e Genomeditech (Shanghai) Co.,Ltd.
C(/: ﬂ)ﬁiiaﬂia Order: 021-68455258/50432826/50432825
<~ Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

7 i

H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low

Expression)

H TNFRSF9(4-1BB) Reporter Jurkat ZHfid & (fili&iL)

For research use only!

A PERIHMER], AR TR

RAS: V2.12.2

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

1/17



e Genomeditech (Shanghai) Co.,Ltd.
ﬂ)ﬁE*aﬁ;& Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

H %

- FERFEAAZ LY oo 3
- BD2E L B B ETE oo 3
=. FEIIIIR oo 4
IL'N R SO OO 5
1. YIRIES TR« A IR IRTIERS e, 5

2. TR BT HE ST e 5
Fis HHIIIETF o AEARS VRTF oo 6
GBI TE oot 6

GIIIAEAR oo 6

GHIIIIZE T <vv oo 6

75n FEFTTEE GBI oo 7
1. PFURIEBNFIEAE TR oo 7

1) TIBEZEIR oo 7

2)  AREFFEDIRGIN...ooovoeeeeeeeee et 8

3)  BEZE TR et 9

2. BCAA TSI TR AESZIR oo 10

1) TIREZBIR e 10

2)  ARAEFEDRRGIN ..o 11

3)  BEEZE TR e et 12

3. PN CrosSHNK BEAE S0 ..o 13

1) TIREIE IR e 13

2)  ARAFFEDRREIN . ...oovoeeee e 15

3)  BRUEZE R oo 15

SR T J IR oot 16
T R T ettt et e et et e ettt et et a et et et et et e et et e r et een e 17
FFFHVEATTIMEL s oo 17

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

2/ 17



Genomeditech (Shanghai) Co.,Ltd.

=lu
@; ﬂ)ﬁiiaﬂia Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

v EmEAEREAS
BEAER

e ] LR iy

GM-C09468 H _TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low 5E6 Cells/mL

Expression)

2H SRR 7Y

A e AT

e 77 b AR

GM-C09468  H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low S5SE6CellsmL 1%  -196°C

Expression)

—. B, sREEF

L I A™ ETUkigk, —196°C AN (UKARERA I D KII# A

2. FEfhe SR TR TEUCENP AL R R TONIRAIRE, —196°C AR (UKARER
BRI KB

3. K EhAR Assay, BIAE “HUEY) R Al B AR 2 AR kAT

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

3/17



- Genomeditech (Shanghai) Co.,Ltd.
@ Sm AT Order: 021-68455258/50432826/50432825
~ Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

=, R

4-1BB XK CD137 B¢ TNFRSF9, &l i TSk, J&T Mgt 1
ZAREF IR, 6T 4, BARHNKARA R i b iyF Rk, 4-1BB 5
4-1BB BCiR(4-1BBL)MIAHEAEF, B e kAl s se . fFinMAupume 7=k, HArshxt 4-
1BB WA 2 TR T SROE S E B i,  DLRH TIERYTT . 42 4-1BB I3
BRBUATEIRYT SO & e TR E N, $05) 4-1BB A1 G 2 i 25 i s e A
(YA 7 100 R S SR K T AR 1

£ H TNFRSF9(4-1BB) Reporter Jurkat (Low Expression)fi 15 & R 4l &, 3T
4-1BBL/4-1BB HJ# ] —Ff Luciferase 55N HR. ZMMARRERIE 4-1BB FFH K
Luciferase {755, A FT-#01H 4-1BB (¥ S0P ZIRTT PEHUIR K7 SNSOE R VEAN

H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low Expression) AJ it &% H_FCGR2B CHO-

K1 Cell Line (Genomeditech/GM-C16925) [, ¥ illHiiA S FeyRIIb SZARAZ LT, 532K

HMEAEH, XA Crosslink ARSI TN .

EERNRERSRRRNRHAE Yo' 11| (Gl ch AR R

Amilumab 4_/1 BBL

or

(g [N

gLy

o o’ 3,
7 3 N
75 o\ O

/7 » o N

""‘/u",l'z’;c L ) ‘1[“.‘5‘-}?{“1

Fig 1. [REUREE

T ERE (R BIRAF Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

4/ 17



e Genomeditech (Shanghai) Co.,Ltd.
G ﬂ)ﬁiﬂaﬂia Order: 021-68455258/50432826/50432825
<~ Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

v MIREE
1. 4iffsEsR. RF. RHEAES

AN Iy H IR RPMI 1640 +10% FBS +1% P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 pg/mL Puromycin
IR A7 B TR A FBS+10% DMSO
Assay Buffer: RPMI 1640 +1% FBS +1% P.S
2. BAIFEHHEE
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI-1640 medium 500 mL Biological Industries/01-100-1ACS

H FCGR2B(CD32B) CHO-K1 Cell S5E6 cells/mL Genomeditech/GM-C16925

Line

4-1BBL 100 pg Sino Biological/15693-HO01H
Anti-H 4-1BB hlgG2 / Genomeditech/GM-26840AB
Antibody(Utomilumab)
Urelumab (anti-TNFRSF9) 100 pg Aladdin/Ab170654
Human 4-1BB Ligand/TNFSF9 Trimer 100 pg Kactus/BBL-HM141
Protein
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit
EIRVE
Equipment Manufacturer/Catalogue No.
X ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. HURBEH AL SR

BAE DR TR ARAL, XS T AL, #E¥E H_TNFRSF9(4-1BB) Reporter Jurkat (Low
Expression)ZH il &4 1 x 105 cells/fL. AR5 #H Urelumab (anti-TNFRSF9) (LU R RN
Urelumab; 150kDa) fEAFHEIA. LA Urelumab 9%, Conc.01 #% N 30 pg/mL, 3 f&kf
JE 5B, Conc.01-Conc.09 %3 HIHEARZE B2-B10, B11 Jy 0 W EEXTIE . & FEIFLANA 100 uL PBS,
AR 13 FLZE K

FUARHEAT R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PB PBS PBS PBS PBS PBS
3.33 370.37 | 123.46 41.15 13.72 4.57
Urelumab PBS
pg/mL | pg/mL uﬂ/mL uO/mL ng/mL ng/mL nU/mL ng/mL nU/mL
PBS PB PB PBS PBS PB PBS PBS PB PBS PBS PBS

1) InkePER
a)  SEIOET 1-2h, BOYEE H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low
Expression), LA Assay Buffer &40, RrA0MEss /of o5, Rk =
2 x 106 cells/mL.
b) fEFTEEE 96 FLIRHE % 25V RE .
¢ FTARAES, AT,
d) BHERCE

Yy AT feli BER P 7 1%

Urelumab 10.63 mg/mL 1.063 mg/mL HU 2 puL fi##+18 uL Assay Buffer

e) M Assay Buffer, &FLIAFIIL TR, 41 B2 fLHIIA 90 uL [ Assay buffer, B3-
B11 A 60 uL i Assay buffer.

) WRHEX 5.38 pL AFIRE A ERRL  INEIEE — DR EERREAL T (1 B2) .
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BERR R BREERRESL, ARICNATFLIRIR 30 uL,  IIAIKAL PagiGETR
1 2 3 4 5 6 7 8 9 10 11

12

5.38 uL Urelumab 90 uL 60 puL 60 uL 60 puL 60 puL 60 uL 60 uL 60 uL 60 uL

g)  MEE—ABREEMREAL (an B2) FREL 30 pl WA, MIAEIEE ZANERER LA (o
B3) , 7R

h)  DLUREHE, EEE 9 AMBREREIL (B10) .

i) MR 96 5 FLIR, AR FLARAT Ja, I B8 a HE £ 27 () H_ TNFRSF9(4-1BB) Reporter
Jurkat (Low Expression)4Hfid 50 uL/FL.

) KPR h A IR R R LIN 50 pL.

k) @ BRRE:, T 37°C CO, HEFRFT T 6 he

D) AR R DR A I KR MR A Luciferase

2) e E RN
S AR B R R I

H _TNFRSF9(4-1BB) Reporter 0 pg/mL 30 pg/mL 4.57 ng/mL
Jurkat Cell Line (Low
Expression) 4455 12273 4830
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3) WirgR

H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low Expression)
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Fig 2. Response to Urelumab (anti-TNFRSF9). The H_ TNFRSF9(4-1BB) Reporter Jurak Cell Line (Low
Expression) (Cat. GM-C09468) at a concentration of 1E5 cells/well (96-well format) was stimulated with serial
dilutions of Urelumab (anti-TNFRSF9) (Aladdin/Ab170654) in assay buffer (RPMI 1640 + 1% FBS + 1% P.S) for
6 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).

The maximum induction fold was approximately [2.8]. Data are shown by drug mass concentration.
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2. PEtA¥EhiigiE st

BRI AL, X F ALK, #EFF H TNFRSF9(4-1BB) Reporter Jurkat (Low

Expression)4H i &A1 x 105 cells/fL. ARSEEAIAH 4-1BBL (47.9 kDa) {ENBHMEZ9.

Conc.01 Wy 300 nM, 8 f5#5EFFE:, Conc.01-Conc.09 7 MG 7E B2-B10, Bl11 0K

FERE . LN 100 L PBS, PAB 1EBFLEE % .

FUARHEAT R -
1 2 3 4 5 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
585.94 73.24 143.05 17.88
4-1BBL PBS PBS
pM pM ™M M
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) SEIGHET 1-2 h, &0 UYc£E H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low

Expression), UL Assay Buffer E240Md, falllgnfeid 71040, R4k E S 2

x 109 cells/mL.

b) EHTEHE 96 FL V M HER 25WFi B .

¢ TFRMRES, M7 (B .

d) BHEECE

2R

fi#il

01 W & 7 1%

4-1BBL

0.25 mg/mL(5.21 M)

/ HRAE AR

e) M Assay Buffer, &FUAFIL IR, 41 B2 fLH A 55.6 uL 1 Assay buffer, B3-

B11 LA 55 uL f¥] Assay buffer.

) WA R ARIRE BB B — B REAL T (in B2 A 7.24

uL 4-1BBL) , &%),
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BRI | BRRERREETL, RUCRTALIRIN 7.86 WL, IIAIKTL | x|

1 2 3 4 5 6 7 8 9 10 11

12

724 uL4-1BBL | A [ 55uL  S55uL  55uL 55uL 55pL SS5ul S5ul S5ul 554l
ne

g) ME—ABREEMEAL (1 B2) IR 7.86 uL ¥R, MBI —ANBEEERREAL T
(WB3) , FHES.
h)  DAEHE, B2 9 MEEMBL (B10) .
) #E# 96 FLIR, RSB ATR, AR a #E4LFH H_TNFRSF9(4-1BB) Reporter
Jurkat (Low Expression)Zffitl 50 uL.
) RETEMGEER h e U IBR EER R, 4L 50 pL.
k) @ BRI, T 37°C CO, B57fEhH57% 7 ho
) WRERRIN Luciferase.
2) e E RN
SRS HE ARSI 3 15

H_TNFRSF9(4-1BB) Reporter 0 nM 300 nM 17.88 fM
Jurkat Cell Line (Low
Expression)+4-1BBL 24404 264926 19758
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3) WirgR

H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low Expression)
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Fig 3. Response to Recombinant Human 4-1BB Ligand/TNFSF9 Protein. The H_ TNFRSF9(4-1BB) Reporter
Jurkat Cell Line (Low Expression) (Cat. GM-C09468) at a concentration of 1ES cells/well (96-well format) was
stimulated with serial dilutions of Recombinant Human 4-1BB Ligand/TNFSF9 Protein (ECD, hFc Tag) (Sino
Biological/15693-H01H) in assay buffer (RPMI 1640 + 1% FBS + 1% P.S) for 7 hours. The firefly luciferase
activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [10.8]. Data are shown by drug mass concentration.
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3. PiEEBh7 Crosslink 36 UF S2I6

XFFASELS, % H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low Expression) 4 i) &

N1 x 105 cells/fL, H_FCGR2B CHO-K1 Cell Line 1 CHO-K1 Cell Line 4l &%~ 1.5 x 10

cells/fL. Anti-H_4-1BB higG2 Antibody(Utomilumab) (L F{##5A Utomilumab; 150 kDa)

VERAS IR SZ6 (474K, Conc.01 9K A 100 pg/mL, 5 fE5FEEREE, Conc.01-Conc.09 737

HEAGTE B2-B10, B11 A4 0 W BEEXTRE . A EIFLINA 100 uL PBS, PARG1IEiBFLZE K .

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12

PBS PBS

H_FCGR2B CHO-

32 6.4
K1 Cell PBS PBS
pg/mL | pg/mL | pg/mL ng/mlL ng/mL ng/mL ng/mL  ng/mL
Line+Utomilumab
CHO-K1 Cell

PBS PBS

Line+Utomilumab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kPR

a) (ESCZIGHT 16-24h, ¥1#E4HM H FCGR2B CHO-K1 Cell Line Al CHO-K1 ME; 7 H

TPANEATR R, DB ERs IR B A, RIS AR . O,

DB EER FRIL AN IR EE N 1 < 10° cells/mL.

PLHEFS I 100 L 2 /4L 2 1]

FL (FCGR2B CHO: B2-B10; CHO: C2-C10) . JAFIMIFLIN 100 uL PBS. # EHX

i, TR EER.

b) SEIGHT 1-2 h, MAIET ¥ H TNFRSF9(4-1BB) Reporter Jurkat Cell Line

(Low Expression)Z fi & 50 mL 2008

B, HEEZE 2 x 10° cells/mL.

W, TR FE S 7). DL Assay Buffer B

d)

FEFHTCR 96 FL V EARAE % 25 HHi R o
TR, EH—1T (B AT, BEE AL 6 MY .
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o) BHERH
ESEYEZY S it BER = aRr
Utomilumab 3.07 mg/mL / BT R

f) A AssayBuffer, #&fLAFM TR, @1 B2 fLAH I 64.3 uL ] Assay buffer, B3-

B11 A 55 uL 1] Assay buffer.

g) WA FEAFRAORF RS S BB IS — B EERRESL (I B2)

BRI FEEERREAL, AR M RTFLIR AN 13.8 uL, HIIAIRAL X HEFL
1 2 3 4 5 6 7 8 9 10 11 12
T T T
4.5 uL
55 uL 55 uL 55 uL 55 uL 55 uL

Utomilumab

4.5 uL
Utomilumab

hy  ME—ABEERBEIL (1 B2) FFILEL 13.8 uL Wik, B AN R R L
(WnB3) , FHES.

i) DLMEHE, BEEE O MEEMEIL (W B10) .

J) KPR a AR, AL 90 uL B IR

k) A b #EA L H TNFRSF9(4-1BB) Reporter Jurkat (Low Expression)Zilffl 50
uL, 1x 105 cells/fL.

D) KPR R I BUARE BER BRI AL 50 pL.

m) % BRIIRE, T 37°C CO, B57RfhH59% 6 ho

n) A A A AT S SRS Luciferases

HiAEYRE, (B ARAH Genomeditech (Shanghai) Co.,Ltd
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2) REZEFKN
S 4 SRR 011

H_TNFRSF9(4-1BB) Reporter Jurkat Cell 0 pg/mL 100 pg/mL 256 pg/mL
Line (Low Expression)+Utomilumab+CHO
FCGR2B 7915 1620511 8384
H_TNFRSF9(4-1BB) Reporter Jurkat Cell 0 pg/mL 100 pg/mL | 256 pg/mL
Line (Low Expression)+Utomilumab+CHO 10829 18061 11356
3) WiE4R
H_TNFRSF%(4-1BB) Reporter Jurkat Cell Line (Low Expression)
2x10%+
= EC50
§1.5x106- -~ H_FCGR2B CHO-K 1+Utomilumab 0.5758
e -4~ CHO-K1+Utomilumab
5 1x10%4
£
E 5x10°4
=
—
0 - e e -A' 'y A 4-'- 1
-4 2 0 2 4

Logig[Sample] (ug/mL)

Fig 4. Response to Anti-H_4-1BB hlgG2 Antibody(Utomilumab). H FCGR2B CHO-K1 Cell Line (Cat. GM-
C21996) and CHO-K1 Cell Line were seeded at a density of 1.5E4 cells/well in a 96-well plate and incubated
overnight. The next day, serial dilutions of the Anti-H_4-1BB hlgG2 Antibody(Utomilumab) (Cat. GM-26840AB)
were incubated with 1ES cells/well of the H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low Expression) (Cat.
GM-C09468) in a 96-well plate, and then added to the pre-seeded cells. The mixture was incubated for an
additional 6 hours. Firefly luciferase activity is then measured using the Luciferase Reporter Assay Kit
(Genomeditech). The results indicated maximum blocking folds of approximately [193.3]. Data are shown by drug

mass concentration.
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s 1 AL

D ic Mean : R675-H

M| Jurkat anti- TNFRSF3+APC-2nd Ab 924

H_TNFRSF9(4-1BB) Reporter Jurkat H_IgG+APC-2nd Ab 632

L] H_TNFRSFBi4-1BB) Reporter Jurkal{Low Expression) anlti-TNFRSFS+APC-2nd Ab 5999

H_TNFRSF9(4-1BB) Reporter Jurkat anti-TNFRSF8+APC-2nd Ab 20177

T L ™ LA | R |
1 5
10 10 10 10 10 10
R675-H :: APCH

Fig 5. H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Low Expression) (Cat. GM-C41657) and H TNFRSF9(4-
1BB) Reporter Jurkat Cell Line (Cat. GM-C45175) was determined by flow cytometry using Urelumab (anti-
TNFRSF9) (Aladdin/Ab170654).
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FE R

4-1BB
H_TNFRSF9(4-1BB) Reporter 293 Cell line Cynomolgus TNFRSF9(4-1BB) CHO-K1 Cell Line
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