WO 2016/161390

PCT/US2016/025755
1127

FIG. 1

Absorbance at 280 nm

s

< o 1ER I IER -
et FEEE W LM Eact i

Retention Time (ml)




WO 2016/161390

2/27

FIG. 2

2 HLA-A*02:01

PCT/US2016/025755



PCT/US2016/025755

WO 2016/161390

3127

FIG. 3

(8]

% s s




#48

PCT/US2016/025755

%

-

%

% L
2y e £
ot

PG L RO AR

4/27
FIG. 4
#Ha4

% &
i E
po] =
ks ks
5 &
55 7t
H 3
2

o

#52
#79

Loriann YRisw Flude

Y&

CPTE T DRGENICE; Bepuie ©4 FEOUSAULN DY Y By

#33

WO 2016/161390

g

resene YEL MU

#50
#76

YRR Fisy

Mg vaiow Flucscanse [YEL-HUNY

AP O F SEARERIT
s S B STy G PTG




PCT/US2016/025755

WO 2016/161390

5127

FIG.5

#48

#44

#33

s

«.W.«G

RS DRI

g

v

DR G, FIEE

%

e
B A e
ey

AT G ST

o § hauresvence NELMUR

1 Vel Flicarscassae (YELRLES

#61

#52

#17

BUOH G DA

Do DY PEE

GIBR 24, CODCINGE

SR ELHUR

e
X
-2
&»

YREL MU

#79

#76

T2-AFP158

apap 01 PAZIEWIoN

a0 0L PAZIEULON

YEL-HLin:: Yellow Fluorescence (YEL-HLin)

YEL-HLin: Yellow Fluorescence (YEL-HLin)



PCT/US2016/025755

WO 2016/161390

6/27

FIG. 6

P
&1

Lo

i

Ala Pos

ersnr,
s ’
2 erreeisiln,
gy

S

v

T2

P s
..\\\\\wvv.mvvvuww\\\\\\\\\s\ i
ik §\\\\ -
TG, i
Vit

BP0 0] PAZIELLION

PE-H



Mormalized To Mode

MNormalized To Mode

Narmalized To Mode

WO 2016/161390

#33

YEL-HLin: Yellow Fluorescence {YEL-HLin}

#50

YEL-HLin:: Yellow Fluorescence (YEL-HLin)

#76

WEL-HIin- Vallow Fluorescence (YEL-HLin)

Mormalized To Mode

Mormalized To Mode

Naormalized To Mode

7127

FIG.7

#44

YEL-HLin: Yellow Fluorescence (YEL-HLin)

#52

T T Tr T T
1 2 3 ] 5
10

YEL-HLin: Yellow Fluorescence (YEL-HLin)

#79

YEL-HLin: Yellow Fluorescence (YEL-HLin)

MNormalized To Mode

Mormalized To Mode

PCT/US2016/025755

#48

YEL-HLin: Yellow Fluorescence (YEL-HLin)

#61

YEL-HLin: Yellow Fluorescence (YEL-HLin)




WO 2016/161390 PCT/US2016/025755
8/27

FIG. 8

i1 2 3 4 5 8 7 8 & 10 11 iz Lanes: {4ug sach for L2K BITE}
N N

SeeBluz Plus Pre-Stained Standard
1402-48 {Reduced}
1302-50 {Reduced}
1402-52 {Reduced}
1402-53 {Reduced}
1402-62 {Reduced}
1402-67 {Reduced}
1302-58 {Reduced)
1402-69 {Reduced}
10. 1402-73 (Reduced)
11. 1402-74 {Reduced)
12. SeeBhue Plus Pre-Stained Standard

0 MmN D Y e R




WO 2016/161390 PCT/US2016/025755

9127

FIG.9

#52 #61

GFEI4R 1402 h
GFI4R 1402 P2 5

0232014:10 UV
10232014:10_UV @01 BASEM

V@i BASEM

mAl
15.0
0.0
5.0
0.0 5.0 100 15.0 20.0 ml
00 5.0 10.0 150 200 ml GF151 1402 P2 61 L2K 10UG 10242014:10_UV@01,PEAK
GF148 1402 P2 52 L2K 90UG 10232014:10_UVEO1,PEAK
No Ret Area Height
No Ret: Area Height ml mAU*m1 mAU
ml mAU*ml mAU 1 12.04 0.2699 0.238
1 12.56 3.0605 2.101 2 12.94 0.4000 0.324
2 13.92 7.0356 5.867 3 15.12 2.3881 2.662
3 16.03 21.0357 20.117 4 20.62 0.1501 0.175

Total number of detected peaks = 88
Total area = 32.4973 mAU*ml

Area in evaluated peaks = 31.1319 mAU*ml
Ratio peak area / total area = 0.957984
Total peak width = 8.06 ml

Column height = 30.00 cm

Total number of detected peaks = 62
Total area = 3.7887 mAU*ml

Area in evaluated peaks = 3.2082 mAU*ml
Ratio peak area / total area = 0.846786
Total peak width 7.83 ml

Column height = 30.00 cm

#76 #79

T LGE149 1402 B 2279 LAK SOUG 1023201410 AV,
GE149 1402 F279 L2K S0UG 10232014.10_UV@OL. BASEM

Al I+
i
I
50 b
@9 P . 0.0 -

y S0 y %0 - . 50 ! 150 200 nl
GF148 1402 P2 76 L2K 50UG 10232014:10_UVROL,PEAK GF149 1402 P2 79 L2K 50UG 10232014:10_UVE@01,PEAK
No Ret area Height o Ret Area Height
ml mAU*mL AU ml mAU*ml AU
1 1172 0.7206 0.445 1 13.82 0.6449 0.607
2 13.51 0.3320 0.287 2 15.84 11.9062 11.765
30 15076 15.1096 130281 3 20,90 02416 0283
Toral Dumber Of gelseted peaks - 99 Total number of detected peaks = 72
Area in evaluated peaks = 16.1623 mAU*ml Total area = 13.5685 maU*ml .
Ratio peak area / total area = 0.957985 Area in evaluated peaks = 12.7928 mAU*nl
Total peak width = 8.77 ml Ratio peak area / total area = 0.942827
Column height - 30.00 cm Total peak width = 5.85 ml
Column VO = 8.00 ml

Column height = 30.00 cm



WO 2016/161390

PCT/US2016/025755

BsAb conc. (ug/ml)

70 - 70 -
S 60 - #33 < 60 - H#H44
% 50 - =50 -
£ a0 - L0
£ 30 - £ 30 -
é 20 - i 20 -
0 - RN E&i\: »»»»»»»»»» = 0 - -
1 0.2 0.04 0.04
BsAb conc. {ug/ml) BsAb conc. (ug/ml)
0 e #50
< 60 - #48 §60 -
W 50 - 2 50 -
240 =40 -
5]
£ 30 - £30 -
é 20 §_20 .
@ 10 - 10 -
0 - &mﬁm@@ ..... AN R — o
1 0.2 0.04 1 0.2 0.04
BsAb conc. (ug/ml) BsAb conc. (ug/ml)
70 - 70 ~ #61
50 - F60 -
w0 - 250 -
g 2
20 - 240 -
éo . :_ 30 -
= s
Q0 - 220 -
Mo - q 10 -
0 - . \\ N 0 - \{M‘m‘v 2 B \
1 0.2 0.04 1 0.2 0.04
BsAb conc. (ug/ml) BsAb conc. (ug/ml)
70 #76 70 -
60 - - 60 - #79
S50 . g
0 2
2 40 £40 -
£ 30 - £ 30 -
£ 5
g 20 - 9 20
“ 10 - €10 - : " L
0 - g gg& 8 0 - S "‘ﬁ““‘“‘-‘ et
1 0.2 0.04 1 0.2 0.04

BsAb conc. (ug/ml)

N

HEPG2 (A2+/AFP+)
SK-HEP1 (A2+/AFP-)
Hela (A68+/AFP+)
HEP3B (A2-/AFP-)

Raji (A2-/AFP-)
Jurkat (A2-/AFP-)
Daudi (A2-/AFP-)
K562 (A2-/AFP-)




WO 2016/161390 PCT/US2016/025755
11/27

FIG. 11

L BR
§w
i Noker

A VR

& spaosr

S CR2S-EC
& oRreTH
A CHE8AT

& Cllests

amino acids



PCT/US2016/025755

WO 2016/161390

12/27

FIG. 12

%\\\\\\&x\\\\\\\\\%\%\\\\\\\\\\\\\

§\\\\\\\\§\\\\\§\

i
\\\\\

%\\\\\\\\\&\\\\\\\\\\\\%\\\\

#R1

I

SK-HEP1 D SK-HEP1-MiniG

o~
o
-9
w
I

X

—
NN



WO 2016/161390 PCT/US2016/025755

13/27
FIG. 13
80 -
70 - .[ O Mock
o - § N CAR
§
50 - §
.
40 - §
30 - § §
\ \
20 - N
\ \
| \
104 \ \
\ \
g 7T 3 & ¢ N § 8 ¢ % § § : £ 3
T EE“ x f. S e) T
g
sk-
HepG2 M;';'e' CA%6 | THP-1 HZ';'I Hep1- |colo205| caski | McF7 | Aspc1 [ovears| incar | A498 | Hela :n?.:?(;
MiniG
liver skin | haem | haem | liver liver | colon | cervix | breast 3«22; ovary ;;ot; kidney | cervix | cervix
+ - - -1-1+-1-1-1-/-1-1-1-1+
+ |+ |+ |+ |+ |+ |+ ]+ +]-|+]|+]+]-]-




PCT/US2016/025755

14/27
FIG. 14A

WO 2016/161390

v
% P P
%
?wcu ”,”””””Wm” M\ w




PCT/US2016/025755

i 4

15127
FIG. 14B

WO 2016/161390

¢

~A8)
[AF

] :




WO 2016/161390
16/27

FIG. 15A
HepG2, i.v.
15004 -e- No treatment
~&- Mock
1000d © #61 CAR-T

500+ Do+se1
0-
0 5 10 15 20 25 30 35 40 45
Days post dose initiation
FIG. 15B
HepG2, i.t.
1500 -
*kk
D -
E & 1000- <
» 4 Dosing =
E2 500 v
H S
0- T R e e Y

-8- No treatment
Mock i.t.

ESN

.
-

#61 CAR-T, i.t.

o

30 40 50 60
Days post dose initiation

* Dunnet’s test, P<0.05
**% Dunnet’s test, P<0.001

70

PCT/US2016/025755



WO 2016/161390 PCT/US2016/025755

17127
FIG. 16A
HepG?2, i.p
c
K] 1000
2
|_|EJ —~ 100
c =
o w
° (7] 10
o4
c
o g 1 ——
o 0.1 -
c
©
5 0.01 n=6 mice/group
Vehicle Mock  #61 CAR-T #61CAR-T
10° 10’
FIG. 16B
Day 70
Vehicle
Mock

#61 CAR-T 10°

#61 CAR-T 10’



WO 2016/161390 PCT/US2016/025755
18/27

FIG. 17
0 SK-Hep1l-MiniG, i.v. ori.t.
sﬂ
400 4 & e ,
g 5 %»\ } ok 8 Mock i,
3 m \\‘SS\\\\
s & 3004 * A s ¥ #61CART v
>+ \
5 - B $61 CAR-T, it.
E N g .
3 Rt
;....
{3 Dunnetf's fest ™ p<0.0001

t i ¥ t 3 1 ) { ]

0 & 10 15 20 25 30 35 40 45 &
Days post dose initiation



WO 2016/161390 PCT/US2016/025755

1.
2.
3.
4.
5.
6.
7.
8.
9.
1

19/27

FIG. 18

ET1402 mlgG1 52, REDUCED.

ET1402 migG1 61, REDUCED.

ET1402 migG1 76, REDUCED.

ET1402 migG1 79, REDUCED.

ET1402 mlgG1 control antibody, REDUCED.
ET1402 mlgG1 52, NON-REDUCED, NO HEAT.
ET1402 mlgG1 61, NON-REDUCED, NO HEAT.
ET1402 migG1 76, NON-REDUCED, NO HEAT.
ET1402 migG1 79, NON-REDUCED, NO HEAT.

. ET1402 mlgG1 control antibody, NON-REDUCED,

NO HEAT.
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FIG. 20

Antibodies binding to AFP158/MHC
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FIG. 23

Blovare anti-unman CD3 (1:36), pH 6.2 Ag Ratrieval, Blocars Liniversal Detection, 20X
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