcactgtaaccgggaccctgtggaacggcaacaaaattategacgagegectgatcaaccce
gacggctcectgectgttecgegtaaccate

SEQ ID NO:277 (L27v CP 156 TEV)
MNGVTGWRLCERILAGSSGGGSSGGEPTTENLYEFQOSDNGSSGGGSSGGMVETLEDFVGDWRQTAG
YNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVV
YPVDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGEKITVIGTLWNGNKIIDERLINP
DGSLLFRVTI

SEQ ID NO:278 (L27v CP 157 TEV)

atgggagtgaccggctggeggctgtgegagegeattttggegggaagttctggtggaggaagtte
tggtggagagcecctactactgagaacttgtacttccagagecgataacggaagttctggtggaggaa
gttctggtggaatggtgtttacactecgaagattitecgtaggggactggecggcagacagecggetac
aacctggaccaagtccttgagecagggecggtgtgteccagtttgtttcagaatctecggggtgteegt
aactccgatccaaaggattgtectgagegotgaaaacggectgaagatecgacatccatgtecatea
tcecegtatgaaggtctgageggegatcagatgggecagatcgaaaaaatttttaaggtggtgtac
cctgtggatgatcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttac
geccgaacatgatcgactatttceggacggecgtatgaaggcategecgtgticgacggcaaaaaga
tcactgtaaccgggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccecgac
ggctecectgetgttccgecgtaaccatcaac

SEQ ID NO:279 (L27V CP 157 TEV)
MGVTGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGSSCGGMVETLEDFVGDWRQTAGY
NLDQVILEQGGVSSLFQNLGVSVIPIQRIVLSGENGLKIDIEVIIPYEGLSGDOMGQIEKIPRKVVY
PVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPD
GSLLFRVTIN

SEQ ID NO:280 (L27V CPp 158 TEV)

atggtgaccggctggcggectgtgecgagegeattttggegggaagttectggtggaggaagtictgy
tggagagcectactactgagaacttgtacttccagagecgataacggaagttctggtggaggaagtt
ctggtggaatggtgtttacactcgaagatttegtaggggactggecggcagacagecggeLacaac
ctggaccaagtccttgagcagggcggtaotgtecagtttgtttcagaatectecggggtgtecgtaac
tcecgatceccaaaggattgtectgageggtgaaaacggcctgaagatcgacatceccatgtecatecatec
cgtatgaaggtctgageggcgatcagatgggccagatcgaaaaaatitttaaggtggtataccet
gtggatgatcatcactttaaggtgattctgcactatggecacactggtaatcgacggggttacgec
gaacatgatcgactatttcecggacggecgtatgaaggecategecgtgttecgacggcaaaaagatca
ctgtaaccgggaccectgtggaacggcaacaaaattatcgacgagegectgatcaacceccgacyggce
tcectgetgttecgegtaaccatcaacygga

SEQ ID NO:281 (L27V CP 158 TEV)
MVIGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNGSSGGGS SGCMVEFTLEDEFVGDWRQTAGCYN
LDQVLEQGGVSSLEFONLGVSVTRPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKTIFKVVYP
VDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDG
SLLFRVTING
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SEQ ID NO:282 (L27V CP 160 TEV)

atgggctggcggctgtgecgagegecattttggegggaagttictggtggaggaagttctggtggaga
gcctactactgagaacttgtacttccagagecgataacggaagttcectggtggaggaagttetggtyg
gaatggtgtttacactcgaagatttecgtaggggactggcggecagacagecggetacaacctyggac
caagtccttgagcagggecggtgtgteccagtttgtttcagaatecteggggtgtccgtaacteecgat
ccaaaggattgtcecctgageggtgaaaacggectgaagatcgacateccatgtcatcatececgtatg
aaggtetgagcggecgatcagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggat
gatcatcactttaaggtgattctgcactatggecacactggtaatecgacggggttacgecgaacat
gatcgactatttcggacggecgtatgaaggecategecgtgitegacggcaaaaagatcactgtaa
ccgggaccctgtggaacyggcaacaaaattatcgacgagecygcctgatcaacceccecgacggetecctyg
ctgttccgegtaaccatcaacggagtgace
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SEQ ID NO:283 (L27V CP 160 TEV)
MGWRLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS SGEGMVETLE DFVGDWRQTAGYNLD
QVLEQGGVSSLFQONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVD
DHHFKVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGT LWNGNKI IDERLINPDGSL
LFRVTINGVT

SEQ ID NO:284 (L27V CP 163 TEV)

atgctgtgcgagegeattttggecgggaagttcectggtggaggaagttetggtggagagectactac
tgagaacttgtacttccagagcgataacggaagttctggtggaggaagttctggtggaatggtgt
ttacactcgaagatttcgtaggggactggecggcagacagecggcectacaacctggaccaagtectt
gagcagggcggtgtgtccagtttgtttcagaatcteggggtgtecgtaactecgatccaaaggat
tgtcctgagecggtgaaaacggectgaagategacatccatgtcatcatececgtatgaaggtectga
gcggcgatcagatgggccagatcgaaaaaatttttaaggtggtgtaccectgtggatgatcatecac
tttaaggtgattctgcactatggcacactggtaatcgacggggttacgeccgaacatgatcgacta
tttcggacggecgtatgaaggcatcgecgtgticgacggcaaaaagatcactgtaaccgggacce
tgtggaacggcaacaaaattatcgacgagcgectgatcaacceccgacggcteectgetgtteege
gtaaccatcaacggagtgaccggctggegg

SEQ ID NO:285 (L27V CP 163 TEV)
MLCERILAGSSGGGSSGGEPTTENLYFQSDNGSSGGGS SGGMVETLEDEVGDWRQTAGYNLDQVL
EQGGVSSLEQONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVY PVDDHE
FKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFR
VT INGVTGWR

SEQ ID NO:286 (L27V CP 166 TEV)

Atgcgcattttggegggaagttctggtyggaggaagttetggtggagagectactactgagaactt
gtacttccagagegataacggaagttctggtggaggaagttctggtggaatggtgtttacacteg
aagatttcogtaggggactggecggcagacagecggctacaacctggaccaagtecttgagcaggyge
ggtgtgtceccagtttgtttcagaatcteggggtygtecgtaactecgatecaaaggattgtectgayg
cggtgaaaacggcectgaagatcgacatccatgtecatcateccgtatgaaggtetgageggegate
agatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatgatcatcactttaaggtyg
attctgcactatggcacactggtaatcgacggggttacgecgaacatgatcgactattteggacy
gecegtatgaaggeategecgtgttegacggcaaaaagatcactgtaaccgggaccctygtggaacy
gcaacaaaattatcgacgagcgectgatcaaccceccgacggetecctgetgttecgegtaaccate
aacggagtgaccggctggeggetgtgegag

SEQ ID NO:287 (L27V CP 166 TEV)
MRILAGSSGGGSSGGEPTTENLYFOSDNGSSGGGSSGCGMVEFTLEDFVGDWROTAGYNLDQVLEQG
GVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFRY

LHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKI IDERLINPDGSLLFRVTI
NGVTGWRLCE

SEQ ID NO:288 (pCA 9 FKBP-L27V(02A 157-169)

gagtgcaggtggaaaccatcectcocccaggagacgggegcaccttececaagegeggecagacctge
gtggtgcactacaccgggatgcttgaagatggaaagaaatttgattectcecgggacagaaacaa
gcectttaagtttatgetaggcaagcaggaggtgatccgaggctgggaagaaggggttygcccaga
tgagtgtgggtcagagagceccaaactgactatatcticcagattatgectatggtgecactgggeac
ccaggcatcatcecccaccacatgecactetecgtcecttegatgtggagecttctaaaactggaaggagy
agggagcteccggtggaggcageggtggagtgaccyggetggegegetgtgegaacgecattctggey

SEQ ID NO:289% (pCA 9 FKBP-L27V02A 157-1692)
GVQVETISPGDGRTFPKRGOTCVVHY TGMLEDGKKEDS SRDRNKPFKEMLGKOEVIRGWEEGVAQ
MSVGORAKLTISPDYAYGATGHPGIIPPHATLVEFDVELLKLEGGGS SGGGSGGVIGWRLCERILA
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SEQ ID NO:290 (pCA 10 127V02A 1-156-FRB)
atggtcticacactcgaagatticgttggggactggcgacagacagceccggctacaacctggacea
agtecttgaacagggaggtgtgtccagtttgtttcagaatctcggggtgteccgtaactaecgatec
aaaggattgtcctgagcggtgaaaatgggetgaagatcgacateccatgtcatcatececgtatgaa
ggtctgageggegaccaaatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatga
tcatcactttaaggtgatectgcactatggcacactggtaatcgacggggttacgecgaacatyga
tcgactatttcggacggecegtatgaaggecatcgeegtgttegacggecaaaaagatcactgtaaca
gggacccetgtggaacggcaacaaaattatcgacgagegectgatcaacccecgacgygctecectget
gttccgagtaaccatcaacggagtgaccggaggaggtggcetecaggtggagggagetecgtggeca
tcetetggecatgagatgtggcatgaaggectggaagaggcecatctegtttgtactttggggaaagy
aacgtgaaaggcatgtttgaggtgctggageccttgecatgctatgatggaacggggecccecagac
tctygaaggaaacatcctttaatcaggectatggtcgagatttaatggaggcccaagagtggtgea
ggaagtacatgaaatcagggaatgtcaaggacctcacccaagcectgggacctctattatcatgtyg
ttccgacgaatctea

SEQ ID NO:291 (pCA 10 L27V02A 1-156~FRB)
MVETLEDEVGDWROTAGYNLDQVLEQGGVSSLEQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGER
NVRKGMFEVLE PLHAMMERGPQTLKET SEFNQAYGRDLMEAQEWCRKYMKSGNVKDLTOAWDLYYHV
FRRIS

SEQ ID NO:292 (pCA 26 FKBRP-L27V02A 1-156)
ggagtgcaggtggaaaccatctccccaggagacgggegecacctteccrcaagecgeggcecagaccty
cgtggtgcactacaccgggatgcttgaagatggaaagaaatttgattectecegggacagaaaca
agcectttaagtttatgctaggcaagcaggaggtgatecgaggectygggaagaaggggttgeecayg
atgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgeccactgggea
cccaggceatcatcecaccacatgecactetegtettcgatgtggagettctaaaactggaaggag
gagggagctccggtggaggcageggtatggtettcacactecgaagatttegttggggactggcga
cagacagccggctacaacctggaccaagtecttgaacagggaggtgtgtccagttigtttcagaa
tcteggggtgtecgtaactecgatccaaaggattgtectgageggtgaaaatgggctgaagatey
acatccatgtcatcatecccgtatgaaggtctgagcggecgaccaaatggygccagatcgaaaaaatt
tttaaggtggtgtaccctgtggatgatcatcactttaaggtgatectgecactatggecacactagt
aatcgacggggttacgcegaacatgategactatttcggacggecegtatgaaggecategeegtgt
tcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagege
ctgatcaaccccgacggecteectgetgttecgagtaaccatcaac

SEQ ID NO:293 (pCA 26 FKBP-L27V02A 1-156)
GVQVETISPGDGRTEFPRKRGQTCVVHY TGMLEDGKKEFDS SRDRNKPFREMLGRKQEVIRGWEEGVAQ
MSVGORAKLTISPDYAYGATGHPGIIPPHATLVEDVELLKLEGGGS SGGGSGMVETLEDFVGDWR
QTAGYNLDQVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKT
FRVVYPVDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDER
LINPDGSLLEFRVTIN

SEQ ID N0:294 (pCA 25 L27V02A 157-169-FRB)
atgggagtgaccggctggcggctgtgegaacgcattictggegggaggaggtggetcaggtggagy
gagctccegtgaccatcectetggcatgagatgtggcatgaaggectggaagaggcatectegtttgt
actttggggaaaggaacgtgaaaggcatgtttgaggtgctggageecttgecatygctatgatggaa
cggggecceccagactcetgaaggaaacatectttaatcaggectatggtcgagatttaatggagge
ccaagagtggtgcaggaagtacatgaaatcagggaatgtcaaggacctcacccaagectgggace
tctattatcatgtgttcecgacgaatctea

229



WO 2012/061529 PCT/US2011/059017
SEQ ID NO:295 (pCh 25 L27V02A 157-169-FRB])
MGVIGWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMEFEVLEPLHAMME
RGPQTLKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTOAWDLYYHVFRRIS

SEQ ID NO:296 (pCA 3 FRBP-L27V02A 103-169)
atgggagtgcaggtggaaaccatctcoccaggagacgggcgeacctieccccaagcgeggecagac
ctgcgtggtgcactacaccggyuatgcttgaagatggaaagaaatttgattecectececygggacagaa
acaagccctttaagtttatgetaggecaagecaggaggtgatccgaggectgggaagaaggggttgee
cagatgagtgtgggtcagagagceccaaactgactatatctccagattatgectatggtgeecactygyg
gcacccaggcatcatecccaccacatgceccactcectegtecttecgatgtggagettctaaaactggaag
gaggagggagcteccecyggtggaggcageggtacgecgaacatgatcgactatttcggacggeegtat
gaaggcatcgececgtgttegacggecaaaaagatcactgtaacagggaccctgtggaacggcaacaa
aattatcgacgagcgectgatcaaccccecgacggcetecctgetgttcegagtaaccatcaacggay
tgaccggctggecggetgtgecgaacgecattctgge

SEQ ID NO:297 (pCA 3 FKBP-L27V02A 103~169)
MGVQOVETISPGDGRTFPKRGQTCVVHY TGMLEDGKKFDS SRDRNKPERFMLGRKQEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPEATLVEFDVELLKLEGGG3SGGGSGT PNMIDYFGRPY
EGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERIL

SEQ ID NO:298 (pCA 4 L27V(02A 1-102-FRB)
atggtcttcacactcgaagatttcgttggggactggcgacagacagecggctacaacctggacca
agtccttgaacagggaggtgtgtccagtttgtttcagaatctecggggtgtcegtaactecgatec
aaaggattgtcctgageggtgaaaatgggctgaagatcgacatceccatgtecatcatececgtatgaa
ggtctgagcggcgaccaaatgggccagatcgaaaaaatitttaaggtggtgtaccetgtggatga
tcatcactttaaggtygatcctgecactatggecacactggtaatcecgacggggttggaggaggtgget
caggtggagggagcectcegtggeccatectetggecatgagatgtggecatgaaggectggaagaggcea
tctecgtttgtactttggggaaaggaacgtgaaaggcatgttigaggtgetyggageecttgecatge
tatgatggaacggggcccccagactctgaaggaaacatectttaatcaggectatggtecgagatt
taatggaggcccaagagtggtgcaggaagtacatgaaatcagggaatgtcaaggacctcacccaa
cctgggaccectctattatcatgtgtteccgacgaatctca

SEQ ID N0:299 {pCA 4 L27V02A 1-102-FRB)
MGVQVETISPGDGRTFPKRGOTCVVHY TGMLEDGKKFDSSRDRNKPFKFMLGKQEVIRGWEEGVA
OMSVGQORAKLTISPDYAYGATGHPGIIPPHATLVEDVELLKLEGGGSSGGEGSGTPNMIDYFGREPY
EGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERIL

SEQ ID NO:300 (pCA 18 L27V02A 103-16S-FRB)
atgacgccgaacatgatcgactatttcggacggcegtatgaaggecategecgtgttecgacggcaa
aaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgatcaacce
ccgacggcetcecctgetgttececgagtaaccatcaacggagtgaccyggetggeggctgtgegaacyge
attctggecagggaggaggtggctcaggtggagggagetcegtggeccatecctectggecatgagatgtyg
gcatgaaggcctggaagaggcatctecgttigtactttggggaaaggaacgtygaaaggcatgtttyg
aggtgctggageecttgecatgetatgatggaacggggccecccagactctgaaggaaacatccttt
aatcaggcctatggtcgagatttaatggaggcccaagagtggtgecaggaagtacatgaaatcaga
gaatgtcaaggacctcacccaagectgggacctctattatcatgtgttccgacgaatctea

SEQ ID NO:301 (pCA 19 L27V0O2A 103-169-FRB)
MTPNMIDYFGRPYEGIAVFDGEKKITVTGTLWNGNKIIDERLINFPDGSLLFRVTINGVTGWRLCER
ILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVRKGMFEVLEPLHAMMERGPQTLKETSE
NOAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVFRRIS

SEQ ID NO:302 (pCA 20 FKBP-L27V02A 1-102)
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atgggagtgcaggtggaaaccatctcececaggagacgggecgeaccttececccaagegecgygcecagac
ctgcgtggtgcactacaccgggatgecttgaagatggaaagaaatitgattecteccgggacagaa
acaagcccetttaagtttatgctaggcaagcaggaggtgateccgaggctgggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgcecactgg
gcacccaggcatcatcccaccacatgeccactctegtettecgatgtggagcttctaaaactggaay
gaggagggagctceccggtggaggcageggtatggtettcacactecgaagatttegttggggactgy
cgacagacagccggcectacaacctggaccaagtcecttgaacagggaggtgtgteccagtttgtttea
gaatctcggggtgtccgtaactccgatccaaaggattgtectgageggtgaaaatgggetgaaga
tcgacatccatgtcatcatececcgtatgaaggtctgagecggcgaccaaatgggeccagatcgaaaaa
atttitaaggtggtgtaccectgtggatgatcatcactttaaggtgatectgcactatggcacact
ggtaatcgacggggtt

SEQ ID NO:303 (pCA 20 FXBP-L27VO02A 1-102)
MGVOVETISPGDGRTFPKRGOTCVVHY TGMLEDGKKEDS SRDRNKPFKEMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPEATLVFDVELLKLEGGGSSGGGSGMVETLEDEFVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEK
IFKVVYPVDDHHFKVILHYGTLVIDGV

SEQ ID NO:304 (pCA 11 FKBP-L2Z27V0O2A 84-169)
atgggagtgcaggtggaaaccatctecccaggagacgggcegcacctteecccaagegecggecagac
ctygcgtggtgecactacaccgggatgettgaagatggaaagaaatttgattcctececgggacagaa
acaagccecectttaagtttatgetaggcaagcaggaggtgateccgaggectgggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatctceccagattatgectatggtgecactgyg
gcacccaggcatcatcccaccacatgecactetegicttecgatgtggagecttctaaaactggaag
gaggagggagctccggtggaggcageggtgatgatcatcactttaaggtgatecctgecactatgge
acactggtaatcgacggggttacgceccgaacatgatcgactatttecggacggecgtatgaaggeat
cgccgtgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatceg
acgagcgcctgatcaaccceccecgacggcetecctgetgttecgagtaaccatcaacggagtgaccgge
tggcggctgtgecgaacgcattetggeyg

SEQ ID NO:305 (pCA 11 FKBP-L27V02A 84-169)
MGVQVETISPGDGRTEFPRRGOTCVVHY TGMLEDGRKEDS SRDRNKPFKEFMLGKOEVIRGWEREGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGDDHHFKVILHYG
TLVIDGVIPNMIDYFGRPYEGIAVEDGRKKITVIGTLWNGNKIIDERLINPDGSLLEFRVTINGVTG
WRLCERILA
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SEQ ID NO:306 (pChA 12 L27V02A 1-83-FRB)
atggtettcecacactcecgaagattitegttggggactggecgacagacagecggctacaacctggacca
agtecttgaacagggaggtgtgteccagtttgtttcagaatctcggggtgtecgtaactecgatec
aaaggattgtcctgagecggtgaaaatgggctgaagatcgacatecatgtcatcatecegtatgaa
ggtctgagcggcgaccaaatgggecagatcgaaaaaatttttaaggtggtgtaccctgtgggagy
aggtggctecaggtggagggagetecgtggeccatectetggcatgagatgtggecatgaaggectgyg
aagaggcatctegtttgtactttggggaaaggaacgtgaaaggecatgtttgaggtgctggagecc
ttgcatgctatgatggaacggggeccceccagactctgaaggaaacatectttaatcaggectatygg
tcgagatttaatggaggcccaagagtggtagcaggaagtacatgaaatcagggaatgtcaaggace
tcaccecaagectgggacctetattatcatgtgttccgacgaatctea

SEQ ID NO:307 (pCA 12 L27V02A 1-83-FRB)
MVETLEDEVGDWRQTAGYNLDQVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYE
GLEGDOMGQIEKIFKVVYPVGGGGSGGGS SVAILWHEMWHEGLEEASRLY FGERNVKGMEEVLEP
LHAMMERGPQTLKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVFRRIS

SEQ ID NO:308 (pCa 14 L27V02A 1~-83 {no fusion})
atggtcttcacactcgaagatttegttggggactggecgacagacagecggctacaacctggacca
agtceccttgaacagggaggtgtgtccagtttgtttcagaatctecggggtgtecgtaacteccgatee
aaaggattgtcctgageggtgaaaatgggctgaagatcgacatccatgtecatcatccegtatgaa
ggtctgagcggcgaccaaatgggeccagatecgaaaaaatttttaaggtggtgtacectgtyg

SEQ ID NO:309 (pCA 14 L27V02A 1-83 {(no fusion))
MVETLEDFVGDWROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIEFKVVYPV

SEQ ID NO:310 (pCa 13 L27V02A 84-169 (no fusion))
atggatgatcatcactttaaggtgatcctgcactatggcacactggtaatcgacggggttacgec
gaacatgatcgactatttcggacggccgtatgaaggecatcgecgtgttcgacggcaaaaagatca
ctgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccccgacgge
tccetgetgttcocgagtaaccatcaacggagtgaccggectggeggctgtgecgaacgcattcectgge
g

SEQ ID N0:311 (pCA 13 L27V02A 84-169 (no fusion))
MDDHHFRKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKI IDERLINPDG
SLLFRVTINGVTGWRLCERILA

SEQ ID NO:312 (pCA 28 FKBP 1-83)
atgggagtgcaggtggaaaccatctececcaggagacgggcgecacctceccoccaagecgeggeecagac
ctgcgtggtgcactacaccgggatgcttgaagatggaaagaaatttgattccteccgggacagaa
acaagccectttaagtitatgectaggecaagcaggaggtgatcecgaggetgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgecactgg
gcacccaggcatcatcccaccacatgccactectegtettecgatgtggagettictaaaactggaag
gaggagggagctceccggtggaggcageggtatggtcttcacactcgaagatttecgttggggactgg
cgacagacagcecggcectacaacctggaccaagtecttgaacagggaggtgtgteccagtttgtttea
gaatctcggggtgteccgtaactecgatecaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtcatcatceoegtatgaaggtctgageggcgaccaaatgggeccagatcgaaaaa
atttttaaggtggtgtaccctaty

SEQ ID NO:313 (pCA 28 FKBP 1-83)

MGVQVETISPGDGRTEPKRGOTCVVHY TGMLEDGKKEDS SRDRNKPFKEFMLGKQEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVETLEDEVGDW
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ROTAGYNLDQVLEQGGVSSLEQONLGVSVIPIQRIVLSGENGLKIDIHVI IPYEGLSGDOMGQIEK
IFRVVYPV

SEQ ID NO:314 (pCA 27 L27V0O2A 84-16% FRB)
atggatgatcatcactttaaggtgatcctgecactatggcacactggtaatcgacggggttacgee
gaacatgatcgactatttecggacggecgtatgaaggcatecgecgtgttcgacggcaaaaagatca
ctgtaacagggacccectgtggaacggcaacaaaattatcgacgagecgectgatcaaccececgacgyge
tcecctgetgttecgagtaaccatcaacggagtgaccggetggecggetgtgegaacgecattetgge
gggaggaggtggctcaggtggagggagcetecgtggecatectectggecatgagatgtggecatgaag
gcctggaagaggcatctegtttgtacttitggggaaaggaacgtgaaaggcatgtttgaggtgety
gageccttgeatgctatgatggaacggggececccagactectgaaggaaacatectttaatcagge
ctatggtcgagatttaatggaggcccaagagtggtgcaggaagtacatgaaatcagggaatgtea
aggacctcacccaagcectgggacctcectattatcatgtgttecgacgaatctca

SEQ ID NO:315 (pCA 27 L27V022 84-169 FRRB)
MDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTIGTLWNGNKI IDERLINPDG
SLLFRVTINGVIGWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLY FGERNVKGMEFEVL
EPLHAMMERGPQTLKETSENQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:316 (HT7-Keapl)

atggcagaaatcggtactggetttccattcgacceccattatgtggaagrectgggegagegeat
gcactacgtcecgatgttggteccgecgegatggecacccecctgtgetgttecctgecacggtaacecgacct
cctectacgtgtggcegcaacatcateccgeatgttgcaccgacceccatecgetgcattgetecagac
ctgatcggtatgggcaaatccgacaaaccagacctgggttatttcttcgacgaccacgtcecgett
catggatgcecttcatcgaagecctgggtctggaagaggtegtectggtecattecacgactgggget
ccgcetctgggtitccactgggecaagecgcaatccagagegegtcaaaggtatigecatttatggag
ttcatcecgeectateccecgacectgggacgaatggccagaatttgeecgecgagacctttccaggectt
ccgcaccaccgacygtecggecgecaagetgatcatecgatcagaacgtttttategagggtacgetge
cgatgggtgtcecgtececgeccgetgactgaagtcgagatggaccattaccgegagecgttectgaat
cctgttgaccgcgagecactgtggegcetteccaaacgagetgecaategecggtgagecagegaa
catecgtecgcecgectggtcecgaagaatacatggactggctgcaccagtececctgteccgaagetgetagt
tctggggcaccccaggegttectgateccaccggecgaagecgetegectggccaaaagectgect
aactgcaaggctgtggacatcggeccgggtctgaatctgectgcaagaagacaacccggacctgat
cggcagcgagatcgegcecgctggctgtegacgectcgagatttccggcgagecaaccactgaggatc
tgtactttcagagcgataacgcgategetttcgaaggagatagaaccatgecagecagatcececagyg
cctageggggctggggcctgcectygecegattectgececctgecagtecacagtgeecctgagggggcagy
ggacgcggtgatgtacgcctecactgagtgcaaggcggaggtgacgeecteccagecatggeaace
gcaccttcagctacaccctggaggatcataccaagcaggectttggeatcatgaacgagetgegg
ctcagccagcagctgtgtgacgtcacactgecaggtcaagtaccaggatgcaccggecgececagtt
catggcccacaaggtggtgetggectcatccageectgttttcaaggecatgttcaccaacggge
tgcaggagcagggcatggaggtggtgtccattgagggtatccaccccaaggcatggagegecte
attgaattcgectacacggectecatcectecatgggcgagaagtgtgtecteccacgtecatgaacay
cgctgtecatgtaccagatcgacagegttgteegtgectgeagtgacticectggtgecagecagctgg
accccagcaatgcecateggeatcegecaacttegetgageagattggetgtgtggagttgecacecay
cgtgcccgggagtacatctacatgcattttgggqaggtqgccaagcaagaggagttcttcaacct
gtcecactgecaactggtgaccectecatecagecgggacgacctgaacgtgegetgecgagtecgagy
tcttecacgectgecatcaactgggtcaagtacgactgegaacagecgacggtictacgtcecaggeg
ctgctgegggecgtgcecgctgeccactegtigacgeecgaacttectgcagatgcagetgcagaagty
cgagatcctgcagtecgacteccecgetgcaaggactacctggtcaagatcttecgaggagetcacee
tgcacaagceccacgcaggtgatgeectgecgggegeccaaggtgggecegectgatetacaceygey
ggcggctacttccgacagtecgctcagetacctggaggettacaacceccagtaacggcacectggcet
ccggttggecggacctgcaggtgecgeggageggectggecggetagcgtggtgggegggetgttgt
acgecgtgggcggcaggaacaactecgeccgacggcaacaccgactccagegeectggactgttac
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aaccccatgaccaatcagtggteogecctgegeccecatgagegtgeceecgtaacegecateggggat
gggggtcatcgatggceccacatcectatgecgtecggeggctccecacggetgecatecaccacaacagtyg
tggagaggtatgageccagagegggatgagtggcacttggtggecccaatgetgacacgaaggate
ggggtgggegtggctgtecctcaategtetgetttatgeecgtggggggectitgacgggacaaaccy
ccttaattcagectgagtgttactacccagagaggaacgagtggecgaatgatcacagcaatgaaca
ccatccgaageggggcaggegtetgegtectgecacaactgtatectatgetgectgggggetatgat
ggtcaggaccagctgaacagecgtggagegetacgatgtggaaacagagacgtggactttegtage
ccceccatgaagcaccggcgaagtgecctggggatcactgtecaccaggggagaatctacgtecttyg
gaggctatgatggtcacacgttcctagacagtgtggagtgttacgacccagatacagacacetgyg
agcgaggtgacccgaatgacatcgggecggagtggggtgggegtyggetgtecaccatggagecctyg
ccggaagcagattgaccagcagaactgtacctgttacgtagtt

SEQ ID NO:317 (Nrf2)

TCAATATTGGCCATTAGCCATAT TATTCATTGGTTATATAGCATAAATCAATATTGGCTATTGGC
CATTGCATACGTTGTATCTATATCATAATATGTACATTTATATTGGCTCATGTCCAATATGACCG
CCATGTTGGCATTGATTATTIGACTAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAG
CCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACG
ACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTARCGCCAATAGGGACTTTCCAT
TGACGTCAATGGGTGGAGTAT T TACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATAT
GCCAAGTCCGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGLCTGGCATTATGCCCAGTACA
TGACCTTACGGGACTTTCCTACT TGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTG
ATGCGGTTTTGGCAGTACACCAATGGGCGTGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCT
CCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCARAAATGTC
GTAATAACCCCGCCCCGTTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATARGC
AGAGCTGGTTTAGTGAACCGTCAGATCACTAGAAGCTTTATTGCGGTAGTTTATCACAGTTAAAT
TGCTAACGCAGTCAGTGCTTCTGACACAACAGTCTCGAACTTAAGCTGCAGAAGTTGGTCGTGAG
GCACTGGGCAGGTAAGTATCAAGGTTACAAGACAGGTTTAAGGAGACCAATAGAAACTGGGCTTG
TCGAGACAGAGAAGACTCITGCGTTTCTGATAGGCACCTATTGGTCTTACTGACATCCACTTTGC
CTTTCTCTCCACAGGTGTCCACTCCCAGTTCAATTACAGCTCTTAAGGCTAGAGTATTAATACGA
CTCACTATAGGGCTAGCGATCGCCATGATGGACTTGGAGCTGCCGCCGCCGGGACTCCCGTCCCA
GCAGGACATGGATTTGATTGACATACTTTGGAGGCAAGATATAGATCTTGGAGTAAGTCGAGAAG
TATTTGACTTCAGTCAGCGACGGARAGAGTATGAGC TGGAAAAACAGARARARCT TGAARAGGAR
AGACAAGAACAACTCCAAAAGGAGCAAGAGAAAGCCTTITTTCGCTCAGTTACAACTAGATGAAGA
GACAGGTGAATTTCTCCCAATTCAGCCAGCCCAGCACATCCAGTCAGAAACCAGTTCTCTCGGTG
GTTCAGGTGGTGGCGGGAGCGETGGAGGGAGCAGCGGTGGAGTGT T TACACTCGAAGATTTCGTA
GGGGACTGGCGGCAGACAGCCGGCTACARCCTGGACCARGTCCTTGAGCAGGGCGGTGTGTCCAG
TTTGTTTCAGAATCTCGGGGTGTCCGTAACTCCGATCCAAAGGATTGTCCTGAGCGGTGAAAACG
GCCTGAAGATCGACATCCATGTCATCATCCCGTATGAAGGTCTGAGCGGCGATCAGATGGGCCAG
ATCGAAAAAATTTTTAAGGTGGTGTACCCTGTGGATGATCATCACTTTAAGGTGATTCTGCACTA
TGGCACACTGGTAATCGACGGGGTTACGCCGAACATGATCGACTAT TTCGGACGGCCGTATGAAG
GCATCGCCGTGTTCGACGGCAARAAGATCACTGTAACCGGGACCCTGTGGARCGGCAACARARTT
ATCGACGAGCGCCTGATCAACCCCGACGGECTCCCTGCTGTTCCGCGTAACCATCAACGGAGTGAC
CGGCTGGCGGCTGTGCGAGCGCATTTTGGCGTAAGGCCGCGACTCTAGAGTCGACCTGCAGGCAT
GCAAGCTGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGC
AATAACTAGCATAACCCCTTGGGGCGGCCGCTTCGAGCAGACATGATAAGATACATTGATGAGTT
TGGACAAACCACAACTAGAATGCAGTGARAAAAATGCTTTAT TTGTGARATTTGTGATGCTATTG
CTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTICATTTTATG
TTTCAGGTTCAGGGGGAGATGTGGGAGGTTTTTTTAAGCAAGTAAAACCTCTACARATGTGGTAR
AATCGAATTTTAACAAAATATTAACGCTTACAATTTCCTCGATGCGGTATTTTCTCCTTACGCATC
TGTGCGGTATTTCACACCGCATACGCGGATCTGCGCAGCACCATGGCCTGAAATARCCTCTGAAR
GAGGAACTTGGTTAGGTACCTTCTGAGGCGGARAGAACCAGCTGTGGAATGTGTGTCAGT TAGGG
TGTGGARAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCARAGCATGCATCTCAAT TAGTCAGE
AACCAGGTGTGGARAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCARAGCATGCATCTCAATT
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AGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGLC
CATTCTCCGCCCCATGGCTGACTAATTTTITITTATTTATGCAGAGGCCGAGGCCGCCTICGGCCTC
TGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTITTGCAARAAGCTTAATT
AACTGTTGACAATTAATCATCGGCATAGTATATCGCCATAGTATAATACCGACAAGGTGAGGAACT
AANCCCAGGAGGCAGATCATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGT
GGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGIGTICC
GGCTCTCAGCGCAGGGGCGCCCGGTTCTTITTTCTCAAGACCGACCTGTICCGGTGCCCTGARTGAA
CTGCAGGACGAGGCAGCGCGGCTATCGTGGCTGGLCCACGACGGGLGTTCCTTGCGCAGCTGTGCT
CGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCC
TGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCAT
ACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTAC
TCGGATGGAAGCCGGICTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAG
CCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGEC
GATGCCTGCTTGCCGAATATCATGGTGGAAAATGCCCGCTITTCTGGATTCATCGACTGTGGCCG
GCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGUTACCCGTGATATTGCTGAAGAGCTTG
GCGGCGAATGGGCTGACCGCTITCCTCGIGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATC
GCCTTCTATCGCCTTCTITGACGAGTTCTTCTGAGCGGGACTCTGGGGTTCGAAATGACCGACCAA
GCGACGCCCAACCTGCCATCACGATGGCCGCAATARAATATCTTTATTITTCATTACATCTGTIGTG
TTGGTTTTTTGTGTGAATCCGATAGCGATAAGGATCCTCTTTGCGCTTGCGTTTTCCCTTGTCCAG
ATAGCCCAGTAGCTGACATTCATCCGGGGTCAGCACCGTTTCTGCGGACTGGCTTTCTACCCGET
ATCAGCTCACTCARAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACA
TGTGAGCAAAAGGCCAGCAARAGGCCAGGAACCGTARAAAGGCCGCGTTGCTGGCGTITTTTICCAT
AGGCTCCGCCCCCCTGACGAGCATCACAAARATCGACGCTCAAGTCAGAGGTGGCGAAACCCGAC
AGGACTATAAAGATACCAGGCGTTTCCCCCIGGAAGCTCCCTCGTGCGCTCTICCTGTTCCGACCT
TGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCA
CGCTGTAGGTATCTCAGTTCGGTGTAGGTCGITCGCTCCAAGCTGGGCTGTGTGCACGAACCCCC
CGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGICTTGAGTCCAACCCGGTAAGACACG
ACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCT
ACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGARGGACAGTATTIGGTATCTGCGC
TCTGCTGAAGCCAGTTACCTTCGGAAABAGAGTTGGTAGCTCTTGATCCGGCARACAAACCACCE
CTGGTAGCGGTGGTITTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAARANAGGATTTCAAGAA
GATCCTTTGATCTTTITCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTT
GGTCATGAGATTATCAAAARAGGATCTTCACCTAGATCCTTTTATAGTCCGGAAATACAGGAACGC
ACGCTGGATGGCCCTTCGCTGGGATGGTGAAACCATGAAARATGCCAGCTTCAGTGGATTAAGTG
GGGGTAATGTGGCCTGTACCCTCIGGTTGCATAGGTATTCATACGGTTARAATTTATCAGGCGCG
ATTGCGGCAGTTTTTCGGGTGGTTTGTTGCCATTTTTACCTGTCTGCTGCCGTGATCGCGCTGAA
CGCGTTTTAGCGGTGCGTACAATTAAGGGATTATGGTAAATCCACTTACTGTCTGCCCTCGTAGC
CATCGAGATAAACCGCAGTACTCCGGCCACGATGCGTCCGGCGTAGAGGATCGAGATCT

SEQ ID NO:318 (L27V(2B)
ATGGTCTTCACACTCGAAGATTTCGTAGGTGACTGGCGACAGACAGCCGGCTACAACCTGGACCA
AGTCCTTGAACAGGGTGGTGTGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCGTAACTCCGATCC
BAAGGATTGTCCTGAGCGGTGAAAATGGGCTGARGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAGCGGCGACCAAATGGGCCAGATCGAAAAARATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTITAAGGTGATCCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCAAAAAGATCACTGTAACT
GGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCAACCCCEACGGCTCCCTGCT
GTTCCGAGTRAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAACGCATTCTGGCG

SEQ ID NO:319 (L27V01l}
ATGGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAGCCGGCTACAACCTGGACCA
AGTCCTTGAACAGGGCGGTGTGTCCAGTITTGTTTCAGAATCTCGGGGIGTCCGTAACTCCGATCC
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AAAGGATTGTCCTIGAGCGGTGAAAACGGCCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAGCGGCGATCAAATGGGCCAGATCGAAAAAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCCGACGGCAAAAAGATCACTGTARACC
GGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGLT
GTTCCGCGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAGCGCATTTTGGCG

SEQ ID NO:320 (L27V01~PESTOO0)
ATGGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAGCCGGCTACAACCTGGACCA
AGTCCTTGAACAGGGCGGTGTGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCGTAACTCCGATCC
AAAGGATTGTCCTGAGCGGTGAARACGGCCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAGCGGCGATCARATGGGCCAGATCCGAAAARATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTARTCGACGGGGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCARRAAGATCACTGTAACC
GGGACCCTGTGGAACGGCAACAARATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGLT
GTTCCGCGTAACCATCAACGGAGTGACCGGCTGELCGGCTGTGCEGAGCGCATTTTGGCGAATTCAL
ACGGCTTTCCGCCCGAGGTTGAAGAGCAAGCCGCCGGTACATTGCCTATGTCCTGCGCACAAGAA
AGCGGTATGGACCGGCACCCAGCCGCTTGTGCTTCAGCTCGCATCAACGTC
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SEQ ID NO:321 (IL601-L27V01l)
ATGAACTCCTITCTCCACAAGCGCCTTCGGTCCAGTTGCCTTCTCCCTIGGGCCTGCTCCTGGTGTT
GCCTGCTGCCTTCCCTGCCCCAGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAG
CCGGCTACAACCTGGACCAAGTCCTTGAACAGGGCGGTGTGICCAGTTTGTTTCAGAATCTCGEGG
GTGTCCGTAACTCCGATCCARAAGGATTGTCCTGAGCGGTGAARACGGCCTGAAGATCGACATCCA
TGTCATCATCCCGTATGAAGGTCTGAGCGGCGATCARATGGGCCAGATCGAAAAAATTTTTAAGS
TGGTGTACCCPGTGGATGATCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTAATCGAC
GGGGTTACGCCGAACATGATCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGG
CARAAAAGATCACTGTAACCGGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCA
ACCCCGACGGCTCCCTGCTGTTCCGCGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAG
CGCATTTTGGCG

SEQ ID NO:322 (L27V02a)
ATGGTCTTCACACTCGAAGATTTCGTTGGGGACTGGCGACAGACAGCCGGCTACAACCTGGACCA
AGTCCTTGAACAGGGAGGIGTGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCGTAACTCCGATCC
BAAGGATTGTCCTGAGCGGTGAAAATGGGCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGTCTGAGCGGCGACCAAATGGGCCAGATCCGARAAARAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGARCATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCAAARAGATCACTGTAACA
GGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGCT
GTTCCGAGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAACGCATTCTGGCS

SEQ ID NO:323 (L27V02A-PESTO1}
BTGGTCTTCACACTCGAAGATTTCGTTGGGGACTGGCGACAGACAGCCGGCTACARCCTGGACCA
AGTCCTTGAACAGGGAGGTGTGTCCAGTTTGTITCAGAATCTCGGEGTGTCCGTAACTCCGATCC
AAAGGATTGTCCTGAGCGGTGAAAATGGGCTGAAGATCGACATCCATGTCATCATCCCGTATGAA
GGTCIGAGCGGCGACCAAATGGGCCAGATCGAAAAAATTTTTAAGGTGGTGTACCCTGCTGGATGA
TCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTAATCGACGGGGTTACGCCGARCATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCLCGTGTTCGACGGCAARAAGATCACTGTAACA
GGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTCGATCAACCCCGACGGCTCCLTGLT
GTTCCGAGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAACGCATTCTGGCGAATTCTC
ACGGCITTCCGCCTGAGGTTCAAGAGCAAGCCGCCGGTACATIGCCTATGTCCTGCGCACAAGAA
AGCGGTATGGACCGGCACCCAGCCGCTTGIGCTTCAGCTCGCATCAACGTC

SEQ ID NO:324 (IL601-L27VO02A)
ATGAACTCCTTCICCACAAGCGCCTTCGGTCCAGTTGCCTTCTCCCTGGGCCTGCTCCTGGTGTT
GCCTGCTGCCTTCCCIGCCCCAGTCTTCACACTCGAAGATTTCGTTGGGGACTGGCGACAGACAG
CCGGCTACAACCTGGACCAAGTCCTTGAACAGGGAGGTGTGTCCAGTTTGTTTCAGAATCTCGGEG
GTGTCCGTAACTCCGATCCAAAGGATTGTCCTGAGCGCTGAARATGGGCTGAAGATCGACATCCA
TGTCATCATCCCGTATGAAGGTCTGAGCGGCGACCAAATGGGCCAGATCGAAARAATTTTTAAGG
TGGTGTACCCTGTGGATGATCATCACTTTRAAGGTGATCCTGCACTATGGCACACTGGTAATCGAC
GGGGTTACGCCGAACATGATCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGG
CAAAAAGATCACTGTAACAGGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCA
ACCCCGACGGCTCCCTGCTGTITCCGAGTAACCATCAACGGAGTGACCGGCTGGCGECTGTGCGAA
CGCATTCTGGCG

SEQ ID NO0O:325 (L27V03)
ATGGTCTTCACACTCGRAGATTTCGTAGGTGACTGGCGACAGACAGCCGGCTACAACCTGGACCA
AGTTCTTGAACAGGGTGGTGTGTCCAGTTTGTTTCAGAATCTCGGGCTGTCCCTAACTCCAATCC
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AGAGGATAGTCCTGAGTGGTGAARATGGGCTGAAGATCGACATCCATGTCATCATCCCTTATGAA
GGTCTGAGCGGCGATCAGATGGGGCAGATCGAARAAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTIGATCCTGCACTATGGCACACTGGTAATCGACGGTGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCARAAAGATTACTGTCACT
GGAACCCTGTGGAATGGGAACAAAATTATCGACGAGCGCCTIGATCAACCCCGACGGCTCACTGCT
GTTCCGAGTAACCATCAATGGTGTTACCGGCTGGCGGCTCTGCGAACGCATTCTAGCA

SEQ ID NO:326 (L27V03-PEST02)
ATGGTCTTCACACTCGAAGATTTCGTAGGTGACTGGCGACAGACAGCCGGCTACAACCTGGACCA
AGTTCTTGAACAGGGTGGTGTGTCCAGTTTGTTTCAGAATCTCGGGGTGTCCEGTAACTCCAATCC
AGAGGATAGTCCTGAGTGGTGAAAATGGGCTGAAGATCGACATCCATGTCATCATCCCTTATGAA
GGTCTGAGCGGCGATCAGATGGGGCAGATCGAAAAAATTTTTAAGGTGGTGTACCCTGTGGATGA
TCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTAATCGACGGTGTTACGCCGAACATGA
TCGACTATTTCGGACGGCCGTATCAAGGCATCGCCETGTTCGACGGCARARAGATTACTGTCACT
GGAACCCTGTGGAATGGGAACAAAATTATCGACGAGCGCCTGATCAACCCCGACGGCTCACTGCT
GTTCCGAGTAACCATCAATGGTGTTACCGGCTGGCGGCTCTGCGAACGCATTCTAGCAAATAGTC
ACGGCTTTCCGCCTGAGGTTGAAGAGCAAGCCGCCGGTACATTGCCTATGTCCTGCGCACAAGAR
AGCGGTATGGACCGGCACCCAGCCGCTTGTGCTTCAGCTCGCATCAACGTC

SEQ ID NO:327 (IL602-L27V03)
ATGAACTCCTTCTCCACAAGCGCCTTCGGTCCAGTICGCCTITCTCCCTGGEGCCTGCTICCTIGGETGTT
GCCCGCTGCCTITTCCTGCCCCAGTCTTCACACTCGAAGATTTCGTAGCTGACTGGCGACAGACAG
CCGGCTACAACCTGGACCAAGTTCTTGAACAGGGTGGTGTGTCCAGTTTGTTTCAGAATCTCGGG
GTGTCCGTAACTCCAATCCAGAGGATAGTCCTGAGTGGTGAAAATGGGCTGAAGATCGACATCCA
TGTCATCATCCCTTATGAAGGTCTGAGCGGCGATCAGATGGGGCACGATCGAAARMATTTTTARGG
TGGTGTACCCTIGTGGATGATCATCACTTTAAGGTGATCCTGCACTATGGCACACTGGTAATCGAC
GGTGTTACGCCGAACATGATCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGG
CAAAAAGATTACTGTCACTGGAACCCTGTGGAATGGGAACAARATTATCGACGAGCGCCTGATCA
ACCCCGACGGCTCACTGCTGTTCCGAGTAACCATCAATGGTGTTACCGGCTGG

SEQ ID NO:328 {Linker)
GSSGGGSSGGEPTTENLYFQSDNGSSGGGSSGG

SEQ ID NO:329% (¥FARP Consensus Seguence)
[GSAIVK] -~ {FE}~[FYW]~x- [LIVMF] -x~%x-{K}-x~ [NHG] - [FY] - [DE] ~x~
[LIVMFY ]}~ {LIVM]-{N}-{G}~{LIVMAKR]

SEQ ID NO:330 (OGLUC Consensus Segquence)
[GSAIVK]-{FE}~[FYW] -x- [LIVMFSYQ] -x-x~{K}-x- [NHGK] -x~ [DE] - x~
[LIVMFY ]} - [LIVMWF] ~x~{G}- [LIVMAKRG]

SEQ ID N0O:331 (9B8 PCAl (pFS5A/Met-[9B8 opt (51-169)]-GGGCGSGGGSS-
FRB)
Atgggcctgaagatcgacatccatgtcatecateccegtatgaaggtetgageggectatcagatgygyg
ccagatcgaaaaaatttttaaggtggigtaccctgtggatgatcatcactttaaggtgattectge
actatggcacactggtaatcgacggggttacgccgaacatgatcgactatttecggacggecgtat
gaaggcatcgccgtgttecgacggcaaaaagatcactgtaaccgggaccecctgtggaacggcaacaa
aattatcgacgagcgcctgatcaaccecgacggetecctgetgttecgegtaaccatcaacggag
tgaccggctggcggetgtgcgagegcattttggegggaggaggtggetcaggtggagggagetee
gtggccatcctctggecatgagatgtggecatgaaggectggaagaggecatctegtttgtactttag
ggaaaggaacgtgaaaggcatgtttgaggtgetggagececcttgeatgctatgatggaacggggec
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cccagactctgaaggaaacatcectttaatcaggectatggtcgagatttaatggaggeccaagay
tggtgcaggaagtacatgaaatcagggaatgtcaaggacctcacccaagectgggacctctatta
tcatgtgttccgacgaatctca

SEQ ID NO:332 (9B8 PCAl (pF5A/Met-[9B8 opt (51-169)]-GGGGSGGESS-
FRB)
MGLKIDIHVIIPYEGLSGYQOMGQIEKIFKVVYPVDDHHFKVILHYGTLYIDGVTPNMIDYFGRPY
EGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERI LAGGGGSGGGSS
VAILWHEMWHEGLEEASRLYFGERNVKGMFEVLE PLHAMMERGPQTLKETSFNQAYGRDLMEAQE
WCRKYMKSGNVKDLTQAWDLY YHVFRRIS

SEQ ID NO:333 (9B8 PCA2 (pF5A/[9B8 opt (1-50)]-GGGGSGGGSS—-FRB)
Atggtgtttacactcgaagatttcecgtaggggactggcggcagacagecggetacaacctggacca
agtccttgagcagggeyggtectgtccagttigtttcagaaacteggggtgteccgtaacaccgatce
aaaagattgtcctgagecggtgaaaacggaggaggtggctcaggtggagggageteccgtggecatce
ctectggcatgagatgtggcatgaaggectggaagaggcatctegtttgtactttggggaaaggaa
Cgtgaaaggcatgtttgaggtgctggagececttgecatgctatgatggaacggggeccccagacte
tgaaggaaacatcctttaatcaggectatggtcgagatttaatggaggeccaagagtggtgcagy
adagtacatgaaatcagggaatgtcaaggacctcacccaagectgggacctctattatcatgtgtt
ccgacgaatctca

SEQ ID NO:334 (9B8 PCAZ2 (pFS5A/[9B8 opt (1-50)]-GGCCGSGGGSS-FRB)
MVFPTLEDFVGDWRQTAGYNLDQVLEQGGLS SLEFQRKLGVSVIPIQKIVLSGENGGGGSGGGSSVAT
LWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPQTLKETSENQAYGRDLMEAQEWCR
KYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:335 (9B8 PCA 3 (& pFBA/FKBP-GGGSSGGGSG-[9B8 opt (51-
169)
atgggagtgcaggtggaaaccatctececccaggagacgggecgecaccttocecaagecgcggecagac
ctgeogtggtgcactacaccgggatgcttgaagatggaaagaaatttgattecctececegggacagaa
acaagccctttaagtttatgctaggcaagcaggaggtgatecgaggctgggaagaaggggitgec
cagatgagtgtgggtcagagagccaaactgactatatctceccagattatgectatggtgeccactgg
gcacccaggcatcatcccaccacatgccactctegtettegatgtggagecttctaaaactiggaag
gaggagggagctceccggtggaggcageggtggectgaagatcgacateccatgtecatcatcecegtat
gaaggtctgagcggctatcagatgggecagatcgaaaaaatttttaaggtggtgtaccctgtgga
tgatcatcactttaaggtgattctgecactatggcacactggtaatcgacggggttacgeccgaaca
tgatcgactattteggacggccgtatgaaggecategeecgtgttcgacggcaaaaagatcactgta
accgggaccctgtggaacggcaacaaaattatecgacgagegectgatcaaccecgacggetecct
gctgttccecgegtaaccatcaacggagtgacceggcectggeggctgtgegagegecattttggeg

SEQ ID NO:336 (9B8 PCA 3 (& pFBA/FKBP-GGGSSGGGSG-[9B8 opt (51~
169)
MGVQVETISPGDGRTFPKRGOTCVVHY TCGMLEDGKKE DS SRDRNKPFRKEFMLGKOEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGCGGSGGLKIDIHVIIPY
EGLSGYQMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVFDGKKITV
TGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILA

SEQ ID NO:337 (SB8 PCA 4 (pF5A/FKBP-GGGSSGGGSG-[9B8 opt (1-50)

atgggagtgcaggtggaaaccatctecccaggagacgggegcaccttececcaagegeggecagac
ctgcgtggtgcactacacegggatgecttgaagatggaaagaaatttgattecteccgggacagaa
acaagccctttaagtttatgctaggcaagecaggaggtgateccgaggctgggaagaagggygttgee
cagatgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgecactgg
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gcacccagygcatcatcccaccacatgececactectegtettegatgtggagettctaaaactggaag
gaggagggagctceccggtggaggcageggtatggtgtttacactecgaagatttegtaggggactgyg
cggcagacagccggctacaacctyggaccaagtecttgagecagggeggtetgteccagtttgtttca
gaaactcggggtgteccgtaacaccgatccaaaagattgtectgageggtgaaaac

SEQ ID NO:338 (9B8 PCA 4 (pF5A/FKBP-GGGSSGGGSG-[9B8 opt (1-50)
MGVQVETI SPGDGRTEFPKRGOTCVVHY TGMLEDGKKFDS SRDRNKPFKFMLGKQOEVIRGWEEGVA
QMSVGQRAKLTISPDYAYGATGHPGI I PPHATLVFDVELLKLEGGGSSGGGSGMVEFTLEDEVGDW
ROTAGYNLDQVLEQGGLSSLFQKLGVSVTPIOKIVLSGEN

SEQ ID NO:339% (K33N+L27V+K43R+Y68D)
Atggtgtttacactcgaagatttegtaggggactggcggcagacagccggctacaacctggacca
agtccttgagcagggeggtgtgtecagtttgtttcagaateteggggtgteccgtaacaccgatee
aaaggattgtcctgagcecggtgaaaacyggcctgaagatcgacatccatgtecatcatececcgtatgaa
ggtctgagcggcgatcagatgggecagatcgaaaaaatttttaaggtggtgtacectgtggatga
tcatcactttaaggtgattctgcactatggcacactggtaatcgacggggttacgecgaacatga
tcgactatttecggacggcecegtatgaaggecatecgecgtgttegacggcaaaaagatcactgtaace
gggaccctgtggaacggcaacaaaattatcgacgagcgectgatcaaccecgacggeteectget
gttccgcgtaaccatcaacggagtgaccggetggeggectgtgegagegeattttggeg

SEQ ID NO:340 (K33N+L27V+K43R+Y68D)
MVFTILEDFVGDWROQTAGYNLDOQVLEQGGVISSLFONLGVSVIPIQORIVLSGENGLKIDIHVIIPYE
GLSGDOMGQOIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILA

SEQ ID NO:341 (XK33N+4 L27V+T39T+K43R+8S66N)
Atggtgtttacactcgaagatttogtaggggactggecggcagacagccggctacaacctggacca
agtccttgagcaggygcggtgtgtecagtttgtttcagaatcteggggtgtecgtaactcegatce
aaaggattgtcctgageggtgaaaacggectgaagatcgacatcececatgtecatecateceagtatgaa
ggtctgaacggctatcagatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatga
tcatcacttraaggtgattectgeactatggecacactggtaatecgacggggttacgececgaacatga
tcgactatttcggacggceccgtatgaaggecategeegtgticgacyggecaaaaagatcactagtaace
gggacccectgtggaacggcaacaaaattatcgacgagecgectgatcaaccecgacggeteectyget
gttcegegtaaccatcaacggagtgaccggetggcecoggetgtgegagegeattttggeg

SEQ ID NO:342 (K33N+ L27V+T39T+K43R+S66N)
MVETLEDEVGDWROTAGYNLDQVLEQGGVSSLEQONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLNGYOMGOIEKIFRVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEFDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILA

SEQ ID NO:343 (pCA 31 pCA L27V02A 45-169 FRB)
atggtcctgageggtgaaaatgggctgaagatcgacateccatgtcatcateccgtatgaaggtet
gagcggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatgatcatc
actttaaggtgatcctgcactatggcacactggtaatcgacggggttacgecgaacatgatecgac
tatttcggacggccgtatgaaggeategecgtgttcgacggecaaaaagatcactgtaacagggac
cetgtggaacggcaacaaaattatecgacgagegectgatcaacccecgacggeteecctgetgttee
gagtaaccatcaacggagtgaccggetggecggctotgegaacgeattetggegggaggaggtgge
tcaggtggagggagctcegtggecatectetggeatgagatgtggcatgaaggcectggaagagge
atctcgtttgtactttggggaaaggaacgtgaaaggcatgtttgaggtgectggageeccttgeatyg
ctatgatggaacggggcccccagactectgaaggaaacatectttaatcaggectatggtecgagat
ttaatggaggcccaagagtggtgcaggaagtacatgaaatcagggaatgtcaaggacctcaceea
agcctgggacctctattatcatgtgtteccgacgaatetca
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SEQ ID NO:344 (pCA 31 pCA L27V02A 45-169 FRB)
MVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMID
YFGRPYEGIAVFDGERITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGGGG
SGGGSSVAILWHEMWEEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPOTLKETSEFNQAYGRD
LMEAQEWCRKYMKSGNVKDLTQAWDLYYHVFEFRRIS

SEQ ID NO:345 (pCA 32 FKBP L27V02A 1-44)
atgggagtgcaggtggaaaccatctccccaggagacgggcgeacctteecccaagcgeggecagac
ctgcgtggtagcactacaccgggatgcttgaagatggaaagasatttgatticcteccgggacagaa
acaagccectttaagtttatgectaggcaagcaggaggtgateccgaggectgggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatctceccagattatgectatggtgecactygy
gcacccaggcatcateccaccacatgecacteotegtecttecgatgtggagettctaaaactggaag
gaggagggagctcecggtggaggcageggtatggtcttcacactcgaagatttecgttggggactagg
cgacagacagccggctacaacctggaccaagtccttgaacagggaggtgtgtecagtttgtttca
gaatctcggggtgtccgtaactcecgateccaaaggatt

SEQ ID NO:346 (pCA 32 FRBP L27V02A 1-44)
MGVQVETISPGDGRTFPRKRGOTCVVHYTCGMLEDGKKEDS SRDRNKPEFKEFMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPEATLVEFDVELLKLEGGGSSGGGSGMVETLEDEVGDW
ROTAGYNLDOVLEQGGVSSLFONLGVSVTPIQORI

SEQ ID NO:347 (pCA 33 pCA L27VO2A 46-169 FRB)
atgctgagcggtgaaaatgggctgaagatcgacatceccatgtcatecatececgtatgaaggtetgay
cggcgaccaaatgggccagatcgaaaaaatttitaaggtggtgtacectgtggatgatcatcact
ttaaggtgatcctgrcactatggecacactggtaatcgacggggttacgecgaacatgatcgactat
ttcggacggecgtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaacagggacect
gtggaacggcaacaaaattatcgacgagegectgatcaaccecgacggeteectgetgttecgag
taaccatcaacggagtgaccyggctggeggctgtgcgaacgecattectggegggaggaggtggeteca
ggtggaggoagctceccecgtggccatcctectggecatgagatgtggecatgaaggectggaagagygecatce
tecgtttgtactttggggaaaggaacgtgaaaggcatgtttgaggtgectggageeccttgecatgeta
tgatggaacggggcocccagactctgaaggaaacatectttaatcaggectatggtcgagattta
atggaggccecaagagtggtgecaggaagtacatgaaatcagggaatgtcaaggaccicacccaage
ctgggacctetattatcatgtgttccgacgaatctca

SEQ ID NO:348 (pCA 33 pCA L27V02A 46-169 FRB)
MLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHFKYVILHYGTLYIDGVTPNMI DY
FGRPYEGIAVEDGRKRKITVITGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGGGGS
GGGSSVAILWHEMWHEGLERASRLY FGERNVKGMFEVLE PLHAMMERGPQOTLKET SFNQAYGRDL
MEAQEWCRKYMKSGNVKDLTQAWDLY YHVFRRIS

SEQ ID NO:349 (pCaA 34 pCA FKBP 1-45 L27V023)
atgggagtgcaggtggaaaccatcteccccaggagacgggegeaccttececcaagegeggecagac
ctgcgtggtgcactacaccgggatgecttgaagatggaaagaaattitgaticcteeccgggacagaa
acaagccctttaagtttatgctaggecaagcaggaggtgateccgaggctgggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatctecagattatgectatggtgecactgy
gcacccaggcatcatcccaccacatgccactctégtCttcgatgtggagcttctaaaactggaaq
gaggagggagctcoeggtggaggcageggtatggtettcacactegaagatttegttggggactgy
cgacagacagccggctacaacctggaccaagteccttgaacagggaggtgtgteccagtttgtitca
gaatctcggggtgtceccgtaactccgatccaaaggattgte

SEQ ID NO:350 (pCA 34 pChA FKBP 1-45 L27V023)
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MGVQVETISPGDGRIFPKRGQTCVVHY TGMLEDGKKEFDS SRDRNKPFKFMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVFTLEDEVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIV

SEQ ID NO:351 (pCA 35 pCA L27V02A 100-169 FRB)
atggacggggttacgccgaacatgatcgactattiteggacyggecygtatgaaggcategeecgtgtt
cgacggcaaaaagatcactgtaacagggaccctgtggaacugcaacaaaattatcgacgagegec
tgatcaacccegacggetecectgetgtteccgagtaaccatcaacggagtgaccggetggeggetyg
tgcgaacgcattctggegggaggaggtggetcaggtggagggagetecgtggecatecetetyggea
tgagatgtggcatgaaggcectyggaagaggecatctecgtttgtactttggggaaaggaacgtgaaag
gcatgtttgaggtgctggageccttgcatgctatgatggaacggggecccecagactctgaaggaa
acatcctttaatcaggectatggtcgagatttaatggaggcccaagagtggtgecaggaagtacat
gaaatcagggaatgtcaaggacctcacccaagectgggacctetattatcatgtgtteccgacgaa:
tctea

SEQ ID NO:352 (pCA 35 pCA L27V02A 100-169 FRB)
MDGVIPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKI IDERLINPDGSLLFRVT INGVTGWRL
CERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFPGERNVKGMFEVLEPLEAMMERGPQTLKE
TSENQAYGRDLMEAQEWCRRKYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:353 (pCA 36 FKBP L27V02A 1-99)
atgggagtgcaggtggaaaccatctececcaggagacgggcgeaccttececcaagecgecggecagac
ctgcgtggtgecactacaccgggatgcttgaagatggaaagaaatttgattecctececgggacagaa
acaagccectttaagtttatgctaggcaagcaggaggtgatcecgaggctgggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatctecagattatgectatggtgecactgg
gcacccaggcatcatceccaccacatgccactectegtcttegatgtggagettctaaaactggaag
gaggagggagctcocggtggaggcageggtatggtcttcacactecgaagatttegttggggactygy
cgacagacagccggctacaacctggaccaagtecctitgaacagggaggtgtgtecagtttgttteca
gaatctcggggtgtceccgtaactecocgatccaaaggattgtcctgageggtgaaaatgggctgaaga
tcgacatccatgteatcatceccegtatgaaggtctgageggegaccaaatgggecagatcgaaaaa
attttitaaggtggtgtacccectgtggatgatcatcactitaaggtgatectgcactatggecacact
ggtaatc

SEQ ID NO:354 (pCA 36 FKBP L27V02A 1-99)
MGVQVETISPGDGRTEPKRGOTCVVHY TGMLEDGKKEDS SRDRNKPFRFMLGKQEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVEDVELLKLEGGGSSGGGSCGMVETLEDEFVGDW
ROTAGYNLDQVLEQGGVSSLEFQONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFPKVVYPVDDHHFKVILHYGTLVI

SEQ ID NO:355 (pCA 37 L27V02A 101-16°% FRB)
atgggggttacgccgaacatgatcgactatttcggacggecgtatgaaggecategecgtgttecga
cggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectga
tcaaccceccgacggetecetgetgtteccgagtaaccatcaacggagtgaccggetyggecggetgtge
gaacgcattctggcgggaggaggtggctcaggiggagggagetecgtggeecatectetggeatga
gatgtggcatgaaggcctggaagaggcatctegtttgtacttiggggaaaggaacgtgaaaggea
tgtttgaggtgctggageccttgeatgectatgatggaacggggeecccagactectgaaggaaaca
tectttaatcaggectatggtcgagatttaatggaggeccaagagtggtgcaggaagtacatgaa
atcagggaatgtcaaggacctcacccaagectgggacctectattatecatgtgttccgacgaatcet
ca

SEQ ID NO:356 (pCA 37 L27V02a 101-169 FRB)
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MGVTPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTIINGVTGWRLC
ERTLAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPQTLKET
SFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVEFRRIS

SEQ ID NO:357 (pCA 38 FKBP 1~100 L27V02A)
Atgggagtgcaggtggaaaccatctceccecaggagacgggegecaccttecccaagegeggecagac
ctgcgtggtgcactacaccgggatgettgaagatggaaagaaatttgattectecececgggacagaa
acaagcccittaagtttatgctaggcaagecaggaggtgatcegaggetgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatctceccagattatgectatggtgecactgg
gcacccaggcatcatcccaccacatgcecactectegtettegatgtggagettctaaaactggaag
gaggagggagcteccggtggaggcageggtatggtettecacactegaagatttegttggggactgy
cgacagacagccggctacaacctggaccaagtecttgaacagggaggtgtgtecagtttgtttea
gaatctaggggtgtcecgtaactecgatccaaaggattgtectgageggtgaaaatgggeigaaga
tcgacatccatgtcatcatecccgtatgaaggtctgageggecgaccaaatgggecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatectgcactatggcacact
ggtaatcgac

SEQ ID NO:358 (pCA 38 FKBP 1~100 L27V02a)
MGVQVETISPGDGRTFPKRGOTCVVHYTGMLEDGKKEDS SRDRNKPFKFMLGRQEVIRGWEEGVA
OMSVGQORAKLTISPDYAYGATGHPGIIPPHATIVFDVELLKLEGGGSSGGGSGMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLEONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFKVVYPVDDHHFKVILHYGTLVID

SEQ ID NO:359 (pCA 39 L27VO02A 102-169 FRB)

Atggttacgccgaacatgatcgactattitcggacggecgtatgaaggecatcgecgtgttcgacgy
caaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgatceca
accccgacggcecteectgetgttecgagtaaccatcaacggagtgaccggctaggecggectgtgegaa
cgecattctggecgggaggaggtggctecaggtggagggagctecgtggecatecctectggeatgagat
gtggcatgaaggectggaagaggecatctegtttgtactttggggaaaggaacgtgaaaggeatgt
ttgaggtgciggageccttgecatgetatgatggaacggggeocecagactictgaaggaaacatce
tttaatcaggectatggtecgagatttaatggaggeccaagagiggtgcaggaagtacatgaaatc
agggaatgtcaaggacctcacccaagectgggacctctattatcatgtgttecgacgaatctca

SEQ ID NO:360 (pCA 39 L27V02R 102-169 FRB)
MVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKI IDERLINPDGSLLERVTINGVTGWRLCE
RILAGGGGSGGGSSVATILWHEMWHEGLEEASRLY FGERNVKGMFEVLE PLHAMMERGPQTLKETS
FNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:361 (pCA 40 FEBRP L27V02A 1-101)
atgggagtgcaggtggaaaccatctccccaggagacgggcegecacctteccccaagecgeggecagac
ctgcgtggtgcactacaccgggatgcttgaagatggaaagaaatttgattcctececgggacagaa
acaagccctttaagtttatgctaggcaagcaggaggtgatecgaggetgggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatcteccagattatgcctatagtgecactygyg
gcacccaggcatcatceccaccacatgeccactctegtecticgatgtggagettctaaaactggaag
gaggagggagctccgaggtggaggcageggtatggtcticacactcgaagatttegttgoggactagyg
cgacagacagceggctacaacctggaccaagtcecttgaacagggaggtgtgteccagtttgtttca
gaatctcggggtgtccgtaactecgatccaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtcatcatceccegtatgaaggtctgageggecgaccaaatgggccagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatcecctgecactatggcacact
ggtaatcgacyggg

SEQ ID NO:362 (pCA 40 FRBP L27V02A 1-101)

243



WO 2612/061529 PCT/US2011/059017
MGVQVETISPGDGRIFPKRGOTCVVHY TGMLEDGKKFDS SRDRNKPEFKFMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVEDVELLKLEGGGS SGGGSCGMVETLEDFVGDW
ROTAGYNLDOQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFRVVYPVDDHHFKVILHYGTLVIDG

SEQ ID NC:363 (pCA 41 L27V02A 143-16%9 FRRB)
atgatcaaccccgacggctecectgetgttecgagtaaccatcaacggagtgacecggetggegget
gtgcgaacgcattctggegggaggaggtggetcaggtggagggagectecegtggecatectetgge
atgagatgtggcatgaaggcctggaagaggeatctegttigtactttggggaaaggaacgtgaaa
ggcatgtttgaggtgctggagcecttgcatgctatgatggaacggggeccccagactectgaagga
aacatcctttaatcaggectatggtcgagatttaatggaggecccaagagtgygtygcaggaagtaca
tgaaatcagggaatgtcaaggacctcacccaagectgggacctcectattatcatgtgtteecgacga
atctca

SEQ ID NO:364 (pCA 41 L27V02A 143-169 FRRB)
MINPDGSLLFRVIINGVTGWRLCERILAGGGGSGGGS SVAILWHEMWHEGLEEASRLYFGERNVK

GMFEVLEPLHAMMERGPOTLKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLY YHVERR
IS5

SEQ ID NO:365 (pCA 42 FKBP 1~-142 L27V0O2A}
atgggagtgcaggtggaaaccatctccececcaggagacgggcgecaccttececccaagegeggcecagac
ctgcgtggtgecactacaccgggatgctigaagatggaaagaaatttgattcctecececgggacagaa
acaagccctttaagtttatgectaggcaagcaggaggtgateccgaggctgggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgecactgg
gcacccaggcatcatcccaccacatgecactetegtettecgatgtggagettcectaaaactggaag
gJaggagggagctecggtggaggcagcggtatggtecttcacactcgaagatttegttggggactgyg
Ccgacagacagccggctacaacctggaccaagtcectigaacagggaggtgtgtccagtttgttitca
gaatctcggggtgtecgtaactcecgatceccaaaggattgtectgageggtgaaaatgggetgaaga
tcgacatceccatgtecatcatceccegtatgaaggtctgageggocgaccaaatggygccagategaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatectgecactatggecacact
ggtaatcgacggggttacgccgaacatgatcgactattteggacyggecgtatgaaggecatcgecy
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgag
cgectg

SEQ ID NO:366 (pCA 42 FKBP 1-142 L27V0O2A)
MGVOVETISPGDGRTEFPKRGOTCVVHYTGMLEDGKKEFDS SRDRNKPFRKFMLGKOEVIRGWEEGVA
OMSVGORARLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVEFTLEDFVGDW
ROTAGYNLDQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIEVIIPYEGLSGDOMGQIEK
IFRKVVYPVDDHHFRKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKI IDE
RL

SEQ ID NO:367 (pCA 43 L27V0O2A 145-1692 FRB)

atgcccgacggetecectgetgtteccgagtaaccatcaacggagtgaccggetggeggctatgega
acgcattcectggcgggaggagaotyggctcaggtggagggagecteccgtggecatectetggcatgaga
tgtggcatgaaggcctggaagaggcatectegtttgtactitggggaaaggaacgtgaaaggeaty
tttgaggtgectggageccttgecatgctatgatggaacggggecceccagactctgaaggaaacate
ctttaatcaggcctatggtcgagatttaatggaggcccaagagtggtgcaggaagtacatgaaat
cagggaatgtcaaggacctcacccaagectgggacctctattatcatgtgttccgacgaatctea

SEQ ID NO:368 (pCh 43 L27V02A 145-16% FRB)
MPDGSLLFRVTINGVIGWRLCERILAGGGGSGGGSSVAILWEEMWHEGLEEASRLY FGERNVKGM
-FEVLEPLHAMMERGPQTLKET SEFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVEFRRIS
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SEQ ID NO:369 (pCA 44 FKBP 1-144 L27V02A)
atgggagtgcaggtggaaaccatctecccaggagacgggcgcacctiiceccaagcgeggecagac
ctgcgtggtgcactacaccgggatgettgaagatggaaagaaatttgatteccteccgggacagaa
acaagccctttaagtttatgctaggecaagecaggaggtgatecgaggctgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatcteccagattatgectatggtgecactag
gcacccaggcatcatceccaccacatgecactetegtecttegatgtggagettctaaaactyggaaqg
gaggagggagctceccggtggaggcageggtatggtecttcacactcgaagatttegttggggactgg
cgacagacagccggetacaacctyggaccaagtecttgaacagggaggtgtgtecagtttgtttea
gaatctcggggtgtecgtaactececgatecaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtcatcateccgtatgaaggtetgageggegaccaaatgggecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatecctgcactatggcacact
ggtaatcgacggggttacgeccgaacatgatcgactatttcggacggececgtatgaaggecategecy
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgag
cgcctgatcaac

SEQ ID NO:370 (pCA 44 FKBP 1~144 L27V02A4)
MGVQVETISPGDGRTFPKRGOTCVVHY TGMLEDGKKEFDS SRDRNKPFKEFMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVEFDVELLKLEGGGSSGGGSGMVFTLEDFVGDW
ROTAGYNLDQVLEQGGVSSLEONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQOIEK
IFKVVYPVDDHHFRVILHYGTLVIDGVIPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDE
RLIN

SEQ ID MO:371 (pCA 45 L27V02A 147-169 FRB)
atgggctcectgectgttcecgagtaaccatcaacggagtgaccggctggeggectgtgecgaacgcat
tctyggcgyggaggaggtggectecaggtggagggagetcegtggecatecctetggecatgagatgtgge
atgaaggcctggaagaggcatctegtttgtactttggggaaaggaacgtgaaaggcatgtttgag
gtgctggageccttgecatgectatgatggaacggggeccccagactctgaaggaaacatectttaa
tcaggcectatggtegagatttaatggaggeccaagagtggtgcaggaagtacatgaaatcaggga
atgtcaaggacctcacccaagectgggacctetattatcatgtgtticecgacgaatctcea

SEQ ID NO:372 (pCA 45 L27V02A 147-169 FRB)
MGSLLFRVTINGVIGWRLCERILAGGGGSGGGSSVAILWEEMWHEGLEEASRLYFGERNVKGMEE
VLEPLHAMMERGPQTLKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLY YHVFRRIS

SEQ ID NO:373 (pCA 46 FKBP- L27V02A 1-146)
atgggagtgcaggtggaaaccatctceccaggagacgggegecaccticeccaagegeggecagac
ctgcgtggtgecactacaccgggatgcecttgaagatyggaaagaaatttgattcctcececgggacagaa
acaagcactttaagtttatgctaggcaagecaggaggtigatccgaggctgggaagaaggggttgec
cagatgagtotgggtcagagagccaaactgactatatcteccagattatgectatggtgecactgg
gcacccaggcatcatcccaccacatgecactetegtcttcgatgtggagecttcectaaaactggaag
gaggagggagctccggtggaggcageggtatggtecttcacactcgaagatttegttggggactagg
cgacagacagceggctacaacctggaccaagtecttgaacagggaggtgtgteccagtttgtttcsa
gaatcteggggtgteccgtaactcecgateccaaaggattgtectgagecggtgaaaatgggetgaaga
tcgacatccatgtcatcatcccgtatgaaggtctgagecggcgaccaaatgggecagatcgaaaaa
atttttaaggtggtgtacecctgtggatgatcatcacttitaaggtgatectgecactatggeacact
ggtaatcgacggggitacgecgaacatgategactatticggacgugcegtatgaaggeategecy
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatecgacgag
cgectgatcaaccecccgac

SEQ ID NO:374 (pCA 46 L27V02A-FKBP 1-146)

MGVQVETISPGDGRTFPKRGQTCVVHYTGMLEDGKKEDSSRDRNKHFKEFMLGKQEVIRGWEEGVA
OMSVGQORAKLTISPDYAYGATGHPGIIPPHATLVEDVELLKLEGGGSSGGGSGMVETLEDEVGDW
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ROTAGYNLDQVLEQGGVSSLEQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEK
IFRVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKI IDE
RLINPD

SEQ ID NO:375 (pCA 47 L27V02A 148-169 FRB)
atgtccectgetgttccgagtaaccatcaacggagtgacecggetggecggetgtgcgaacgeattet
ggcgaggaggaggtggctcaggtggagggageteccgtggccatectectggecatgagatgtggecatyg
aaggcctggaagaggeatctegtttgtactttggggaaaggaacgtgaaaggcatgtttgaggtyg
ctggagcecttgcatyctatgatggaacggggcccccagactctgaaggaaacatectttaatca
ggcctatggtcgagatttaatggaggcccaagagtggtygcaggaagtacatgaaatcagggaaty
tcaaggacctcacccaagectgggacctectattatecatgtgttecgacgaatetea

SEQ ID NO:376 (pChA 47 L27V02A 148-169 FRB)
MSLLFRVTINGVTGWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLY FGERNVKGMEFEV
LEPLHAMMERGPOTLKETSENQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVFRRIS

SEQ ID NO:377 (pCA 48 FKBP~ L27V02A 1-147)
atgggagtgcaggtggaaaccatctecccaggagacgggegcacctitcecccaagecgcggecagac
ctgcgtggtgcactacaccgggatgcttgaagatggaaagaaatttgattecctecccgggacagaa
acaagccctttaagtttatgetaggcaagcaggaggtgatccgaggctgggaagaaggggttgec
cagatgagtgtgggtcagagageccaaactgactatatctccagattatgectatggtgecactgg
gcacccaggeatcatcceccaccacatgecactetegtecttegatgtggagettetaaaactggaag
gaggagggagctccggtggaggcagecggtatggtcettcacactecgaagatttegttggggactygyg
cgacagacagccggctacaacctggaccaagtecttgaacagggaggtgtgtecagtttgtttea
gaatctcggggtgteccgtaactecgatceccaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtcatcatceccgtatgaaggtctgageggecgaccaaatgggccagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatcectgcactatggcacact
ggtaatcgacggggttacgccgaacatgatcgactatttcggacggecgtatgaaggcategeey
tgttecgacggcaaaaagatcactgtaacagggaccectgtggaacyggcaacaaaattatcgacgayg
cgcctgatcaacceccgacgge

SEQ ID NO:378 (pCA 48 FKBP- L27V02A 1-147)
MGVQVETISPGDGRTFPKRGOTCVVHY TGMLEDGKKFDS SRDRNKPFRKFMLGKQEVIRGWEEGVA
QMSVGQRAKLTISPDYAYGATGHPGI IPPHATLVFDVELLKLEGGGS SGGGSGMVETLEDFVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHEVIIPYEGLSGDOMGOIEK
IFKVVYPVDDHHFEVILHYGTLVIDGVTPNMIDYFGRPYEGTAVEDGRKKITVTIGTLWNGNKIIDE
RLINPDG

SEQ ID NO:379 (pCA 49 L27V02A 156-169 FRB)
atgaacggagtgaccggctggcggetgtgcgaacgeatictggcgggaggaggtggctcaggtgg
agggagctecgtggecatectectggecatgagatgtggcatgaaggectggaagaggecatctegtt
tgtactttggggaaaggaacgtgaaaggcatgtttgaggtgectggageeccttgeatgetatgatyg
gaacggggcccccagactctgaaggaaacatectttaatcaggectatggtecgagatttaatgga
ggcccaagagtggtgcaggaagtacatgaaatcagggaatgtcaaggacctcacccaagectyggyg
acctctattatcatgtgttceccgacgaatctca

SEQ ID NO:380 (pCA 49 L27V02A 156-~16% FRB)
MNGVTGWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMM
ERGPQTLKETSENQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVFRRIS

SEQ ID NO:381 (pCA 30 FKBP-L27V02A 1-155)
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atgggagtgcaggtggaaaccatctcececccaggagacgggegeaccttecceccaagegeggecagac
ctgcgtggtgcecactacacegggatgettgaagatggaaagaaatttgattectecccgggacagaa
acaagcccetttaagtttatgectaggecaagecaggaggtgatecgaggctgggaagaagggattgee
cagatgagtgtgggtcagagagecaaactgactatatcteccagattatgectatggtgccactygy
gcacccaggcatcateccaccacatgecactetegtettegatgtggagettctaaaactggaag
gaggagggagctecgotggaggcageggtatggteticacactcgaagatttecgttaggggactgy
cgacagacagcecggcetacaacctggaccaagtecttgaacagggaggtgtgtccagtttgtttea
gaatctcggggtgtceccgtaactcecgatccaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtcatcateccegtatgaaggtictgagecgacgaccaaatgggccagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatcecectgcactatggecacact
ggtaatcgacgygggttacgccgaacatgatcgactattteggacggecgtatgaaggecatecgeey
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgay
cgectgatcaaccecgacggcectecetgectgttecgagtaaccate

SEQ ID NO:382 (pCA 50 FKBP-L27V02A 1-155)
MGVQVETISPGDGRTFPRKRGOTCVVHY TGMLEDGKKFDS SRDRNK PFKFMLGKQOEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGI I PPHATLVFDVELLKLEGGGS SGGGSGMVFTLEDFVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVI I PYEGLSGDOMGOIEK
TFRVVYPVDDHHEFKVILEYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKI TVTGTLWNGNKI IDE
RLINPDGSLLFRVTI

SEQ ID NO:383 (pCA 51 L27v02A 158-16% FRB)
atggtgaccggcectggeggctgtgcgaacgeattctggegsgaggaggtggctcaggtggagagay
ctecegtggecatectetggecatgagatgtggecatgaaggectggaagaggeatetegtttgtact
ttggggaaaggaacgtgaaaggcatgtttgaggtgectggageccttgecatgetatgatggaacygy
ggccceccagactectgaaggaaacatcetttaatcaggectatggtecgagatttaatggaggecca
agagtggtgcaggaagtacatgaaatcagggaatgtcaaggacctcacceccaagecctgggacctet
attatcatgtottccgacgaatctca

SEQ ID NO:384 (pCA 51 L27V02A 158-16% FRB)
MVIGWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMEEVLEPLHAMMER
GPQTLEKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:385 (pCA 52 FKBP 1-157 L27V02A)
atgggagtgcaggtggaaaccatctccecccaggagacgggecgcaccttecccaagecgeggecagac
ctgcgtyggtgcactacaccygggatgettgaagatggaaagaaatttgattcctecececgggacagaa
acaagccctttaagtttatgctaggcaagecaggaggtgatccgaggctgggaagaaggggtgec
cagatgagtgtgggtcagagagccaaactgactatatctceccagattatgecctatggtgecactygy
gcacccaggcatcatceccaccacatgecactetegtettegatgtggagetitctaaaactggaag
gaggagggagctceccggtggaggcageggtatggtettcacactecgaagatttegttggagactgg
cgacagacagccggctacaacctggaccaagtcecttgaacagggaggtgtgtccagtttgtttca
gaatctcggggtgtceccecgtaactececgatccaaaggattgtecctgageggtgaaaatgggctgaaga
tcgacatccatgtcatcatceegtatgaaggtctgageggegaccaaatgggccagatcgaaaaa
atttitaaggtggtgtaccctgtggatgatcatcactttaaggtgatecctgecactatggcacact
ggtaatcgacggggttacgccgaacatgatcgactatttcggacggcegtatgaaggecatecgecy
tgttcgacggcaaaaagatcactgtaacagggaccectgtggaacggcaacaaaattatcgacgay
cgcctgatcaaccccgacggetecctgetgttecgagtaaccatcaacgga

SEQ ID NO:386 (pCA 52 FKBP 1~157 L27V023)

MGVQVETISPGDGRTFPKRGOTCVVHYTGMLEDGKRKFDSSRDRNKPEFKFMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVFTLEDEVGDW
RQTAGYNLDQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
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IFRVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDE
RLINPDGSLLFRVTING

SEQ ID NO:387 (pCA 53 L27V02A 166-169 FRB)
atgcgcattctggcgggaggaggtggctcaggtggagggagetecgtggecatecctctggecatga
gatgtggcatgaaggcectggaagaggcatectegtttgtactttggggaaaggaacgtgaaagygca
tgtttgaggtgctggageeccttgecatgectatgatggaacggggceccccagactctgaaggaaaca
tcetttaatcaggectatggtcgagatttaatggaggecccaagagtggtgcaggaagtacatgaa
atcagggaatgtcaaggacctcacccaagecctgggacctctattatcatgtgtteccgacgaatet
ca

SEQ ID NO:388 (pCA 53 L27V02A 166-169 FRB)
MRILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMEFEVLEPLHAMMERGPQTLKET
SENQAY GRDLMEAQEWCREKYMKSGNVKDLTOQAWDLYYHVFRRIS

SEQ ID NO:389 (pCA 54 FXBP L27V02A 1-165)
atgggagtgcaggtyggaaaccatctcecccaggagacgggcgecaccticeccaagegecggecagac
ctgcgtggtgecactacaccgggatgcecttgaagatggaaagaaatttgattectececgggacagaa
acaagccectttaagtttatgctaggcaagecaggaggtgatecgaggetgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgecactygg
gcacccaggceatcatcecccaccacatgccactetegtettegatgtggagettctaaaactggaag
gaggagggagctceggtggaggcageggtatggtecttcacactecgaagatttegttggggactgyg
cgacagacagcecggctacaacctggaccaagtecttgaacagggaggtgtgtecagtttgtttcea
gaatctcggggtgtecgtaactecgateccaaaggattgtectgageggtgaaaatgggcigaaga
tcgacatccatgtcatcateecgtatgaaggtctgageggecgaccaaatgggecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatectgecactatggcacact
ggtaatcgacggggttacgccgaacatgatcgactattteggacggecgtatgaaggcatcgecyg
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatecgacgag
cgcectgatcaaccccgacggecteectgectgttecgagtaaccatcaacggagtgaccggetggeyg
gctgtgcgaa

SEQ ID NO:3%0 (pCA 54 FKBP L27VO2A 1-165)
MGVQVETISPGDGRTEFPKRGOTCVVHY TGMLEDGKKEDSSRDRNKPEKEMLGKQOEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFRVVYPVDDHHFKVILHYGTLVIDGVI PNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDE
RLINPDGSLLFRVTINGVTGWRLCE

SEQ ID NO:381 (pCaA 55 FKBP L27V02A 1-47)
atgggagtgcaggtggaaaccatctccocaggagacgggecgecacctteccccaagegecggecagac
ctgcgtggtgcactacaccgggatgcttgaagatggaaagaaatttgattectececgggacagaa
acaagcccetttaagtttatgectaggcaagcaggaggtgatecgaggectgggaagaaggggttgece
cagatgagtgtgggtcagagagccaaactgactatatcteccagattatgectatggtgecactgyg
gcacccaggceatcatcccaccacatgceccactetegtettecgatgtggagettctaaaactggaagy
gaggagggagectcecggtggaggcageggtatggtettecacactcgaagatitegttggggactygy
cgacagacagccggctacaacctggaccaagtceccttgaacagggaggtgtgtccagtttgtitca
gaatctcecggggtgteccgtaactecgateccaaaggattgtectgage

SEQ ID NO:392 (pCA 55 FKBP L27V0O2A 1-47)
MGVQVETISPGDGRTFPRRGQTCVVHY TGMLEDGKKEDS SRDRNKPFKEFMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLRKLEGGGSSGGGSGMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVIVITPIQRIVLS
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SEQ ID NO:393 (pCA 56 L27V02A 48-169-¥FRB)
Atgggtgaaaatgggctgaagatcgacatccatgtecatcateecgtatgaaggtctgageggcga
ccaaatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatgatcatcactttaagy
tgatcctgeactatggcacactggtaatcgacggggttacgeccgaacatgatecgactatticgga
cggcecgtatgaaggcatcgeegtgttecgacggcaaaaagatcactgtaacagggacectotggaa
cggcaacaaaattatcgacgagcecgectgatcaacceccgacygygctecctgetgttecgagtaacca
tcaacggagtgaccggctggeggctgtgcgaacgecattetggegggaggaggtggetcaggtgga
gggagctecgtggecatcectetggcatgagatgtggcatgaaggectggaagaggecatetegttt
gtactttggggaaaggaacgtgaaaggcatgtttgaggtgectggageeccttygcatgectatgatgy
aacggggccceccagactcectgaaggaaacatccectttaatcaggectatggtecgagatttaatggay
gecccaagagtggtgcaggaagtacatgaaatcagggaatgtcaaggacctcacccaagectggga
cctectattatcatgtgttccgacgaatctea

SEQ ID NO:394 (pCA 56 L27V02A 48-162-FRB})
MGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHEFKVILHYGTLVIDGVTPNMIDYEG
RPYEGIAVEFDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGGGGSGG
GSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPQTLKETSENQAYGRDLME
AQEWCRKYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:395 (pCA 57 FKRP L27V0O2A 1-49)
atgggagtgcaggtggaaaccatctccccaggagacgggcecgecacctticecccaagegeggecagac
ctgegtggtgecactacaccgggatgettgaagatggaaagaaatttgattecteccecgggacagaa
acaagccctttaagtttatgcectaggcaagcaggaggtgateccgaggctgggaagaaggagtigee
cagatgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgecactgyg
gcacccaggecatcatcccaccacatgecactetegtettegatgtggagettctaaaactggaag
gaggagggagctcecggtggaggcageggtatggtctitcacactecgaagatttegttggggactgy
cgacagacagccggctacaacctggaccaagtccttgaacagggaggtgtgtecagtttgtttea
gaatctcggggtgtecgtaactecgatccaaaggattgtectgageggtgaa

SEQ ID NO:396 (pCA 57 FKRP L27V0OZ2A 1-49)
MGVQVETISPGDCGRTFPKRGOTCVVHY TGMLEDGKRKEFDSSRDRNKPFREMLGKQEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLRKLEGGGSSGGGSGMVETLEDFVGDW
ROTAGYNLDQVLEQGGVSSLEFQNLGVSVIPIQRIVLSGE

SEQ ID NO:387 (pCA 58 pCa L27V02AR 50-1692 FRB)
atgaatgggctgaagatcgacatcecatgtecatcatecegtatgaaggtctgageggcgaccaaat
gggccagatcgaaaaaatttttaaggtggtgtaccectgtggatgatcatcactttaaggtgatcce
tgcactatggcacactggtaatcgacggggttacgccgaacatgatcgactattteggacggeey
tatgaaggcatcgececgtgttegacggcaaaaagatcactgtaacagggaccetgtggaacggcaa
caaaattatcgacgagcgectgatcaaccccgacggeteectgetgtteccgagtaaccatcaacyg
gagtgaccggctggecggetgtgcgaacgcattctggecgggaggagotggctcaggtggagggage
tcecgtggecatectetggeatgagatgtggcatgaaggectggaagaggecatetegttigtactt
tggggaaaggaacgtgaaaggcatgtttgaggtgctggagecectitgecatgctatgatggaacggy
gecececccagactetgaaggaaacatcectttaatcaggectatggtegagatttaatggaggeecaa
gagtggtgcaggaagtacatgaaatcagggaatgtcaaggacctcacccaagectgggacctcta
ttatcatgtgttccgacgaatcteca

SEQ ID NO:398 (pCaA 58 pCA L27V02A 50~169 FRB)
MNGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEFKVILHYGTLVIDGVTPNMIDYFGRP
YEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLERVTINGVTGWRLCERILAGGGGSGGGES
SVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPOTLKETSENQAYGRDLMEAQ
EWCRKYMKSGNVKDLTQAWDLYYHVERRLIS
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SEQ ID NO:399 (pCA 59 FKBP L27V02A 1-82)
atgggagtgcaggtggaaaccatctccceccaggagacgggcgeacctteoeccaagecgeggecagac
ctgegtggtgeactacaccgggatgcttgaagatggaaagaaatttgattecteccgggacagaa
acaagcccetttaagtttatgectaggcaagcaggaggtgateccgaggcectgggaagaaggggtigee
cagatgagtgtgggtcagagagccaaactgactatatctcecagattatgectatggtgeccactgg
gcacccaggcatcatccecaccacatgecactetegtettegatgtggagetictaaaactyggaag
gaggagggagctecggtggaggcageggtatggtecttcacactecgaagatttegttggggactagg
cgacagacagccggctacaacctggaccaagtecttgaacagggaggtgtgtccagtttgtttca
gaatctcgggotgtccgtaacteccgatceccaaaggattgtectgageggtgaaaatgggetgaaga
tcgacatccatgtecatcatececgtatgaaggtctgageggegaccaaatgggccagatcgaaaaa
attitttaaggtggtgtaccct

SEQ ID NO:400 (pCR 59 ¥FKBP L27V02A 1-82)
MGVOVETISPGDGRTEFPKRGOTCVVHY TGMLEDGKKEFDS SRDRNKPEKFMLGKQEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGS SGGGSGMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLEFONLGVIVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFKVVYP

SEQ ID NO:401 (pCA 60 L27V02A 83-169-FRB)
atggtggatgatcatcactttaaggtgatcctgecactatggecacactggtaatcgacggggttac
gccgaacatgatcgactattteggacggecgtatgaaggcategecgtgttecgacggcaaaaaga
tcactgtaacagggaccetgtggaacggcaacaaaattatcgacgagecgectgatcaaccececgac
ggctcectgetgticecgagtaaccatcaacggagtgaccggctggcggetgtgegaacgeattet
ggcgggaggaggtggectecaggtggagggagetecegtggecatectectggecatgagatgtggecatyg
aaggcctggaagaggecatctegtttgtactttggggasaggaacgtgaaaggcatgtttgaggty
ctggagcccttgecatgetatgatggaacggggececcagactctgaaggaaacatectittaatca
ggcctatggtecgagatttaatggaggcccaagagtggtgcaggaagtacatgaaatcagggaatyg
tcaaggacctcacccaagectgggacctetattatecatgtgticecgacgaatetea

SEQ ID NO:402 (pCA 60 L27V02A B83-16-FRB}
MVDDEHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKIIDERLINED
GSLLFRVTINGVTGWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEV
LEPLHAMMERGPQTLKETSENQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:403 {(pCA 61 FEBP L27V0O2A 1-84)
Atgggagtgcaggtggaaaccatctecccaggagacgggcegecaccttecccaagegeggecagac
ctgcgtggtgeactacaccgggatgcttgaagatggaaagaaatttgattecteocgggacagaa
acaagccctttaagtttatgcectaggcaagcaggaggtgatccgaggetgggaagaagggagttgee
cagatgagtgtgggtcagagagccaaactgactatatctccagattatgectatggtgccactgg
gcacccaggcecatcatcccaccacatgcecactetegtecttcgatgtggagettctaaaactggaag
gaggagggagctccggtggaggcageggtatggtettcacactcgaagatttegttggggactgy
cgacagacagccggctacaacctggaccaagtecttgaacagggaggtgtgteccagtttgtttca
gaatctcggggtgtccgraactcecgatecaaaggattigtecctgageyggtgaaaatgggectgaaga
tcgacatccatgtcatcateccegtatgaaggtctgagecggecgaccaaatgggceccagatcgaaaaa
atttttaaggtggtgtaccctgtggat

SEQ ID NO:404 (pCA 61 FKBP L27V02A 1-84)
MGVQVETISPGDGRTEFPRRGOTCVVHYTGMLEDGKKEDS SRDRNKPFKFMLGKOEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVEFTLEDEFVGDW
ROTAGYNLDOVLEQGGVSSLEFONLGVSVTPIOQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFKVVYPVD

SEQ ID NO:405 (pCA 62 L27V02A B5-169-FRB})
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atggatcatcactttaaggtgatecctgcactatggcacactggtaatcgacggggttacgecgaa
catgatcgactatttcggacggcegtatgaaggecatcgecgtgticgacggcaaaaagatcactyg
taacagggaccctgtggaacggcaacaaaattatcgacgagegectgatcaacecccgacggetcee
ctgctgttccgagtaaccatcaacggagtgaccggectageggctgtgegaacgcattectggegay
aggaggtggctcaggtggagggagctecegtggecatcectctggeatgagatgtggcatgaaggce
tggaagaggcatctegtttgtactttggggaaaggaacgtgaaaggcatgtttgaggtgetggayg
cecttgcatgectatgatggaacggggecceccagactctgaaggaaacatectttaatcaggecta
tggtcgagatttaatggaggcccaagagtggtgcaggaagtacatgaaatcagggaatgtcaagyg
acctcacccaagcectgggacctcectattatcatgtgttecgacgaatctea

SEQ ID NO:406 (pCA 62 L27V02A 85-169-FRB)
MDHHFKVILEYGTLVIDGVIPNMIDYFGRPYEGTAVEDGKKITVIGTLWNGNKIIDERLINPDGS
LLFRVTINGVTGWRLCERILAGGGGSGGGSSVALLWHEMWHEGLEEASRLYFGERNVKGMEFEVLE
PLHAMMERGPOTLKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVFRRIS

SEQ ID NO:407 (pCA 63 FKBP L27V02A 1-122)
atgggagtgcaggtggaaaccatctccccaggagacgggegeaccttececcaagegeggecagac
ctgcgtggtgcactacaccgggatgcettgaagatggaaagaaatitgattecteccgggacagaa
acaagccctttaagtttatgetaggcaagecaggaggtgatccgagactygggaagaaggggttgec
cagatgagtgtgggtcagagagccaaactgactatatcteccagattatgectatggtgecactgyg
gcacccaggcatcatccecaccacatgecactetegtecttecgatgtggagettctaaaactggaag
gaggagggagctccggtggaggcagcecggtatggtcttcacactegaagatttecgttggggactgg
cgacagacagccggctacaacctggaccaagtecttgaacagggaggtgtgteccagtttgtttca
gaatctcggggtgtceccgtaactecgatccaaaggattgtectgageggtgaaaatgggetgaaga
tcgacatccatgtcatcatcecegtatgaaggtctgageggegaccaaatgggecagatcgaaaaa
atttttaaggtggtgtaccectgtggatgatcatcactttaaggtgatccectgecactatggecacact
ggtaatcgacggggttacgccgaacatgatcgactatttcecggacggecegtatgaaggcatcgecyg
tgttcgacgge

SEQ ID NO:408 (pCA 63 FKBP L27V02A 1-122)
MGVQVETISPGDGRTFPKRGQTCVVHYTGMLEDGKKEFDS SRDRNKPFKFMLGKOEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVETLEDFVGDW
ROTAGYNLDOQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLRKIDIHVIIPYEGLSGDOMGQIEK
TFRKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFEDG

SEQ ID NO:409 (pCA 64 L27V02A 123-169-FRB)
atgaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagecgectgat
caaccceccgacggetecctgetgttcecgagtaaccatcaacggagtgaccggetggeggetgtacyg
aacgcattctggcgggaggaggtggctcaggtggagggagetecgtggecatectectggecatgag
atgtggcatgaaggcectggaagaggcatctegtttgtactttgyggaaaggaacgtgaaaggcat
gtttgaggtgctggagcecttgcatgectatgatggaacggggecceccagactctgaaggaaacat
cctttaatcaggectatggtcgagatttaatggaggcccaagagtyggtgecaggaagtacatgaaa
tcagggaatgicaaggacctcacccaagectgggacctctattatcatgtgtteccgacgaatete
a

SEQ ID N0:410 (pCA 64 L27V022 123-169-FRB)
MKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGGGGSGGGSSVAILWHE
MWHEGLEEASRLYFGERNVKGMFEVLEPLEAMMERGPQTLKET SENQAYGRDLMEAQEWCRKYMK
SGNVKDLTOAWDLYYHVEFRRIS

SEQ ID NO:411 (pCA 65 FKBP L27V0O2R 1-123)

atgggagtgcaggtggaaaccatctceccccaggagacgggegcaccttceccaagegeggecagac
ctgcgtggtgcactacaccgggatgcttgaagatggaaagaaatttgattcectcccgggacagaa

251



WO 2012/661529 PCT/US2011/059017
acaagcecctttaagtttatgectaggcaagecaggaggtgatcecgaggectgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatctecagattatgectatggtgcecactgg
gcacccaggcatcateccaccacatgecactetegtcttegatgtggagettctaaaactggaag
gaggagggagctecggtggaggcageggtatggtcttcacactecgaagatttegttggggactagyg
cgacagacagccggctacaacctggaccaagtecttgaacagggaggtgtgtccagttttgtttea
gaatctcggggtagtecgtaactecgatecaaaggattgtecctgageggtgaaaatgggctygaaga
tcgacatccatgtecatcatcecegtatgaaggtcectgageggcgaccaaatgggcecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatectgecactatggecacact
ggtaatcgacggggttacgccgaacatgatcgactattteggacggecgtatgaaggecatogecyg
tgttcgacggcaaa

SEQ ID NO:412 (pCA 65 FKBP L27V02A 1-123)
MGVQVETISPGDGRTFPKRGQTCVVHY TGMLEDGKKEDS SRDRNKPFKFMLGKOEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGITPPHATLVFDVELLKLEGGGSSGGGSGMVETLEDEVGDNW
ROTAGYNLDQVLEQGGVSSLEFONLGVSVITPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGK

SEQ ID NO:413 (pCA 66 L27V02A 124-1639 FRB)
atgaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgatcaa
cceccgacggcetecctgetgttecgagtaaccatcaacggagtgaccggctggeggetgtgegaac
gecattetggegggaggaggtggctecaggtggagggagetecgtggecatectetggecatgagatyg
tggcatgaaggectggaagaggcatctegtttgtactttggggaaaggaacgtgaaaggeatgtt
tgaggtgctggageecttgecatgectatgatggaacggggecceccagactectgaaggaaacatceet
ttaatcaggcectatggtcgagatttaatggaggeccaagagtggtgcaggaagtacatgaaatca
gggaatgtcaaggacctcacccaagectgggacctctattatecatgtgttcecgacgaatctea

SEQ ID NO:414 (pCA 66 L27VO2A 124-169 FRB)
MRKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVIGWRLCERILAGGGGSGGGSSVAILWHEM
WHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPOQTLKETSENQAYGRDLMEAQEWCRKYMKS
GNVKDLTQAWDLYYHVFRRIS

SEQ ID NO:415 (pCA 67 L27V02A 1-168)
atgggagtgcaggtyggaaaccatctcececcaggagacgggcgcacctteecccaagegeggecagac
ctgcgtggtgecactacaccgggatgettgaagatggaaagaaatttgattectececgggacagaa
acaagccctttaagtttatgectaggecaageaggaggtgatcecgaggctgggaagaaggggttygece
cagatgagtgtgggtcagagagccaaactgactatatctecagattatgectatggtgccactgy
gcacccaggcatcatceccaccacatgecactetegtettegatgtggagettcectaaaactggaag
gaggagggagctcecggtggaggcageggtatggtcttcacactecgaagatttegttggggactgg
cgacagacagccggctacaacctggaccaagtccttgaacagggaggtgtgtccagttigtttca
gaatctcggggtgtececgtaactceccgatcecaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtcatcatecegtatgaaggtctgageggcgaccaaatgggccagatcgaaaaa
atttttaaggtggtgtacccectgtggatgatcatcactttaaggtgatcctgecactatggecacact
ggtaatcgacggggttacgecgaacatgategactatttcggacggcecegtatgaaggeatecgeecy
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacgygcaacaaaattatcgacgay
cgectgatcaaccecgacggcteectgetygticcgagtaaccatcaacggagtgaccggectggeyg
getgtgcgaacgecattctyg

SEQ ID NO:416 (pCA 67 L27V02A 1-168)

atgggagtgcaggtggaaaccatctceccccaggagacgggcgcaccttooccaagegcggecagac
ctgcygtggtgcactacaccgggatgctigaagatggaaagaaatttgattectececgyggacagaa
acaagccctttaagtttatgctaggcaagcaggaggtgatccgaggctgggaagaaggggtigee
cagatgagtgtgggtcagagagccaaactgactatatcteccagattatgectatggtgecactgy
gcacccaggcatcateccaccacatgecactectegtecttecgatgtggagettetaaaactggaag
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gaggagggagctceccggtggaggeageggtatggtcttcacactcgaagatttecgttggggactgy
cgacagacagccggctacaacctggaccaagtcecttgaacagggaggtgtgtecagtttgtttca
gaatctcggggtgteccgtaacteccgatccaaaggattigtectgageggtgaaaatgggctgaaga
tcgacatccatgtcecatcatecegtatgaaggtctgageggcgaccaaatgggccagatecgaaaaa
atttttaaggtggtgtacecctgtggatgatcatcactttaaggtgatectgcactatggecacact
ggtaatcgacggyggttacgccgaacatgatcgactattteggacggecgtatgaaggcatecgecyg
tgttcgacggcaaaaagatcactgtaacagggaccectgtggaacggcaacaaaattatecgacgayg
cgcectgatcaacccecgacggecteectgetgttecgagtaaccatcaacggagtgaccggetggey
gctgtgegaacgcattetyg

SEQ ID NO:417 (pCA 67 L27V02A 1-168)
MGVQVETISPGDGRTFPEKRGQTCVVHY TGMLEDGKKEFDS SRDRNKPFKFMLGKQEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGS SGGGSGMVETLEDEVGDW
ROTAGYNLDOVLEQGGVSSLEQNLGVSVIPIQRIVLSGENGLKIDIHVI IPYEGLSGDOMGQOIEK
IFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDE
RLINPDGSLLEFRVIINGVTIGWRLCERIL

SEQ ID NO:418 (*pCA 68 L27V02A 169 FRB)
Atggcaggaggaggtggctcaggtggagggagetecgtggeecatectectggcatgagatgtggca
tgaaggcctggaagaggcatctegtttgtactttggggaaaggaacgtgaaaggecatgtttgagy
tgctggagceecttgcatgctatgatggaacggggcecceccagactectgaaggaaacatectttaat
caggcctatggtecgagatttaatggaggeccaagagtggigecaggaagtacatgaaatcagggaa
tgtcaaggacctcacccaagectgggacctctattatcatgtgttecgacgaatctea

SEQ ID NO:419 (*pCA 68 L27V02A 169 FRB)
MAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLE PLHAMMERGPOTLKETSEN
QAYGRDLMEAQEWCRKYMKSGNVKEDLTQAWDLYYHVFRRIS

SEQ ID NO:420 (pCA 69 FKBP L27V02A 1-166)
atgggagtgcaggtggaaaccatctecceccaggagacgggegcaccttccccaagecgeyggecagac
ctgcgtggtgcactacaccgggatgcttgaagatggaaagaaattitgatteccticecgggacagaa
acaagccctttaagtttatgectaggcaagecaggaggtgatececgaggctgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatctceccagattatgectatggtgecactygg
gcacccaggcatcatcceccaccacatgeccactectegtecttcgatgtggagetictaaaactggaayg
gaggagggagciccggtggaggecageggtatggtecttcacactecgaagatttegttggggactgg
cgacagacagccggctacaacctggaccaagtecttgaacagggaggtgtgtccagtttgtttca
gaatctcggggtgtecgtaactcececgateccaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtecatcateccegtatgaaggtetgagecggegaccaaatgggecagatcgaaaaa
atttttaaggtggtgtaccetgtggatgatcatcactttaaggtgatecctgcactatggeacact
ggtaatcgacgggygttacgccgaacatgatcgactattteggacggecgtatgaaggcategceyg
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgag
cgcctgatcaaccecgacggectecocctgetgtteccgagtaaccatcaacggagtgaccggetggey
gctgtgcgaacgc

SEQ ID NO:421 (pCA 69 FKBP L27VO02A 1-166)
MGVQVETISPGDGRTIFPKRGOTCVVHYTGMLEDGKKFDS SRORNKPFRKFMLGKQEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVETLEDFVGDW
RQTAGYNLDQVLEQGGVSSLEFQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLIGDOMGQIEK
IFRKVVYPVDDHHFKVILHYGTLVIDGVT PNMIDYFGRPYEGIAVEFDGRKRKITVIGTLWNGNKIIDE
RLINPDGSLLEFRVIINGVTGWRLCER

SEQ ID NO:422 (*pCA 70 L27V02A 167-169 FRB)
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Atgattctggegggaggaggtggctcaggtggagggagctecegtggecatectectggeatgagat
gtggcatgaaggcctggaagaggcatctcgtitgtactttggggaaaggasacgtgaaaggecatgt
ttgaggtgctggagececttgecatgectatgatggaacggggeccecagactetgaaggaaacatece
tttaatcaggectatggtcgagattitaatggaggcccaagagtggtygcaggaagtacatgaaatce
agggaatgtcaaggacctcacccaagecctgggacctctattatecatgtgtteccgacgaatcteca

SEQ ID NO:423 (*pCaA 70 L27VO2A 167-169 FRB)
MILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPQTLKETS
ENQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVERRIS

SEQ ID NO:424 (pCA 71 FKBP L27V02A 1-164)
atgggagtgcaggtggaaaccatctececccaggagacgggegeacecttececcaagogeggeecagac
ctgecgtggtgcactacaccgggatgettgaagatggaaagaaatttgattecteeccgggacagaa
acaagcccetttaagtttatgectaggcaagcaggaggtgatccgaggectgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatctecagattatgectatggtgecactgg
gcacccaggcatcateccaccacatgecactcectegtettegatgtggagettctaaaactggaayg
gaggagggagcetecggtggaggcageggtatggtettcacactegaagatttegttggggactgy
cgacagacagccggctacaacctggaccaagtcecttgaacagggaggtgtgtecagtttgtttea
gaatctcggggtgtcegtaactceccgatecaaaggattgtectgageggtgaaaatagggectgaaga
tcgacatccatgtcatcatcececgtatgaaggtctgageggecgaccaasatgggecagatcgaaaaa
atttttaaggtggtgtacccectgtggatgatcatcacttitaaggtgatecctgecactatggcacact
ggtaatcgacggggttacgccgaacatgatecgactatttcggacggecgtatgaaggecategeoyg
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgayg
cgectgatcaaccecgacggctecctgctgtteccgagtaaccatcaacggagtgacecggetggeg
gctgtge

SEQ ID NO:425 (pCA 71 FEBP L27VO2A 1-164)
MGVQVETISPGDGRTFPRKRGOTCVVHYTGMLEDGKKEDS SRDRNKPFRKFMLGKOEVIRGWEEGVA
OMSVGORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGS SGGGSGMVETLEDEVGDW
ROQTAGYNLDQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFRVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVTIGTLWNGNKI IDE
RLINPDGSLLEFRVTINGVTGWRLC

SEQ ID NO:426 (pCA 72 L27V02A 165-169 FRB)
atggaacgcattctggcgggaggaggtggctcaggtggagggageteccgtggecatectetggea
tgagatgtggcatgaaggcctggaagaggcatctegtttgtactttggggaaaggaacgtgaaayg
gcatgtttgaggtgctggagcecttgcatgetatgatggaacggggeacccagactctgaaggaa
acatcctttaatcaggectatggtecgagattitaatggaggcecaagagtggtgcaggaagtacat
gaaatcagggaatgtcaaggacctcacccaagectgggacctctattatcatgtgttccgacgaa
tctea

SEQ ID NO:427 (pattern saquence)
GSAIVK

SEQ ID NO:428 (pCA 72 L27V02A 165-169 FREB)
MERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLE PLHAMMERGPOTLKE
TSFNQAYGRDLMEAQEWCRKYMKSGNVKDL TQAWDLY YHVFRRIS

SEQ ID NO:429 (pCA 73 FKBP L27V0OZA 1-162)

atgggagtgcaggtggaaaccatctcececccaggagacgggcgecaccticcccaagegeggecagac
ctgecgtggtgcactacaccgggatgcettgaagatggaaagaaatttgaticctececgggacagaa
acaagccctttaagtttatgctaggcaagcaggaggtgatccgaggctgggaagaaggggttgee
cagatgagtgtgggtcagagagccaaactgactatatcteccagattatgectatggtgecactygg
gcacccaggcatcatceccaccacatgecactcectegtecttcgatgtggagettctaasactggaag
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gaggagggagctecggtggaggcageggtatggtettcacactcgaagatttegttggggactgg
cgacagacagccggetacaacctggaccaagtecttgaacagggaggtgtgtccagttttgtttea
gaatctcggggtgtecgtaactecgatccaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtecatcateccegtatgaaggtictgageggegaccaaatgggecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatcectgcactatggcacact
ggtaatcgacggggttacygccgaacatgatcgactattteggacggecgtatgaaggcategecy
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgag
cgcectgatcaacccecgacggetecctgetgttecgagtaaccatcaacggagtgaccyggetggeyg
g

SEQ ID NO:430 (pCA 73 FKBP L27VO2A 1-162)
MGVQVETISPGDGRTFPKRGOTCVVHYTGMLEDGKKFDSSRDRNKPEFRKFMLGKQEVIRGWEEGVA
OMSVGQORAKLTISPDYAYGATGHPGIIPPHATLVEDVELLKLEGGGS SGGGSCGMVETLEDEVGDW
ROTAGYNLDOVLEQGGVSSLFONLGVSVTIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIER
ITFKVVYPVDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEFDGKKITVTIGTLWNGNKIIDE
RLINPDGSLLFRVTINGVTGWR

SEQ ID NO:431 (pCA 74 L27V02A 163-169 FRB)
atgctgtgecgaacgeattetggecgggaggaggtggctcaggtggagggagetcegtggecatect
ctggcatgagatgtggcatgaaggcctggaagaggcatctegttigtactttggggaaaggaacy
tgaaaggcatgttigaggtgectggageecttgeatgetatgatggaacggggeccecagactetyg
aaggaaacatcctttaatcaggectatggtecgagatttaatggaggeccaagagtggtgcaggaa
gtacatgaaatcagggaatgtcaaggacctcacccaagectgggacctctattatcatgtgttee
gacgaatctca

SEQ ID NO:432 (pCA 74 L27V0O2A 163-169 FRB)
MLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMFEVLEPLHAMMERGPQTL
KETSEFNQAYGRDLMEAQEWCRKYMKSGNVEDLTQAWDLYYHVEFRRIS

SEQ ID N0O:433 (pCA 75 FKBP L27V0O2A 1-160)
atgggagtgcaggtggaaaccatciccccaggagacgggcgecaccttecccaagegecyggeccagac
ctgcgtggtgecactacaccgggatgettgaagatggaaagaaatttgattecteeccgggacagaa
acaagccctttaagtttatgectaggcaagcaggaggtgatecgaggctgggaagaaggggttgec
cagatgagtgtgggtcagacgagccaaactgactatatctccagattatgectatggtgecactgg
gcacccaggcatcatcccaccacatgecactetegtettegatgtggagettctaaaactggaayg
gaggagggagctccggtggaggcageggtatggtettcacactecgaagatttegttggggactgg
cgacagacagcecggetacaacctggaccaagtecttgaacagggaggtgtgtecagtttatttea
gaatctcggggtgtececgtaactcececgatccaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgteatcatecegtatgaaggtectgageggegaccaaatgggecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatecctgcactatggcacact
ggtaatcgacggggttacgeccgaacatgatcgactatttcggacggecgtatgaaggeategecyg
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgag
cgcctgatcaaccecgacggctceectgetgticegagtaaccatcaacggagtgaccggc

SEQ ID NO:434 (pCA 75 FRBP L27V02A 1-160)
MGVQVETISPGDGRTFPKRGQTCVVHYTGMLEDGKKEDS SRDRNKPFKFMLGKQEVIRGWEEGVA
OMSVGQORAKLTISPDYAYGATGHPGIIPPHATLVFDVELLKLEGGGSSGGGSGMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFKVVYPVDDHHFRVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDE
RLINPDGSLLFRVTINGVTG

SEQ ID NO:435 (pCA 76 L27V0O2A 161-169 FRB)
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atgtggcggctgtgcgaacgcattctggecgggaggaggtggetcaggtaggagggagetecgtgge.
catcctcectggecatgagatgtggcatgaaggcctyggaagaggcatctegtttgtactitggggaaa
ggaacgtgaaaggcatgtttgaggtgctggagcccttgcaigctatgatggaacgqggccécbag
actctgaaggaaacatcctttaatcagocctatggtcgagatttaatggaggeccaagagtggty
caggaagtacatgaaatcagggaatgtcaaggacctcacccaagectgggacctetattatecatg
tgttccgacgaatctea

SEQ ID NO:436 (pCA 76 L27vV02A 161-169 FRB)
MWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLY FGERNVKGMFEVLEPLHAMMERGPQ
TLRKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVEFRRIS

SEQ ID NO:437 (pCA 77 FKBP L27V02A 1-~158)
atgggagtgcaggtggaaaccatctcoceccaggagacgggcgecaccttecceccaagegeggecagac
ctgcgtggtgcactacaccgggatgettgaagatggaaagaaatttgattecteeecgggacagaa
acaagccctttaagtttatgctaggcaagecaggaggtgatccgaggetgggaagaaggggtttgec
cagatgagtgtgggtcagagagccaaactgactatatcteccagattatgectatggtgecactgy
gcacccaggecatcatcccaccacatgecactetegtettegatgtggagettctaaaactggaag
gaggagggagctccggtggaggcageggtatggtcticacactegaagatttcgttggggactgyg
cgacagacagccggcetacaacctggaccaagtecttgaacagggaggtgtgtccagtttgtttea
gaatctcggggtgtccgtaactecgatccaaaggattgtectgageggtgaaaatgggetgaaga
tcgacatccatgtcatcatececegtatgaaggtctgageggecgaccaaatgggeccagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatcecectgecactatggcacact
ggtaatcgacggggttacgccgaacatgatcgactatttcggacggeecgtatgaaggecategecy
tgttcgacggcaaaaagatcactgtaacagggaccectgtggaacggcaacaaaattatcgacgay
cgcctgatcaaccecgacggcteectgetgttecgagtaaccatcaacggagty

SEQ ID NO:438 (pCA 77 FKBP L27V02A 1-158}
MGVQVETISPGDGRTEFPKRGOTCVVHY TGMLEDGKKEFDSSRDRNKPFKFMLGKQEVIRGWEEGVA
OMSVGQRAKLTISPDYAYGATGHPGIIPPHATLVEDVELLKLEGGGS SGGGSGMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFRVVYPVDDHHFRKVILHYGTLVIDGVTPNMIDY FGRPYEGIAVEDGKKITVTGTLWNGNKIIDE
RLINPDGSLLFRVTINGV

SEQ ID NO:439 ({pCA 78 L27V0O2A 159-16% FRB}
Atgaccggctggecggcetgtygcgaacgcattetggegggaggaggtggectcaggtggagggagete
cgtggccatccectctyggeatgagatgtggcatgaaggcctggaagaggecatetegtttgtactttg
gggaaaggaacgtgaaaggcatgtttgaggtgctggagececttgecatgctatgatggaacgggge
ccccagactctgaaggaaacatectttaatcaggectatggtecgagatttaatggaggeccaaga
gtagtgcaggaagtacatgaaatcagggaatgtcaaggacctcacccaagectgggacctetatt
atcatgtgtteccgacgaatctca

SEQ ID NO:440 (pChA 78 L27V0O2ZA 159-169 FRB)
MTGWRLCERILAGGGGSGGGSSVAILWHEMWHEGLEEASRLYFGERNVKGMEEVLEPLHAMMERG
POTLKETSFNQAYGRDLMEAQEWCRKYMKSGNVKDLTQAWDLYYHVFRRIS

SEQ ID NO:441 RIIbB (nt seq)

ATGTATGAAAGCTTTATTGAGTCACTGCCATTCCTTARATCTTTGGAGTTTITCTGCACGCCTGAA
AGTAGTAGATGTGATAGGCACCAAAGTATACAACGATGGAGAACAARATCATTGCTCAGGGAGATT
CGGCTGATTCTTTTTTCATTATTGAATCTGGAGAAGTGAAAATTACTATGAAAAGAAAGGGTARA
TCAGAAGTGGAAGAGARATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGA
GCTTGCCCTGGTAACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTT
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TAGCAATGGATGTGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGARATTATGAAAAGGAAC
ATCGCTACCTATGAAGAACAGTTAGTITGCCCTGTATGGAACGAACATGGATATTIGTIA

SEQ ID NO:442 RIIDBR (aa seq)
MYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSFFITESGEVRKITMKRKGK
SEVEENGAVEIARCSRGQOYFGELALVTNKPRAASAHAIGTVKCLAMDVQAFERLLGPCME IMKRN
IATYEEQLVALYGTNMDIV

SEQ ID N0O:443 (L27V CP 13 TEV)

atgacagccggcectacaacctggaccaagtecttgagcagggecggtgtgteccagtttgtttcagaa
tcteggggtgtecgtaactecgatecaaaggattgtecctgageggtgaaaacggectgaagatey
acatccatgtcatcatcecgtatgaaggtctgagceggcgatcagatgggecagatcgaaaaaatt
tttaaggtggtgtaccctgtggatgatcatcactttaaggtgattctgecactatggcacactggt
aatcgacggggttacgccgaacatgatcgactatttecggacggeccgtatgaaggeategecgtgt
tcgacggcaaaaagatcactgtaaccgggaccectgtggaacggcaacaaaattatcgacgagcegce
ctgatcaacccecgacggcteectgetgtteecgegtaaccatcaacggagtgaccggetggoggct
gtgcgagcgcattttggegggaagttctggtggaggaagtictggtggagagectactactgaga
acttgtacttccagagecgataacggaagttctggtggaggaagttctggtggaatggtgtttaca
ctcgaagatttecgtaggggactggeggeag

SEQ ID NO:444 (L27V CP 13 TEV)
MTAGYNLDQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIEVIIPYEGLSGDOMGQIEKT
FRKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKIIDER
LINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTENLYFOSDNGSSGGGSSGGMVET
LEDFVGDWRO

SEQ ID NO:445 (L27V CP 57 TEV)

Atgcatgtcatcatcceccgtatgaaggtectgageggegatcagatgggccagatcgaaaaaatttt
taaggtggtgtacccectgtggatgatcatcactttaaggtgatictgcactatggcacactggtaa
tcgacggggttacgccgaacatgatcgactattteggacggecgtatgaaggcategeecgtgttce
gacggcaaaaagatcactgtaaccygggaccctgtggaacggcaacaaaattatcgacgagegect
gatcaaccccgacggctcecectgetgttecgegtaaccatcaacggagtgaccggetggeggetgt
gcgagcgeattttggecgggaagttctggtggaggaagttetggtggagagectactactgagaac
ttgtacttccagagcgataacggaagtictggotggaggaagtictggtggaatggtgtttacact
cgaagatttcgtaggggactggecggcagacagccggctacaacctggaccaagtecttgagcagyg
gecggtgtgtcecagtttgtttcagaatcteggggtgtececgtaactecgateccaaaggattgtectyg
agcggtgaaaacggcectgaagatcgacate

SEQ ID NO:446 (L27V CP 57 TEV)
MHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVE
DGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILAGSSGGGSSGGEPTTEN
LYFOSDNGSSGGGSSGGMVETLEDFVGDWROTAGYNLDOVLEQGGVSSLEONLGVSVTPIORIVL
SGENGLKIDI

SEQ ID NO:447 (L27V CP 98 TEV)

atggtaatcgacggggttacgecgaacatgatcgactatttecggacggeecgtatgaaggcatcge
cgtgttcgacggcaaaaagatcactgtaaccgggaccctgtggaacggcaacaaaattatecgacy
agcgcctgatcaaccececcgacggctecctgetgtiecgegtaaccatcaacggagtgacecggetygyg
cggctgtgecgagegeattttggegggaagttctggtggaggaagttctggtggagagectactac
tgagaacttgtacttccagagecgataacggaagttctggtyggaggaagttictggtyggaatggtygt
ttacactcgaagatttcgtaggggactggcggcagacagecggcetacaacctggaccaagtectt
gagcagggcggtgtgtccagtttgtttcagaatcteggggtgtecgtaactecgatccaaaggat
tgtcctgageggtgaaaacggcectgaagatcgacatccatgtecatcateccgtatgaaggtectga
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gcggegatcagatgggcecagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcac
tttaaggtgattctgcactatggcacactyg

SEQ ID NO:448 (L27V CP 98 TEV)
MVIDGVTPNMIDYFGRPYEGIAVFDGKRKITVTIGTLWNGNKIIDERLINPDGSLLEFRVTINGVTIGHW
RLCERILAGSSGGGSSGGEPTTENLYFQOSDNGSSGGGSSGGMVETLEDFVGDWROTAGYNLDOVL
EQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFRVVYPVDDHH
FKVILHYGTL

SEQ ID NO:449 (Human Protein Kinase C alpha (PKCa) (nt sequence)
ATGGCTGACGTTTTCCCGGGCAACGACTCCACGGCETCTCAGGACGTGGCCAACCGCTTCGLCCCG
CAAAGGGGCGCTGAGGCAGAAGAACGTGCACGAGGTGAAGGACCACAAATTCATCGCGCGCTTCT
TCAAGCAGCCCACCTTCTGCAGCCACTGCACCGACTTCATCTGGEGGGTTTGGGAAACAAGGCTTC
CAGTGCCAAGTTTIGCTGTITTTGTGGTCCACAAGAGCGTGCCATGAATTTGTTACTTITTCTTGTCC
GGGTGCGGATAAGGGACCCGACACTGATGACCCCAGGAGCAAGCACAAGTTCAAAATCCACALCTT
ACGGAAGCCCCACCTTCTGCGATCACTGTGGGTCACTGCTCTATGGACTTATCCATCAAGGGATG
AAATGTGACACCTGCGATATGAACGTTCACAAGCAATGCGTCATCAATGTCCCCAGCCTCTGCGG
AATGGATCACACTGAGAAGAGGGGGCGGATTTACCTAAAGGCTGAGGTTGCTGATGARAAAGCTCC
ATGTCACAGTACGAGATGCAAAARAATCTAATCCCTATGGATCCARACGGGCTTTCAGATCCTTAT
GTGAAGCTGAAACTTATTCCTGATCCCAAGAATGAARGCALRGCAAARAACCARAACCATCCGCTC
CACACTAAATCCGCAGTGGAATGAGTCCTTTACATTCAAATTGAAACCTTCAGACARAGACCGAC
GACTGTCTGTAGAAATCTGGGACTGGGATCGAACAACAAGGAATGACTTICATGGGATCCCTTTCC
PTTGGAGTTTCGGAGCTGATGAAGATGCCGGCCAGTGGATGGTACAAGTTgCTTAACCAAGAAGA
AGGTGAGTACTACAACGTACCCATTCCGGAAGGGGACGAGGAAGGAAACATGGAACTCAGGCAGA
AATTCGAGARAGCCAAACTTGGCCCTGCTGGCAACAAAGT CATCAGTCCCTCTGAAGACAGGAARA
CAACCTTCCAACAACCTTGACCGAGTGAAACTCACGGACTTCAATTTCCTCATGGTGTTGGGAARA
GGGGAGTTTTGGAAAGGTGATGCTTGCCGACAGGAAGGGCACAGAAGAACTGTATGCAATCAARAA
TCCTGAAGAAGGATGCTGGTGATTCAGGATGATGACGTGGAGTGCACCATGGTAGAAAAGCGAGTC
TTGGCCCTGCTTGACAAACCCCCGTTCTTGACGCAGCTGCACTCCTGCTTCCAGACAGTGGATCG
GCTGTACTTCGTCATGGAATATGTCAACGGTGGGGACCTCATGTACCACATTCAGCAAGTAGGAA
DATTTAAGGAACCACAAGCAGTATTCTATGCGGCAGAGATTTCCATCGGATTGTTCTTTCTTCAT
AARAGAGGAATCATTTATAGGGATCTGRAAGTTAGATAACGTCATGTTGGATTCAGAAGGACATAT
CAAAATTGCTGACTTTGGGATGTGCAAGGAACACATGATGGATGGAGTCACGACCAGGACCTTCT
GTGGGACTCCAGATTATATCGCCCCAGAGATAATCGCTTATCAGCCGTATGGAAAATCTGTGGAC
TGCTGGGECCTATGGCGTCCTGTTGTATGAAATGCTTGCCEGGCAGCCTCCATTTGATGGTGAAGA
TGAAGACGAGCTATTTCAGTCTATCATGGAGCACAACGTTTCCTATCCARAATCCTTGTCCAAGG
AGGCTGTTTCTATCTGCAAAGGACTGATGACCAAACACCCAGCCAAGCGGCTGGGCTGTGGGCCT
GAGGGGGAGAGGGACGTGAGAGAGCATGCCTTCTTCCGGAGGATCGACTGGGAAAAACTGGAGAA
CAGGGAGATCCAGCCACCATTCAAGCCCAAAGTGTGTGGCAAAGGAGCAGAGAACTTTGACAAGT
TCTTCACACGAGGACAGCCCGTCTTAACACCACCTGATCAGCTGGTTATTGCTAACATAGACCAG
TCTGATTTTGAAGGGTTCTCGTATGTCAACCCCCAGTTTGTGCACCCCATCTTACAGAGTGCAGT
AGTT

SEQ ID NO:450 (Human Protein Kinase C alpha (PKCa) (aa seguence)

MADVEFPGNDSTASODVANRFARKGALRORKNVHEVEKDHKEIARFPEFRQPTFCSHCTDF IWGEFGKQGE
QCOVCCEFVVHKRCHEFVIFSCPGADKGPDTDDPRSKHKFKIHTYGSPTFCDHCGSLLYGLIEQGM
KCDTCDMNVHRKQCVINVPSLCGMDHTERRGRIYLKAEVADEXKLHVTVRDAKNL I PMDPNGLSDPY
VELKLIPDPRNESKOKTKTIRSTLNPOQWNESEFTFKLKPSDKDRRLSVEIWDWDRTTRNDEMGS LS
FGVSELMKMPASGWYKLLNQEEGEYYNVPIPEGDEEGNMELROQKFEKAKLGPAGNKVISPSEDRK
OPSNNLDRVKLTDFNFLMVLGKGSFGKVMLADREKGTEELYATKILEKKDVVIQDDDVECTMVEKRVY
LALLDKPPFLTQLHSCFQTVDRLYFVMEYVNGGDLMYHIQOVGKFKEPQAVFYAAETISIGLFFLH
KRGIIYRDLKLDNVMLDSEGHIKIADFGMCKEHMMDGVTTRTFCGTPDYIAPELIIAYQPYGKSVD
WWAYGVLLYEMLAGQOPPEFDGEDEDELFOSIMEHNVSYPRSLSKEAVSICKGLMTKHPARRLGCGP
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EGERDVREHAFFRRIDWEKLENREIQPPFKPKVCGKGAENFDKEFTRGOPVLTPPDQLVIANIDO
SDFEGFSYVNPQFVHPILQSAVV

SEQ ID NO:451 (Human Glucocorticoid receptor (GR) (nt sequence)
ATGGACTCCAAAGAATCATTAACTCCTGGTAGAGAAGAAALACCCCAGCAGTGTGCTTGCTCAGGA
GAGGGGAGATGTGATGGACTTCTATAAAACCCTAAGAGGAGGAGCTACTGTGAAGGTTTCTGCGT
CTTCACCCTCACTGGCTGTCGCTTCTCAATCAGACTCCAAGCAGCGAAGACTTTTGGTTGATTTT
CCAARAGGCTCAGTAAGCAATGCGCAGCAGCCAGATCTGTCCAAAGCAGTTTCACTCTCAATGGG
ACTGTATATGGGAGAGACAGAAACAAAAGTGATGLGAAATGACCTGGGATTCCCACAGCAGGGCC
AAATCAGCCTTTCCTCGGGGGAARCAGACTTAAAGCTTTTGGAAGAAAGCATTGCAAACCTCAAT
AGGTCGACCAGTGTTCCAGAGAACCCCAAGAGTTCAGCATCCACTGCTGTGTCIGCTGCCCCCAC
AGAGAAGGAGTTTCCAAAAACTCACTCTCGATGTATCTTCAGAACAGCAACATTTGAAGGGCCAGA
CTGGCACCAACGGTGGCAATGTGAAATTGTATACCACAGACCAAAGCACCTTTGACATTTTGCAG
GATTTGGAGTTTTCTTCTGGGTCCCCAGGTAARAGAGCGACGAATGAGAGTCCTTGGAGATCAGACCT
GTTGATAGATGAAAACTGTTTGCITTCTCCTCTGGCGGGAGAAGACGATTCATTCCTTTTGGAAG
GAAACTCGAATGAGGACTGCAAGCCTCTCATTTTACCGGACACTAAACCCAAAATTAAGGATAAT
GGAGATCTGGTTTTGTCAAGCCCCAGTAATGTAACACTGCCCCAAGTGAAAACAGAAAAAGAAGA
TTTCATCGAACTCTGCACCCCTGGGETAATTAAGCAAGAGAAACTGGGCACAGTTTACTGTCAGG
CAAGCTTTCCTGGAGCAAATATAATTGGTAATAAAATGTCTGCCATTTCTGTTCATGGTGTGAGTY
ACCTCTGGAGGACAGATGTACCACTATGACATGAATACAGCATCCCTTITCTCAACAGCAGGATCA
GAAGCCTATTTTTAATGTCATTCCACCAATTCCCGTITGGTTCCGAAAATTGGCGAATAGGTGCCAAG
GATCTGGAGATGACAACTTGACTTCTCTGGGGACTCTGAACTTCCCTGGTCGAACAGTTTTTTCT
AATGGCTATTCAAGCCCCAGCATGAGACCAGATGTAAGCTCTCCTCCATCCAGCTCCTCAACAGC
AACAACAGGACCACCTCCCAAACTCTGCCTGGTGTGCTCTGATGAAGCTTCAGGATGTCATTATG
GAGTCTTAACTTGTGGAAGCTGTAARGTTTICTTCAAAAGAGCAGTGGAAGGACAGCACAATTAC
CTATGTGCTGGAAGGAATGATTGCATCATCGATARAATTCGAAGAAAAAACTGCCCAGCATGCCG
CTATCGAARATGTICTTCAGGCTGGAATGARACCTGGAAGCTCGARAAACAAAGAARARAATAARAG
GAATTCAGCAGGCCACTACAGGAGTCTCACAAGAAACCTCTGAARAATCCTGGTAACAAAACAATA
GTTCCTGCAACGTTACCACAACTCACCCCTACCCTGGTGTCACTGTTGGAGGTTATTGAACCTGA
AGTGTTATATGCAGGATATGATAGCTCTGTTCCAGACTCAACTTGGAGGATCATGACTACGCTCA
ACATGTTAGGAGGGCGGCAAGTGATTGCAGCAGTGARATGGGCAAAGGCAATACCAGGTTTICAGG
AACTTACACCTGGATGACCAAATGACCCTACTGCACTACTCCTGGATGTTTCTTATGGCATTTGC
TCTGGGGTGGAGATCATATAGACAATCAAGTGCARACCTGCTGTIGTTTTGCTCCTGATCTGATTA
TTAATGAGCAGAGAATGACTCTACCCTGCATGTACGACCAATGTAAACACATGCTGTATGTTTCC
TCTGAGTTACACAGGCTTCAGGTATCTTATGAAGAGTATCTCTGTATGAAAACCTTACTGCTICT
CTCTTCAGTTCCTRAAGGACGGTCTGAAGAGCCAAGAGCTATTTGATGAAATTAGAATGACCTACA
TCAAAGAGCTAGGAAAAGCCATTGTCAAGAGGGAAGGAAACTCCAGCCAGRACTGGCAGCGGTTT
TATCAACTGACAARACTCTTIGGATTCTATGCATGAAGTGGTTGAARAATCTCCTTAACTATTIGCTT
CCAAACATTTTTGGATAAGACCATGAGTATTIGAATTCCCCGAGATGTTAGCTGAAATCATCACCA
ATCAGATACCAAAATATTCAAATGCAAATATCARAAAAACTTICTGTTTCATCAARAGGTT

SEQ ID NO:452 (Human Glucocorticoid receptor {(GR) (aa sequence)

MDSKESLTPCGREENPSSVLAQERGDVMDFYKTLRGGATVRVSASSPSLAVASQOSDSKQRRLLVDFE
PKGSVSNAQQOPDLSKAVSLSMGLYMGETETKVMGNDLGFPQOGQOISLISGETDLKLLEESTANLN
RSTSVPENPKSSASTAVSAAPTEREFPKTHSDVSSEQQHLKGOTGTINGGNVKLYTTDQSTFDILG
DLEFSSGSPGKETNESPWRSDLLIDENCLLSPLAGEDDSFLLEGNSNEDCKPLILPDTKPRIKDN
GDLVLSSPSNVTLPOVKTEKEDFIELCTPGVIKQEKLGTVYCQOASEFPGANIIGNKMSAISVHGVS
TSGGOMYHYDMNTASLSQOQODOKPIFNVIPPI PVGSENWNRCQOGSGDDNLTSLGTLNFPGRTVES
NGYSSPSMRPDVSSPPSSSSTATTGPPPRKLCLVCSDEASGCHYGVLICGSCKVEFRKRAVEGQHNY
LCAGRNDCIIDKIRRKNCPACRYRKCLOAGMNLEARKTRKEKIKGIQQOATTGVSQETSENPGNKTI
VPATLPQLTPTLVSLLEVIEPEVLYAGYDSSVPDSTWRIMI TLNMLGGRQVIAAVERWAKATIPGER
NLHLDDOMTLLQYSWMEFLMAFALGWRSYROSSANLLCFAPDLI INEQRMTLPCMYDQCKHMLYVS
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SELHRLOVSYEEYLCMKTLLLLSSVPXDGLESQELFDETRMTY IKELGKAIVKREGNSSONWORE
YOLTKLLDSMHEVVENLLNYCFQTFLDKTMS IEFPEMLAEI ITNQIPKY SNGNIKKLLFHOKY

SEQ ID NO:453 (L27V02-GR/L27V02-PKCa linker (nt sequence)
GGIGGTTCAGGTGGTGGCGGGAGCGGTGGAGGGAGCAGCGGTGGAGCGATCGCC

SEQ ID NO:454 (L27V02-GR/L27V02-PKCa linker (aa sequence)
GGSGGGGSGGGSSGGATIA

SEQ ID NO:455 (GR-L27V02/PKCa-L27V02 linker (nt sequence)
TCTCTCGGTGGTTCAGGTGGTGGCGGGAGCEGTGGAGGGAGCAGCEGTGGA

SEQ ID NO:456 (GR-L27V02/PKCa-L27V02 linker (aa sequence)
SLGGSGGGGSGGEGSSGE

SEQ ID NO:457 {GSSG linker {(nt seguence)
GCTCGAGCGGA

SEQ ID NO:458 (GSSG linker (aa sequence)
GSSG

SEQ ID NC:458% (ATIR (nt sequence)
ATGATTCTCRAACTCTTCTACTGAAGATGGTATTAAAAGAATCCAAGATGATTGTCCCAAAGCTGG
AAGGCATAATTACATATTTGTCATGATTCCTACTTTATACAGTATCATCTITTGTGCTGGGAATAT
TTGGAAACAGCTTGGTGGTGATAGTCATTTACTTTTATATGAAGCTGAAGACTGTGGCCAGTGTT
TTCTTTTGAATTTAGCACTGGCTGACTTATGCTTTTTACTGACTTTGCCACTATGGECTGTICTA
CACAGCTATGGAATACCGCTGGCCCTTTGGCAATTACCTATGTAARGATTGCTTCAGCCAGCGTCA
GTTTCAACCTGTACGCTAGTGTGTTTCTACTCACGIGTCTCAGCATTGATCGATACCTGGCTATT
GTTCACCCAATGAAGTCCCGCCTTCGACGCACAATGCTTGTAGCCAAAGTCACCTGCATCATCAT
TTGGCTGCTGGCAGGCTTGGCCAGTTTGCCAGCTATAATCCATCGAAATGTATTTTTCATTGAGA
ACACCAATATTACAGTTTGTGCTTICCATTATGAGTCCCAAAATTCAACCCTTCCGATAGGGCTG
GGCCTGACCRAAARAATATACTGGGTTTCCTGTTTCCTTTTCTGATCATTCTTACAAGTTATACTCT
TATTTGGAAGGCCCTARAAGAAGGCTTATGAAATTCAGAAGAACAAACCAAGAAATGATGATATTT
TTAAGATAATTATGGCAATTGTGCTTTTCTTTTTCTTTTCCTGGATTCCCCACCAAATATTCACT
TTTCTGGATGTATTGATTCAACTAGGCATCATACGTGACTGTAGAATTGCAGATATTGTGGACAC
GGCCATGCCTATCACCATTTGTATAGCTTATTTTAACAATTGCCTGAATCCTCTTTTTTATGGCT
TTCTGGGGARAAAATTTAARAGATATTTTCTCCAGCTTCTAARATATATTCCCCCARAAGCCARAA
TCCCACTCAAACCTTTCAACAAAAATGAGCACGCTTTCCTACCGCCCCTCAGATAATGTAAGCTC
ATCCACCAAGAAGCCTGCACCATGTTTTGAGGTTGAGTGA

SEQ ID NO:460 (ATIR (aa sequence)
MILNSSTEDGIKRIQDDCPRKAGRHNYIFVMIPTLYSIIFVVGIFGNSLVVIVIYFYMKLKTVASY
FLINLALADLCFLLTLPLWAVYTAMEYRWPEFGNYLCKIASASVSEFNLYASVEFLLTCLSIDRYLAT
VHPMKSRLRRTMLVARVTCIIIWLLAGLASLPAIIHRNVEFFIENTNITVCAFHYESONSTLPIGL
GLTEKNILGFLFPFLIILTSYTLIWKALKKAYEIQKNKPRNDDIFKIIMAIVLFEFFFSWIPHQIFT
FLDVLIQLGIIRDCRIADIVDTAMPITICIAYFNNCLNPLFYGFLGKKFKRYFLOLLKYIPPKAK
SHSNLSTKMSTLSYRPSDNVSSSTKKPAPCFEVE
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SEQ ID NO:461 (IL6-00 signal peptide (nt sequence)
ATGAACTCCTTCTCCACAAGCGCCTTCGGTCCAGTTIGCCTTICTCCCTGGGGCTGCTCCTGGTGTT
GCCTGCTGCCTTCCCTGCCCCA

SEQ ID NO:462 (IL6-00 signal peptide (aa sequence)
MNSEFSTSAFGPVAFSLGLLLVLPAAFPAP

SEQ ID NO:463 (IL6-00 L27V~-00 (nt sequence)
ATGAACTCCTTCTCCACAAGCGCCTTCGGTCCAGTTGCCTTCTCCCTGGGGCTGCTCCTGGTGTT
GCCIGCTGCCITCCCTGCCCCAGTGTTTACACTCCGAAGATTTCGTAGGGCGACTGGCGGCAGACAG
CCGGCTACAACCTGGACCAAGTCCTTGAGCAGGGCGGTCGTGTCCAGTTTGTTTCAGAATCTCGGG
GTGTCCGTAACTCCGATCCAAAGGATTGTCCTGAGCGGTGARAACGGCCTGAAGATCGACATCCA
TGTCATCATCCCGTATGAAGGTCTGAGCGGCGATCAGATGGGCCAGATCGAARAAATTTTTAAGG
TGGTGTACCCTGTGGATGATCATCACTTTAAGGTGATTCTGCACTATGGCACACTGGTAATCGAC
GGGGTTACGCCGAACATGATCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGG
CARAAAGATCACTGTAACCGGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCA
ACCCCGACGGCTCCCTGCTGTTCCGCGTAACCATCAACGGAGTGACCGGCTGGCGGCTGTGCGAG
CGCATTTTGGCG

SEQ ID NO:464 (IL6-00 L27V-00 (aa sequence)
MNSFSTSAFGPVAFSLGLLLVLPAAFPAPVEFTLEDFVGDWRQTAGYNLDQVLEQGGVSSLEQNLG
VSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVID
GVIPNMIDYFGRPYEGIAVEDGRKKITVIGTLWNGNKI IDERLINPDGSLLERVIINGVTGWRLCE
RILA

SEQ ID NO:465 (Native secretion signal + L27V (nt sequence)
atggcttactceacactgttecatcattgetctcacageecgtegtaacacaagectectecacaca
gaaaagcaacctgacaGTGTTTACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAGCCGGLT
ACAACCTGGACCAAGTCCTTGAGCAGGGCGETGTGTCCAGTTTGTTITCAGAATCTCGGGGTGICC
GTAACTCCGATCCAAAGGATTGTCCTGAGCGGTGAARACGGCCTGAAGATCGACATCCATGTCAT
CATCCCGTATGAAGGTCTGAGCGGCGATCAGATGGGCCAGATCGARAAAATTTTTAAGGTGGTGT
ACCCTGTGGATGATCATCACTTTAAGGTGATTCTGCACTATGGCACACTGGTAATCCACGGGGTT
ACGCCGAACATGATCGACTATTTCGGACGGCCGTATGAAGGCATCGCCGTGTTCGACGGCAAAAA
GATCACTGTAACCGGGACCCTGTGGAACGGCAACAAAATTATCGACGAGCGCCTGATCAACCCCG
ACGGCTCCCTIGCTGTTCCGCGTAACCATCAACGGACGTGACCGGCTGCCGGCTGTGCGAGCGCATT
TTGGCG

SEQ ID NO:466 (Native secretion signal + L27V (aa sequence)
MAYSTLFITALTAVVTQASSTQKSNLTVETLEDEFVGDWRQTAGYNLDOVLEQGGVSSLFQONLGVS
VIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHEFKVILHYGTLVIDGY
TPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERT
LA

SEQ ID NO:467 (CP 6 L27V (RIIbB) {(nt segquence) (nt seguence)

Atgttcgttggggactggcgacagacagecggctacaacctggaccaagtcecttigaacagggagyg
tgtgtccagtttgtttcagaatctcggggtgtececgtaactecgatccaaaggattgtectgageg
gtgaaaatggdcectgaagatcgacatccatgtcatcatceccecgtatgaaggtectgageggegaccaa
atgggccagatcgaaaaaatttttaaggtggtgtaccetgtggatgatcatcactttaaggtgat
cctgcactatggeacactaggtaatcgacggggttacgecgaacatgatcecgactatttecggacgge
cgtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaacagggaccectgtggaacgge
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aacaaaattatcgacgagcegectgatcaaccecgacggcteectgetgttecgagtaaccatcaa
cggagtgaccggctggcggctgtGCGAACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTT
CCGGAATGTATGAAAGCTTTATTGAGTCACTGCCATTCCTTARATCTTTGGAGTTTTCTGCACGC
CTGAAAGTAGTAGATGTGATAGGCACCAAAGTATACAACGATGCGAGAACARATCATTGCTCAGGG
AGATTCGGCTGATTCTTTTTTCATTATTGAATCTGCGAGAAGTGAAAATTACTATGARAAGAARGG
GTAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTT
GGAGAGCTITGCCCTGGTAACTAACARACCTCGAGCAGCTTCTGCCCACGCCATTGEGACTGTCAA
ATGTTTAGCAATGGATGTGCAAGCATTTGARAGGCTTCTGGGACCTTGCATGGARATTATGAAAA
GGAACATCGCTACCTATGARGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGG
TCAGGTGGATCTGGAGGTAGCTCTTCTatggtcttcacactcgaagat

SEQ ID NO:468 (CP 6 L27V (RIIbB) (2a seqg)
MEVGDWRQTAGYNLDQVLEQGGVS SLEONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDQ
MGOIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNG
NKIIDERLINPDGSLLERVTINGVTGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSAR
LKVVDVIGTKVYNDGEQITAQGDSADSFFIIESGEVRKITMKRKGKSEVEENGAVEIARCSRGQYFE
GELALVINKPRAASAHAIGTVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVG
SGGSGGSSSMVETLED

SEQ ID NO:469 (CP 12 L27V (RIIDB) (nt sequence) (nt seguence)
ATGecagacagcecggctacaacctggaccaagtecttgaacagggaggtgtgtecagtttgtttca
gaatctcggggtgtcecgtaactccgatccaaaggattgtectgageggtgaaaatgggctgaaga
tcgacatccatgtcatecateccegtatgaaggtctgageggcgaccaaatgggcecagatcgaaaaa
atttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatcctgecactatggcacact
ggtaatcgacggggttacgecgaacatgatcgactatttcggacggecgtatgaaggecategeeg
tgttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcecgacgag
cgcecectgatcaaccccecgacggcteecctgetgttecgagtaaccatcaacggagtgaccggetggecy
gCtgtGCGAACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGARAGCT
TTATTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGTG
ATAGGCACCAAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTT
TTTCATTATTGAATCTGGAGAAGTGAAAATTACTATGAAAAGARAAGGGTARATCAGAAGTGGAAG
AGAATGGTGCAGTAGAAATCGCICGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTA
LCTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATGT
GCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGAARAAGGAACATCGCTACCTATG
AAGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGT
AGCTCTTCTatggtcttcacactegaagatttegttggggactggega

SEQ ID NO:470 (CP 12 L27V (RIIDbB) (aa seq)
MOTAGYNLDOQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
. IFRVVYPVDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGRKKITVTIGTLWNGNKI IDE
RLINPDGSLLFRVTINGVIGWRLCERILASSSGGSGGSGMYESEFIESLPFLKSLEFSARLKVVDY
IGTKVYNDGEQITAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALV
TNKPRAASAHATIGIVKCLAMDVOAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGG
SSSMVETLEDEVGDWR

SEQ ID NO:471 (CP 48 L27V (RIIbB) (nt sequence)

ATGggtgaaaatgggctgaagatcgacatccatgtcatcateececygtatgaaggtetgageggega
ccaaatgggccagatcgaaaaaatttttaaggtggtgtaccetgtggatgatcatcactttaagy
tgatcctgcactatggcacactggtaatcgacggggttacgecgaacatgatecgactatttcgga
cggcecgtatgaaggecatcgecgtgttcgacggcaaaaagatcactgtaacagggaccctgtggaa
cggcaacaaaattatcgacgagcgectgatcaaccccgacggcteecctgetgttececgagtaacea
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tcaacggagtgaccggctggecggctgtGCGAACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGC
GGTTCCGGAATGTATGAAAGCTTTATTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTICTGC
ACGCCTGAAAGTAGTAGATGTGATAGGCACCAAAGTATACAACGATGGAGAACAAATCATTGCTC
AGGGAGATTCGGCTGATTICTTTTTTCATTATTGAATCTGGAGAAGTGARAATTACTATGAAAAGA
AAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTA
CTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTG
TCAAATGTTTAGCAATGGATGTGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGARAATTATG
AAARAGGAACATCGCTACCTATGAAGARCAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGT
AGGGTCAGGTGGATCTGGAGGTAGCTCTTCTatggtcttcacactcgaagatttegttggggact
ggcgacagacagccggctacaacctggaccaagtectitgaacagggaggtgtgtecagtttgtt
cagaatctcggggtgtccgtaacteccgatccaaaggattagtectgage

SEQ ID NO:472 (CP 48 L27V (RIIbB) (aa seq)

MGENGLKIDIHVT I PYEGLSGDOMGQIEKI FKVVYPVDDHHFKVILHYGTLYI DGVTPNMIDYFG
RPYEGIAVFDGKKITVTGTLWNGNKI IDERLINPDGSLLFRVTINGVTGWRLCERILASSSGGSG
GSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI IAQGDSADSFFI IESGEVKITMKR
KGKSEVEENGAVE IARCSRGQYFGELALVTNKPRAASAHATIGTVKCLAMDVOAFERLLGPCME IM
KRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVFTLEDFVGDWROTAGYNLDOVLEOQGGVSSLE
ONLGVSVTPIQRIVLS

SEQ ID NO:473 (CP 52 L27V (RIIbB) (nt sequence)
ATGCTGAAGATCGACATCCATGTCATCATCCCGTATGAAGGTCTGAGCGGCGACCAAATGGGCCA
GATCGAAAAAATTTTTAAGGTGGTGTACCCTGTGGATGATCATCACTTTAAGGTGATCCTECALCT
ATGGCACACTGGTAATCGACGGGGTTACGCCGAACATGATCGACTATTTCGGACGGCCGETATGAA
GGCATCGCCGTETTCGACGGCAAAAAGATCACTGTAACAGGGACCCTGTGGAACGGCAACAAAAT
TATCGACGAGCGCCTGATCAACCCCGACGGCTCCCTGCTGTTCCGAGTAACCATCAACGGAGTGA
CCGGCTGGCGGCTGTGCGAACGCATTCTGGCTAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATG
TATGAAAGCTTTATTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCACGCCTGARAAGT
AGTAGATGTGATAGGCACCARAGTATACAACGATGGAGARACAAATCATTGCTCAGGGAGATTCGG
CTGATTCTTTTTTCATTATTGAATCTGGAGAAGTGAAAATTACTATCGAAAAGARAAGGGTAAATCA
GAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCT
TGCCCTGGTAACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCARATGTTTAG
CAATGGATGTGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGARAAAGGAACATC
GCTACCTATGAAGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGG
ATCTGGAGGTAGCTCTTCTATGGTCTTCACACTCGAAGATTTCGTTGGGGACTGGCGACAGACAG
CCGGCTACAACCTGGACCAAGTCCTTGAACAGGGAGGTGTGTCCAGTTTGTTTCAGARATCTCGGG
GTGTCCGTAACTCCGATCCAAAGGATTGTCCTGAGCGGTGAARAATGGS

SEQ ID NO:474 (CP B2 L27V (RIIbB) (aa seqg)
MLKIDIHVIIPYEGLSGDOMGQIERKIFRKVVYPVDDHHFKVILHEYGTLVIDGVTPNMIDYFGRPYE
GIAVFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTIGWRLCERILASSSGGSGGSGM
YESFIESLPFLKSLEFSARLRKVVDVIGTKVYNDGEQIIAQGDSADSFFIIESGEVKITMKRKGKS
FEVEENGAVEIARCSRGOYFGELALVTNKPRAASAHAIGTVKCLAMDVOAFERLLGPCMEIMKRNI
ATYEEQLVALYGTNMDIVGSGGSGGSSSMVETLEDFVGDWRQTAGYNLDOVLEQGGVSSLEONLG
VSVTPIQRIVLSGENG

SEQ ID NO:475 (CP 55 L27V (RIIbB} (nt sequence)

Atggacatccatgtcatcatecccgtatgaaggtetgageggegaccaaatgggececagatcgaaaa
aatttttaaggtogtgtaccctgtggatgatcatcactttaaggtgatectgecactatggcacac
tggtaatcgacggggttacgccgaacatgatecgactatttecggacggeegtatgaaggecategec
gtgttcgacggcaaaaagatcactgtaacagggaccctigtggaacggcaacaaaattatcgacga
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gcgectgatcaacccegacggetecctgetgtteccgagtaaccatcaacggagtgaccggetgge
ggctgtGCGAACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGC
TTTATTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGT
GATAGGCACCAAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTT
TTTTCATTATTGAATCTGGAGAAGTGAAAATTACTATGARAAGAAAGGGTAAATCAGAAGTGGAA
GAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGET
AACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATG
TGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGCTACCTAT
GAAGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGG
TAGCTCTITCTatggtcttcacactecgaagatttecgttggggactggecgacagacagecggetaca
acctggaccaagtcecttgaacagggaggtgtgteccagtttgtttcagaatctecggggtgtecgta
actccgatccaaaggattgtectgagcgygtygaaaatgggectgaagatce

SEQ ID N0O:476 (CP 55 L27V (RIIbR) (aa seq)
MDIHVIIPYEGLSGDOMGQOIEKIFKVVYPVDDHEFKVILHYGTLVIDGVTPNMIDYFGRPYEGIA
VEDGKKITVTGTLWNGNKI IDERLINPDGSLLFRVTINGVIGWRLCERILASSSGGSGGSGMYES
FIESLPFLKSLEFSARLEVVDVIGTKVYNDGEQIIAQGDSADSFFIIESGEVKITMKRRKGKSEVE
ENGAVEIARCSRGQYFGELALVTNKPRAASAHAIGTVKCLAMDVQAFERLLGPCMEIMKRNIATY
EEQLVALYGTNMDIVGSGGSGGSSSMVETLEDFVGDWRQTAGYNLDQVLEQOGGVSSLEQNLGVSY
TPIQRIVLSGENGLKI

SEQ ID NO:477 (Cp 83 L27V (RIIbB) (nt sequence)
ATGgtggatgatcatcactttaaggtgatcecctgecactatggcacactggtaatcgacggggttac
geccgaacatgatcgactattteggacggecgtatgaaggecategecgtgttcgacggcaaaaaga
tcactgtaacagggacccetgtggaacggcaacaaaattatcgacgagegectgatcaaccccgac
ggctcecectgetgttecgagtaaccatcaacggagtgacecggetggeggCctgtGCGAACGCATTCT
GGCtAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGARAGCTTTATTGAGTCACTGCCAT
TCCTTAAATCTTTIGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGTGATAGGCACCAAAGTATAC
AACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATTATTGAATCTGG
AGAAGTGAAAATTACTATGAAAAGAAAGGGTAAATCAGAAGTGGAAGAGAATGCTGCAGTAGARAA
TCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACARACCTCGAGCA
GCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATGTGCAAGCATTTGAAAGGCT
TCTGGGACCTTGCATGGAAATTATGAARAGGAACATCGCTACCTATGAAGAACAGTTAGTTGCCC
TCTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTICTatggtette
cactcgaagatticygttggggactggcgacagacageccggctacaacctggaccaagoecttga
acagggaggtgtgtccagtttgtttcagaatecteggggtgtecgtaacteecgateccaaaggattg
tcetgageggtgaaaatgggetgaagatecgacatecatgtecatecateccegtatgaaggtectgage
ggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacect

SEQ ID NO:478 (CP 83 L27V (RIIbB) (aa seq)
MVDDHHEFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVTIGTLWNGNKIIDERLINPD
GSLLFRVTINGVTGWRLCERILASSSGGSGGSGMYESFIESLPFLRKSLEFSARLKVVDVIGTKVY
NDGEQITIAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALVINKPRA
ASAHAIGTVRCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVE
TLEDFVGDWRQTAGYNLDQVLEQGGVSSLEONLGVSVIPIORIVLSGENGLKIDIHVIIPYEGLS
GDOMGQIEKIFRVVYP

SEQ ID NO:472 (CP 84 L27V (RITIbB) (nt sequence)

atggatgatcatcactttaaggtgatcctgecactatggcacactggtaategacggggttacgee
gaacatgatcgactatttcggacggecgtatgaaggcatcgeecgtgttecgacggcaaaaagatca
ctgtaacagggaccctgtggaacggcaacaaaattatcgacgagecgcctgatcaaccececgacggce
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tceccectgctgticcgagtaaccatcaacggagtgaccggetyggeggetgtGCCAACGCATTCTGGC
tAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGTCACTGCCATTCC
TTAAATCTTTGGAGTTTTCTGCACGCCTGRAAAGTAGTAGATGTGATAGGCACCAAAGTATACAAC
GATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTITTICATTATTGAATCTGGAGA
AGTGAARAATTACTATGARAAGARAAGGGTARAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCG
CTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGAGCAGCT
TCTGCCCACGCCATTGGGACTGTCARATGTTTAGCAATGGATGTGCAAGCATTTGAAAGGCTTCT
GGGACCTTGCATGGAAATTATGAARAGGAACATCGCTACCTATGAAGAACAGTTAGTTGCCCTGT
ATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTTCTatggtecttecaca
ctcgaagatttegttggggactggegacagacagecggcetacaacctggaccaagtecttgaaca
gggaggtgtgtccagtttgtitcagaatcteggggtgtecgtaactecgatecaaaggattgtec
tgagcggtgaaaatgggctgaagatcgacateccatgtcatecateecgtatgaaggtctgagegge
gaccaaatgggccagatcgaaaaaatttttaaggtggtgtaccctgtyg

SEQ ID NO:480 {CP 84 LZ7V (RIIbB} {(aa seq)
MDDHHFEVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGRKKITVTIGTLWNGNKI IDERLINPDG
SLLFRVTINGVTIGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTRVYN
DGEQIIAQGDSADSEFFITESCGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALVTNKPRAA
SAHAIGTVRCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVET
LEDFVGDWRQOTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSG
DOMGOIEKIFRKVVYPV

SEQ ID NO:481 (CP 103 L27V (RIIbB) (nt sequence)

ATGacgccgaacatgatcgactatttecggacggecgtatgaaggecatecgececgtgttecgacggcaa
aaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgatcaacce
ccgacggctceccectgcetgttecgagtaaccatcaacggagtgaceggetggegygatgt GCGAACGC
ATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGTCACT
GCCATTCCTTAAATCITTGGAGTTTTCTGCACGCCTGARAGTAGTAGATGTGATAGGCACCAAAG
TATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATTATTGAA
TCTGGAGAAGTGAAAATTACTATGAARAGAAAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGT
AGARAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACARACCTC
GAGCAGCTTCTGCCCACGCCATTGGGACTGTICAAATCGTTTAGCAATGCGATGTGCAAGCATTTGAA
AGGCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGCTACCTATGAAGAACAGTTAGT
TGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGCGATCTGGAGGTAGCTCTT CTatgy
tcttcacactegaagatttegttyggggactggcgacagacagecggectacaacctggaccaagtce
cttgaacagggaggtgtgtccagtttgtttcagaatctegggotgteecgtaactcegateccaaay
gattgtcctgagecggtgaaaatgggctgaagategacateccatgtcatcatceceegtatgaaggte
tgageggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatgatcat
cactttaaggtgatcctgecactatggcacactggtaatcgacggggtt

SEQ ID NO:482 (CP 103 L27V (RIIbB} (aa seq)
MTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCER
ILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTRVYNDGEQITAQGDSADSEFFIIE
SGEVKITMRKRKGKSEVEENGAVEIARCSRGOYFGELALVTNKPRAASAHATIGTVKCLAMDVQOAFRE
RLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVETLEDFVGDWRQTAGYNLDQV
LEQGGVSSLFONLGVSVITPIORIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVY PVDDH
HFRKVILHYGTLVIDGV

SEQ ID N0:483 {(CP 120 L27V (RIIbB) (nt sequence)

ATGttcgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacga
gcgectgatcaacceegacggetececctgetgttecgagtaaccatcaacggagtgaccggctgge
ggctgtGCGAACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGC
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TTTATTGAGTCACTGCCATTCCTTAAATCTTITGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGT
GATAGGCACCAAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATICTT
TTTTCATTATTGAATCTGGAGAAGTGAAARTTACTATGAAAAGARAGGGTAAATCAGAAGTGGAA
GAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTITGGAGAGCTTGCCCTGGT
AACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATG
TGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGCTACCTAT
GAAGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGG
TAGCTCTTICTatggtcttcacactcgaagatttecgttggggactggegacagacagecggetaca
acctggaccaagtcecttgaacagggaggtgtgteccagtttgtttcagaatctcggggtgteegta
actccgatccaaaggattgtectgageggtgaaaatgggectgaagatcgacateccatgtcateat
ccegtatgaaggtcetgageggegaccaaatgyggeccagatcgaaaaaatttttaaggtggtgtace
ctgtggatgatcatcactttaaggtgatcectgcactatggcacactggtaatcgacggggttacy
ccgaacatgatcgactatttcecggacggecgtatgaaggcategecgtyg

SEQ ID NO:484 (CP 120 L27V (RIIbB)} (aa seq)
MFDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVTINGVTIGWRLCERILASSSGGSGGSGMYES
FIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSFFIIESGEVKITMKRRKGKSEVE
ENGAVETARCSRGQOYFGELALVTNKPRAASAHAIGTVKCLAMDVOAFERLLGPCMEIMKRNIATY
EEQLVALYGTNMDIVGSGGSGGS SSMVEFTLEDEFVGDWRQTAGYNLDQVLEQGGVSSLEFONLGV SV
TPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVT
PNMIDYFGRPYEGIAV

SEQ ID NO:485 (CP 123 L27V (RIIbB) (nt segquence)

ATGaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgat
caaccccgacggcetecctgetgttecgagtaaccatcaacggagtgacecggetggeggetgtGCG
AACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAG
TCACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGTGATAGGCAC
CAAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATTA
TTGAATCTGGAGAAGTGAAAATTACTATGAAAAGARAAGGGTARATCAGAAGTGGAAGAGAATGGT
GCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAA
ACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATGTGCAAGCAT
TTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGSCTACCTATGAAGAACAG
TTAGTTGCCCIGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTITC
Tatggtcttcacactcgaagatticgttggggactggcgacagacagecgygctacaacctggacc
aagtccttgaacagggaggtgtgteccagtttgtttcagaatcecteggagtgtecgtaactccgate
caaaggattgtcecctgagecggtgaaaatgggctgaagatcgacatcecatgtcatcatecegtatga
aggtctgageggcgaccaaatgggecagatcgaaaasatttttaaggtggtgtaccectgtggaty
atcatcactttaaggtgatcctgecactatggcacactggtaatcgacggggttacgeccgaacaty
atcgactatttcggacggecgtatgaaggcatcgecgtgttcgacgge

SEQ ID NO:486 (CP 123 L27V (RIIbB) (aa seq)

MKKITVTGTLWNGNKI IDERLINPDGSLLFRVT INGVTGWRLCERILASSSGGSGGSGMYESFIE
SLPFLKSLEFSARLKVVDVIGTKVYNDGEQI IAQGDSADSFFI IESGEVKITMKRKGKSEVEENG
AVETARCSRGQYFGELALVTNKPRAASAHAIGTVKCLAMDVOAFERLLGPCME IMKRNIATYEEQ
LVALYGTNMDIVGSGGSGGSSSMVFTLEDFVGDWRQTAGYNLDOVLEQGGVS SLFONLGVSVTPT
QRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTPNM
IDYFGRPYEGIAVFDG

SEQ ID NO:487 (Cp 124 L27V (RIIbB) (nt sequence)
ATGaagatcactgtaacagggaccctgtggaacggcaacaaaattatecgacgagegectgatcaa
ccecgacggcetcecectygectgttecegagtaaccatcaacggagtgaceggetggeggetgtGCGAAC
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GCATTCTGGCtAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGTCA
CTGCCATTCCTTAAATCTTTIGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGTGATAGGCACCAA
AGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTITTITCATTATTG
AATCTGGAGAAGTGAAAATTACTATGARAAAGARAGGGTAAATCAGAAGTGGAAGAGARTGGTGCA
GTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAACC
TCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATGTGCAAGCATTTG
AARAGGCTTCTGGGACCTTGCATGGAAATTATGARAAAGGAACATCGCTACCTATGAAGAACAGTTA
GTTGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTICTat
ggtcttcacactcgaagatttegttggggactggecgacagacagecggetacaacctggaccaag
tecettgaacagggaggtgtgtccagtttgtttcagaatcteggggtgtecgtaactecgatceaa
aggattgtcctgageggtgaaaatgyggctgaagategacatcecatgtecatecatececgtatgaagg
tctgagcggegaccaaatgggecagatcgaaaaaatttttaaggtggtgtacecctgtggatgatce
atcactttaaggtgatcctgcactatggcacactggtaatecgacggggttacgecgaacatgate
gactatttcggacggccgtatgaaggecatcgecgtgttegacggcaaa

SEQ ID NO:488 (CP 124 L27V (RIIbB) {(aa seq)
MKITVTGTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILASSSGGSGGSGMYESFEIES
LPFLKSLEFSARLKVVDVIGTRVYNDGEQIIAQGDSADSEFFITESGEVKITMKRKGKSEVEENGA
VEIARCSRGQYFGELALVTNKPRAASAHAIGTVRKCLAMDVOAFERLLGPCMEIMKRNTIATYEEQL
VALYGTNMDIVGSGGSGGSSSMYVFTLEDFVGDWROTAGYNLDOQVLEQGGVSSLEQNLGVSVTPIQ
RIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHFPKVILHYGTLVIDGVIPNMI
DYFGRPYEGIAVEDGK

SEQ ID NO:48%9 (CP 125 L27V (RIIbB} {(nt seguence)

ATGatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccee
cgacggctcecctgetgttecgagtaaccatcaacggagtgaccggctggeggetgtGCGAACGCA
TTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGTCACTG
CCATTCCTTARATCTTTGGAGTTTTCIGCACGCCTGAAAGTAGTAGATGTGATAGGCACCARAGT
ATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATTATTGAAT
CTGGAGAAGTGAAAATTACTATGAARAGAARAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTA
GAARATCGUTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCG
AGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATGTGCAAGCATTTGAAA
GGCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGCTACCTATGAAGAACAGTTAGTT
GCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTTCTatggt
cttcacactcgaagatttegtigggoactggcgacagacagecggctacaacctggaccaagice
ttgaacagggaggtgtgtccagtttgtttcagaatctecggggtgtecgtaactececgatccaaagy
attgtcctgageggtgaaaatgggctgaagatcgacatecatgtecatcatecegtatgaaggtet
gagcggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtaccectgtggatgatcate
actttaaggtgatcctgcactatggcacactggtaatcgacggggttacgeccgaacatgatcgac
tatttcggacggeccgtatgaaggecatcgecgtgttcgacggcaaaaag

SEQ ID NO:480 (CP 125 L27V (RIIbB) {(aa seq)
MITVIGTLWNGNKIIDERLINPDGSLLFRVITINGVTGWRLCERILASSSGGSGGSGMYESEFIESL
PFLEKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSFFITESGEVKITMKRKGKSEVEENGAV
ETARCSRGQYFGELALVINKPRAASAHATGTVKCLAMDVOAFERLLGPCMEIMKRNIATYEEQLV
ALYGTNMDIVGSGGSGGSSSMVEFTLEDFVGDWROTAGYNLDOQVLEQGGVSSLEFONLGVSVTPIQR
IVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTPNMID
YFGRPYEGIAVFDGEKK

SEQ ID NO:491 (CP 130 L27V (RIIbB}) (nt sequence)
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ATGaccctgtggaacggcaacaaaattatcgacgagegectgatcaaceccgacggeteecectget
gttccgagtaaccatcaacggagtgaccggetggcggctgtGCGAACGCATTCTGGCLAGCTCAA
GCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGTCACTGCCATTCCTTAAATCT
TTGGAGTTTTCTGCACGCCTGARAAGTAGTAGATGTGATAGGCACCARAGTATACAACGATGGAGA
ACAAATCATTGCTICAGGGAGATTCGGCTGATTCTTTITTTCATTATTGAATCTGGAGAAGTGAAAL
TTACTATGAAAAGAAAGGGTAAATCAGAAGTGCGAAGAGAATGGETGCAGTAGAAATCGCTCGATGC
TCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGAGCAGCTTCTGCCCA
CGCCATTGGGACTGTCAAATGTTTAGCAATGGATGTGCAAGCATTTGAAAGGCTTCTGGGACCTT
GCATGGAAATTATGAAAAGGAACATCGCTACCTATGAAGAACAGTTAGTTGCCCTGTATGGAACG
AACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTTCTatggtcttcacactcgaaga
tttecgttggggactyggcgacagacagecggetacaacctggaccaagtecttgaacagggaggty
tgtcecagtttgtttcagaatcteggggtgtecgtaactecgatccaaaggattgtectgageggt
gaaaatgggctgaagatcgacatccatgtcatcatcececgtatgaaggtctgageggecgaccaaat
gogccagatcgaaaaaattitttaaggtggtgtaccectgtggatgatcatcactttaaggtgatce
tgcactatggecacactggtaatcgacggggttacgecgaacatgatcgactatttecggacggecy
tatgaaggcatcgecgtattegacggecaaaaagatcactgtaacagyy

SEQ ID NO:492 (CP 130 L27V (RIIbB} (aa seq)
MTLWNGNKIIDERLINPDGSLLFRVTINGVTGWRLCERILASSSGGSGGSGMYESFIESLPFLKS
LEFSARLKVVDVIGTKVYNDGEQITAQGDSADSEFFIIESGEVKITMKRKGKSEVEENGAVEIARC
SRGOYFGELALVINKPRAASAHATGTVKCLAMDVOAFERLLGPCMEIMKRNIATYEEQLVALYGT
NMDIVGSGGSGGSSSMVETLEDFVGEDWROTAGYNLDOQVLEQGGVSSLEFQNLGVSVTPIQRIVLSG
ENGLKIDIHVIIPYEGLSGDOMGOIERIFKVVYPVDDHHFKVILEYGTLVIDGVTPNMIDYFGRP
YEGIAVFDGKKITVTG

SEQ ID NO:493 (CP 145 L27V (RIIbB} (nt sequence)

ATGcececgacggetcececctgetgttecgagtaaccatcaacggagtgaccggetggeggectgtGCGA
ACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGT
CACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGTGATAGGCACC
AAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATTAT
TGAATCTGGAGAAGTGAAAATTACTATGAARAAGAAAGGGTAAATCAGAAGTGGAAGAGAATGGTG
CAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAA
CCTCGAGCAGCTTCTGCCCACGCCATTGGGACTCGTCAAATGTTTAGCAATGGATGTGCAAGCATT
TGAAAGGCTTCTGGGACCTTGCATGGAAATTATCGAAAAGGAACATCGCTACCTATGAAGAACAGT
TAGTTGCCCTGTATGGAACGAACATGGATATTCTAGGGTCAGGTGGATCTGGAGGTAGCTCTICT
atggtcttcacactcgaagatttegttggggactggecgacagacagcecggctacaacctggacca
agtccttgaacagggaggtgtgteccagtttgtttcagaatctcggggtgteccgtaactecgatee
aaaggattgtcecctgageggtgaaaatgggctgaagatcgacatccatgtcatcatceecgtatgaa
ggtctgagecggcgaccaaatgggecagatcecgaaaaaatttttaaggtggtgtaccctgtggatga
tcatcactttaaggtgatcectgcactatggcacactggtaatcgacggggttacgecgaacatga
tcgactatttecggacggecgtatgaaggcategeegtgticgacggcaaaaagatcactgtaaca
gggaccctgtggaacggcaacaaaattatcgacgagcecgectgatcaac

SEQ ID NO:494 (CP 145 L27V (RIIbB) (aa seqg)
MPDGSLLFRVTINGVTGWRLCERILASSSGGSGGSGMYESEHIESLPFLKSLEFSARLKVVDVIGT
KVYNDGEQIIAQGDSADSFFIIESGEVKITMKRRKGKSEVEENGAVEIARCSRGQYFGELALVTNK
PRAASAHAIGTVKCLAMDVOAFERLLGPCMETIMEKRNIATYEEQLVALYGTNMDIVGSGGSGGSSS
MVETLEDEFVGDWRQTAGYNLDOQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYR
GLSGDOMGQIEKIFRVVYPVDDHHEFKVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLIN

268



WO 2012/061529 PCT/US2011/059017

SEQ ID NO:495 (CP 148 L27V (RIIbB) (nt sequence)
ATGtccecctgcectgttecgagtaaccatcaacggagtgaccggctggeggetgtGCGAACGCATTCT
GGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGTCACTGCCAT
TCCTTAAATCTTTGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGTGATAGGCACCAAAGTATAC
AACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATTATTGAATCTGG
AGAAGTGAAAATTACTATGAAAAGAAAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAA
TCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGAGCA
GCTTCTGCCCACGCCATTGGGACTGTICAAATGTTTAGCAATGGATCTGCAAGCATTTGARAGGCT
TCTGGGACCTTGCATGGARATTATGAAAAGGAACATCGCTACCTATGAAGAACAGTTAGTTGCCC
TGTATGGAACGAACATGGATATTGTAGGGTCAGGTCGATCTGGAGGTAGCTCTICTatggtctte
acactcgaagatttegttggggactggcgacagacagecggectacaacctggaccaagtcettga
acagggaggtgtgtceccagtttgtitcagaatcteggggtgtecgtaacteegateccaaaggattyg
tectgageggtgaaaatgggctgaagategacatceccatgtecatcatecegtatgaaggtetgage
ggcgaccaaatgggceccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactt
taaggtgatcctgcactatggcacactggtaatcgacggggttacgccgaacatgatcgactatt

cggacggcegtatgaaggcatcgecgtgttecgacggcaaaaagatcactgtaacagggaccctyg
tggaacggcaacaaaattatcgacgagegectgatcaacceccgacgge

SEQ ID NO:4%96 (CP 148 127V (RIIbB} (aa seq)
MSLLFRVTINGVIGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTRKVY
NDGEQITAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVE TARCSRGQYFGELALVINKPRA
ASAHAIGTVKCLAMDVOQAFERLLGPCMEIMERNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVE
TLEDFVGDWRQTAGYNLDQVEEQGGVSSLFQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLS
GDOMGQIEKIFKVVYPVDDHHFRVILHYGTLVIDGVIPNMIDYFGRPYEGIAVFDGERKITVTIGTL
WNGNKIIDERLINPDG

SEQ ID NO:497 (CP 157 L27V (RIIbB} (nt sequence)

AtGGGAGTGACCGGCTGGCGGCTGTGCGAACGCATTCTGGCTAGCTCAAGCGGAGGTTCAGGCGG
TTCCGGAATGTATGAAAGCTTTATTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCAC
GCCTGAAAGTAGTAGATGTGATAGGCACCAAAGTATACAACGATGGAGAACARATCATTIGCTCAG
GGAGATTCGGCTGATTCTTTTTTCATTATTGAATCTGGAGAAGTGAARATTACTATGAAAAGAAA
GGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACT
TTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTC
AAATGTTTAGCAATGGATGTGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGARATTATGAA
AAGGAACATCGCTACCTATGAAGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAG
GGTCAGGTGGATCTGGAGGTAGCTCTTCTATGGTCTTCACACTCGAAGATTTCGTTGGGGACTGG
CGACAGACAGCCGGCTACAACCTGGACCAAGTCCTTGAACAGGGAGGTGTGTCCAGTTIGTTTCA
GAATCTCGGGGTGTCCGTAACTCCGATCCAAAGGATTGTCCTGAGCGGTGARAAATGGGCTGAAGA
TCGACATCCATGTCATCATCCCGTATGAAGGTCTGAGCGGCGACCAAATGGGCCAGATCGAAARA
ATTTTTAAGGTGGTGTACCCTGTGGATGATCATCACTTTAAGGTGATCCTGCACTATGGCACACT
GGTAATCGACGGGGTTACGCCGAACATGATCGACTATTTCGGACGGCCGTATGAAGGCATCGCCG
TGTTCGACGGCARAAAGATCACTGTAACAGGGACCCTGTGGAACGGCAACAARATTATCGACGAG
CGCCTGATCAACCCCGACGGCTCCCTGCTGTICCGAGTAACCATCAAC

SEQ ID NC:498 (CP 157 L27V (RIIbBR} (aa seq)
MGVTGWRLCERILASSSGGSGGSGMYESFIESLPFLEKSLEFSARLEVVDVIGTKVYNDGEQITAQ
GDSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSRGQYFGELALVTNKPRAASAHAIGTV
KCLAMDVOAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVETLEDEVGDW
ROTAGYNLDQVLEQGGVSSLFQONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEK
IFRKVVYPVDDHHFRKVILHYGTLVIDGVTPNMIDYFPGRPYEGIAVEFDGRKITVIGTLWNGNKIIDE
RLINPDGSLLFRVTIN
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SEQ ID NO:499 (SS§ 6 L27V (RIIbB)} (nt sequence)

ATGgtcttcacactcgaagatAGCgctAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagett
tattgagtcactgccattccttaaatctttggagtittectgcacgectgaaagtagtagatgtga
taggcaccaaagtatacaacgatggagaacaaatcattgcectcagggagatteggetgattetitt
ttcattattgaatctggagaagtgaaaattactatgaaaagaaagggtaaatcagaagtygaaga
gaatggtgcagtagaaatcgetcgatgectcecgeggggacagtacttitggagagettgeectggtaa
ctaacaaacctcgagcagcettctgeccacgecattgggactgtecaaatgtttagecaatggatgtyg
caagcatttgaaaggcttctgggaccttgcatggaaattatgaaaaggaacatcgctacctatga
agaacagttagttgceccctgTATggaacgaacatggatattgtaggGTCAGGTGCATCTGGAGGEA
GCTCttcTttegttggggactggcgacagacagecggctacaacctggaccaagtecttgaacag
ggaggtgtgtccagtitgtticagaatctecggggtgtecgtaactecgateccaaaggattgtect
gagcggtgaaaatgggctgaagatcgacatccatgtcatcatcecegtatgaaggtctgageggey
accaaatgggccagatcgaaaaaatttittaaggtggtgtaccctgtggatgatcatcactttaag
gtgatcctgecactatggcacactggtaatcecgacggggttacgeccgaacatgatcgactattttcgyg
acggecgtatgaaggcategecgtgttegacggeaaaaagatcactgtaacagggaccectgtgga
acggcaacaaaattatcgacgagcgectgatcaaccceccgacggcteecctgetgttecgagtaace
atcaacggagtgaccggctggeggetgtGCGAACGCATTCTGGCE

SEQ ID NO:500 (SS 6 L27V (RIIbB) (aa seq)
MVETLEDRSASGGSGCSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI TAQGDSADSE
FIIESGEVRKITMKRKGKSEVEENGAVEIARCSRGOQYFGELALVTNKPRAASAHATGTVKCLAMDV
QAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSEVGDWROTAGYNLDOQVLEQ
GGVSSLFQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFRVVYPVDDHEFK
VILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKRKITVIGTLWNGNKIIDERLINPDGSLLERVT
INGVIGWRLCERILA

SEQ ID NO:501 (S5 12 L27v (RIIbB) {(nt sequence)
ATGgtcttcacactcgaagatttcegttggggactyggegaAGCgctAGCGGAGGTTCAGGCGGTTC
CGGAatgtatgaaagctttattgagtcactgccattecttaaatctttggagtttttctgecacgee
tgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatcattgctcaggga
gattcggectgattettttitcattattgaatctggagaagtgaaaattactatgaaaagaaaggg
taaatcagaagtggaagagaatggtgcagtagaaatcgetcgatgetegeggggacagtactttyg
gagagcttgecctggtaactaacaaacctecgagecagettcetgeccacgecattgggactgtcaaa
tgtttagcaatggatgtgcaagecatttgaaaggcttctgggaccttgecatggaaattatgaaaag
gaacatcgctacctatgaagaacagttagttgecctgTATggaacgaacatggatattgtaggGT
CAGGTGGATCTGGAGGLAGCTCttcTcagacagecggectacaacctggaccaagtecttgaacag
ggaggtgtgtccagtttgtttcagaatcteggggtgtecgtaactccgateccaaaggattgteet
gagcggtgaaaatgggctgaagatcgacatccatgtcatcatecegtatgaaggtectgageggey
accaaatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatgatcatcactttaag
gtgatcctgcactatggcacactyggtaatcecgacggggttacgecgaacatgatecgactatttegy
acggccgtatgaaggcatcgecgtgttcecgacggcaaaaagatcactgtaacagggacectgtgga
acggcaacaaaattatcgacgagcecgectgatcaaccecgacggetecctgetgttcecgagtaacce
atcaacggagtgaccggctggeagectgtGCGAACGCATTCTGGCL

SEQ ID NO:502 (SS 12 L27V (RIIbB)} (aa seq)
MVETLEDFVGDWRSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTRVYNDGEQIIAQG
DSADSFFITESGEVKITMKRKGKSEVEENGAVEIARCSRGQYFGELALVTNKPRAASAHATGTVK
CLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSQTAGYNLDQVLEQ
GGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFRVVYPVDDHHEEK
VILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLERVT
INGVIGWRLCERILA
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SEQ ID NO:503 (SS 26 L27V (RIIbB) (nt seguence)
ATGgtecttcacactecgaagatttegttggggactggcgacagacagecggetacaacciggacea
agtcettgaacagggaAGCgctAGCGCGAGGTTCAGGCGGTTCCGGAatgtatgaaagetttatty
agtcactgccattccttaaatctttggagttttctgecacgectgaaagtagtagatgtgatagge
accaaagtatacaacgatggagaacaaatcattgctcagggagattcggctgattctttittcat
tattgaatctggagaagtgaaaattactatgaaaagaaagggtaaatcagaagtggaagagaaty
gtgcagtagaaatcgctcgatgctecgeggggacagtacttitggagagettgeectggtaactaac
aaacctcgagcagecttctgeccacgecattgggactgtcaaatgtttagcaatggatgigcaage
atttgaaaggcttctgggaccttgcatggaaattatgaaaaggaacatcgcectacctatgaagaac
agttagttgcecctgTATggaacgaacatggatattgtaggGTCAGGTGGATCTGGAGGEAGCTICE
tcTggtgtgtccagtttgtttcagaatctcggggtgtecgtaactecgatccaaaggatigtect
gagcggtgaaaatgggctgaagatcgacatceccatgteatecatececcgtatgaaggtcectgagegsey
accaaatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatgatcatcactttaag
gtgatcctgecactatggecacactggtaatcgacggggttacgecgaacatgatcgactatttegg
acggccecgtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaacagggacectgtgga
acggcaacaaaattatcgacgagcgcecctgatcaaccecgacggcetecectgetgttceccgagtaace
atcaacggagtgaccggetggeggcetogtGCGAACGCATTCTGGCE

SEQ ID NO:504 (SS 26 L27V (RIIbR) (aa seq)
MVFTLEDFVGDWRQTAGYNLDQVLEQGSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIG
TEVYNDGEQITAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVETARCSRGQYFGELALVIN
KPRAASAHAIGTIVKCLAMDVOAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSS
SGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHEFK
VILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVT
INGVIGWRLCERILA

SEQ ID NO:505 (SS 45 L27V (RIIbB) (nt sequence)
ATGgtcttcacactcgaagatttcgttggggactggcgacagacageceggctacaacctggacca
agtccttgaacagggagotgtgtecagtotgtttecagaatctecggggtgtecgtaactecgatee
a2aaggattAGCgctAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagectttattgagtcacty
ccattccttaaatctttggagttttctgecacgectgaaagtagtagatgtgataggcaccaaagt
atacaacgatggagaacaaatcattgctcagggagattcggetgattcttttttcattattgaat
ctggagaagtgaaaattactatgaaaagaasagggtasatcagaagtggaagagaatggtgcagta
gaaatcgctcecgatgctcgeggggacagtactitggagagettgecctggtaactaacaaacctcy
agcagcttctgeccacgeccattgggactgtcaaatgtttagcaatggatgtgecaagecatttgaaa
ggcttctgggaccttgecatggaaattatgaaaaggaacatecgetacctatgaagaacagttagtt
gecectgTATggaacgaacatggatattgtaggGTCAGGTGGATCTGGAGGEAGCTCLteTgtect
gagcggtgaaaatgggctgaagatcgacatccatgtecatcateccegtatgaaggtctgagegygey
accaaatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaag
gtgatcctgcactatggcacactggtaatecgacggggtitacgecgaacatgatcgactatttcgg
acggccecgtatgaaggcatcgecgtgttcgacggcaaaaagatcactgtaacagggacccetatgga
acggcaacaaaattatcgacgagecgectgatcaaccccgacggetceectgetgttecgagtaace
atcaacggagtgaccggctggeggetgtGCGAACGCATTCTGGCL

SEQ ID NO:506 (S8 45 L27V (RIIbB} (aa seq)

MVETLEDEVGDWROTAGYNLDOVLEQGGVS SLFONLGVSVTPIQRISASGGSGGSGMYESFIESL
PEFLKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSFFIIESGEVRKITMKRRKGKSEVEENGAV
ETARCSRGQYFGELALVINKPRAASAHATIGTVKCLAMDVOAFERLLGPCME IMKRNIATYEEQLV
ALYGTNMDIVGSGGSGGSSSVLSGENGLKIDIRVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEEK
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VILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGRKITVIGTLWNGNKIIDERLINPDGSLLERVT
INGVTGWRLCERILA

SEQ ID NO:507 (SS 48 L27V (RIIbB) (nt seguence)
atggtcttcacactecgaagatttegttggggactggcgacagacagecyggcetacaacctggacca
agtccttgaacagggagotgtgtecagtttgtttcagaatecteggggtgtecgtaactecgatec
aaaggattgtcctgagcAGCgetAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagetttatt
gagtcactgccattcecttaaatctttggagtttitetgcacgectgaaagtagtagatgtgatagg
caccaaagtatacaacgatggagaacaaatcattgctcagggagattcggetgattetoetttea
ttattgaatctggagaagtgaaaattactatgaaaagaaagggtaaatcagaagtggaagagaat
ggtgcagtagaaatcgctegatgetecgeggggacagtactttggagagettgeectggtaactaa
caaacctcgagcecagettctgeccacgecattgggactgtcaaatgtttagcaatggatgtgecaag
catttgaaaggcttctgggacctigcatggaaattatgaaaaggaacatcgctacctatgaagaa
cagttagttgecctgTATggaacgaacatggatattgtaggGITCAGGTGCGATCTGGAGGLAGCTC
ttcTggtgaaaatgggctgaagatcgacateccatgtcateateecgtatgaaggtctgageggeg
accaaatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatcactttaag
gtgatcctgcactatggcacactggtaatcgacggggttacgecgaacatgatecgactatttegy
acggccgtatgaaggcategecgtgttcgacggcaaaaagatcactgtaacagggacectgtgga
acggcaacaaaattatcgacgagcgcectgatcaaccccgacggeteectgetgttecgagtaace
atcaacggagtgaccggctggecggctgtGCGAACGCATTCTGGCL

SEQ ID NO:508 (85 48 L27V (RIIbB) (aa seq)
MVETLEDFVGDWROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSSASGGSGGSGMYESET
ESLPFLKSLEFSARLKVVDVIGTKVYNDGEQIIAQGDSADSFFIIESGEVKI TMKREGKSEVEEN
GAVEIARCSRGOYFGELALVTNRKPRAASAHATIGTVRKCLAMDVQAFERLLGPCMEIMKRNIATYEE
QOLVALYGTINMDIVGSGGSGGSSSGENGLKIDIHEVIIPYEGLSGDOMGOIEKIFKVVYPVDDHEFK
VILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNEI IDERLINPDGSLLFRVT
INGVTGWRLCERILA

SEQ ID NO:509 (S8S 52 L27V (RIIbB) (nt sequence)
ATGgtcttcacactecgaagatttegtitggggactggcgacagacagccggetacaacctggacea
agtccttgaacagggaggtgtgtecagttigtttcagaatctecggggtgtecgtaacteccgatce
aaaggattgtcctgageggtgaaaatgggAGCgCctAGCGCAGGTTCAGGCGGTTCCGGAatgtat
gaaagctttattgagtcactgccattccttaaatctitggagttttctgecacgectgaaagtagt
agatgtgataggcaccaaagtatacaacgatggagaacaaatcattgctcagggagattecggetyg
attcttttttcattattgaatctggagaagtgaaaattactatgaaaagaaagggtaaatcagaa
gtggaagagaatggtgcagtagaaatcgectegatgctegeggggacagtactttggagagettge
cctggteactaacaaacctcgagcagettctgeccacgecattgggactgtcaaatgtttageaa
tggatgtgcaagcatttgaaaggctictgggaccttgcatggaaattatgaaaaggaacateget
acctatgaagaacagttagttgcectgTATggaacgaacatggatattgtaggGTCAGGTGGATC
TGGAGGTAGCTCttcTctgaagategacatecatygtecatcatecegtatgaaggtectgageggeg
accaaatgggccagatcgaaaaaattittaaggtggtgtaccctgtggatgatcatcactttaag
gtgatcctgcactatggcacactggtaatcgacggggtitacgecgaacatgatecgactatttegg
acggccgtatgaaggcatecgecgtgttcgacggcaaaaagatcactgtaacagggacectgtgga
acggcaacaaaattatcgacgagcgcectgatcaacccegacggetecectgetgtteccgagtaaca
atcaacggagtgaccggctggegygctgtGCGAACGCATTCIGGCL

SEQ ID NO:510 (8S 52 L27V (RIIbB) {az seq)

MVFTLEDFVGDWROTAGYNLDOVLEQGGVSSLFONLGVSVTPIQRIVLSGENGSASGGSGGSGMY
ESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI TAQGDSADSFEFIIESGEVKITMKRKGKSE
VEENGAVEIARCSRGOYFGELALVINKPRAASAHAIGTVKCLAMDVQAFERLLGPCMEIMKRNIA
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TYEEQLVALYGTNMDIVGSGGSGGSSSLKIDIHVIIPYEGLSGDOMGOIEKIFKVVYPVDDHHEK
VILHYGTLVIDGVIPNMIDYFGRPYEGIAVEFDGKKITVIGTLWNGNKIIDERLINPDGSLLERVT
INGVIGWRLCERILA

SEQ ID NO:511 (S8S 55 L27V (RIIbB} (nt sequence)
ATGgtcttcacactcgaagatttegttggggactggcgacagacagecggctacaacctggacca
agtceccttgaacagggaggtgtgteccagttitgtttcagaatctecggggtgteecgtaactecgatece
aaaggattgtcctgageggtgaaaatgggetgaagat CAGCgCtAGCGGAGGTTCAGGCGGTTCC
GGAatgtatgaaagctttattgagtcactgecatteccttaaatectttggagttttectgecacgect
gaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatcattgctcagyggay
attcggctgattcttttttecattattgaatectggagaagtgaaaattactatgaaaagaaagggt
aaatcagaagtggaagagaatggtgcagtagaaatcgctegatgctecgeggggacagtactttgyg
agagcttgeccctggtaactaacaaacctcgagcagcttectgeccacgeccattgggactgtcaaat
gtttagcaatggatgtgcaagcatttgaaaggctictgggaccttgcatggaaattatgaaaagy
aacatcgctacctatgaagaacagttagttgecctgTATggaacgaacatggatattgtaggGTC
AGGTGGATCTGGAGGLAGCTCttecTgacatccatgtcatcateccecgtatgaaggtctgageggeyg
accaaatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatgatcatcactttaag
gtgatcctgcactatggcacactggtaatcgacggggttacgeccgaacatgatcgactatttcgyg
acggecgtatgaaggcategecegtgttcgacggcaaanagatcactgtaacagggaccectgtagga
acggcaacaaaattatcgacgagcgcctgatcaacccececgacggctecctgetgttecgagtaace
atcaacggagtgaccggctggecggctgtGCGAACGCATTCTGG L

SEQ ID NO:512 (SS 55 L27V (RIIbB) (aa seq)
MVETLEDFVGDWROTAGYNLDQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKISASGGSGGS
GMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI IAQGDSADSEFFIIESGEVKITMKRKG
KSEVEENGAVEIARCSRGQYFGELALVINKPRAASAHATGTVRKCLAMDVOQAFERLLGPCMETMKR
NIATYEEQLVALYGTNMDIVGSGGSGGSSSDIHVIIPYEGLSGDOMGOIEKI FRVVYPVDDHHEK
VILHYGTLVIDGVTPNMIDYEFGRPYEGIAVEDGKKITVTGTLWNGNKI IDERLINPDGSLLFRVT
INGVTGWRLCERILA

SEQ ID NO:513 (8S 83 L27V (RIIbB) {(nt sequence)
ATGgtcttcacactcgaagatttecgttggggactgygcgacagacagecggetacaacctggacca
agtccttgaacagggaggtgtgteccagtttgtttcagaatctecggggtgtcegtaactecgatece
aaaggattgtcctgageggtgaaaatgggectgaagatcgacateccatgtcatcatecegtatgaa
ggtctgagcggegaccaaatgggecagatcgaaaaaatttttaaggtggtgtaccctAGCgCtAG
CGGAGGTTCAGGCGGTTCCGGAatgtatgaaagectttattgagtcactgccattccttaaatett
tggagttttctgcacgcectgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaa
caaatcattgctcagggagattcggctgattettttttcattattgaatctggagaagtgaaaat
tactatgaaaagaasagggtaaatcagaagtggaagagaatggtgcagtagaaatcgetecgatget
cgcggggacagtactttggagagcttgecectggtaactaacaaacctcgagecagettectgeccac
geccattgggactgtcaaatgtttagcaatggatgtigcaagecatttgaaaggecttictgggacctty
catggagattatgaaaaggaacatcecgectacctatgaagaacagttagttgeecctgTATggaacga
acatggatattgtaggGTCAGGTGGATCTGGAGGTLAGCTCttecTgtggatgatcatcacttitaag
gtgatcctgecactatggcacactggtaatcgacggggttacgeccgaacatgatcgactatttegg
acggccgtatgaaggcatecgeegtgttecgacggcaaaaagatcactgtaacagggacectgtgga
acggcaacaaaattatcgacgagecgcectgatcaaccecgacggetecctgetgtteccgagtaace
atcaacggagtgaccggcectggcggctgtGCGAACGCATTCTGGECE

SEQ ID NO:514 (SS 83 L27V (RIIbB) (aa seq)
MVEFTLEDFVGDWRQTAGYNLDOVLEQGGVSSLFQNLGVSVTPIQORIVLSGENGLKIDIHVI IPYE
GLSGDOMGQIEKIFKVVYPSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGE
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OITAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVE IARCSRGQYFGELALVINKPRAASAH
AIGTVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSVDDHHEFK
VILHYGTLVIDGVTPNMIDYEGRPYEGIAVEDGKKITVIGTILWNGNKIIDERLINPDGSLLEFRVT
INGVIGWRLCERILA

SEQ ID N0O:515 (SS 84 L27V (RIIbB) (nt sequence)
ATGgtcttcacactcgaagatttegttggggactggcgacagacagecggctacaacctggaccea
agtccttgaacagggaggtgtgtccagtttgtttcagaatcteggggtgtecgtaacteecgatcece
aaaggattgtccectgagcggtgaaaatgggctgaagatcgacateccatgtecatcatececcgtatgaa
ggtctgageggcgaccaaatgggecagatcgaaaaaatttttaaggtggtgtacecctgtgAGCyge
tAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagetttattgagtcactgecattecttaaat
cttitggagttttctgcacgcctgaaagtagtagatgtgataggcaccaaagtatacaacgatgga
gaacaaatcattgctcagggagattcggctgattcttttttcattattgaatctggagaagtgaa
aattactatgaaaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgetegat
gctcecgeggggacagtactitggagagettgeectggtaactaacaaacctecgagecagettetgec
cacgccattgggactgtcaaatgtttagcaatggatgtgcaagecatitgaaaggettectgggace
ttgcatggaaattatgaaaaggaacatcgctacctatgaagaacagttagttgececctgTATggaa
cgaacatggatattgtaggGTCAGGTGGATCTGGAGGLAGCTCttcTgatgatcatcactttaag
gtgatcctgcactatggcacactggtaatcgacggggttacgecgaacatgatcgactatttegg
acggccgtatgaaggcatcgeecgtgttecgacggcaaaaagatcactgtaacagggaccctgtgga
acggcaacaaaattatcgacgagcgectgatcaaccecgacggetecctgetgttecgagtaacce
atcaacggagtgaccggctggeggctgtGCGAACGCATTCTGGCE

SEQ ID NO:516 (SS 84 L27V (RIIbB) (aa seq)
MVETLEDFVGDWROTAGYNLDOVLEQGGVSSLEFONLGVSVTIPIQRIVLSGENGLKIDIHRVIIPYE
GLSGDOMGQIEKIFKVVYPVSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDG
EQITAQGDSADSFFIIESGEVKITMRKREKGKSEVEENGAVETIARCSRGOYFGELALVINKPRAASA
HAIGTVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSDDHEEK
VILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKITVTGTLWNGNKIIDERLINPDGSLLEFRVT
INGVTGWRLCERILA

SEQ ID NO:517 (Ss 85 L27V (RIIbB) {nt sequence)
ATGgtcottcecacactcgaagatitcgttggggactggcgacagacagecggectacaacctggacca
agtccttgaacagggaggtgtgtecagttigtttcagaateteggggtgtececgtaactecgatece
aaaggattgtcctgagegygtgaaaatgggetgaagatcgacatccatgtcatcatecegtatgaa
gotctgagcggcgaccaaatgggecagatcgaaaaaatttttaaggtggtgtacecctygtggatAG
CgctAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagectttattgagtcactygeccatiectta
aatcttitggagttttetgcacgecctgaaagtagtagatgtgataggcaccaaagtatacaacgat
ggagaacaaatcattgctcagggagattcggctgattettttttcattattgaatctggagaagt
gaaaattactatgaaaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgetce
gatgctegecggggacagtactttggagagettgeectggtaactaacaaacctecgagcagettcet
gcccacgecattgggactgtcaaatgtttagcaatggatgtgcaagecatttgaaaggcttetggyg
accttgcatggaaattatgaaaaggaacatecgetacctatgaagaacagttagttgeccctgTATy
gaacgaacatggatattgtaggGTCAGGTGGATCTGGAGGLAGCTCttcTgatcatcactttaag
gtgatcctgcactatggcacactggtaatcgacggggttacgeecgaacatgatcgactatttcegyg
acggccgtatgaaggcatcgeecgtgttegacggcaaaaagatcactgtaacagggacccectgtgga
acggcaacaaaattatcgacgagcgcecctgatcaaccccgacggeteecctgetgtteccgagtaace
atcaacggagtgaccggctggeggctgtGCGAACGCATTCTGGCE

SEQ ID NO:518 (SS 85 L27V (RIIbB) {(aa seqg)

MVETLEDEVGDWRQTAGYNLDQVLEQGGVSSLEQNLGVSVIPIQRIVLSGENGLKIDIHVIIPYE
GLSCGDOMGQIEKIEFKVVYPVDSASGGSGGSCMYESFIESLPFLKSLEESARLKVVDVIGTKVYND
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GEQITIAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALVINKPRAAS
AHATIGTVKCLAMDVQAFERLLGPCME IMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSDHHAFK
VILHYGTLVIDGVITPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLERVT
INGVIGWRLCERILA

SEQ ID NO:519 (Ss 100 L27V (RIIbB) (nt sequence)
ATGgtcttcacactcgaagatttegttggggactggcgacagacagecggcectacaacctggacea
agtccttgaacagggaggtagtgtecagtttgtttcagaatctegygggtgteccgtaactecgatee
aaaggattgtccectgageggtgaaaatgggetgaagatcgacatccatgtcatcateccgtatgaa
gogtctgageggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtaccctgtyggatga
tcatcactttaaggtgatcctigcactatggecacactggtaatcAGCgctAGCGGAGGTTCAGGCS
GTTCCGGAatgtatgaaagcectttattgagtcactgecattecttaaatectttggagtittctgea
cgcctgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatcattgetea
gggagattcggctgattcttttttcattattgaatctggagaagtgaaaattactatgaaaagaa
agggtaaatcagaagtggaagagaatggtocagtagaaatcgetcegatgetecgecggggacagtac
tttggagagettgecctyggtaactaacaaacctecgagcagettectgeccacygeccattgggactygt
caaatgtttagcaatggatgtgcaagcatttgaaaggcttictgggaccttgcatggaaattatga
aaaggaacatcgctacctatgaagaacagttagttgeectgTATggaacgaacatggatattgta
ggGTCAGGTGGATCTGGAGGLAGCTCttcTgacggggttacgecgaacatgatcgactatticgy
acggcecgtatgaaggecatcgecgtgttcgacggcaaaaagatcactgtaacagggacccectgtgga
acggcaacaaaattatcgacgagegectgatcaaccececgacggetecctgetgttecgagtaace
atcaacggagtgaccggctaggeggectgtGCGAACGCATTCTGGCE

SEQ ID NO:520 (S8S 100 L27V (RIIbB) (aa seq)
MVETLEDFVGDWROTAGYNLDOVLEQGGVSSLEONLGVSVTIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQOIEKIFKVVYPVDDHHFRKVILHYGTLVISASGGSGGSCGMYESFIESLPFLKSLEFSA
RLEKVVDVIGTKVYNDGEQIIAQGDSADSFFITIESGEVKITMKRKGKSEVEENGAVETIARCSRGQY
FGELALVTNKPRAASAHAIGTIVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIV
GSGGSGGSS3DGVIPNMIDYFGRPYEGIAVEDGKKITVIGTLWNGNKIIDERLINPDGSLLFRVT
INGVIGWRLCERILA

SEQ ID NO:521 (SS 101 L27v (RIIbB) (nt sequence)
ATGgtcttcacactecgaagatticgttggggactggecgacagacagecggctacaacctggacea
agtccttgaacagggaggtgtgtecagtotgtttecagaatecteggggtgticegtaactecgatee
aaaggatitgtcctgagcecggtgaaaatgggctgaagatcgacatccatgtecatcateecygtatgaa
ggtctgagcggcgaccaaatgggecagatcgaaaaaatttttaaggtggtgtacccigtggatga
tcatcactttaaggtgatcectgcactatggecacactggtaategacAGCgectAGCGCGAGGTTCAG
GCGGTTCCGGAatgtatgaaagetttattgagtcactgeecatteccttaaatetttggagttttet
gcacgcctgaaagtagtagatgtgataggraccaaagtatacaacgatggagaacaaatcattge
tcagggagattcggetgattecttttttcattattgaatctggagaagtgaaaattactatgaaaa
gaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgectcgatgetecgeggggacayg
tactttggagagcttgecctggtaactaacaaacctcgagecagoettetgececcacgcececattgggac
tgtcaaatgtttagcaatggatgtgcaagcatttgaaaggctictgggaccttgecatggaaatta
tgaaaaggaacatcgctacctatgaagaacagttagttgecctgTATggaacgaacatggatatt
gtaggGTCAGGTGGATCTGGAGGLAGCTCLttecTggggttacgecgaacatgatecgactatttegg
acggccgtatgaaggcatcegecgtgttegacggcaaaaagatcactgtaacagggaccctgtgga
acggcaacaaaattatcgacgagcecgectgatcaacecccgacggcecteectgetgttecgagtaacce
atcaacggagtgaccggctggcygetgtGCGAACGCATTCTGGCE

SEQ ID NO:522 (SS 101 L27V (RIIbB) (aa seqg)
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MVETLEDFVGDWROTAGYNLDQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIRPYE
GLSGDOMGQIEKIFKVVYPVDDHHEFRVILHYGTLVIDSASGGSGGSGMYESFIESLPFLKSLEES
ARLEVVDVIGTKVYNDGEQITAQGDSADSFEFIIESGEVKITMKRKGKSEVEENGAVETIARCSRGQ
YPGELALVINKPRAASAHAIGTVKCLAMDVOAFERLLGPCME IMKRNIATYEEQLVALYGTNMDI
VGSGGSGGSSSGVIPNMIDYFGRPYEGIAVEDCKKITVIGTLWNGNKI IDERLINPDGSLLEFRVT
INGVTGWRLCERILA

SEQ ID NO:523 (8§ 102 L27v (RIIbB} {(nt seguence)
ATGgtcttcacactcgaagatttegttggggactggcgacagacageecgygctacaacctggacca
agtccttgaacagggaggtgtgteccagtttgtttcagaatctecggggtgtecgtaactecgatce
aaaggattgtectgagecggtgaaaatgggetgaagatcgacatcecatgtcatecatceceecgtatgaa
ggtctgageggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtaccetgtggatga
tcatcactttaaggtgatcctgecactatggecacactggtaatcgacgggAGCgCctAGCGGAGGTT
CAGGLCGGTTCCGGAatgtatgaaagetttattgagtcactgccatteccttaaatetttggagttt
tctgecacgectgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatcat
tgctcagggagattcggctgattettttttcattattgaatetyggagaagtgaaaattactatga
aaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgctegatgectecgegggga
cagtactttggagagcttgcectggtaactaacaaacctecgagcagettectgeccacgecattgy
gactgtcaaatgtttagcaatggatgtgcaagcatttgaaaggcttctgggaccttgecatggaaa
ttatgaaaaggaacatcgctacctatgaagaacagttagttgeecctgTATggaacgaacatggat
attgtaggGTCAGGTGCGATCTGGAGGLAGCTCttcTgttacgeccgaacatgatcgactatttcgy
acggecgtatgaaggcecatcgeecgtgticgacggcaaaaagatcactgtaacagggaccctgtgga
acggcaacaaaattatcgacgagcecgectgatcaaccecgacgygcteectgetgticegagtaace
atcaacggagtgaccggctggeggctgtGCGAACGCATTCTGGCL

SEQ ID NO:524 (SS 102 L27V (RIIbB} (aa seqg)
MVFTLEDFVGDWROTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQOIEKIFKVVYPVDDHHFKVILHYGILVIDGSASGGSGGSGMYESFIESLPFLKSLEY
SARLKVVDVIGTRKVYNDGEQIIAQGDSADSFFITESGEVKITMKRKGKSEVEENGAVEIARCSRG
QYFGELALVINKPRAASAHAIGTVRCLAMDVQAFERLLGPCME IMKRNIATYEEQLVALYGTNMD
IVGSGGSGGSSSVTPNMIDYFGRPYEGTIAVEDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVT
INGVTGWRLCERILA

SEQ ID NO:525 (SS 103 L27v (RIIbB) (nt seguence)
ATGgtcttcacactcgaagatttegttggggactggcgacagacagecggetacaacctggacca
agtccettgaacagggaggtgtgtcecagtttgtttcagaatctecggggtgtcecgtaactecgatec
aaaggattgtcctgageggtgaaaatgggctgaagatecgacatcececatgtecatcateeccgtatgaa
ggtctgagecggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatga
tcatcactttaaggtgatcectgcactatggcacactggtaatecgacggggttAGCgctAGCGGAG
GTTCAGGCGGTTCCGGAatgtatgaaagetttattgagtcactygceccattececttaaatetttggag
ttttctgecacgcctgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaat
cattgctcagggagattcggetgattecttttttcattattgaatctggagaagtgaaaattacta
tgaaaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaatecgectcgatgctegegy
ggacagtactttggagagcttgececctggtaactaacaaacctecgagcagetttcectgeccacgecat
tgggactgtcaaatgtttagcaatggatgtgcaagcatttgaaaggcttectgogaccttgecatgg
aaattatgaaaaggaacatcgctacctatgaagaacagttagttgeccctgTATggaacygaacaty
gatattygtaggGTCAGGTGGATCTGGAGGLAGCTCttcTacgccygaacatgategactatttegy
acggcegtatgaaggcatcecgccgtygttcgacygygcaaaaagatcactgtaacagggacectgtgga
acggcaacaaaattatcgacgagcegectgatcaaccecgacggetecctgetgttecgagtaace
atcaacggagtgaccggetggeggetgtGCGARCGCATTCTIGGCE

276



WO 2612/661529 PCT/US2011/059017

SEQ ID NO:526 (SS 103 L27V (RIIbB) {(aa seq)
MVETLEDEVGDWROTAGYNLDQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVSASGGSGGSGMYESFIESLPFLKSLE
FSARLRKVVDVIGTRKVYNDGEQITAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSR
GOYFGELALVTNKPRAASAHATIGTVKCLAMDVOAFERLLGPCME IMKRNIATYEEQLVALYGTNM
DIVGSGGSGGSSSTPNMIDYFGRPYEGIAVEDGKKITVTGTLWNGNKI IDERLINPDGSLLFRVT
INGVTGWRLCERILA

SEQ ID NO:527 (SS 120 L27V (RIIbB) {(nt sequence)
ATGgtcttcacactcgaagatttcgttggggactggecgacagacagecggctacaacctggacca
agtccttgaacagggaggtgtgtccagtttigtttcagaatctcggggtgtcecgtaactecgatee
aaaggattgtcctgageggtgaaaatgggctgaagatcgacatecatgtcatcatececgtatgaa
ggtctgagcecggcgaccasaatgggocagategaaaasatttttaaggtaggtgtacectgtggatyga
tcatcactttaaggtgatcctgcactatggecacactggtaatcgacggggttacgceccgaacatga
tcgactatttecyggacggcecegtatgaaggcategecgtgAGCgctAGCGGAGGTTCAGGCGGTTCL
GGAatgtatgaaagctttattgagtcactgecattecttaaatectttggagttttectgecacgect
gaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatcattgctcagggag
attcggctgattcttttttcattattgaatctggagaagtgaaaattactatgaaaagaaagggt
aaatcagaagtggaagagaatggtgcagtagaaatcgetcegatgectegeggggacagtactttgg
agagcttgecctggtaactaacaaacctcegagcagettectgeccacgecattgggactgtcaaat
gtttagcaatggatgtgcaagcatttgaaaggcttctgggacctigecatggaaattatgaaaagy
aacatcgctacctatgaagaacagttagtigeectgTATggaacgaacatggatattgtaggGlC
AGGTGGATCTGGAGGLAGCTCttcTttecgacgygcaaaaagatcactgtaacagggaccetgtgga
acggcaacaaaattatcgacgagcgcectgatcaacccecgacggctecctgetgttecgagtaace
atcaacggagtgaccggctogecggctgtGCGAACGCATTCTGGCE

SEQ ID NO:528 (SS 120 L27V (RIIbB) (aa seq)
MVETLEDFVGDWRQTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLRIDIHBVIIPYE
GLSGDOMGQIERIFRKVVYPVDDHHFRVILHYGTLVIDGVTPNMIDYFGRPYEGIAVSASGGSGGS
GMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQIIAQGDSADSFFIIESGEVKITMKRKG
KSEVEENGAVETARCSRGOYFGELALVTNKPRAASAHATIGTVRKCLAMDVOAFERLLGPCME IMKR
NIATYEEQLVALYGTNMDIVGSGGSGGSSSEFDGKKITVTGTLWNGNKIIDERLINPDGSLLFRVT
INGVIGWRLCERILA

SEQ ID NO:52¢ (SS 123 L27V (RIIbB} (nt sequence)
ATGgtcttcacactcgaagatticgttggggactggcgacagacagcecggctacaacctggacca
agtcettgaacagggaggtgtgteccagtttgttticagaatctcggggtgteccgtaactecgatee
aaaggattgtcctgagecggtgaaaatgggctgaagatcgacateccatgtecatcateceecgtatgaa
ggtctgagcggcgaccaaatgggecagatcgaaaaaatttttaaggtggtgtacectgtggatga
tcatcactttaaggtgatcctgcactatggcacactggtaatcgacggggttacgccgaacatga
tcecgactatttcggacggecgtatgaaggeategecgtgttecgacggcAGCgctAGCGGAGGTTCA
GGCGGTTCCGGAatgtatgaaagetttattgagtcactgccattecttaaatetttggagtitte
tgcacgcctgaaagtagtagatgtgataggcaccaaagtatacaacygatggagaacasaatcattyg
ctcagggagattcggectgattettttttcattattgaatctggagaagtgaaaattactatgaaa
agaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgetegatgectegeggggaca
gtactttggagagcttgccctggtaactaacaaacctcgagcagettectgeccacgecattggyga
ctgtcaaatgtttagcaatggatgtgcaagecattitgaaaggcttctgggaccttgecatggaaatt
atgéaaaggaacatcgctacctatgaagaacagttagttgcocthAngaacgaacatqgatat
tgtaggGTCAGCGTGCGATCTGGAGGLAGCTICttcTaaaaagatcactgtaacagggaccctgtgga
acggcaacaaaattatcgacgagcgectgatcaaccecgacggeteccectgetagtteccgagtaacc
atcaacggagtgaccggctggecggcect gt GCGAACGCATTCTGGCE
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SEQ ID NO:530 (SS 123 L27V (RIIbB) (aa seq)
MVETLEDFVGDWROTAGYNLDQVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIRPYE
LSGDOMGOIEKIFPKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGSASGGS
GGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI IAQGDSADSFFIIESGEVKI TMK
RKGKSEVEENGAVEIARCSRGOYFGELALVTNKPRAASAHATGTVKCLAMDVOAFERLLGPCME T
MKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSKKITVTGTLWNGNKI I DERLINPDGSLLFRVT
INGVTGWRLCERILA

SEQ ID NO:531 (SS 124 L27V (RIIbB) (nt seguence)
ATGgtcttcacactcgaagatttecgttggggactggecgacagacagceggctacaacctggacca
agtccttgaacagggaggtgtgtecagtttgtttcagaatcteggggtgtecgtaactecgatee
aaaggattgtecctgagcggtgaaaatgggctgaagatcgacatecatgtcatcatececgtatgaa
ggtctgagcggcgaccaaatgggccagatcgaaaaaattittaaggtggtgtaccetigtggatga
tcatcactttaaggtgatcctgcactatggcacactggtaatcgacggggttacgeccgaacatga
tcgactattteggacggeegtatgaaggeatcecgecgtgticgacggecaaaAGCgectAGCGGAGGT
TCAGGCGETTCCGGAatgtatgaaagectttattgagtcactgecattccttaaatctttggagtt
ttctgcacgcectgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatca
ttgctcagggagattcggectgattettttitcattattgaatctggagaagtgaaaattactatyg
aaaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgetecgatgetecgeggagy
acagtactttggagagcttgecctggtaactaacaaaccicgagecagettectgeccacgeecattyg
ggactgtcaaatgtttagcaatggatgtgcaagcatttgaaaggecttctgggaccttgcatggaa
attatgaaaaggaacatcgcetacctatgaagaacagttagttgecctgTATggaacgaacatgga
tattgtaggGTCAGGTGGATCTGCGAGGLAGCTCttcTaagatcactgtaacagggacectgtygga
acggcaacaaaattatcgacgagcgectgatcaaccceccgacggeteectgectgticecgagtaace
atcaacggagtgaccggctggcggetgtGCGAACGCATTCTGGCE

SEQ ID NO:532 (S8s 124 L27V (RIIbB) (aa seq)
MVETLEDFVGDWROTAGYNLDQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKSASGG
SGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSFFITIESGEVKITM
KRKGKSEVEENGAVEIARCSRGQYFGELALVTNKPRAASAHAIGTVKCLAMDVQAFERLLGPCME
IMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSKITVTIGTLWNGNKIIDERLINPDGSLLFRVT
INGVTGWRLCERILA

SEQ ID NO:533 (S8Ss 125 L27V (RIIbB) (nt seguence)

ATGgtcttcacactcgaagatttegttggggactggecgacagacageeggectacaacctggacca
agteccttgaacagggaggtgtgtccagtttgtttcagaatcteggggtgtececgtaactecgatec
aaaggattgtcctgagcggtgaaaatgggctgaagatcgacatccatgtcatcateccegtatgaa
ggtctgagcggecgaccaaatgggccagatcgaaaaaattittaaggtggtgtaccectgtggatga
tcatcactttaaggtgatcctgecactatggcacactggtaatcgacggggttacgeccgaacatga
tcgactatttecggacggecgtatgaaggcatcgeegtgttecgacggcaaaaagAGCgetAGCGGA
GGTTCAGGCGGTTICCGGAatgtatgaaagectttattgagtcactygcecatteccttaaatectttgga
gttttctgcacgectgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaa
tcattgctcagggagattcggetgattettitttcattattgaatetggagaagtgaaaattact
atgaaaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaategetecgatgectegeg
gggacagtactttggagagcttgececctggtaactaacaaaccticgagecagettctgeeccacgeca
ttgggactgtcaaatgtttagcaatggatgtgcaagcatttgaaaggecttctgggaccttgeatyg
gaaattatgaaaaggaacatcgctacctatgaagaacagttagttgecectgTATggaacgaacat
ggatattgtaggGTCAGGTGGATCTGGAGGLAGCTCttcTatcactgtaacagggacectgtgga
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acggcaacaaaattatcgacgagcgcecetgatcaaccccgacggetecctgetgttecgagtaace
atcaacggagtgaccggetggcggctgtGCGAACGCATTCTGGCE

SEQ ID NO:534 (S8 125 L27V (RIIbB) (aa seq)
MVETLEDFVGDWRQTAGYNLDQVLEQGGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIERIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKSASG
GSGGSGMYESKFIESLPFLKSLEFSARLREVVDVIGTKVYNDGEQI IAQGDSADSEFFIIESGEVKIT
MKRKGKSEVEENGAVEIARCSRGOYFGELALVINKPRAASAHAIGIVKCLAMDVQAFERLLGPCM
EIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSITVIGTLWNGNR I IDERLINPDGSLLERVT
INGVIGWRLCERILA

SEQ ID NO:535 (8§ 130 L27V (RIIbB} (nt seguence)
ATGgtcttcacactcgaagatttecgtiggggactggecgacagacagecggctacaacctggacca
agtccttgaacagggaggtgtgtecagtitgtttcagaatecteggggtgteccgtaactaecgatece
aaaggattgtcectgageggtgaaaatgggctgaagatecgacatecatgteatcatecegtatgaa
ggtctgagcggcgaccaaatgggccagatcgaaaaaattittaaggtggtgtacecctgtggatga
tcatcactttaaggtgatcctgcactatggecacactggtaatcgacggggttacgecgaacatga
tcgactatticggacggecgtatgaaggecatecgecgtgticgacggcaaaaagatcactgtaaca
gggAGCgctAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagectttattgagtcactgeecatt
ccttaaatctttggagttttictgcacgectgaaagtagtagatgtgataggcaccaaagtataca
acgatggagaacaaatcattgctcagggagatteggetgattettttttecattattgaatectgga
gaagtgaaaattactatgaaaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaat
cgctegatgctegeggggacagtactttggagagettgecctggtaactaacaaacctcgageayg
cttctgececcacgecattgggactgtcaaatgtttagcaatggatgtgcaagecatttgaaaggett
ctgggaccttgcatggaaattatgaaaaggaacatcgectacctatgaagaacagttagttgecct
gTATggaacgaacatggatattgtaggGTCAGGTGGATCTGGAGGLAGCTCttcTaccctgtgga
acggcaacaaaattatcgacgagecgectgatcaacceecgacgygetecctygetgttecgagtaace
atcaacggagtgaccggctggeggctgtGCGAACGCATTCTGGCE

SEQ ID NO:536 (SS 130 L27V (RIIbB) (aa seq)
MVEFTLEDFVGDWRQTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQRIEKIFKVVYPVDDHHFRKVILHEYGTLVIDGVT PNMIDY FGRPYEGIAVFDGKKITVT
GSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSFFIIESG
EVKITMKRKGKSEVEENGAVEIARCSRGQYFGELALVINKPRAASAHATGTVRCLAMDVQAFERL
LGPCMEIMKRNIATYEEQLVALYGTRMDIVGSGGSGGSSSTLWNGNKI IDERLINPDGSLLERVT
INGVTGWRLCERILA

SEQ ID NO:537 (S5s 136 L27V (RIIbB) (nt sequence)

ATGgtcttcacactcgaagatttecgttggggactggcgacagacagecggctacaacctggacca
agtccttgaacagggaggtgtgtccagtttgtttecagaatctcggggtgtecegtaactecgatec
aaaggattgtcctgageggtygaaaatgggctgaagatcgacatccatgtecatecateccegtatgaa
ggtctgagcggegaccaaatgggecagatcgaaaaaatttttaaggtggtgtacecctgtggatga
tcatcactttaaggtgatcctgcactatggcacactggtaatcgacggggttacgecgaacatya
tcgactatttecggacggecgtatgaaggeatcgecgtgttegacggcaaaaagatcactgtaaca
gggaccctgtggaacggcaacAGCgectAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagectt
tattgagtcactgeccattecttaaatettiggagttttctgecacgectgaaagtagtagatgtga
taggcaccaaagtatacaacgatggagaacaaatcattgetcagggagaticggetgattetttt
ttcattattgaatctggagaagtgaaaattactatgaaaagaaagggtaaatcagaagtggaaga
gaatggtgcagtagaaatcgctcgatgectegeggggacagtactttggagagettgeectggtaa
ctaacaaacctcgagcagcttcetgeccacgecattgggactgtcaaatgtttagcaatggatgtyg
caagcatttgaaaggcttetgggaccttgecatggaaattatgaaaaggaacatcgetacctatga
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agaacagttagttgeccctgTATggaacgaacatggatattgtaggGTCAGCTGGATCTGGAGGLA
GCTCttcTaaaattatcgacgagcgcctgatcaacceecgacggctecctgetgticcgagtaace
atcaacggagtgaccggcetggeggctgtGCCGAACGCATTCTGEGCE

SEQ ID NO:538 (SS 136 L27V (RIIbB) (aa seq)
MVFTLEDFVGDWROTAGYNLDOVLEQGGVSSLFONLGVSVTIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEBKIFKVVYPVDDHHFRKVILEYGTLVIDGVTPNMIDY FGRPYEGIAVEDGKKITVT
GTIWNGNSASGGSGESGMYESFIESLPFLKSLEFSARLKVVDVIGTRKVYNDGEQI TAQGDSADSY
FITESGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALVINKPRAASAHATIGTVRCLAMDY
QAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGEGGSGGSSSKIIDERLINPDGSLLERYT
INGVTGWRLCERILA

SEQ ID NO:539 (S8 143 L27V (RIIbRB) {(nt seguence)
ATGgtcttcacactcgaagatticgtiggggactggcgacagacagecggectacaacctggacca
agtccttgaacagggaggtgtgteccagtttgtittcagaatctegygggtgtecgtaacteegatee
aaaggattgtcctgagecggtgaaaatgggctgaagatcgacatccatgtcatcateecegtatgaa
ggtctgagecggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatga
tcatcactttaaggtgatcctgcactatggcacactggtaatcgacgaogattacgecgaacatga
tcgactattteggacggecegtatgaaggcategecgtgticgacggecaaaaagatcactgtaaca
gggaccctgtggaacggcaacaaaattatcgacgagecgectgAGCgectAGCGGAGGTTCAGGCGG
TTCCGGAatgtatgaaagectttattgagtcactgeccattecttaaatctttggagttittctgeac
gcctgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatcattgctcecag
ggagattcggctgattettttticattattgaatctggagaagtgaaaattactatgaaaagaaa
gggtaaatcagaagtggaagagaatggtagcagtagaaatcgctcgatgctecgeggggacagtact
ttggagagcttgecectggtaactaacaaacctcgagecagettctgeccacgecattgggactgte
aaatgtttagcaatggatgtgcaagcecatttgaaaggcttetgggaccttgcatggaaattatgaa
aaggaacatcgctacctatgaagaacagttagttgecctgTATggaacgaacatggatattgtag
gGITCAGGTGGATCTGGAGGLAGCTCttcTatcaacceccgacggctecctgetgttecgagtaace
atcaacggagtgaccggctggeggetgtGCGAACGCATTCTGGCE

SEQ ID NO:540 (SS 143 L27V (RIIbB} (aa seq)
MVFTLEDFVGDWRQTAGYNLDQVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEFDGRKKITVT
GTLWNGNKIIDERLSASGGSGGSGMYESFIESLPFLKSLEFSARLEKVVDVIGTRKVYNDGEQIIAQD
GDSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALVTNKPRAASAHAIGTV
KCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSINPDGSLLERVT
INGVIGWRLCERILA

SEQ ID NO:541 (88 145 L27V (RIIbB} (nt sequence)

ATGgtcttcacactcgaagatttegttggggactggcgacagacagecgygctacaacctggacca
agtccttgaacagggaggtgtgteccagtttgtticagaatcteggggtgtecgtaacteccgatce
aaaggattgtectgageggtgaaaatgggctgaagatcgacateccatgtcatcatcecegtatgaa
ggtctgagcggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatga
tcatcactttaaggtgatcctgecactatggcacactggtaatcgacggggttacgecgaacatga
tcgactatttcggacggeegtatgaaggcatcecgecgtygttcgacggecaaaaagatcactgtaaca
gggaccctgtggaacggcaacaaaattatcgacgagegectgatcaacAGCgectAGCGGAGGTTC
AGGCGGTTCCGGAatgtatgaaagctttattgagtcactgecattecttaaatctttggagtttt
ctgcacgcectgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaacaaatcatt
gctcagggagatteggctgattettttttecattattgaatctggagaagtgaaaattactatgaa
aagaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgcectcecgatgctegeggggac
agtactttggagagcecttgeccectggtaactaacaaacctegagecagettctgeccacgecattggy
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actgtcaaatgtttagcaatggatgtgecaagecatttgaaaggcttetgggacctigecatggaaat
tatgaaaaggaacatcgctacctatgaagaacagttagtigeecctgTATggaacgaacatggata
ttgtaggGTCAGGTGGATCTGGAGGLAGCTCttcTeccecgacggctecctgectgtteccgagtaace
atcaacggagtgaccggetggeggctgtGCGARCGCATTCTGGCE

SEQ ID NO:542 (SS 145 L27V (RIIbB)} (aa seq)
MVEFTLEDEVGDWROTAGYNLDOQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDINVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYREGIAVEDGRKKITVT
GTLWNGNKIIDERLINSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI T
AQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALVTNKPRAASAHAIG
TVKCLAMDVQAFERLLGPCME IMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSPDGSLLFRVT
INGVIGWRLCERILA

SEQ ID NO:543 (SS 147 L27V (RIIbB) (nt sequence)
ATPGgtcttecacactcgaagatttcgttggggactggegacagacagecggcetacaacctggacca
agtccttgaacagggaggtgtgtecagtttgtttcagaatctcggggtgtecgtaactecgatec
aaaggattgtcctgageggtgaaaatgggetgaagatcgacatccatgtcatcateccgtatgaa
ggtctgagcggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatga
tcatcactttaaggtgatcctgecactatggecacactggtaatecgacggggttacgecgaacatga
tcgactatttecggacggecgtatgaaggecategecgtgttecgacgycaaaasagatcactgtaaca
gggaccctgtggaacggcaacaaaattatcgacgagegectgatcaaccececgacAGCgetAGCGE
AGGTTCAGGCGGTTCCGGAatgtatgaaagectttattgagtcactygccattecttaaatetttgy
agttttctgcacgectgaaagtagtagatotgataggcaccaaagtatacaacgatggagaacasa
atcattgctcagggagattcggetgattcttttttcattattgaatctggagaagtgaaaattac
tatgaaaagaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcecgectecgatgetege
ggggacagtactttggagagcttgecctggtaactaacaaacctecgagecagettctgeccacgee
attgggactgtcaaatgtttagcaatggatgtgcaagecatttgaaaggcttctgggacettgeat
ggaaattatgaaaaggaacatcgctacctatgaagaacagttagttgeectgTATggaacgaaca
tggatattgtaggGTCAGGTGGATCTIGGAGGTAGCTCttcTggetccctgetgtitecgagtaace
atcaacggagtgaccggectyggeggetgtGCGARCGCATTICTGGCE

SEQ ID NO:544 (SS 147 L27V (RIIbB) (aa seq)
MVETLEDEVGDWRQTAGYNLDQVLEQGGVSSLEONLGVSVIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFPGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQ
ITAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVETARCSRGQYFGELALVINKPRAASAHA
IGTVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSGSLLERVT
INGVTGWRLCERILA

SEQ ID NO:545 (S8 148 L27V (RIIbB) (nt sequence)

ATGgtcttecacactcgaagatttecgttggggactggcgacagacagecggctacaacctggacca
agtccttgaacagggaggtgtgteccagtttgtttcagaatctecggggtgtcegtaactecgatcee
aaaggattgtcctgageggtgaaaatgggctgaagatcgacatccatgtcatcatecegtatgaa
ggtctgagcggecgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacectgtggatga
tcatcactttaaggtgatcctgcactatggcacactggtaatcgacggggttacgecgaacatga
tcgactatttecggacggecgtatgaaggecategecgtgticgacggcaaaaagatcactgtaaca
gggacccectgtggaacggcaacaaaattatcgacgagecgectgatcaaccececgacggCAGCGCtAG
CGGAGGTTCAGGCGGTTCCGGAatgtatgaaagctttattgagtcactgccattecttaaatett
tggagttttctgcacgecctgaaagtagtagatgtgataggcaccaaagtatacaacgatggagaa
caaatcattgctcagggagattcggetgattcttttttecattattgaatctggagaagtgaaaat
tactatgaaaagasagggtaaatcagaagtggaagagaatggtgcagtagaaatcgctcgatget
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cgcggggacagtactttggagagcttgecctggtaactaacaaacctegagecagettetgeceac
gccattgggactgtcaaatgtttagcaatggatgtgcaagcatttgaaaggettectgggacctty
catggaaattatgaaaaggaacatcgctacctatgaagaacagttagttgecctgTATggaacga
acatggatattgtaggGTCAGGTGGATCTGGAGGLAGCT CLtteTteccectgetgttececgagtaace
atcaacggagtgaccggctggecggctgtGCGAACGCATTCTGGCE

SEQ ID NO:546 (SS 148 L27V (RIIbB) (aa seq)
MVETLEDFVGDWRQTAGYNLDQVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFRVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEFDGKKITVT
GTLWNGNKIIDERLINPDGSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGE
QITAQGDSADSFFIIESGEVKITMRKRKGK SEVEENGAVEIARCSRGQYFGELALVTNKPRAASAH
AIGTVKCLAMDVQAFERLLGPCME IMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSSLLEFRVT
INGVITGWRLCERILA

SEQ ID NO:547 (85 156 L27V (RIIbB} (nt sequence)
ATGgtcttecacactcgaagattticgttggggactggcgacagacagcecggctacaacctggacca
agtccttgaacagggaggtgtgteccagtttgtttcagaatctecggggtgtecgtaactecgatcece
aaaggattgtectgagcggtgaaaatgggctgaagatcgacateccatgtecatecatecegtatgaa
ggtctgagcggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatga
tcatcactttaaggtgatcectgecactatggecacactggtaatecgacggggttacgccgaacatga
tcgactatttecggacggecgtatgaaggecatecgecgtgttcgacggcaaaaagatcactgtaaca
gggaccctgtggaacggcaacaaaattatcgacgagcgectgatcaacceccgacggeteectget
gtteccgagtaaccatcAGCgectAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaagectttatty
agtcactgeccecattecttaaatectttggagttttctgcacgectgaaagtagtagatgtgatagge
accaaagtatacaacgatggagaacaaatcattgctcagggagattcggctgattectttttticat
tattgaatctggagaagtgaaaattactatgaaaagaaagggtaaatcagaagtggaagagaatg
gtgcagtagaaatcgctegatgectegeggggacagtactttggagagettgeectggtaactaac
aaacctcgagcagettctgeccacgecattgggactgtcaaatgtttagcaatggatgtgecaage
atttgaaaggcttctgggaccttgcatggaaattatgaaaaggaacatcgctacctatgaagaac
agttagttgceccctgTATggaacgaacatggatattgtaggGICAGGTGGATCTGGAGGLAGCTCL
tcTaacggagtgaccggetggeggctgtGCGAACGCATTCTGGLE

SEQ ID NO:548 (SS 156 L27V (RIIbB) (aa seq)
MVETLEDFVGDWRQTAGYNLDOVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFRVILHYGTLVIDGVIPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTISASGGSGGSGMYESFIESLPFLKSLEFSARLEKVVDVIG
TKVYNDGEQIIAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVETIARCSRGOYFGELALVTN
KPRAASAHAIGTVKCLAMDVOAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSS
SNGVTGWRLCERILA

SEQ ID NO:54% (S§ 157 L27V (RIIbB) (nt sequence)

ATGgtcttcacactcgaagatttecgttggggactggcgacagacagcecggcectacaacectggacca
agtccttgaacagggaggtgtgtccagtttgtticagaatcteggggtgtecgtaactcececgatec
aaaggattgtcctgagcggtgaaaatgggetgaagatcgacatcecatgtcatcatccegtatgaa
gogtctgagecggegaccaaatgggecagatcgaaaaaatttttaaggtggtgtaccctgtggatga
tcatcactttaaggtgatcctgcactatggcacactggtaatcgacggggttacgececgaacatga
tcgactatttcggacggeegtatgaaggeatcgeegtgttcgacggcaaaaagatcactgtaaca
gggaccctgtggaacggeaacaaaattatecgacgagegectgatcaaccccgacggetocctget
gttccgagtaaccatcaacAGCgctAGCGGAGCTTCAGGCGGTTCCGGAatgtatgaaagettta
ttgagtcactgccattecttaaatctttggagtttitectgcacgectgaaagtagtagatgtgata
ggcaccaaagtatacaacgatggagaacaaatcattigctcagggagatticggcetgattectotttt
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cattattgaatctggagaagtgaaaattactatgaaaagaaagggtaaatcagaagtggaagaga
atggtgcagtagaaatcgctcgatgetegecggggacagtactttggagagettgecctggtaact
aacaaacctcgagcagcecttctgeccacgcecattgggactgtcaaatgttitagcaatggatgtgea
agcatttgaaaggcttctygggacctigcatggaaattatgaaaaggaacategctacctatgaag
aacagttagttgccctgTATggaacgaacatggatattgtaggGTCAGCGTGGATCTGGAGGTLAGC
TCttclggagtgaccyggectggeggctgtGCGAACGCATTCTGGC

SEQ ID NO:550 (SS 157 L27V (RIIbB) (aa seq)
MVEFTLEDEVGDWRQTAGYNLDQVLEQGGVSSLEONLGVSVTIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILEYGTLVIDGVTIPNMIDYFGRPYEGIAVFDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVI
GTKVYNDGEQI IAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVE I ARCSRGQYFGELALVT
NKPRAASAHAIGTVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGS
SSGVTGWRLCERILA

SEQ ID NO:551 (8Ss 158 L27v (RIIbB} {(nt sequence)
ATGgtcttecacactcgaagatttecgttggggactggecgacagacagceccggctacaacctggacca
agtccttgaacagggaggtgtgtccagtttgtttcagaatctecggggtgtecgtaactecgatece
aaaggattgtcctgagegatgaaaatgggctgaagatcgacatccatgtcatcatcecgtatgaa
ggtctgagecggecgaccaaatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatga
tcatcactttaaggtgatcctgecactatggecacactggtaatcgacggggttacgeccgaacatyga
tcgactattteggacggeegtatgaaggecatecgecgtgttecgacggcaaaaagatcactgtaaca
gggaccctgtggaacggcaacaaaattatcgacgagegectgatcaacceccgacggeteecctget
gttccgagtaaccatcaacggaAGCgetAGCGGAGGTTCAGGCGGTTCCGGAatgtatgaaaget
ttattgagtcactgeccecattecttaaatetttggagttttectgcacgectgaaagtagtagatgty
ataggcaccaaagtatacaacgatggagaacaaatcattgctcagggagattcggetgattettt
tttcattattgaatctggagaagtgaaaattactatgaasagaaagggtasatcagaagtggaay
agaatggtgcagtagaaatcgectcgatgcetegeggggacagtactttggagagettgeecectggta
actaacaaacctcgagcagcttctgeccacgecattgggactgtcaaatgtttagcaatggatgt
gcaagcatttgaaaggcttctgggaccttgcatggaaattatgaaaaggaacatcgectacctatyg
aagaacagttagttgccctgTATggaacgaacatggatattgtaggGTCAGGTGGATCTGGAGGE
AGCTCttcTgtgaccggectggeggectgtGCGAACGCATICTGGCL

SEQ ID NO:552 (8S 158 L27V (RIIbRB) (aa seq)
MVETLEDFVGDWROTAGYNLDQVLEQGGVSSLEFONLGVSVIPIQRIVLSGENGLKIDIHVIIPYE
GLSGDQMGQIEKIFKVVYPVDDHHFRVILEYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGSASGGSGGSGMYESFIESLPFLKSLEFSARLKVVDY
IGTRVYNDGEQI IAQGDSADSFFIIESGEVKITMKRKGKSEVEENGAVETARCSRGQYFGELALY
TNKPRAASAHAIGTVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGG
SSSVIGWRLCERILA

SEQ ID NO:553 (85 166 L27V (RIIbB) {(nt segquence)

ATGgtcttcacactcgaagatttegttggggactggcgacagacageecyggectacaacctggaccea
agtecttgaacagggaggtgtgteccagtttgtttcagaateteggggtgtecgtaactecegatee
aaaggattygtcctgageggtgaaaatgggectgaagatcgacatecatgtecatcatececgtatgaa
ggtctgagcggcgaccaaatgggccagatcgaaaaaatttitaaggtgygtgtacecectgtggatga
tcatcactttaaggtgatectgcactatggcacactggtaatcgacggggttacgcecgaacatyga
tcgactatttcggacggecgtatgaaggecatecgececgtgticgacggcaaaaagatcactgtaaca
gggaccctgtggaacggcaacaaaattatcgacgagecgectgatcaaccececgacggetecctget
gttccgagtaaccatcaacggagtgaccggctgycggctgtGCGAAAGCgCctAGCGGAGGTTCAG
GCGGTTCCGGAatgtatgaaagctttattgagtcactgecattecttaaatectttggagttttct
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gcacgcectgaaagtagtagatgtgataggecaccaaagtatacaacgatggagaacaaatcattgce
tcagggagattcggctgattecttttttecattattgaatctggagaagtgaaaattactatgaaaa
gaaagggtaaatcagaagtggaagagaatggtgcagtagaaatcgctcgatgetecgeggggacayg
tactttggagagcettgecectggtaactaacaaacctcgagecagettctgeccacgecattgggac
tgtcaaatgtttagcaatggatgtgcaagcatttgaaaggettctgggaccttgecatggaaatta
tgaaaaggaacatcgctacctatgaagaacagttagttgceccctgTATggaacgaacatggatatt
gtaggGTCAGGTGGATCTGGAGGLAGCTCLLcTCGCATTCTGG L

SEQ ID NO:554 (SS 166 L27V (RIIbB} (aa seq)
MVETLEDEVGDWRQTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYE
GLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKITVT
GTLWNGNKIIDERLINPDGSLLFRVTINGVTGRWRLCESASGGSGGSGMYESFIESLPFLKSLEES
ARLEKVVDVIGTRKVYNDGEQITAQGDSADSEFFITIESGEVKITMKRKGKSEVEENGAVE TARCSRGQ
YFGELALVTNKPRAASAHAIGIVKCLAMDVQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDI
VGSGGSGGSSSRILA

SEQ ID NO:555 (CP 26 L27V (RIIbB) (nt sequence)
ATGggtgtgtccagtttgtttcagaatctecggggtgteccgtaactecgateccaaaggattgtect
gagcggtgaaaatgggctgaagatcgacatccatgtcatcatcececgtatgaaggtctgageggey
accaaatgggccagatcgaaaaaatttttaaggtggtgtacccectgtggatgatcatcactttaag
gtgatcctgecactatggcacactggtaatcecgacggggttacgecgaacatgategactatttegg
acggccgtatgaaggcatcgcegtgttegacggcaaaaagatcactgtaacagggacectgtgga
acggcaacaaaattatcgacgagcecgcctgatcaaccceccgacggetececetgetgttecgagtaace
atcaacggagtgaccggctggeggctgtGCGAACGCATTCTGGCLAGCTCAAGCGGAGGTTICAGG
CGGTTCCGGAATGTATGAAAGCTTTATTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTTCTG
CACGCCTGARAAGTAGTAGATGTGATAGGCACCAAAGTATACAACGATGGAGAACAARTCATTGCT
CAGGGAGATTCGGCTGATTCTYITTTCATTATTGAATC TGGAGAAGTGAAAATTACTATGAARAAG
ARAAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGT
ACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCCGAGCAGCTTCTGCCCACGCCATTGGGACT
GTCAAATGTTTAGCAATGGATGTGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATY
GAARAGGAACATCGCTACCTATGAAGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTG
TAGGGTCAGGTGGATCTGGAGGTAGCTCTTCTatggtcttcacactcgaagatttecgttggggac
tggcgacagacagccggctacaacctggaccaagtectigaacaggga

SEQ ID NO:556 (CP 26 L27V (RIIbB) (aa seq)
MGVSSLEFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVDDHHEK
VILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGRKITVTGTLWNGNKIIDERLINPDGSLLFRVT
INGVTGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQITIA
OGDSADSFPIIESGEVKITMKRKGKSEVEENGAVE IARCSRGOYFGELALVTINKPRAASAHAIGT
VRKCLAMDVQOAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVETLEDEVGD
WROTAGYNLDQVLEQG

SEQ ID NO:557 (CP 45 L27V (RIIbB) {(nt sequence)

ATGgtcctgageggtgaaaatgggctgaagatcgacateccatgtcatcatececcgtatgaaggtet
gagcggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtaccctgtggatgatcatc
actttaaggtgatcctgecactatggcacactggtaatcgacggggttacgecgaacatgatecgac
tatttcggacggcegtatgaaggcatecgecgtgtticgacggcaaaaagatcactgtaacagggac
cctagtggaacggcaacaaaattatcgacgagegectgatcaacceegacggetecctygetgttee
gagtaaccatcaacggagtgaccggctagcggctgtGCGAACGCATTCTGGCEAGCTCAAGCGGA
GGITCAGGCGGTTCCGGAATGTATGAAAGCTITATTGAGTCACTGCCATTCCTTAAATCTTTGGA
GTTTTCTGCACGCCTGAAAGTAGTAGATGTGATAGGCACCAARAGTATACAACGATGGAGAACARA
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TCATTGCTCAGGGAGATTCGGCTIGATTCTTTTTTCATTATTGAATCTGGAGAAGTGAAAATTACT
ATGAAAAGAAAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCG
GGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGAGCAGCTTCTGCCCACGCCA
TTGGGACTGTCAAATGTTTAGCAATGCATGTGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATG
GAAATTATGAAAAGGAACATCGCTACCTATGAAGAACAGTTAGTTGCCCTGTATGGAACGAACAT
GGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTTCTatggtecttcacactcgaagatttecyg
ttggggactggcgacagacagecggcectacaacctggaccaagtecttgaacagggaggtgtgtec
agtttgtttcagaatctcecggggtgtecgtaactecgatccaaaggatt

SEQ ID NO:558 (CP 45 L27V (RIIDbB) (aa seq)
MVLSGENGLKIDIHVIIPYEGLIGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMID
YEGRPYEGIAVFDGRKITVTGTLWNGNKIIDERLINPDGSLLEFRVTINGVTGWRLCERILASSSG
GSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSFFIIESGEVKIT
MKRKGKSEVEENGAVEIARCSRGQYFGELALVINKPRAASAHATIGTVKCLAMDVOQAFERLLGPCM
EIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVETLEDFVGDWROTAGYNLDQVILEQGGVS
SLFONLGVSVTPIQRI

SEQ ID NO:559 (CP 100{+1) L27V (RIIbB) {(nt seguence)

ATGgacggggttacgccgaacatgatcgactatttecggacggecgtatgaaggcategeegtgtt
cgacggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegec
tgatcaacceccegacggectecctgetgticcgagtaaccatcaacggagtgaccggctaggeggety
tGCGAACGCATTCTGGCtAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTAT
TGAGTCACTGCCATTCCTTAAATCTTTGGAGTITTCTGCACGCCTGAAAGTAGTAGATGTGATAG
GCACCAAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTC
ATTATTGAATCTGGAGAAGTGAARATTACTATGAAAAGARAGGGTAAATCAGAAGTGGAAGAGAA
TGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTA
ACAABACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATGTGCAA
GCATTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGCTACCTATGAAGA
ACAGTTAGTITGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCT
CTTCTatggtcttcacactcgaagatttegttggggactggecgacagacagecggctacaaccty
gaccaagtccttgaacagggaggtgtgtccagtttgtttcagaatcteggggtgtecegtaactece
gatccaaaggattgtcectgageggtgaaaatgggctgaagatcgacatccatgtcatcateceegt
atgaaggtctgagcggcegaccaaatgggcecagatcgaaaaaatttttaaggtggtgtacecectgty
gatgatcatcactttaaggtgatcctgcactatggcacactggtaatcGAC

SEQ ID NO:560 (CP 100(+1) L27V (RIIbB) (aa seq)
MDGVTPNMIDYFGRPYEGIAVEDGKKI TVTGTLWNGNK I IDERLINPDGSLLFRVT INGVTGWRL
CERTLASSSGGSGGSCMYESFIESLPFLKSLEFSARLKVYDVIGTKVYNDGEQT IAQGDSADSFF
ITESGEVKITMKRKGKSEVEENGAVE IARCSRGQYFGELALVTNK PRAASAHAT GTVKCLAMDVQ
AFERLLGPCME IMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVETLEDFVGDWROTAGYNL
DOVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKI FKVVY PV
DDHHFKVILHYGTLVID

SEQ ID NO:561 (CP 101({+1) L27V (RIIbB} {(nt sequence)

ATGggggttacgccgaacatgatcgactatttcggacggeccgtatgaaggecategecgtgttcga
cggcaaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectga
tcaacccececgacggetecctgetgttecgagtaaccatcaacggagtgaccggetggeggetgtGC
GAACGCATTCTGGCtAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGA
GTCACTGCCATTCCTTARATCTTTGGAGTTTTCTGCACGCCTGAAARAGTAGTAGATGTGATAGGCA
CCAAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATT
ATTGAATCTGGAGAAGTGAAAATTACTATGAAAAGAAAGGGTAAATCAGAAGTGGAAGAGAATGG
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TGCAGTAGARATCGCTCGATGCTCECGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACA
AACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGGATGTGCAAGCA
TTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGCTACCTATGAAGAACA
GTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTT
CTatggtcttcacactcgaagatttcgttggggactggcgacagacagecggctacaacctggac
caagtccttgaacagggaggtgtgtecagtttgtttcagaatcteggggtgtecgtaactecgat
Ccaaaggattgtcectgageggtgaaaatgggctgaagatcgacatceccatgtcatcateecegtatyg
aaggtctgagcggcgaccaaatgggccagatcgaaaaaatitttaaggtggtgtaccectgtggat
gatcatcactttaaggtgatcctgcactatggcacactggtaategacGGt

SEQ ID NO:562 (CP 101(+1) L27V (RIIbB) (aa seq)
MGVTPNMIDYFGRPYEGIAVEFDGRKITVTGTLWNGNKI IDERLINPDGSLLFRVTINGVTGWRLC
ERTILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTRVYNDGEQT TAQGDSADSFFRPT
IESGEVKITMKRKGKSEVEENGAVEIARCSRGOYFGELALVTNKPRAASAHAIGTVKCLAMDVQA
FERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVETLEDFVGDWROTAGYNLD
OVLEQGGVSSLFONLGVSVTPIORIVLSGENGLKIDIHVIIPYEGLSGDOMGOIEKIFKVVY PVD
DHHFKVILHYGTLVIDG

SEQ ID NO:563 (CP 102(+1) L27V (RIIbB) (nt sequence)

ATGgttacgccgaacatgatcgactatttcggacggecgtatgaaggecategecgtgttecgacygyg
Caaaaagatcactgtaacagggaccctgtggaacggcaacaaaattatcgacgagegectgatca
accccegacggcteectgetgttcecgagtaaccatcaacggagtgaccggctggecggctgtGCGAA
CGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTCCGGAATGTATGAAAGCTTTATTGAGTC
ACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCACGCCTGAAAGTAGTAGATGTGATAGGCACCA
AAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTICTTTTTTCATTATT
GAATCTGGAGAAGTGAAAATTACTATGAAAAGARAAGGGTAAATCAGAAGTGGAAGAGAATGGTGC
AGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTARCARAC
CTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCARATGTTTAGCAATGGATGTGCAAGCATTT
GAAAGGCTTCTGGGACCTTGCATGGARAATTATCGAAAAGGAACATCGCTACCTATGAAGAACAGTT
AGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGT CAGGTGGATCTGGAGGTAGCTCTTCTa
tggtcttcacactecgaagatttegttggggactggcgacagacagecggctacaacctggaccaa
gtccecttgaacagggaggtgtgtccagtttotttcagaatecteggggtgticegtaactecgateeca
aaggattgtcctgageggtgaaaatgggetgaagatcgacatcecatgtcatcatecegtatgaag
gtctgagcggcgaccaaatgggccagatcgaaaaaatttttaaggtggtgtacecctgtggatgat
catcactttaaggtgatcctgcactatggecacactggtaatcgacgggGTT

SEQ ID NO:564 (CP 102(+1) L27V (RIIbB} (aa seq)
MYTPNMIDYFGRPYEGIAVFDGKKITVIGTLWNGNKI IDERLINPDGSLLEFRVT INGVTGWRLCE
RILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQITAQGDSADSEFFIL
ESGEVKITMKRKGKSEVEENGAVEIARCSRGQYFGELALVINKPRAASAHATGTVKCLAMDVQAR
ERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVEFTLEDEVGDWROTAGYNLDO
VLEQGGVSSLFONLGVSVTPICRIVLSGENGLKIDIEVIIPYEGLSGDOMGQIEKIFKVVYPVDD
HHFKVILHYGTLVIDGV

SEQ ID NO:565 (CP 143{(+1) L27V (RIIbB) (nt sequence)

ATGatcaaccceccgacggetecctgetgttecgagtaaccatcaacggagtgaccggetggeygyget
gtGCGAACGCATTCTGGCtAGCTCAAGCGGAGETTCAGGCGGTTCCGGAATGTATGARAGCTTTA
TTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTTICTGCACGCCTGAAAGTAGTAGATGTGATA
GGCACCARAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTITT
CATTATTGAATCTGGAGAAGTGARAAATTACTATGAAAAGARAGGGTAAATCAGAAGTGGAAGAGA
ATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACT
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AACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCARAATGTTTAGCAATGGATGTGCA
AGCATTTGAAAGGCTTCTGGGACCTTGCATGCGAAATTATGAAAAGCGAACATCGCTACCTATGAAG
AACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGCTGGATCTGGAGGTAGC
TCTTCTatggtettcacactecgaagatttegttggggactggcgacagacagecggctacaacct
ggaccaagtccttgaacagggaggtgtgteccagttigtttcagaatcteggggtgtecgtaacte
cgatccaaaggattgicctaagcaggtgaaaatgggctgaagatcgacatccatgtcatcateeeyg
tatgaaggtctgagcggcgaccaaatgggccagatecgaaaaaatttttaaggtggtgtacectgt
ggatgatcatcactttaaggtgatcctgcactatggcacactyggtaatcgacggggttacgeega
acatgatcgactatttcggacyggecgtatgaaggcatecgecgtgttcgacggcaaaaagatcact
gtaacagggaccctghggaacggcaacaaaattatcgacgagegectghATc

SEQ ID NO:566 (CP 143({+1) L27V (RIIbB} (aa seq)
MINPDGSLLFRVTINGVTGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVL
GTKVYNDGEQITIAQGDSADSFFIIESGEVRITMRKRKGKSEVEENGAVEIARCSRGOYFGELALVT
NKPRAASAHAIGTVKCLAMDVQAFERLLGPCMEIMRKRNIATYEEQLVALYGTNMDIVGSGGSGGS
SSMVFTLEDEVGDWRQTAGYNLDQVLEQGGVSSLFONLGVSVIPIQRIVLSGENGLKIDIHVIIP
YEGLSGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEFDGKKIT
VIGTLWNGNKIIDERLI

SEQ ID NO:567 (CP 147 (+1) L27V (RIIbB) (nt seguence)

ATGggctcccectgctgttccgagtaaccatcaacggagtgaccggetggeggetgtGCGAACGCAT
TCTGGCtAGCTCAAGCGGAGGTTCAGGCGGTTICCGGAATGTATGAAAGCTTTATTGAGTCACTGC
CATTCCTTAAATCTTTGGAGTTTTCTGCACCCCTGARAGTACGTAGATGCTGATAGGCACCAAAGTA
TACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATTATTGAATC
TGGAGAAGTGAAAATTACTATGAAAAGARAAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTAG
AAATCGCTCGATGCTCGCGGGGACAGTACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGA
GCAGCTTCTGCCCACGCCATTGGGACTGTCAAATGTTTAGCAATGCGATGTGCAAGCATTTGAAAG
GCTTCTGGGACCTTGCATGGAAATTATGAAAAGGAACATCGCTACCTATGAAGAACAGTTAGTTG
CCCTGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTTCTatggte
ttcacactcgaagatttegttggggactggecgacagacagccggctacaacctggaccaagtect
tgaacagggaggtgtgtccagtttgtitcagaatctecggggtgtecgtaactecgatccaaagga
ttgtectgageggtgaaaatgggctgaagatcgacateccatgtecatcatceegtatgaaggtetyg
agcggcgaccaaatgggccagatcgaaaaaatttttaagotggtgtacectgtggatgatcatca
ctttaaggtgatccectgcactatggcacactggtaatcgacggggttacgeccgaacatgatcgact
atttcggacggccgtatgaaggecatecgeogtgttcgacggcaaaaagatcactgtaacagggace
ctgtggaacggcaacaaaattatcgacgagegectgatcaaccecgacGGC

SEQ ID NO:568 (CP 147 (+1) L27V (RIIbB) (aa seq)
MGSLLFRVTINGVIGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTRY
YNDGEQIIAQGDSADSFFITIESGEVKITMKRKGKSEVEENGAVEIARCSRGQYFGELALVTNKPR
AASAHATGTVKCLAMDVOQAFERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMV
FTLEDFVGDWRQTAGYNLDQVLEQGGVSSLFONLGVSVTIPIQRIVLSGENGLKIDIHVIIPYEGL
SGDOMGQIEKIFKVVYPVDDHHFKVILHYGTLVIDGVIPNMIDYFGRPYEGIAVFDGKKITVTGT
LWNGNKIIDERLINPDG

SEQ ID NO:569 (CP 156(+1) L27V (RIIbB) (nt sequence)

ATGaacggagtgaccggcetggeggetgtGCGARACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGG
CGGTTCCGGRATGTATGAAAGCTTTATTGAGTCACTGCCATTCCTTAAATCTTTGGAGTTTTCTG
CACGCCTGAAAGTAGTAGATGTGATAGGCACCARAGTATACAACGATGGAGAACAAATCATTGCT
CAGGGAGATTCGGCTGATTCTTTTT TCATTATTGAATCTGGAGAAGTGAAARATTACTATGARRAG
AAAGGGTAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGT
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ACTTTGGAGAGCTTGCCCTGGTAACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACT
GTCAAATGTTTAGCAATGGATGTGCAAGCATTTGARAGGCTTCTGGGACCTTGCATGGAAATTAT
GAAAAGGAACATCGCTACCTATGAAGAACAGTTAGTTIGCCCTGTATGGAACGAACATGGATATTG
TAGGGTCAGGTGGATCTGGAGGTAGCTCTTICTatggtcttcacactcgaagatttegttggggac
tggcgacagacagcecggctacaacctggaccaagtecttgaacagggaggtgtgtecagtttgtt
tcagaatcteggggtgtecgtaactecgateccaaaggattgtecctgagegygtogaaaatgggctyga
agatcgacatccatgtcatcatccecgtatgaaggictgageggcgaccaaatgggecagatcgaa
aaaatttttaaggtggtgtaccctgtggatgatcatcactttaaggtgatcecctgecactatggecac
actggtaatcgacggggttacgccgaacatgatcgactatttcggacggcecgtatgaaggcatey
ccgtgttegacggcaaaaagatcactgtaacagggaccetgtggaacggcaacaaaattatcgac
gagcgcctgatcaaccccgacggctecectgetgtteccgagtaaccatcAAC

SEQ ID NO:570 (CP 156(+1) L27V (RIIbB) (aa seq)
MNGVTGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI IA
OGDSADSFFIIESGEVKITMKRKGKSEVEENGAVETARCSRGOY FGELALVTNKPRAASAHAIGT
VKCLAMDVQAFERLLGPCME IMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVFTLEDEVGD
WRQTAGYNLDQVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVI I PYEGLSGDOMGQIE
KIFKVVYPVDDHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKKI TVTGTLWNGNKI ID
ERLINPDGSLLFRVTIN

SEQ ID NO:571 (CP 158 (+1) L27V (RIIbB) {(nt sequence)

ATGgtgaccggetggeggctgtGCGAACGCATTCTGGCLAGCTCAAGCGGAGGTTCAGGCGGTTC
CGGAATGTATGARAGCTTTATTGAGTCACTGCCATTCCTTAAATCTITTGGAGTTTTCTGCACGCC
TGAAAGTAGTAGATGTGATAGGCACCAAAGTATACARACGATGGAGAACAAATCATTGCTCAGGGA
GATTCGGCTGATTCTTTTTTCATTATTGAATCTIGCGAGAAGTGCGAAAATTACTATGAAAAGARAGGG
TAAATCAGAAGTGGAAGAGAATGGTGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTITG
GAGAGCTTGCCCIGGTAACTAACAAACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTGTCARAA
TGTTTAGCAATGGATGTGCAAGCATTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATGAAANG
GAACATCGCTACCTATGAAGAACAGTTAGTTGCCCTGTATGGAACGAACATGGATATTGTAGGGT
CAGGTGGATCTIGGAGGTAGCTCTTCTatggtcttecacactcgaagatttegttggggactggcyga
cagacagcecggctacaacctggaccaagteccecttgaacagggaggtgtgtecagtttgtticagaa
tcteggggtgtecgtaactcecgateccaaaggatigtectgageggtgaaaatgggctgaagatey
acatccatgtcatcatcececgtatgaaggtctgagcggcgaccaaatgggccagatcgaaaaaatt
tttaaggtggtgtaccctgtggatgatcatcactitaaggtgatcctgecactatggecacactggt
aatcgacggggttacgcecgaacatgatcgactatttecggacggecgtatgaaggecatcgecgtgt
tcgacggcaaaaagatcactgtaacagggaccectgtggaacggcaacaaaattatcgacgagege
ctgatcaaccceccgacggcectecctgetgttecgagtaaccatcaacggaGTa

SEQ ID NO:572 (CP 158(+1) L27V (RIIbB) (aa seq)
MVTGWRLCERILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQIIAQG
DSADSFFIIESGEVKITMKRKGKSEVEENGAVEIARCSRGQYFGELALVTNKPRAASAHAIGTVK
CLAMDVQOAFERLLGPCMEIMKRNIATYREQLVALYGTNMDIVGSGGSGGSSSMVFTLEDEVGDHR
QTAGYNLDOVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVI I PYEGLSGDOMGOIEKT
FRYVYPVDDHHEHFRKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEFDGKEITVTGTLWNGNKIIDER
LINPDGSLLFRVTINGV

SEQ ID NO:573 (CP 166(+1) L27V (RIIbB) (nt sequence)

ATGCGCATTCTGGCtAGCTCAAGCGGAGGTTCAGGCGETTCCGCAATGTATGAAAGCTTTATTGA
GTCACTGCCATTCCTTAAATCTTTGGAGTTTTCTGCACGCCTGARAGTAGTAGATGTGATAGGCA
CCAAAGTATACAACGATGGAGAACAAATCATTGCTCAGGGAGATTCGGCTGATTCTTTTTTCATT
ATTGAATCTGGAGAAGTGAAAATTACTATGAAAAGARAGGGTAAATCAGAAGTGGAAGAGAATGG
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TGCAGTAGAAATCGCTCGATGCTCGCGGGGACAGTACTT TGGAGAGCTTGCCCTGGTARACTAACA
AACCTCGAGCAGCTTCTGCCCACGCCATTGGGACTCTCAAATGTTTAGCAATGGATGTGCAAGCA
TTTGAAAGGCTTCTGGGACCTTGCATGGAAATTATCAAAAGGAACATCGCTACCTATGAAGAACA
GTTAGTTGCCCTIGTATGGAACGAACATGGATATTGTAGGGTCAGGTGGATCTGGAGGTAGCTCTT
CTatggtcttcacactcgaagatttcgttogggactggcgacagacagcecggctacaacctggac
caagtccttgaacagggaggtgtgtccagtttgtttcagaatcteggggtgtecgtaactecegat
ccagaggattgtectgagcggtgaaaatgggetgaagatcgacatccatgtcatcateecgtaty
aaggtctgagcecggcgaccaaatgggccagatcgaaaaaattitttaaggtggtgtaccectgtggat
gatcatcactttaaggtgatcctgcactatggcacactggtaatcgacggggttacgecgaacat
gatcgactatttcggacggecgtatgaaggecatcgeegtgttcgacggcaaaaagatcactgtaa
cagggaccctgtggaacggcaacaaaattatcgacgagcgectgatcaacececgacggcteecty
ctgttececgagtaaccatcaacggagtgaccggctggecggctgtGCGAACGC

SEQ ID NO:574 (CP 166(+1) L27V (RIIbB) (aa seq)
MRILASSSGGSGGSGMYESFIESLPFLKSLEFSARLKVVDVIGTKVYNDGEQI TAQGDSADSFET
TESGEVKITMKRKGKSEVEENGAVE IARCSRGQYFGELALVTNKPRAASAHATGTVKCLAMDVQA
FERLLGPCMEIMKRNIATYEEQLVALYGTNMDIVGSGGSGGSSSMVFTLEDFVGDWRQTAGYNLD
QVLEQGGVSSLFONLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKIFKVVYPVD
DHHFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVEDGKKI TVTGTLWNGNKI IDERLINPDGSL
LFRVTINGVTGWRLCER

SEQ ID NO:575 (linker)
GGGTCAGGTGGATCTGGAGGTAGCTCTTICY

SEQ ID NO:576 (linker)
AGCTCAAGCGGAGGTTCAGGCGGTTCCGGA

SEQ ID NO:577 (LC3 (nt sequence))

ATGCCGTCCGAGAAGACCTTCAAACAGCGCCGGAGCTTCGAACAAAGAGTGGAAGATGTCCGGCT
CATCCGGGAGCAGCACCCCACCAAGATCCCAGTGATTATAGAGCGATACAAGGGTGAGAAGCAGC
TGCCCGTCCTGGACAAGACCAGTTCCTTGTACCTGATCACCTGAATATGAGCGAACTCATCAAGA
TAATTAGAAGGCGCCTGCAGCTCAATGCTAACCAAGCCTTICTTCCTCCTGGTGAATGGGCACAGC
ATGGTGAGIGIGTCCACACCCATCTCTGAAGTGTACGAGAGCGAGAGAGATGAAGACGGCTTCCT
GTACATGGTCTATGCCTCCCAGGAGACGTTCGGGACAGCACTGGCTGTGTAA

SEQ ID NO:578 (LC3 (aa seguence))
MPSEKTFKQRRSFEQRVEDVRLIREQHPTKIPVIIERYKGEKQLPVLDRKTKFLVPDHEVNMSELIK
ITRRRLOQLNANQAFFLLVNGHSMVSVSTPISEVYESERDEDGEFLYMVYASQETEFGTALAV

SEQ ID NO:579 (pattern sequence)

GSAIVK

SEQ ID NO:580 (pattern sequence)
NHGK

SEQ ID NO:581 (pattern sequence)
SILM

SEQ ID N0:582 (pattern sequence)
AVTK
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SEQ ID NO:583 (pattern sequence)
LIVMEY

SEQ ID NO:584 (pattern sequence)
LIVMFY

SEQ ID NO:585 (pattern sequence)
nLIvM

SEQ ID NO:586 (pattern seguence)
LIVMWE

SEQ ID NO:587 (pattern sequence)
EKTO

SEQ ID NO:588 (pattern sequence)
LIVMAKR

SEQ ID NO:589 (pattern sequence)
LIVMAKRG

SEQ ID NO:590 (pattern sequence)
LIVME

SEQ ID NO:5%1 {(pattern segquence)
LIVMFSYQ

SEQ ID NO: 5982 Ogluc L27V-LC3 fusions proteins (Nt seqg)

ATGGTGTTIACACTCGAAGATTTCGTAGGGGACTGGCGGCAGACAGCCGGCTACAACCTGGACCAAGTCCTTGAGCAG
GGCGGTGTGTCCAGTTTGTTTCAGARTCTCGGGETGTCCGTAACTCCGATCCARAGGATTGTCCTGAGCGGTGARRAC
GGCCTGARGATCGACATCCATGTCATCATCCCGTATGARGGTCTGAGCGGCGATCAGATGGGCCAGATCGAAAARATT
"TTTRAAGGTGGTGTACCCTGTGGATGATCATCACTTTAAGGTGATTC TGCACTATGGCACACTGG TAATCGACGGGGTT
ACGCCGAACATGATCGACTATTTCGGACGGCCGTATGARGGCATCGCCGTGTTCCACGGCAARRAGATCACTGTAACC
GGGACCCTGTGGAACGGCAACAARATTATCGACGAGCGCCTGATCAACCCCGACGECTCCCTGCTGTTCCGCGTARCT
ATCAACGGAGTGACCGGCTGGCGGCTGTGCGAGAGAATTTTGGCGGGCTCGAGCGGAGGTGGAGGTTCAGGTGGTGGC
GGGAGCGGTGGARTGCCETCCGAGAAGACCTTCAAACAGCGCCGGAGCTTCGAACAAAGAGTGGAAGATGTCCGGCTC
ATCCGGGAGCAGCACCCCACCAAGATCCCAGTGATTATAGAGCGATACAAGGGTGAGAAGCAGCTGCCCGTCCTGGAC
ARGACCAAGTTCCTTGTACCTGATCACGTGAATATGAGCGAACTCATCAAGATAATTAGAAGGCGCCTGCAGC TCAAT
GCTAACCARGCCTTCTTCCTCCTGGTGARTGGGCACAGCATGGTGAGTGTGTCCACACCCATCTCTGAAGTGTACGAG
AGCGAGAGAGATGAAGACGGCTTCCTGTACATGGTCTATGCCTCCCAGGAGACGTTCGGGACAGCACTGGCTGTGTAR

SEQ ID NO: 593 QOglLuc L27V-LC3 fusions proteins (aa seq)

MVFTLEDFVGDWRQTAGYNLDOVLEQGGVSSLFQNLGVSVTPIQRIVLSGENGLKIDIHVIIPYEGLSGDOMGQIEKT
FKVVYPVDDHHEFKVILHYGTLVIDGVTPNMIDYFGRPYEGIAVFDGKK ITVTGTLWNGNK I IDERLINPDGSLLFRVT
INGVTGWRLCERILAGSSGGGGSGGGGSGEMP SEKTFKQRRSFEQRVEDVRLIREQHPTK I PVI IERYKGEKQLPVLD
KTKFLVPDHVNMSELIKI ITRRRLOLNANQAFFLLVNGHSMVSVSTPISEVYESERDEDGFLYMVYASQETFGTALAY



CLAIMS

1. A compound of formula (la) :

(ia)

wherein R? is selected from the group consisting of
X X
N |
/“*rﬁ/ Z /L %
\j’ , Z or
Cys straight chain alkyi;

R® is selected from the group consisting of -H, -OH, -NH,, -OC(O)R or — OCH,OC(O)R:
R®is
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X is ~8-, —O- or ~-NR%-;

Z is —CH- or =N-;

each R is independently ~C(O)R" or -CH,OC(O)R";

R* is H, CHs or CH,CH3;

each R is independently C4; siraight-chain aikyi or Cy.; branched alkyl;

R" is Cy straight-chain alkyl or Cy; branched alkyt;

the dashed bonds indicate the presence of an optional ring, which may be saturated
or unsaturated.

A compound according to claim 1,
X

wherein R? is - and
XisOorS.

A compound according to claim 1, wherein R? is Cy.5 straight-chain alkyl.

A compound according to any one of the preceding claims, wherein Ry, is
~CH,OC(O)C(CHa3)s.

A compound according to any one of claims 1-4, wherein R" is -C(CH,);, -CH{CHa)»,
~CH2C(CH3)s, or ~CH,CH(CHa),.
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6. A compound selected from

7. A compound of formula
. o] “a
N
LNM
AN
.
%’“‘\vhg"' \Nm 5
L TN
L
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