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1. g

kM T W RE AT e —MEENEERTRE, ZATEIERABERE T @RMPSINRERE, EELEFMBEY
S, Mffﬁ#&%?ﬂ‘]iﬂ%ﬂ%nﬁﬁﬂmgm on Tk T ARRGREAT TSN TARZEMERN T 4 (TCR-T) 4}
FWRATEZM T 4050 (CAR-T) a7 AT R, CAR-T frix4s SR XRiL CAR HIE T 48ff1, CAR m'—ﬁﬁﬁkﬁﬁgmé
BT HRESIBEAR, ZMEEMEnEEEERYE, SXEEBFES T HRIEL, CAR-T ITEx MK R 5 EME
BRI RIS E B ENESE, FH B CAR-T ~REMERFIERK (1)o

TCR-T fFEMERRRM AN (BF ) B T HRREEFHHEER TCR, TCR E&# L2 7] A HEXHMEAKF
MREMEARRE, FE TCRAMBIEEZALARIEESHE (MHC) R RALFAEEARR, X{ER TCR XY
HiERFHES ( MEHEX ) SURREERREIIRIEZ R,

TCREAYH TCR a F B #EHYMESHF (W CD3) E, M T HIEERIEZ—F a EM—5Kp 4, EEAMR
ZEHF TCRERFENGAMEREEH, SMEM TCR o #1 B #ASINSHESR TCR EEWHERK ( Hli0k 8 WiRE
TCREy o fE. KEIMNEETCREIBHE; 2) . MEMRME, BEH af TCRITEN THREFFRERZTH TCR, 5,
RREMEFSMNRE TCR S#EMEX SE “HiE” SMNEME TCR BXMRIETE, HEEXNERTENIRA (3,4)0

CD4 #1 CD8 5 MHC EHWIFE B MXBLE SR T MBI =4, EE(TMETKFEMA TCR K TCR X{RKF
NERMHESESERREE, CO4BEEHBEMATETHR ERE, E6FETERRESEMME (APC) £
BISE 11 £ MHC (MHCIl), #tbZ T, CD8 BEEMMEF L T M LK%, HEMEEHMEMIARIENE | EMHC EE,
MHCI BEREMpE (mEERER ) fiR, T MHCIREAMA (MBS (WE) SiHS ) iR,

ETHRNRRTESEENYE T HITE, RTHRERREAF RS SHBAR ENESESHEER TCREW T
4, ¥ERTCRWARMARATEHRITHREEED RN, BRERNAZEEZRN TCR-MHC/ IREYE & FMEEN,
XA—ERMA TCR ATBRME T HMBIEEN (5-7)0 HEAZTEZRBTRERAANEL T BIMFITIEEL SHQM, 514048 A
I HEF SN EMARC Y S TG E R E . B TR T AR IR E%—‘Eﬁ%iﬂﬁ%iﬂ%é#ﬁﬂ%ﬁﬂﬂiﬁ%ﬂ,
XERNTEREREANAZEE, FERK T HBEANREERZNAT TCR LRRIBERNLE
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T Cell Activation Bioassay (TCRap-KO). Propagation Model®" ( B & S GA1162, GA1172, GA1182) & —
ETEYEABEERARMLNKAE, ERTAEERUXFNENFHRE, EFTHFRNEERE TCR MEAKHE
THEEIRL S, FEARZTHIEY TCR RIZHMRS (B15#2) , MR FERER TRREMER Jurkat T AR A
X, HEARIEME TCR o B 4% BB FN B FE 52 [ X EE F 51 (clustered regularly interspaced short palindromic
repeats, CRISPR)-Cas9 &%, XLpafE AT RiL TCR @B EIE B FIRFIMNEXREZEHIREER,

TCRaB-KO 4RI A AT 18 4M A& RY (cell propagation model, CPM) 6=, Eh &AM EEAS RAM, FH
AIEEMKEBER, Mz FIEEESIAMEERKXRME ( BRS GA1210. GA1220. GA1230) , HEFEHE
Ait%IiE I CPM EME PIRHEMNE XER TCRaB-KO #ifE, FK /AR FIEMEM TCR Transfection Positive Control
Kit, Eda1E4% Positive Control TCR HIit#i. iR Positive Control Peptide FRf# & B APC,

% TCR o #1 B $#%5| \ TCRaB-KO HarIEMMEREHIMAEERE TCRHKIE (B 2) , BEiERIEKT MHC FRikH
APC #iERIZEERE TCR A TCRaB-KO 4HAE, AIFEENA TCRMABEZBHFNEN LN (B 2), CD8+ 1
CD4+TCRaB-KO ZHRaEER 4 #1 MHCI- 1 MHCII- FRHIRK /TCRs (B 3) o Itk4h, CD4+/CD8+ M PBHE TCRaB-KO
AR 1T ERE TCR iFi, MASETF CD4 = CD8 &k #iE (B 3) o "I{EF Bio-Glo-NL™ Luciferase Assay
System FAFRAESETT ( 10 GloMax® Discover System ) Xt & & RESHTELRN (HHXFRESLEICT ),

T Cell Activation Bioassay (TCRaB-KO) AT+ TCR-T BN ML, TCR EZMAMRERILKFERET T A
RREFRERK/A (6,7), TCR#EFFISFMM TCR MEEMRERIE 8), At XBRREXLRKIE TCR MR RIX
KFE, AIER TCRaB-KO A ITIL B AR TCR MR EFRILKFH TCR RIEHAR (B 4) o ZEWERNIKF
SR FHERE TCR #HITINEERN, MREHEF. HREMZESMERN (B 5) o IMTTE TCR k& T2 e
il TCR %f CD4 =% CD8 & XM TME (B 6) o

Bx TCR-T A& Z 5, TCRaB-KO HREEF S EEMRMNIFEMRENFEE AER, EAIE A TCRaB-KO 4 A F
ERZEEE TCRHEBERSHRER, KA TESHNERTENME, ERREEFN ST, BT ERIHAE
RENEER TCR RIAMEMM, XLMPKIEFXHE (0 CMV, HPV, RE%E ) S ( 10 Melan-A (MART-
1) MEEEH RN TCRaB-KO #fl, HXIMBATH TCR RIZMMEAMEFHMEEAFALZNESELR, EIHIE www.
promega.com/support/,
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A. Antigen Presenting Cell

Peptide/MHC

CD4 or CD8

-“‘?

Coculture with APC/peptide

—_—
(LI NL Luciferase [ZCILIEY NL Luciferase
TCRap-KO Cell ¢
‘
Antigen Presenting Cell
B.
TCRa TCRB Peptide/MHC
CD4 or CD8 CcD3 ’ ’
Transfection/Transduction Coculture with APC/peptide
of TCR
_— _—
[T NL Luciferase [T NL Luciferase ALY NL Luciferase
TCRap-KO Cell ¢ l
N ,
.y "
0 = Glo -
- -
y N

1.T ZAREE L Wi MK 7 R (TCRoB-KO) M BAE A. ERFIEHEERE TCR HIFERL T, TCRaB-KO AT 2#AK
= MHC #7E, MMSEBRAsHL. B B. B S3RIE TCR K TCRop-KO M APC FREIRMRHIE,
MMES TCR BEHZHEAES.
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A. B.
Endogenous TCR
8 x 104 |
® Parenta
2 —_
G &=, == S & TCRap-KO (CD4+)
. x 6x104
=
2t
Introduction of S0
transgenlc TCR o9 4x10¢
oo
[
§ 2 x10*
|

2.TCRaB-KO Cells 537 Jurkat 218 ( # B RNiEM TCR) MM ELE A 1842 F TCR 3| N FE A& Jurkat 8B F1
TCRaB-KO AR REE . F4EEE TCR 3| ANFEXK Jurkat S SHBAMNIFE MM EE TCRoB #EREEME TCR
H#RRIL. BTEZRIEM TCR, TCRaB-KO A A ERE TCR RIZF SE £ — MM TCRap ELxf. E B.
A LR AR T EEAR N R 2. 48 TCR £ 3M0 = 7K Jurkat ZBA (AR CD4+) . TCRaB-KO (CD4+) #Bf. HLA-
DR-positive 40 F03K B 16 B (9 BB RA L E1E 5. HARIE 7 6 /BT FS, SN Bio-Glo-NL™ Reagent 1% A GloMax®
Discover System & {5 S#{TEEHM. £/ GraphPad Prism® SIS HIRINA AN S HiZE#Z. ECy, EHH
79 2.5 ug/mL #1 9.1 yg/mL, TCRaB-KO (CD4+) 4REEFIZFEZA Jurkat ZAARAYIE SIS 254 22 #0 8,

Log, [cognate peptide] (g/ml)
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TCRaB-KO (CD8+) Cells TCRap-KO (CD4+) Cells TCRaB-KO (CD4+, CD8+) Cells

10° :: 108 108

10¢ - 10¢
< < <
8 8 8

108 108

10? 10?

102 108 104 108 102 108 104 108 102 108 104 10°
CD8 CD8 CD8

3.CD4 #1 CD8 # TCRap-KO (CD8+). TCRaB-KO (CD4+) 1 TCRap-KO (CD4+, CD8+) 4l B |k i & ik, 15
TCRaB-KO RIS CD8 (x 4, TfEHiiA SK1) 1 CD4 (y i, TEHIIK OKT4) & BEIIAR L LRHHTIRIE,
F 7 BD LSRFortessa™ X-20 ;R AL #1774, £ FlowJo™ BEHITHIEBD . HEIER T EMEITE A
POLERYS

Isotype control

Empty plasmid

TCR1

TCR 4

TCRS

102 108 10 108
TCR

4. TCRaB-KO #AffIf TCR XiX TCRaB-KO (CD8+) A A = Rk 4mbs A/ Fh3L TCR M R sk fTHERT 855, 48
/IBFfS, 7£ BD LSRFortessa™ X-20 iz 4BAE{ L@ RN 4mAa{ (31 TCR ZFEHiA IP26) 404f TCR REFIL. F
A FlowJo™ &I T8R4 .
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2.0x10° ’ 5x10*
® Parent peptide _ ® MART-1Leu26-35
3 m Derivative 1 S 4x10¢ . ®MART-1265
z & 15x70° 7 4 Derivative 2 : & A MART-1%7-35
] ¥ Derivative 3 Z8 4
o5 - 55
T § 10x10s | * Derivative 4 ]
' BSA o0
i:% g '5 £ 2 x 104
S . g
3 05x10 3
0 0 A—A—A—A—f"r}‘
-10 -8 -6 -4 -2 -1 -10 -9 -8 -7 -6 -5
Log,[peptide] (g/ml) Log,, [MART-1] (g/ml)

5.TCRaB-KO HM A # TR hHER R L7, B A. 1§ TCRaB-KO (CD4+) 4R HA1.7 (HAY 452 14)
TCR ERRTEE4. 48 /A1, GRS HLA-DR FRM I EIE S, FEE HAY®® (BHARK) SBESEBRER
BIGTHERR, WEFR. EEEESE 6 /NBTFE, SN Bio-Glo-NL™ Reagent 3%l GloMax® Discover System 3t & (=5
HITEERM. A GraphPad Prism® JEFEHBINE ANSHIBIEMZ%. HAYY (TEYMASHEHK, XLESHE
& HA1.7TCRIEBYW (1TE 4) MO (GTEY 1) BUEGETR . B B. 1% TCRap-KO (CD8+) 4 DMF5 (MART-1
R4 TCREFRSEE. MERR, 48 /MBIEHEERAMNMEMS HLA-A2 BRM 4IRS FRHA Melan-A (MART-1) Rk
BTEE. MART-1% EHXRFFINE 2 LB RER. MALEST 6 \B/E, AA Bio-Glo-NL™ Reagent H 1
F GloMax® Discover System ¥} & 1= Si#ITEEHN . #£H GraphPad Prism® S-S #RINE IS B gL .
MART-1"?% 1 MART-1***° 8§ EC,, 1&4> %5 16 ng/mL %1 130 ng/mL.
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A. 5x 10 B 5x 10
® TCRap-KO (CD4+) e TCRap-KO (CD4+)
2, 4x10¢ | m TCRap-KO (CD8+) 2, 4x10¢ - m TCRaB-KO (CD8+)
Z8 sxi0 Z8 3x0
o5 (-
O 9 o O
o8 20 og 2x0
om .= om .=
5 1x10° § 1x10¢
0 0
12 -1 -1 -9 -8 -7 -6 -1 -0 -9 -8 -7 -6
Log, [MART-1teu26-3%] (g/ml) Log, [MART-126-%5] (g/ml)
C. 1x104
e TCRap-KO (CD4+)
S 8x10° | m TCRap-KO (CD8+)
: &
Z8 6x10°
(-3
o o
&9 4x10°
@S
% 2x10°
0

Log,, [MART-127-3¢] (g/ml)
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6. DMF4 TCR #& TCRaB-KO #iffrh R CD8 {&kifitk, 4% TCRap-KO (CD4+) ZHfA1 TCRap-KO (CD8+) 4hf
F3 CDB8 fk#itf TCR DMF4 (MART-1 45514) BRAT4E4. 48 RIS RMNMAMS HLA-A2 PR EEFEEFHA
=378 Melan-A (MART-1) BRiI#ITEE : MART-1°%% (& A) . MART-1** (& B) # MART-1""* (& C) .

MART-1"2% f E RRFHINE 2 LS BS /. MAEF 6 Ff/E, S Bio-Glo-NL™ Reagent 3¢ F GloMax®

Al W —|

Discover System ¥t % 1551
RO 72 7EHE38 T DMF4 TCR 5% TCRaB-KO ZMARAOSURI .

HEER (ILR) EMHEAFRAR ik EEHRERKIL=IRERRE 36 SIRIKES Hui B EE 907-909
Promega (Beijing) Biotech Co., Ltd  FEiF: 010-58256268 WI3k: www.promega.com

ORSHEEIE: 400 810 8133( FHIEHT )
FARHEHRFE: chinatechserv@promega.com
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2. FmAsMEFEEN
e Mig ARS
T Cell Activation Bioassay (TCRaf-KO, CD8+), Propagation Model 18 GA1162
MSRTEZFZH. GF:
+ 2 i TCRaB-KO (CD8+) (CPM), 1.0 X 10" /N4Aff1 /mL (E#K 1.0mL)
i Mg BRS
T Cell Activation Bioassay (TCRaf-KO, CD4+), Propagation Model 18 GA1172
TERATEZFICH. B1F:
« 2 #i TCRap-KO (CD4+)(CPM), 1.0 X 10" 4N4HAR /mL (&R 1.0mL)
i g BFS
T Cell Activation Bioassay (TCRaf-KO, CD4+, CD8+), Propagation Model 18 GA1182
TERTEFCH. B81F:
+ 2 #i TCRaB-KO (CD4+ CD8+) (CPM), 1.0 X 10" MN4AAfE /mL (&S#K 1.0mL)
P Mig ARS
T Cell Activation Bioassay (TCRaf3-KO, CD8+), Cell Bank 18 GA1220
MSRTEZFZH. GF:
« 50 i TCRaB-KO (CD8+), 1.0 X 10" MN4HAE /mL (i 1.0mL)
P i BFS
T Cell Activation Bioassay (TCRap-KO, CD4+), Cell Bank 18 GA1210
TERATEFCH. B1F:
+ 50 #i TCRap-KO (CD4+), 1.0 X 10" N4BE /mL (E#k 1.0mL)
i Mg BFS
T Cell Activation Bioassay (TCRaf-KO, CD4+, CD8+), Cell Bank 18 GA1230

T EBRTEZZH. 8E:
« 50 #f TCRaB-KO (CD4+ CD8+), 1.0 X 10" /N4HAR /mL (& 1.0mL)

VA EAEEEE (CPM) B, —M4BARI7ER TN Z BIRRRH B S @R MM, MM REUE
BREM.
BESM: FEE, MEBERFAEEEBELST -140CHRERET CARERSHRR) H#ITKHRRE. 76
BMEFRFERRTRATRE. TERERFFEETE -80CERHTRE, BAXSIRBEERMAMIMEREER
AL

7
=
12

LR (ILR) EMHERFRAT ik EFEHREXIEZIRERE 36 SIAKE S Hu0 B FE 907909  HAZFFAIE: 400 810 8133( FHIHKIT)
Promega (Beijing) Biotech Co., Ltd ~ EEiF: 010-58256268 W3k : www.promega.com FARZHEHBFE: chinatechserv@promega.com

CTM653
2021 #I1E



O

Promega

3. FFURSCIRED
fERR, EF APk TE R M 7 52 DA(E AR 7= i 4H A A M AR

NEBHERFFENS T LR T~®iRE, RS THELNERSMS. HESATRAT AR THEE~mrIH,
Blan sy e+ .

@iﬂ BA: T Cell Activation Bioassay (TCRaB-KO) i & F Bio-Glo-NL™ Luciferase Assay System ( B & 5 J3081.
J3082, J3083) #{THM. #E201F M Bio-Glo™ Luciferase Assay System.

T Cell Activation Bioassay (TCRaB-KO), Propagation Model 7] 5 f P24t TCR #E A E{FE M. TCR AILUET
SRS, tiRAAPIRM T8 Lonza Nucleofection i#1TRRALE RIS %, FERNCERINMER T AME
ABRFENBFILERE. RNTEWAX LM RHEITRERIEE.

T4\ B ] B MR TCR Transfection Positive Control Kit, TJi@iZf Promega Elite Access FRAME, (BFEEZE
BEiFH AR eliteaccess@promega.com) iZik 7| &8 3E— 1 Positive Control TCR Plasmid. —4 Positive Control
Peptide FfRZZRBIAE APC. FATEIWNAERJLAN 45X i THEA A B, DR ZENRTENER. F/H
XL BB R RTESE 9.A TR,

MAEMR. BEMETEETERRBE 4 PMRART. @EEMMEEZECEIMLUBRTBENABEK, &
LR E B RAR B I R AT R BRIX A I S H B LU E ABA B ARSI — . SREMEFMSEEIONTRETER
. AT ES MR RTE.

25 THME 6 HHHEFNMREHZE. FSATEFENE R &RRK S ZFE R TCR Transfection Positive Control Kit i
MK, BAREEEHITE DA TCR MEBFELNESHE, HEILMREENSHAMLEE S HIENE M.

T Cell Activation Bioassay (TCRaB-KO) AIF=AE 4 ¥4 K{ES AFER B L NESMFALRIEEIL .. tkhCHBE+HE
B MR I & & FitE e % 3E R GloMax® Discover System 4 GEESME 9.C T, HEER) . SFLIZHW
BEREN 0.5 #. HEMKMAFIEGATSEXZHETLARMNIGRS, EEMNELXEM (RLV) EBSMESHUERN
RYEMEEMTN. WREMAEIEAIAIEEN, BRNBWEASEERE. TRIENFERME AL MER
HHRHKN, BRI TCR #EAEMETE.

0N °
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3.A. APRRENHE
(A RFRRAVERIFES IE 9.B 15)

w7

s HAPERK TCR FikFhskiE S HRL

« RAPEXHIMIRER /K1 APC

- BE L- AREERM HEPES A9 RPMI 1640 Medium (31 GIBCO™ H3ES 22400 105)
. B4 (20 VWR BFS 89510-194 5 HyClone B2 SH30071.03)

«  BAEZ B (AN Invitrogen™ BHFES 10687010)

- RJEZES (W GIBCO™ HES A1113903) F-TF CD8+ #1 CD4+, CD8+ A&
«  AlEERY (20 GIBCO™ HFES 11360070)

- MEM IEFEREDE, 100X (21 GIBCO™ BRES 11140050)

- DMSO (n Sigma B&2S D2650)

«  BMIEAR (40 Sigma, BFEE T8154)

s Bio-Glo-NL™ Luciferase Assay System (B335 J3081. J3082. J3083)

- DPBS (1 GIBCO™, H3ES 14190250)

« T[i%: TCR Transfection Positive Control Kit ( L-FH#B{}: eliteaccess@promega.com )

MR
- #hE®. FJK 96 FLAMIR (40 Corning® B3RS 3917)

« BATHIEMERBERRNITEIER V 285 96 FLIR, (40 Costar® BRS 3896) =i#ERAEE (W Dilux® BES
D-1003)

« BiRHR (REBEM 12 1 81E; ARGEREYR, FIREFEERFHIEHHEIRR)
« 15mL 71 50mL EHEH#ERE

< FZEMEEHE (20 Corning® HES 4870)

« 37°C, 5% CO, igtE 48

. 37°CKi#

« REMEEENBEL NANIHEER S FLRIEENE & S48 (30 GloMax® Discover System, H#S GM3000
DESVEN:Y

« Ti%: Nucleofector™ 2b Device (Lonza H#S AAB-1001)

N Py
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4. ##& TCRap-KO 4HfE
HITHREIRER, SFEERMARIFIEE (PPE) MEYRBEMMEIIEDLIE, FHERENSEEERS.

WEA: MMRERRR. BFEFGETEIREEERT TCRaB-KO (CD4+) 4HF, TCRaB-KO (CD8+) 4HFIR TCRaB-KO (CD4+,
CD8+) iffl, BXREFHIEFENFIZIESNE 90.B T, EMRFAARER.

4.A. ARARRE TR b 4R ARIE 35

1. ZEFAE 37°CHY 22.5 mL RPMI 1640 EFEF A 2.5 mL FBS, LUHI&E 25 mL RIAMANEFE. Z/RIAAELEE
FRER A TR R B RTEE SR40A0.

2. omL EMARBMEFREEBELEN 50 mL #EED.

3. M -140°C THIf#FFRRFENE —H#I TCRaB-KO 4AE, AR 37°C KRRz GEZRE) W%, EERY
fRxE (BER 2-3 2 .

4. BERAMRENMER (91 mL) BBES 9 mL ARIBMAAEFREN 50 mL #EE

5. F90 X g IEHTEL 10 78,

6. MOFAERELE, HBEREREET 15 mL AN RERMEFES,

7. BEREEREBE T75 BAEFIRT, FIGERMKFMELE 37C. 5% CO, MMigiEsrfEH.
8. HERNRMMATIEF AL 48 AT,

0N °
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4.B. MR SHE

T ME R MR TG M4 R AEIE, BEASARNEZNEREKIEFRE, HAEZEDTIETENMEAE
B8R, MREKRERERER 7-10 RIBE TR, WITHMENEE > 90%, FHMAER/HIEERY 22-30 if. R
MR RERE. R\BLNNDEZE, MRZEA— - = - BAMNRERETER, @RFTLURFEINGEKIE 25
RIERE 54 R LHRRIEIE.

MppiE AT RISR MERIEMEE
2 X 4.0 x 10° cells/ml
3X 2.5 x 10° cells/ml

1. FEHERERYEXBE S EREQNMAENFEE.

2. MRUBAEXRER WMEA—ZRA=A=ZZFHI) , FMABZEHR 4 X 10° 4 /mL, MRE=ZXER WARE
B—) , MEMEBmZEER 2.5 X 10° 4 /mL. HRERHEFREEFEPIKFNE. B7EMI0EE N8
2 X 10° 4 /mLo

3. BIEEEE AR KIS AR ME RIRE USSR P R R RSO AR B R AR B AT, RRMRERES
FRSEAEFMRERNLE R, PUbSkRYERMEIET (T T75 ALRIEFFR 25 mL FFR8 B4 T150 4H
LEEFRIA 50 mL 430 .

4. PBEFIEETF 37 °C, 5% CO, HIMEiEFHET .

4.C. MMLHEEF
1. WRREHFESEX, HIEMENMRSFRIERE, ETKERE.
2. RABRBRERAEE, MEHANMARER.

3. MRt HERA T A IELE. RIBAENMISEZE 5 X 10°-2 X 10" 4 /mL i+ ERENMAL RIZFH
EARFR,

4. FMEEREBE 50 ML TEH#HEEREARTHEOE SR, FLL130 X g 4° C i 10 - 15 7.

5 BRFXEFELE, FETERDARTE.

6. JLHISHATUEEBRAKSNMMS RIESF RS, FREMIZEER S5 X 10°-2 X 10" N /mL. BHEEEREFH
B —ANEPRHSEEAFEP.

7. EAMEERETIEMNKE (Eik) =7 -80°C 7kFEhAY Mr. Frosty® 8 Styrofoam® Z2/4 kAT R . 150 FEH-R
£ -140°C ERKBE FITIKHAEZ .
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5. TCR FRHi¥s RIR1EiR A

1Z3REVRER$EIR T ¥ Lonza Nucleofector™ Platform #1T4w%5 TCR o #0 B &R BRAGE R R B, LARIEM (FoBk)
BRNEBRE. ZRERBRAEERT K, SFETRNGERR NS5 E— Bk G RALR 2R R,

TCR Transfection Positive Control Kit BIBTRIR{FIZRIERIZRI =G, HEHRIEIHAFMNG RBBEMAOTEEN,
BEEMIL.

5A. BIEMMEHIEFE, RFILEHRT TCR B

1. HREFIEFE: EELYX, H& 20mL AEEFHIEFRE (90% RPMI 1640/10% FBS) . [EFA T25 1E55#1+
DREETE 8mL EFAEFRE, HIHXEEFIMAN 37°C. 5% CO, HIEFHEF . BRISWARE FIEFEMRE

37°C&H.
2. HBFIEWPRE. EELYX, RIEHIEFNEINEIE Nucleofector™ Buffer V. EEIR/KAPHAERE S HIEHIA
A=R.

3. TCR R#%i: 7EFEEYHX, N -20CHEEFEEPELE TCR BRAIFHEK E#EF.

5.B. f£H Nucleofector™ 2b Device ##t TCRap-KO 4HAa

FE4EFF TCRaB-KO Cells £KHIEHE, BEEFNMAMEMERRER. MEFERSEEMEENTEHCSFWMARE
WIERRMANMERE . (VEAEEEL IR FERZEBMF NIRRT 90% HIAARIZE TSI .

@ WA BELEEREREPERTERANITUTSR.

1. TERHTRRATFA R MBEEITIRN, BIESANE 4.B THFmA.
B A IERE T TCRAB-KO Cells Hit EMMZEFIE S
1% 1.2 X 10" TCRaB-KO Cells ## | 15mL $EREH.
EMRERETEL 130 X g & 10 SHsRIUEMM, FEEFEFFIUEERE 10 mL DPBS AT
HEIREEE T 130 X g Bl 10 9 #h3TUE MR, 5 DPBS FHI$ e E &7 200uL Nucleofector™ Buffer V /1,
EEANTEMEEOERSBAMN 100pL 405,

7. %% 10uL (20pg) Positive Control TCR Plasmid ;R INE|Hp—iRE S . B ETBRFR MBS RIEEXTRA L
AR S1SEIBRL.

8. FYMAEEEFERIFNAY 2 mm LB A,
9. {#EMA2R C-016 %f Nucleofector™ 2b Device it & M TR EEFLAE S

10. EEANLERIMFMA 0.5mL BAMNAMEFIEARE. FRLERRE, BRIEEEaMNEMNEYEBEESE
8mlL M E TR ERY T25 BT,

1. 1§ T25 B5FHMME T 37°C. 5% CO, HINIEIEFFE+ 48 /BT,

© o & v N

0N °
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6. T Cell Activation Bioassay

ZAMIRFI SR EE FRIEN B TR EIRAAF APC BUERIEHIEE 20 TCR Biiidz £ TCRaB-KO #5374,
T~ FEF ISk H TCR Transfection Positive Control Kit #§ MHCII APC Cells 1 Positive Control Peptide 1EJ3iZ#&N
FER APC Fin/ERK. HAILUERETE APC fEB R/ AR, BEEM k.

6.A. HIEHEME DK, MIEF Bio-Glo-NL™ Reagent

1. HWNEdR: ERNEX, FHEEEMRNEHK (99% RPMI 1640/1% FBS) . FRBIRMREAHMKE
37°C.

2. B FERENENREAFHERER, SISRERNEEHRR (diul, 2XERE) .
#BA: 1% Positive Control Peptide ZE =R Tfi#%. #id4¥ 1uL Positive Control Peptide fi##&i%& (2 mg/mL) FRANZE]
999uL #MEE KT, HI% 1 mL 2ug/mL REFHERER (dilu1, 2X REKRE) .

3. Bio-Glo-NL™ Reagent: {E}4%%, 10 mL Bio-Glo-NL™ Reagent AJi#/E 947 96 FLRAY 120 NLEAEWE. 14
Bio-Glo-NL™ Luciferase Assay Substrate f#7F T -20°C. 7£ 6 /NETRIRNIFESZIES, H=R (FlBT 25C) T
fi# 7% Bio-Glo-NL™ Luciferase Assay Buffer. iS5 FRTHIZHEEAY Bio-Glo-NL™ Reagent.

@ #BA: T Cell Activation Bioassay (TCRaB-KO) {X5 Bio-Glo-NL™ Luciferase Assay System (HZS J3081. J3082.
J3083) 3 &=. iEZ{EH Bio-Glo™ Luciferase Assay System.
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Add MHCII APC Cells
to 96-well plate.

Incubate at 37°C
for 20-24 hours.

Add peptide and
TCR-expressing
TCRap-KO Cells.

Incubate at 37°C
for 6 hours.

Add Bio-Glo-NL™ Reagent.

Incubate at
room temperature
for 5-10 minutes.

Read on plate-reading
luminometer.

7.T Cell Activation Bioassay (TCRaB-KO) i#{Ex 2 R=E,
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6.B. FLIRFmFEiit

ST LT BRRIERTRE, BFERE 8 dRHIFLIRTRIERIES . ZRIERIENL T Positive Control Peptide AJE
HFE7 (n=3) %, UEMEREESH Positive Control TCR-transfected T Cell Activation Bioassay (TCRaB-KO) 4
FEf+ =2 R R Ehsk .

HEMHILRE Bt
1 2 3 4 5 6 7 8 9 10 11 12
A B B B B B B B B B B B B &M ZE i (B)
B B T %Rk | dilu9 | dilu8 | dilu7 | dilué | dilu5 | dilu4 | dilud | dilu2 | dilu1 B TR
© B %Rk | dilu9 | dilu8 | dilu7 | dilu6 | dilu5 | dilu4 | dilud | dilu2 | dilu1 B TCR &3
D B F%Rk | dilu9 | dilug | dilu7 | dilué | dilu5 | dilu4 | dilud | dilu2 | dilu1 B TR 3
E B T %Rk | dilu9 | dilu8 | dilu7 | dilué | dilu5 | dilu4 | dilud | dilu2 | dilu1 B TCR 43
F B %Ak | dilu9 | dilug | dilu7 | dilu6 | dilu5 | dilu4 | dilu3 | dilu2 | diluf B ek
G B Z%BK | dilu9 | dilug | dilu7 | dilu6 | dilu5 | dilu4 | dilu3 | dilu2 | dilu1 B TCR 43
H B B B B B B B B B B B B HMZE 7 (B)

8. BR#EHIH L F0 Positive Control TCR-transfected AMMIERER AN BN RHIILEFD, URNBLENE
Wi (h “B” Ro&x) Blo

6.C. itk MHCII APC 4HHf

TCR Transfection Positive Control Kit &8 MHCII APC AR LARAREN AR IR M, HbaiFE—in— X ER ML
X DMEM #1 FBS. #1555 r940pa A FPIER 60 FLARRNAIAE A 96 FLAENIR . FTLUMEREE APC, GEMLEEMEZER,
BEZEM MR E FniEFRETE] .,

1. FEFHITRMBBEI—X, 78 50 mL #ERE$IE 1.5 mLFBS I 13 mLDMEM =, #l5% 14.5 mL APC RIS F £
(90% DMEM/10% FBS) . #£ 37°C 7K;ad i,

2. M -140°CHYfETFRR B —#L MHCIIAPC 48f8, SAERTFKEBEIREE L. % 37°C KA mAMME =165
F (A 258 . BENEREHFBENEE.
3. BEBARMIWRRESIMIEER, ARIEME (0.5 mL) #%BEIEZHE 14.5 mL Fi#k APC $HIRIEFRER 50 mL $#ERE

. BREEEIXERS.

4. BEMBREBITEMERES. EAZEERKRRS, SR 1000l MEERSECE 96 FLEB TR, ALUEHLE
T HAEMIRAIAIER 60 NFLA.

5. 4% 100pL i (37°C ) DMEM SR mMEE MR BN INERFLAF
AETFEERNER, HIEMAETE 37°C. 5% CO, MIIEIEFRMAFIEFIR (20-24 )NED)

IS
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6.D. HIZFRKIEEHBRR
Ltb i BA ATl % Positive Control Peptide B 3.5 EE4EEHER, —AN=10. M THEHBEARTHEMDIEERS.
1. AERNYRX, EBHEEESE 6.A s ERRME DT,

2. E—EENHBAAHED, 1% 700uL Positive Control Peptide 247 (dilu1, 2X RLZ&KRE) HRMEIE 11 7L
(BLE9 .

1% 500l HMLE PR INEIMEE 10 FLEISE 2 FL.

1§ 200pL MIRKESIETRRERM 58 11 FLEEHEI 85 10 7l. BUBRBRICES . BRmE S0,

BEIEE, NAEEERE 3T, HIREREE 35 LSRR, BOE £ 2 FLPmABERY.

6. TEEREZLITH T Cell Activation Bioassay (TCRaB-KO) Cells Ff, FZ FE{EFUIRFRISEINERE (22-25°C ).

>

o

7 ) Positive Control Peptide BB RBHE

. . . . . . . . . Positive Control
PN dilu9 | dilu8 | dilu7 | dilu6 | dilu5 | dilu4 | dilu3 | dilu2 | dilu1 Peptide

9. 27 Positive Control Peptide &M% BRHI,

6.E. #l&F5HtR TCRap-KO Cells

1. B AR IERE TG LA TCRoB-KO Cells FHitEmpnZEFES.

BB EEREOES, HEMERE T 130 X g MRESTUTLEA 10 S5,
ERIEFREFIGMREEERNE R, FERADMZFEIXR] 1X10° 4 /ml.

MIEFFFEFENE &8 MHCII APC 4R 96 FLAMIMR . 7EKIE LS RBIBERMIRIAEIRIEFE. REEEEMFLIR
MAERME 5-10 %, HHENMLhRRIERE. B2ERETWSIFHBIRERE,

5. ISIEIEERFN TCR #5489 TCRaB-KO Cells #BEITEMIFES . EHZEEBRER, RIEE 8 havFLiRK %
40uL & LV ZBRER N B TR AY MHCII APC 4.

6. EAZIBERREE, 878 MHCIIAPC 4iaF1 TCRaB-KO HBEEIFLH N 40uL Positive Control Peptide ##%it
(f£% 6.0 F5h#H&E)

7. 3% 80uL &M MR I R MR B F AN M ERFL R
8. FETFEMFE®RNER, SABMN 37°C. 5% CO, BItEFFEH 6 /AT,

> 0D

0N °
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6.F. #I#&ZFniFM Bio-Glo-NL™ Reagent

I F A ATEDATHIE Bio-Glo-NL™ Reagent. 7EBCHIELHIRFIZ AT, #AfR Bio-Glo-NL™ Luciferase Assay Buffer &
ZEER (R 25°C) . FEMERHIFHIAF. ERBRFIAERIETY 8 /NBTAFEE 10% BIEM.

#BA: T Cell Activation Bioassay (TCRaB-KO) {X5 Bio-Glo-NL™ Luciferase Assay System (B3ES J3081, J3082) & .
B0 H Bio-Glo™ Luciferase Assay System.

1. M -20°C fi7F2FELH Bio-Glo-NL™ Luciferase Assay Substrate @it &z RS . INREYMEES Tk
EROME, MANEHITREELD.

2. BERYSZHELL1: 50 FLEBIRE, HIRATFEEAYEL Bio-Glo-NL™ Reagent. a0, HFiXFIAEA 10 mL, B
2 RZEY 200 pL RN ZE 10 mL &4k +. 10 ZF (10 mL) Bio-Glo-NL™ Reagent & AF 120 1Nl (FNME
MR, EREMRAIAEE 60 ML) .

3. RAEFNELEREMEFEPIEENR, HEZETTEE 10-15 24,

4. FRAFHZERIEES, 1§ 80uL Bio-Glo-NL™ Reagent iR INEEMIRAIAER 60 FLeh, SFEARE~E S8,

5. 4% 80uL Bio-Glo-NL™ Reagent ;& MZS MR B1. D1 F F1 FLR UGS RES

6. %1% 5-10 54h, SRSTE GloMax® Discover System 5 A AN ALL KI5 SIEIINEERIEBIL PN L RIES. Kk
SSRESEHTEM, Ein FESFERAZA 120 5.

B 243F Bio-Glo-NL™ Reagent % & BBl & &2 0RE a3 S B 4L (RLU) &, BRREEKE EC, EMRXNIES

Ef 8
6.G. BN
1. @BiditE B1. D1#0F1 FLAYFE RLU RAEFLIRE RIES.

\ RLU GES4H-EF:4E)
2. HEESEH=
RLU (FTRAXTHMmA - ERESH)

3. FEURLAHIA RLU EE Log,, [ Bk | FIBSAEEL Log, [ BK | EAEHAIBLIARY (4N GraphPad Prism® #44)

WA #RE K MHY ECy, (B
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MREBRWEBELZEIIH, BRALZER (ItR) EYRARERLFARGMEH T, KRESRL: www.

promega.com, ELFHBFE: chinatechserv@promega.com

[F]

FEEMSEEIY

EFFALAESEMMIZ RPN . FMEFEREERTIOLRN
BEE. AETTNEMRENLABER—MEXE, PR RLU B ELEE
M. Nt fERRERRMERSHCET. WREREEAERIEKIN,
BNBEWERSEERE.

ZRESHUERE (RLU EHD

BILAMEAN ESSHIK RLU &, RIBHALIEMGFIRAMNE, UHEREILEE
BEMME. MR/ S HEURERE REEMEMA TN

{iX3E M Bio-Glo-NL™ Reagent AJ S Hk RLU 1&. #ZERiiAAEFFNLIE Bio-
Glo-NL™ Reagent.

EIRIZAEN T E A 892 Bio-Glo-NL™ Reagent. T Cell Activation Bioassay
(TCRap-KO) 5 Bio-Glo™ Reagent T REFR A .

WNRESE (RIFESEE0

HHWMEED / BRARESEE, ULHIAEE2 ERMTRMFIERN. £ T
Cell Activation Bioassay (TCRaB-KO) $3k15H EC,, ETJRESFEREE A
(ETFER T MEEMRNFE) KISH ECy, ERE.

B R AR IR R0 TCR MR MR ERIA. TANREEN TCR 7
B FRAMBUAKRER | #SHEMSHHRE TCR RIENESR . MILELR/
HFTEM TCR BRADRIT, LIABREBE TCR RERIE.

MM RERY AT T

i KEM (BIRMEMEHR, BOREE, @A HFMMREIERED HEK
LSRR HSYRMQNERELETN. RAgEE—HARER. —H
EREENE M. EASRENAIETAFR CERMB) LR
RUEFFMAMIET . Fi8IRRIAAL IR, WIRMEMEERK—H.

MRS R AERRLIER Y, BIEECREIKMECRER, <SRN
BEEMAMBL K. IEIRIRIRAARS D LRAE.

TEHH ML /IDMSO RESSEHMMERFAENERMS. Mg
LR AR LA .

FEREAREMN TCREREHBTTE ERIES) FRERS—BHMENITEE.

£ CD4+ 8 CD8+ TCRaB-KO Cells 5&If EC;, RNEBTL, BAFEUR
FErIMAY TCR #E1AE,

PELHABEITRG ZLSBIEF MNP EBRKENTL, HSBRNER
TURK. HRER BB ERHOAEITT SRS,

20 HEEEAE (ILF) EMEABRAF b EEHREEIC=IRERE 36 SHEKES A0 B E 907-9009  #HAHEIE: 400 810 8133( FAHIILIT)
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9. MR
9A. KEMMMER

A. B.
8 x 10* 30
. e Mock Transfected ® Mock Transfected
2 m Positive Control TCR m Positive Control TCR
x 6x10* c
g S 2
Z3 S
1 o :
o & 4x10¢ =]
O o £
1T 0
29 2 10
@-E 2x10¢ 2
=
-
0 0
=12 -1 -10 -9 -8 -7 -6 =12 -1 -10 -9 -8 -7 -6
Log, [Positive Control Peptide] (g/ml) Log, [Positive Control Peptide] (g/ml)
C.
100 Isotype Control
Mock Transfected
80 Positive Control TCR
%TCR+
- 60 21.1
c 1
S |
o
© 40
20
0

102 108 104 108
TCR

10.T Cell Activation Bioassay ( TCRaB-KO, CD8+, B®S GA1162) MK FMHHE, E A FfiE B {£H Lonza
Nucleofector™ 2b Device #1 Positive Control TCR Plasmid (S #&#l455) 453 TCRaB-KO (CD8+) Cells. %53 48
NS, $iZ4EBE5S MHCII APC Cells £[E1Z 5 Hi#E Positive Control Peptide. # 37°C . A% 6 /\BY/E,
f Bio-Glo-NL™ Reagent #f# M GloMax® Discover System %t & (52 #1TH&M. £ GraphPad Prism® {44
HIBIS AMNESHIZIE/%. X T Positive Control TCR-transfected #liffl, ECs, 54 2.6 ng/mL, FS5{&#i4 26. E C.
FME TCR RIZHIRN M. TCRaB-KO (CD8+) HHAE#ERATIEL, WE A ETIR. ¥ 48 /MBS, ABEIK
SRR -TCR #uik (GERE 1P26) #RIC4MARFETE BD LSRFortessa™ X-20 SRR _Ei#ITHHT. £ FlowJo™ %%
HHITHAR T

............................................................................................................................................................................................................................................................................... °
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A. B.
6 x 104 20
. o Mock Transfected o Mock Transfected
=) m Positive Control TCR m Positive Control TCR
. & g "
7 4x104 =
Z93 o
55 < 10
o9 £
S o 2x10¢ ke
@ £ 2
£ e 5
3
-
0 0
-12 -1 -10 -9 -8 -7 -6 -12 -1 -10 -9 -8 -7 -6
Log, [Positive Control Peptide] (g/ml) Log, [Positive Control Peptide] (g/ml)
C.
100 Isotype Control
Mock Transfected
80 Positive Control TCR
%TCR+
= 60 19.4
: ]
3 1
o
© 4
20
0

108 104 108
TCR

11.T Cell Activation Bioassay ( TCRaB-KO, CD4+, BHRS GA1172 ) M FRMHIE, B A FnE B FH Lonza
Nucleofector™ 2b Device #1 Positive Control TCR Plasmid (S&E#l4E4L) 454 TCRaB-KO (CD4+) Cells. 353 48
INEHE, BiZ4RES MHCIH APC Cells #[E4% 75 35% E Positive Control Peptide. & 37°C T, #HBEIEFE 6 /NBE, /i
A Bio-Glo-NL™ Reagent &/ GloMax® Discover System %t % 52 #1T4#M. M GraphPad Prism® #4154
IS AMS#ZiEM%. T Positive Control TCR-transfected #BAfl, EC, 3 14 ng/mL, FS5{&#AH 15. B C. &
H TCR RIZHIRA M7 TCRaB-KO (CD4+) LA FRRTAE, NE AF0 B FAmA. %3 48 /\BifE, FABER
SeFR P -TCR $uik (GEBE 1P26) FRIC4MAFE7E BD LSRFortessa™ X-20 SRR Ei#FITH#r. £ FlowJo™
BRI THIR .
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6 x 10 T30
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9.B. BB BARN

TCRaB-KO Cells B R4S S E TCRap-KO (CD8+) Cells & TCRaB-KO (CD4+, CD8+)

90%  RPMI1640 (& L- AEEMA HEPES) Cells HZRAREK ISR

10% FBS 90% RPMI 1640 (& L- A& EEFEF HEPES)

10% FBS

TCRaB-KO (CD4+) Cells RI4RHISE KI5 3 2 400ug/imi  AZH B

90% RPMI 1640 (& L- & E/ERRA HEPES) TmM o PRRE

10% FBS 0.1mM  MEM FELERER

400ug/ml #EEB 10ug/ml  RIEES

1 mM PR 4

01mM  MEM JEES EES HWimE R

99% RPMI 1640 (& L- A& ELFZF HEPES)

TCRap-KO Cells 414 g5 2 1% FBS

85% RPMI 1640 (& L- A &BtAZF HEPES)

10% FBS

5% DMSO
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9.C. X m
Fc Effector Bioassays
Pl gk HxS
ADCC Reporter Bioassay, Complete Kit (Raji)* 1 each G7015
ADCC Reporter Bioassay, Core Kit* 1 each G7010
ADCC Reporter Bioassay, F Variant, Core Kit** 1 each G9790
ADCC Reporter Bioassay, Target Kit (Raji)* 1 each G7016
FcyRIla-H ADCP Reporter Bioassay, Complete Kit** 1 each G9901
FcyRIla-H ADCP Reporter Bioassay, Core Kit** 1 each G9991
Mouse FcyRIV ADCC Bioassay, Complete Kit 1 each M1201
Mouse FcyRIV ADCC Bioassay, Core Kit 1 each M1211
*For Research Use Only. Not for use in diagnostic procedures.
**Not for Medical Diagnostic Use.
Additional kit formats are available.
Fc Effector Immunoassay
= Mg HRS
Lumit™ FcRn Binding Immunoassay 100 assays W1151
Not for Medical Diagnostic Use. Additional kit formats and sizes are available.
Immune Checkpoint Bioassays
= i BERS
4-1BB Bioassay 1 each JA2351
CD28 Bioassay 1 each JAB701
CD28 Blockade Bioassay 1 each JA6101
CD40 Bioassay 1 each JA2151
CTLA-4 Blockade Bioassay 1 each JA3001
GITR Bioassay 1 each JA2291
ICOS Bioassay 1 each JAB801
ICOS Blockade Bioassay 1 each JAG001
LAG-3/MHCII Blockade Bioassay 1 each JA1111
0OX40 Bioassay 1 each JA2191
PD-1/PD-L1 Blockade Bioassay 1 each J1250
PD-1+TIGIT Combination Bioassay 1 each J221
PD-L1 Negative Cells 1 each J1191
TIGIT/CD155 Blockade Bioassay 1 each J2201
Not for Medical Diagnostic Use. Additional kit formats are available.
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T Cell Activation Bioassays
7= Mg BRS
T Cell Activation Bioassay (IL-2) 1 each J1651
T Cell Activation Bioassay (NFAT) 1 each J1621
Not for Medical Diagnostic Use. Additional kit formats are available.
Cytokine and Growth Factor Bioassays
Pl Mg BRS
IL-2 Bioassay 1 each JA2201
IL-6 Bioassay 1 each JA2501
IL-12 Bioassay 1 each JA2601
IL-15 Bioassay 1 each JA2011
IL-23 Bioassay 1 each JA2511
RANKL Bioassay 1 each JA2701
VEGF Bioassay 1 each GA2001
Not for Medical Diagnostic Use. Additional kit formats are available.
Control Antibodies and Proteins
Pl Mg BRS
Control Ab, Anti-4-1BB 50ug K1161
Control Ab, Anti-CD20 5ug GA1130
Control Ab, Anti-OX40 50ug K1191
Control Ab, Anti-CD40 50ug K1181
Control Ab, Anti-CTLA-4 100ug JA1020
Control Ab, Anti-LAG-3 100ug K1150
Control Ab, Anti-PD-1 100ug J1201
Control Ab, Anti-TIGIT 100ug J2051
Control Ab, Anti-TIM-3 100ug K1210
Recombinant VEGF 10ug J2371
@eeeees R RRs R RS RS R R R R0 ER 1R800 8104 R S04 ER S 1444EEE RS040 ER R0 ER 114 ER 1RS840 ER SRR R SRR RS .
Lk (LR ) EMHABRAA it CEHRERXICZIRERE 36 SIRKESZH00 B EE 907909  HAIIFAEIE: 400 810 8133( FHUKIT)
Promega (Beijing) Biotech Co., Ltd ~ EEiF: 010-58256268 W3k : www.promega.com FARZHEHBFE: chinatechserv@promega.com
CTM653

2021 HIE



0

Promega
Detection Reagent
= Mk BERS
10ml G7941
Bio-Glo™ Luciferase Assay System
100ml G7940
10ml J3081
Bio-Glo-NL™ Luciferase Assay System 100ml J3082
1,000ml J3083
Not for Medical Diagnostic Use.
Luminometers
i k] BRS
GloMax® Navigator System 1 each GM2000
GloMax® Discover System 1 each GM3000
GloMax® Explorer System 1 each GM3500

For Research Use Only. Not for use in diagnostic procedures.

Note: Additional Fc Effector, Immune Checkpoint, T Cell Activation and Cytokine Bioassays are available through
Promega Elite Access. To view and order Promega Bioassay products visit: www.promega.com/products/reporter-
bioassays / or email: eliteaccess@promega.com
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“@NOT FOR MEDICAL DIAGNOSTIC USE. FOR IN VITRO USE ONLY. BY USE OF THIS PRODUCT, RECIPIENT AGREES TO BE BOUND BY THE TERMS
OF THIS LIMITED USE STATEMENT. If the recipient is not willing to accept the conditions of this limited use statement, and the product is unused, Promega

will accept return of the unused product and provide the recipient with a full refund.

This product may not be further sold or transferred by the recipient and may be used only by the recipient, and then only for (1) research use; (2) discovery,
development and monitoring of biologic drugs and vaccines; (3) quality assurance testing of biologic drugs and vaccines; and (4) product release assays for
biologic drugs and vaccines. No other commercial use is allowed. “Commercial use” means any and all uses of this product by recipient for monetary or other
consideration, including providing a service, information or data to unaffiliated third parties, and resale of this product for any use. Recipient may genetically
engineer the cell line using exogenous nucleic acid sequences provided by recipient. Recipient may propagate and store the cells for long-term use. In addition,
recipient must use Bio-Glo-NL™ Luciferase Assay System purchased from Promega for all lumines- cence assays using this product or contact Promega to
obtain a license for use of this product with reagents other than Promega’s. PROMEGA MAKES NO REPRESENTATIONS OR WARRANTIES OF ANY KIND,
EITHER EXPRESSED OR IMPLIED, INCLUDING AS TO MERCHANTABILITY OR FITNESS FOR A PARTICULAR PURPOSE WITH REGARD TO THIS
PRODUCT. The terms of this agreement shall be governed under the laws of the State of Wisconsin, USA.

®Broad Limited License.

By purchase of this material, Promega Corporation (“Promega”) conveys to purchaser (the “Limited Licensee”) the non-transferable right to use the material
purchased from Promega and derivatives made by Limited Licensee solely for research conducted by Limited Licensee in accordance with the following
requirements: (i) Limited Licensee shall not sell or otherwise transfer material or derivatives to any other person or entity, or use material or derivatives to
perform services for the benefit of any other person or entity, except to transfer the material or derivatives to a Limited Licensee affiliate provided such affiliate
agrees to be bound by the terms of this Limited License; (ii) Limited Licensee shall use material and derivatives only for its internal research within the Customer
Field, which may include internal research within the Customer Field in connection with product research, and not for any Commercial Purposes; (iii) Limited
Licensee shall use material and derivatives in compliance with all applicable laws and regulations, including without limitation applicable human health and
animal welfare laws and regulations; (iv) Institutions shall provide no warranties of any kind to Limited Licensee (statutory or implied) concerning the Intellectual
Property or material or derivatives, including without limitation, as to product quality, condition, description, merchantability, fitness for a particular purpose,
noninfringement of intellectual property rights or the absence of latent or other defects, and all such warranties are hereby expressly disclaimed; (v) Institutions
shall expressly disclaim any warranty regarding results obtained through the use of material or derivatives, including without limitation any claim of inaccurate,
invalid or incomplete results; (vi) Institutions and their directors, trustees, officers, employees, agents, faculty, affiliated investigators and students shall have
no liability to Limited Licensee, including without limitation, for any loss of use or profits, business interruption or any consequential, incidental, special or other
indirect damages of any kind, regardless of how caused and regardless of whether an action in contract, tort, strict product liability or otherwise; (vii) Limited
Licensee shall indemnify, defend and hold harmless the Indemnitees and HHMI Indemnitees against any liability, damage, loss or expense (including without
limitation reasonable attorneys’ fees and expenses) incurred by or imposed upon any of the Indemnitees or HHMI Indemnitees, as applicable, in connection
with any claims, suits, investigations, actions, demands or judgments arising out of or related to the exercise of any rights granted to Limited Licensee under
this limited license or any breach of limited license by such Limited Licensee, provided that, to the extent the foregoing is not permitted by law, Limited Licensee
agrees, to the extent permitted by law, that it, and not the Indemnitees or HHMI Indemnitees, as applicable, shall be responsible for any liability, damage, loss
or expense arising out of or related to the exercise of any rights granted to Limited Licensee under this limited license or any breach of this limited license by
Limited Licensee; and (viii) material and derivatives and their use may be the subject of one or more issued patents or pending patent applications owned by
one or more Institutions, and the purchase of material does not convey a license under any claims in the foregoing patents or patent applications directed to the
material or derivatives or use, production or commercialization thereof, except as expressly set forth in this limited license. Nothing in this limited license shall
be construed to confer any rights upon Limited Licensee by implication, estoppel or otherwise as to any technology or patent rights of Broad or any other entity
other than the Intellectual Property. In addition, nothing in this limited license shall be construed to confer upon Limited Licensee or any third party any rights

under or to the Intellectual Property outside of the Customer Field.

Commercial Purposes means (a) the practice, performance or provision of any methods, process or service; or (b) the manufacture, production, sale, use,
distribution, disposition or importing of any product, in each case (a) or (b) for consideration of any kind, for the purpose of sale or commercial exploitation, or

on any other commercial basis.
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Customer Field means use as a research tool for research purposes and use for quality control/quality assurance testing and product lot release assays,

provided, however, that notwithstanding the foregoing, the Customer Field shall expressly exclude:

1) Any human or clinical use, including, without limitation, any administration into humans or any diagnostic or prognostic use;
2) Any human germline modification, including modifying the DNA of human embryos or human reproductive cells;

3) Any in vivo veterinary or livestock use;

4) The development, manufacture (including any bioproduction), distribution, importation, exportation, transportation, sale, offer for sale, marketing, promotion

or other exploitation or use of the Intellectual Property or the material or derivatives as a therapeutic or diagnostic for humans or animals;

5) Products that provide nutritional benefits and are regulated by a regulatory authority as a drug or biologic pursuant to Section 505 of the Federal Food,
Drug, and Cosmetic Act of 1938, as amended, Section 351 of the Public Health Service Act of 1944, as amended, or any successor laws, or equivalent laws

or regulations in jurisdiction outside the United States;

6) Any agricultural use, including but not limited to, the use or application in the cultivation, growth, manufacture, exportation, or production of any tobacco

product; and
7) Any use or application relating to gene drive.
HHMI Indemnitees means Howard Hughes Medical Institute and its trustees, officers, employees and agents.

Indemnitees means each Institution, their affiliates, and their current and former trustees, directors, officers, faculty, affiliated investigators, students,

employees, medical and professional staff and agents and their respective successors, heirs and assigns.

Institutions means each of The Broad Institute, Inc., Massachusetts Institute of Technology, Harvard College, University of lowa Research Foundation,

University of Tokyo, The Rockefeller University, New York University, New York Genome Center, and Whitehead Institute of Biomedical Research collectively.

Intellectual Property means (a) any patents and patent applications listed on Appendix A; (b) any substitutions, divisions, continuations, reissues, renewals,
re-examinations or extensions of any patents or patent applications of (a), any continuations-in-part of any patents or patent applications of (a) to the extent the
claims are directed to subject matter specifically described in a patent or patent application set forth on Appendix A, and any application claiming priority to a
provisional application set forth on Appendix A to the extent the claims are directed to subject matter specifically described in a provisional patent application set
forth on Appendix A; (c) any letters patents and/or the equivalent issuing therefrom in any jurisdiction based on, and only to the extent of, any of the foregoing;

and (d) any foreign or international equivalents of any of the foregoing, including without limitation any applications filed under the Patent Cooperation Treaty.
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BROAD TECHID APPLICANTS EXEMPLARY FAMILY SERIAL NO
BI-2011/008 Broad, MIT, Harvard and Rockefeller PCT/US2013/074611; WO2014093595
BI-2011/008B Broad, MIT and Harvard 14/259,420
BI-2011/008A Broad and MIT PCT/US2013/074743; WO2014093661
BI-2011/008C Broad, MIT, and Harvard PCT/US2013/074790; W02014093694
BI-2011/020 Broad, MIT and Harvard PCT/US2013/051418; WO2014018423
BI-2012/084A Broad and MIT PCT/US2013/074825; WO2014093718
BI-2012/084B Broad, MIT and Harvard PCT/US2013/074812; WO2014093709
BI-2013/003 Broad, MIT and Harvard PCT/US2013/074667; W0O2014093622
BI-2013/003D Broad, MIT and Harvard PCT/US2014/041803; W02014201425
BI-2013/004E Broad, MIT and Harvard PCT/US2013/074691; WO2014093635
BI-2013/004F Broad, MIT and Harvard PCT/US2013/074736; W02014093655
BI-2013/004G Broad, MIT and Harvard PCT/US2013/074819; WO2014093712
BI-2013/007 Broad, MIT and Harvard 14/855,046; US20160068822
BI-2013/066 Broad, MIT and Harvard PCT/US2014/041800; WO2014204724
BI-2013/073 Broad and MIT PCT/US2014/041806; W02014204727
BI-2013/085 Broad, MIT and Whitehead 15/141,348; US20160251648
BI-2013/087J Broad, Editas*, lowa and MIT PCT/US2014/064663; W02015070083
BI-2013/087M Broad, lowa and MIT PCT/US2014/069902; WO2015089354
BI-2013/087V Broad, lowa and MIT PCT/US2014/069897; W02015089351
BI-2013/093 Broad, MIT and Tokyo 15/171,141; US20160340660
BI-2013/094 Broad, MIT and Rockefeller PCT/US2014/070135; W02015089465
BI-2013/098 Broad and MIT PCT/US2014/070068; W02015089427
BI-2013/099 Broad, MIT and Harvard PCT/US2014/041804; WO2014204726
BI-2013/101 Broad and MIT PCT/US2014/070127; W0O2015089462
BI-2013/103 Broad and MIT PCT/US2014/041808; WO201404728
BI-2013/105 Broad, MIT and Harvard PCT/US2014/041809; WO2014204729
BI-2013/107 Broad and MIT PCT/US2014/070057; WO2015089419
BI-2013/112 Broad and MIT PCT/US2013/074800; W0O2014093701
BI-2013/113 Broad, MIT and Harvard PCT/US2014/070152; WO2015089473
BI-2014/005 Broad, MIT, Harvard and Tokyo PCT/US2014/070175; WO2015089486
BI-2014/061 Broad, MIT and Harvard PCT/US2015/045504; W02016028682
BI-2014/069 Broad and MIT 15/467,888; US20180010134
BI-2014/071 Broad and MIT 15/349,603; US20170107536
BI-2014/072 Broad and MIT 15/467,949; US20180044662
BI-2014/084 Broad, MIT and Harvard 15/469,081; US20180057810
BI-2014/097 Broad, MIT and Harvard PCT/US2015/067177; W0O2016106244
BI-2014/100 Broad, MIT and Harvard PCT/US2015/065385; W02016094867
BI-2014/101 Broad, MIT and Harvard 15/632,067; US20170306335
BI-2014/103 Broad and MIT PCT/US2015/067138; WO2016100974
BI-2014/106 Broad and MIT PCT/US2015/065393; WO2016094872
BI-2014/107 Broad and MIT 15/619,735; US20170349894
BI-2014/108 Broad and MIT 15/619,737; US20170349914
BI-2014/113 Broad and MIT 15/640,103; US20180112255
BI-2015/002 Broad, MIT, Harvard and Tokyo PCT/US2016/038252; WO2016205759
BI-2015/052 Broad and MIT PCT/US2016/038034; W02016205613
BI-2015/053 MIT PCT/US2016/038205; W02016205728
10086 Broad and MIT PCT/US2017/047458; WO2018035387
10114 Broad and MIT PCT/US2017/053795; W02018064208
10125 Broad and MIT 62/502,064
62/564,102
10209 Broad, Harvard, MIT, New York University and NY 621520573
Genome Center

* Broad does not purport to grant any rights in the asterisked applicant’s interest in these applications in this Agreement.
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© This Product and its use are the subject of one or more of the following patents and applications controlled by Sigma-Aldrich Co., LLC (SIGMA): Patent
applications and issued patents that entered their respective National Stage from PCT International Pub. No. WO 2014/089290, including, but not limited
to, the following, and substitutions, divisions, continuations, continuations-in-part, reissues, reexaminations, and extensions thereof: Australia Patent Nos.
2013355214; 2017204031; and 2018229489; Canada Patent No. 2,891,347; China Patent No. CN105142669; European Patent Nos. EP 3 138 910 B1, 3
138 911 B1, and EP 3 138 910 B1; Israel Patent No. IL238856; Singapore Patent No. 11201503824S; South Korea Patent No. 10-1844123; and U.S. Patent
Application Serial Nos. 15/188,911; 15/188,924; 15/188,927; 15/188,931; and 15/456,204 (the “Patent Rights”).

BEFORE OPENING OR USING THIS PRODUCT, PLEASE READ THE TERMS AND CONDITIONS SET FORTH IN THIS LICENSE AGREEMENT. YOUR
USE OF THIS PRODUCT SHALL CONSTITUTE ACKNOWLEDGMENT AND ACCEPTANCE OF THESE TERMS AND CONDITIONS. If you do not agree to
use this Product pursuant to the terms and conditions set out in this License Agreement, please contact Promega Corporation within ten (10) days of receipt to

return the unused and unopened Product for a full refund, provided, however, that custom-made Products may not be returned for a refund.

The purchase of this Product conveys to you (the “Buyer”) the NON-TRANSFERABLE right to use the Product for Licensed Research Use (see definition
below) subject to the conditions set out in this License Agreement. If you wish to use this Product for any purpose other than Licensed Research Use, you must

first obtain an appropriate license (see information set out below).

This Product may not be used for any purpose other than Licensed Research Use. Your right to use this Product for Licensed Research Use is subject to the

following conditions and restrictions:

1. “Licensed Research Use” means any use for research purposes, with the following exceptions: (i) Buyer may not sell or otherwise transfer the Product
(including without limitation any material that contains the Product in whole or part) or any Related Material to any other third party; (ii) Buyer may use the
Product, components of the Product, and any Related Material, only for your internal research within the Field, and not for any Commercial Purposes (for any
use of Product, components of a Product and any Related Material by any entity, including but not limited to contract service providers (“CRQ”) offering services
for consideration, please contact Promega for additional information), and this License Agreement does not grant or in any way convey any rights to Buyer
to further edit Products, components of Products or Related Materials under any claims in the foregoing patents and patent applications; (iii) Buyer shall use
the Product and any Related Material in compliance with all applicable laws and regulations, including without limitation applicable human health and animal
welfare laws and regulations; (iv) SIGMA shall provide no warranties of any kind to the Buyer (statutory or implied) concerning the Patent Rights, the Product or
any Related Materials, including without limitation, as to product quality, condition, description, merchantability, fitness for a particular purpose, noninfringement
of intellectual property rights or the absence of latent or other defects, and all such warranties are hereby expressly disclaimed; (v) SIGMA shall expressly
disclaim any warranty regarding results obtained through the use of the Product or Related Materials, including without limitation any claim of inaccurate,
invalid or incomplete results; (vi) SIGMA, and their directors, officers, employees and agents, shall have no liability to the Buyer, including, without limitation,
for any loss of use or profits, business interruption or any consequential, incidental, special or other indirect damages of any kind, regardless of how caused
and regardless of whether an action in contract, tort, strict product liability or otherwise; (vii) the Buyer shall indemnify, defend, and hold harmless SIGMA
and their current and former directors, officers, employees and agents, and their respective successors, heirs and assigns (the “Indemnitees”) against any
liability, damage, loss, or expense (including without limitation reasonable attorneys’ fees and expenses) incurred by or imposed upon any of the Indemnitees
in connection with any claims, suits, investigations, actions, demands or judgments arising out of or related to the exercise of any rights granted to the Buyer
hereunder or any breach of this License Agreement by such Buyer, provided that, to the extent the foregoing is not permitted by law, the Buyer agrees, to the
extent permitted by law, that it, and not the Indemnitees shall be responsible for any liability, damage, loss or expense arising out of or related to the exercise
of any rights granted to the Buyer under this License Agreement or any breach of this License Agreement by Buyer, and (viii) the Product and its creation and/
or use may be the subject of one or more issued patents and/or pending patent applications owned by SIGMA and the purchase of the Product and its use as
defined in this License Agreement does not convey to the Buyer any license under any claims in the foregoing patents or patent applications except for the

limited rights as described in this License Agreement directed toward use of the Licensed Product or commercialization thereof.
2. For purposes of Section 1 above, the following definitions shall apply:

. “Commercial Purposes” means (a) the practice, performance or provision of any method, process or service or (b) the manufacture, sale, distribution,

disposition or importing of any product, in each case (a) or (b) for consideration, e.g., a fee, or on any other commercial basis.

. “Field” means use as a research tool for research purposes which includes, but is not limited to drug discovery and development, quality control/ quality
assurance testing and product lot release assays, provided, however, that notwithstanding the foregoing, the Field shall expressly exclude (a) any in
vivo and ex vivo human or clinical use, including, without limitation, any administration into humans or any diagnostic or prognostic use, (b) the creation
of transgenic rodent models and/or derivatives thereof (such derivatives including, but not limited to, rodents’ cells and rodents’ organs), (c) any in vivo
veterinary or livestock use, or non-research agricultural use, or (d) the manufacture, distribution, importation, exportation, transportation, sale, offer for

sale, marketing, promotion or other exploitation or use of, or as, a therapeutic or diagnostic for humans or animals.
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. “Related Materials” means any progeny, modification or derivative of a Product.

3. Your right to use the Product will terminate immediately if you fail to comply with these terms and conditions. For information on purchasing a license (a) to
this Product for purposes other than Licensed Research Use, or (b) to the foregoing patents and patent applications generally, contact your local SIGMA sales

representative, who will refer you to the proper licensing representative, or in the USA call 800-325-3010.

“BEFORE OPENING OR USING THIS PRODUCT, PLEASE READ THE TERMS AND CONDITIONS SET FORTH IN THIS LIMITED USE LABEL LICENSE.
YOUR USE OF THIS PRODUCT SHALL CONSTITUTE ACKNOWLEDGMENT AND ACCEPTANCE OF THESE TERMS AND CONDITIONS. If you do not
agree to use this Product pursuant to the terms and conditions set out in this Limited Use Label License, please contact Promega Corporation within ten (10)
calendar days of receipt to return the unused and unopened Product for a full refund; provided, however, that custom-made Products may not be returned for a

refund.

Promega is selling this Product under a research use only license from Caribou Biosciences, Inc., under certain patents and patent applications owned or
controlled by Caribou. For information on obtaining rights beyond those set forth in this Limited Use Label License please contact licensing@ promega.com or
Promega Corporation, 2800 Woods Hollow Road, Madison, WI 53711 USA, Attn: Licensing.

The purchase of this Product conveys to you, the Buyer, the NON-TRANSFERABLE right to use this Product solely for Research Use, subject to the conditions
set out in this Limited Use Label License. If you wish to use this Product for any purpose other than Research Use, you must first obtain an appropriate license.
This Product may not be used for any purpose other than Research Use. Your right to use this Product for Research Use is subject to the following conditions

and restrictions:

Research Use means any use for internal research purposes, (e.g., for screening, characterization, quality control/quality assurance testing, product lot release

assays, and/or toxicology purposes) for the sole benefit of you, the Buyer.
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