1/50

Figure 1

ASLDQTPRTA TRETGESLSI NCVLTDTSHI LFGTKWLWNN PGSTDWESIT

IGGRYAESVN NQAKSFSLQI KDLTVEDSGT YYCKAQTIGR RKNLLPRPLV NGIAAMGYSS

SDYDGAGTVL TVN

1 a0 4 &l L] in 120 128

Query seq, T e ——

Heterodimer interface A4 & & Al 'Y M
Antigen binding site B4 A
L1 hypervariable region 4 A L2 hypervariable region & L3 hypervariable region J§
Specific hits
Superfanilies Ig superfanily |

wli-tmaie St



Figure 2

v1l3
v3ZR
vl9

vl3
v32R
vls

vl3
v32R
vls

2/50

-MASLDOTFRTATRETGES LS INCVLTDTSHILFGTEWLWNN PGSTDWESITIGGRYAES
MAASLDOTPRIATRETGESLTINCVETDSSCGLCGTSWFRNNPGSTDWERITIGGRYVES

MADRVEQTPRIATKETGESLT INCVLRDASFELFDTGWYRTELGSTNEQSISIGGRYVET
codkkkkkdkkhkkkk k. ek k% k. ckkks o kokdkkk k.

VHNQAKSFSLOIFDLTVEDSGTY YCRAQTIGRRENLLPRPLVHNGIAAMGY SS5D - -YDGA
VHEGAKSFSLQIKDLTVEDSVIYYCKAQ--GHR------- YFSKVCELRCPSYY--YDGA

VHKGSKSFSLRISDLRVEDSGTYHCQAF -—--—--—--—- YSLPLGDYNYSLLFRGEKGA
ko chkkkkkok kk KkkE kk ki k ; Lkk

GTVLTVN
GTVLIVH

GTVLTVH
ko



Figure 3

A

3/50

Xho 1(158)
Not 1(166)
ag (1
Hind NI(173)
PET-20b(+) sequence landmarks al 1(179)
T7 promoter 353369 P
T7 transcription start 352 EcoR 1(192)
. . BamH (198)
pelB coding sequence 224.289 il
Multiple cloning sites Drd 113479)
(Neol- Xhol) 158225 )
His+Tag coding sequence  140-157
TT terminator 26-72
pBR322 origin 1500
bla coding sequence 22613118 Bpu10 I(544)
f1 origin 3250-3705 Bbs 1(556)
Bsg 1(598)
Eco47 11692)
BsaH 1(2368)
Sca I(2811)
pE('SI';%B?(ﬂ BspG 1(964)
P
Pu li2701) Puu 11(1029)
BsmB 1(1079)
Pst 1(2576)
Tth111 1(1183)
Bst1107 1(1209)
Sap 1(1322)
Pf11108 1(2349) BspLU11 1(1438)
Eam1105 1(2331) Afl 111(1438)
HQE 11(2024) AWN K1854)
Xho k1s8)
rElol Il(('“)
PET-28a¢+) sequence landmarks n'"d I‘I;“’
T7 promoter 370-386 Sll'l| I(|7|()‘)“)
T7 transcription start 369 Seciqe
coR l(192)
His*Tag coding sequence  270-287 BamH I(198)
B & 1102 | Nhe l2s1)
T7+Tag coding sequence 207239 Bpu1102 e0),_ Nhe k)
Multiple cloning sites Dra Ill(5127) Nco l(296)
(BamH 1- XhoT) 158-203 Xba 1(335)
= . Bgl li401)
;u; Tag coding sequence ;107;57 L oA aa2)
terminator Sph I(508)
Iacl coding sequence 773-1852
pBR322 origin 3286
Kan coding sequence 39954807 Py 114428
fl origin 49035358 Sgf kaa2e)

The maps for pET-28b(+) and pET-28¢(+)
are the same as pET-28a(+) (shown) with
the following exceptions: pET-28b(+) is a
5368bp plasmid: subtract 1bp from each site

beyond BamH I at 198. pET-28c(+) isa

5367bp plasmid: subtract 2bp from each site

beyond BamH I at 198.

Sma 1(4300)

Cla l4117)
Nru I(4083)

PeLEia

(z5g1-g21) P2

Eco57 1(3772)

AlwN 1(3640)

BssS I(3207)

BspLU11 1322¢) Bagl 1(2187)
Sap I(3108) Fsp 1(2205)

Psp5 11(2230)
Tth111 I(2069)

PshA I(1988)



Figure 4

Overgrown

4/50

Dillueke 1:100 [n 50mi LB antiblati:

Grow to AB0D=0.8

saturated culture

o
>

Expression induction
{1PTG 0.8mMM) for 16-20hs

ot 30 or 370C

Pellet cells by centrifugation
|

4—.\— Expressed target protein in overgrown culture

Extracellular medium

-“\ -
Periplasmic fraction

Cell lysis

L e

Preparation of soluble fraction

[t Inclusion bodies (insoluble fraction)




5/50

Figure 6
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Figure 9
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Figure 9
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Figure 10
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Figure 11
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Figure 12
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Figure 13
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Figure 14
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Figure 16
A B
. — VEGFYNAR 2 Ref Sul (250ngr) . e At VEGF 1/150 {1 Sugr)
— VEGFYNAR 2 Rief 1ul (SOngr) = Ant-VEGF 1/300 (0.7Sugr)
— Anti-VEGF 1/600 (0.35ugr)
s EGFVNAR 2 Ref 0.5l (25ngr) ﬂ
N e W At VEGF
e VEGFYNAR 2 Ref 0.1ul (Segr) F \
e VEGFVNAR 2 Rief 0,050l (2.5ng7) f‘*‘ ’
. w/o VEGFWNAR ‘\ |j ‘ ‘
g . iy |
i i) | o | | \
| "U | ) H '|
! \
\‘ '(' ¥ 1 \‘ “
¥ |" J I “ \ | \
) A Al l‘
i/ K | \‘L gl
il AR
Ve > \
-~ - = o v 0 o o (3
Figure 17
O -
< 4
[
: Mmmpwmwww
o N -
[«

T T
1500

Time

1
2000

T
2500




Figure 18

18/50

Fluctuations
4
1

100

Residues




19/50

Figure 19




Figure 20

RMS

Figure 21

20/50

500 1000

Fluctuations

40

Residues

100




21/50

Figure 22

Figure 23

T
10000

Time



22/50

Figure 24
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Figure 29
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Figure 31
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Figure 33
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Figure 34
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Figure 35a
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Figure 35e
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Figure 36
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Figure 40a
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Figure 40b
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Figure 40c
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Figure 40d
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Figure 41
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Figure 43
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Figure 44
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Figure 45
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Figure 46b

Figure 47
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Figure 48a
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Figure 49
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Figure 50
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Figure 51
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Figure 52
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Figure 53
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Figure 55.
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