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A3 Biacore T200 & UHLIAS FeyR Il a S RIFEM D EIE KDo ATILFI A CM5 & F{BEX anti-his #
K (Z{EF NTA T + NTA reagent kit, EAIRIESE ( Biacore {RENIAAKS FeRn 1B E(ERIRIE
1EmY ), FIKTS his-tag B9 FeyR Il a, FUAIE R D HDIGNZEFI S T {5 Protein A/G i 5 ( Protein
AN HERS: 29-1275-55, Protein G i F 55 : 29-1793-15) 8% CM5 + human antibody capture kit ( £8
S 29234600 ) B IKERIRTUA, FoyR Il a fEARENB#ETIAN, BARIERTSE (Biacore
RECNNASREEEERRIERSE Y o & FoyR Il a i tag 9 biotin, AT SATGH (KRS
BR-1003-98 )15 1% Biotin CAPture Kit, Series S( £55: 28-9202-34 )3k 716N , B {RiE/ER] £%E( Biacore
CNERSZEBREEERIRERER) -

i 3
ERFEI: LRANEFARIRZIERE, FESFENLEAm. ZERXEXULRSE, ARAR
ELFEmER. &4 BROBSRELRSH.

SEIR(EANEL. WHRFE

o ANSCIPRAIRIMLEL: Biacore T200 , HNEMMNE, HRBI NN EAIRIEIREHTEE, §E58
Biacore FFREZKo

« SZEF|CM5HE . CME RS 29-1049-88 (—H 3% ) , BR-1005-30 ( =% ) , 29-1496-03 ( +
R ), | & Cytivao

. SEEESEXE (KS: BR-1000-50) , | ZH Cytivao

o His {#iXIdXE (RS 28-9950-56 ) , & E 50 pL 1mg/mL anti-his antibody, 1.2 mL Acetate 4.5, 100
mL Glycine 1.5, |~ 29 Cytiva,

© EHM: 10xHBS-EP+ (£45: BR-1006-69) , | ZJI Cytivao (AT AMMN —HMBEERSE
BHNEER)

o RBEFK (022pm B, HEAKNERIZRET, ILEERTEREZER) -
o EE15mLEP & (55 BR-1002-87) , | &M Cytivao

* T His-tag B9 FeyR Il a, BEBFKBBERE 1pg/mLo

TRTE

(e i3
FHLIRME

*  $TFF Biacore T200 R4 FIFE fNAIERJRFF %o Biacore T200 R BEF XN T RAS N A TH. F
BaBdE (X4, BEERETIRNEAER, FRAEERXIREEER, ERLARERETIT
SIFIERNE) , BIETE(F.

 FTFF Biacore T200 #Z= §l| ER{4( Biacore T200 control software ), iIZ{TERES B EN R R EILIERE.

o EBEBITEPK. 2B 50mL 10 x HBS-EP+ buffer. 450mL £BF/K ( E& 0.22 pm EIZIE ) , RS
BRI 500 mL 4% iR o

« REFNGE, BHIER, BFEEH.




ERIME
© BEEEHFAVEIR RN Biacore T200 R A MAYFEE Lo

BEPRERE A CIERELNESHRE ) BAZZDNRRKS. HR=REKE (B. CFHD)
FEHfo

© 2L RRIRKETE Biacore T200 RAAMAIIER £, Hir LEBMEF.

+ BEY500mL EEFKEA S00mL RS, BMEAAMNER L, FISIRE water iIRENEFBAMSE,
BT Bk

o REBME
- SEHTESGH E R Tools SEFHY Insert Chip IR, HTFFSHITo

- MEELEGEESERN, SETESS 5] %S Tools & hAY Eject Chip R, (&
SRR REEGE, IS EET )

Biacore T200

! E This will eject the sensor chip

[ Help | Eject Chip J[ Cancel

MRFERBIRIT A, 1 New Chipo TE Chip Type BY AR B i XS M AT FrihsE (LLSEI A
CM5 &K ) , £ Chip Id FIEAFIT HHEXRISLIE(ES, Chip lot No. FATEATHLS (iEE ) o
MRBEXFERIAITF, 5% Reuse Chip, F7E Chip Id TR BHHE SZHEMMAITHER.

Insert Chip

(&) Mew chip ) Reuse chip

MHew chip

Chip type: | Ck5

Chipid: | CM35 21-Feb-08 FiMa |

Chip lat hio: [optional] | |

——




 FEOH, BFN—EBLERTR EHOELGE, BERERENFE, REEG LTRRHETT.

e .

« /=i Dock Chip 2, THEBNEREFIEEE NS (Standby ) K.

o J%&3F Tools — Prime 5%, mif Starte BPREUIRSHIRE T LENINHIRERS, BNIE
FERT 6-7 Db, ZERfE, =5 Close, RABMEENENL (Standby ) IR, T2 HEKZANNE
B MRS, % iafT Prime #25. Prime BT MRS PAENMNREB RS, AT —THNLRMTF ES.

MEHmER

* Biacore T200 E =M AEIFEREMEBFEH: Reagent Rack 1. Reagent Rack 2 ( B A) 1 Sample
and Reagent Rack1 (B B) , WTE.

A: ReagentRack 1&2(Z£15H2) [&] B: Sample and Reagent Rack1

Reagent Rack 1&2 B 96/384 MFLIRECS R, MRERENFMEEREL. BFRNAESXER
TEo

Reagent Rack 1&2 #[1 96/384 MFLIRZLEH

AREELE A {FE R Sample and Reagent Racklo ( HF M REEE, AJi%EIE Reagent Rack 1 or 2, FiR
EBEERFESN 96/384 IR ) o

« REIARE M &R, &R Tool — Eject Rack, #FmftfEII=BmTH.

c AFESHERREETHINEEREAREE (I TEFBREX) , FRESSBRUMEH S,
RETUREBREFRR.
A

EFLES DS
5



- EEFREUNEeRE, ERES8MEF. A ENNERE, RREG LEBE. T2 "Ik
B, RPEREELLTHENRS.

- BEGROERERBEANTRE, W2 KR A, RBEFRERELLTERUEHIE.

HRIRAIBA TR

* i Eject Rack Tray SHIFHEFAY OK, HmiRSWEMEAERE, RIIBEANE L. T8 &
AT FAE2BE AR, 77 60-0 W ERITBAEMNE L. &FE 15 W, WEEFEK
S ETRALBZEF T WBEARZRTHEERERA, URXEF. JUFHFRIDEGLE,
EHFTFEIA .

WX RES
1. {BEXEHIK: 1xHBS-EP+,

2. Anti-his antibody (BB ( E{FIR{ES % His capture kit iZEEH )

1) $TFF Biacore T200 Control Software, £ File FEHY Open/New wizard template, 3%3% immobilizationo
SHEHES, Chip type 3% CM5, 7E Flow cells per cycle 1% 2, A% Flowcell 1,2 (41 1.2 B, ®J%kiE34)
method 1% F amine & & {EEX, ligand i A\ anti-his antibody, 1% Specify contact time and flow rate,
contacttime /9 420s, &&= Next, EFESLWIEE, —MREKIA 25°C,

Immobilization - Immobilization Setup

o d Chiptype: | CM5 v
Fow cells per cycle: 2 ~
Flow cell 1.2
9. immobilize flow cell 1.2 Method: | [ Amine V]
Ligand: [anti-his antibody | Diute ligand

@ Speciy contact ime andflowrate  Contacttime: (420 |is) Fowrate: [10 | d/min)

(O Blank immobilization

Fow cell 3.4
D. Immobilize flow cell 3.4 Method EAmme
e e e e 420 e: (10 |(
Help Custom Methods... <Back Next> Close




2) FE &M FHiSZ g Fhi% B Sample and Reagent Rack 1, 7E Menu 1% Automatic Positioning B shHERAE
muExBTEEEEERH. REREER, ESHENNER, BANEREREAATEROE
FARDA], EL A anti-his antibody FJ pH4.5 RIBRER SNFETEE 20 ug/mL. AfE, BREKREFEERBA
HREEENE, MRFEANESTENERE, MESEFULRNEE. SLEREEREET, BHERE
EEIF R,

-
B Immebilization - Rack Pesitions B =

| | Somapls, ool Hoegeqt Fiack ), | Position ""{:;" Content Type

E
00009 o ﬁu
R1D2 55 NHE Immab Fc 12,34

O O Oy

DOOR A s B =
DOO

SOFOO )
53699
' @
OO0
rOCNjCM)<3
olste. 10.@

OO
5. *0®
lolelop-4 2@
‘elele; 1@
OOONOQ)

& B 14 ] E

R1D3 Empty EDC/NMS, min. capacity 124y immaob Fc 12,34

[ ree [ Wew v [ <ok | tews [[ Gme

3) =5 Next, 384 Prepare Run Protocol XHEHE, FINZBIRBIFESEKE, = starte {R7F method 5
result XAFIXHEE (IRIAZBETIEE, TEAERTPHEERGTHNEEXHEXSEXGEBEARTEH
XZEF) o RRAEXBNETBERER.

4) BEAERE, WEBMERHERBBER. ANIRLI fc1 F1 fc2 {BEXE9 11000RU £4 ( BA (S
BENHERLIREREEER, £ 7000-14000RU Z BB ) »

5 BEAERG, BIAHANT—FLE, THRSFHFELTE.

Sensorgram
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HmENigiE

TE£$T FFHY Biacore T200 Control Software B g2 FF file 1Y Open/New Wizard Templateo
, BIRRYIE(ES % Biacore 1l

[E8Y FeyR, B A method

£ Open/New Wizard Template BY7218 B#ri= 8 =7 Kinetics/Affinity W 5o

: File View FRun Tools Help

‘@I TR I+ |5 A48

Look in:

2 Methods And Templates

Type

3

[_pew.. | Open... Cancel

(BEMERT

U745 FeyRila tHE{ERBIRIEIER )

1E Kinetics/Affinity RE A, 15 Flow path /24 2-1 8% 4-3 ( E{K# Anti-His antibody {BEAIBIETE ) ,

Chip type %1% CM5, 7E Ligand capture BiFJ$8. #%& = Nexto

Detection

Chip type: |CM5 v

. i
4

Sample

o 1
[] Camy Over
(B Net> || Cowe




o 1 Setup RMEER, Startup Ji§ FHY Solution —t=FIEE HBS-EP+, 4% Number of cycles {9 5, &
E,‘ﬁ Nexto

Kinetics/Affinity - Setup X

Conditioning
[] Fun condtioning cycle

Solution:

Contact time: (g}  Mumber of injections: 2
Startup
Fun startup cycles

Solution: HES-EP+ \

Mumber of cyclesN 5 W

Solvent comection
[] Run solvent comection Mumber of injections: &
Repeat after sample cycles
Help < Back Mext = Close

» 7E Kinetics/Affinity-injection Parameter 5 & T: Ligand I N\ CD32b, contact time J3 15s ( B {K A
EOEREEETEE, LARERENE. HREBEE 45 RV LA, BFEmEtTs, EM
#H¥KE ) , Flowrate J 10 pyl/min, £ Sample —#=H Contact time JJ 60s, Flow rate 3 30 ul/min,
Dissociation time JJ 60s, B4 {49 Glycine 1.5, B 4ATE 30s.

I Kinetics/Affinity - Injection Parameters >

Ligand capture

Ligand: |CD32b |
Caontact time: (s)  Fow rate: (W/min)  Stabilization period: El =)
Sample

Contact time: (8)  Flow rate: @ (W/min)  Dissociation time: =)

[[] Bxra wash after injection with:

Regeneration

Solution: |Gh.'cine'|.5-| | [] High viscosity solution

Contact time: IEI (8)  Flow rate: @ {W/min)  Stabilization period: El =)

Help < Back Mext > Close



£ Kinetics/Affinity-Sample RES, BESHYIEE: Sampleid BEHEREHIR, MW(Da) BESFE,
% — Concentration AREIRE, F_NMNERRE, ERKEHARISES. T2BRESFE
RENETRE. BRESUT:

Kinetics/Affinity - Samples *
Samples
Sample id MW (Da) Concentration | Concentration ‘
pg/ml - nM
il a 150000 0 0.000
2 3 150000 31.25 208.3
3 a 150000 62.5 416.7
4 a 150000 125 8333
5 a 150000 250 1667
L3 a 150000 500 3333
7 a 150000 1000 6667
8 a 150000 2000 1.333E+4
a9 3 150000 0 0.000
10 a 150000 3125 208.3
11
Run onder

(@) As entered () Increasing concentration

Help mport. Control Samples... < Back Next > Close

= 5 Next i A\ Kinetics/Affinity-System Preparations R H, A&, B =3 Next # A\ Kinetics/
Affinity-Rack Position 5, 1§ Reagent Rack 25 Sample and Reagent Rack1 ( SiiRIEHF RIS ikF
Hfth rack 2% 96/384 LR ) , m=FF Menu [5i% Automatic Positioning, Vial siza iEITi%ERE Medium, &
ZaH1EEM MR, pooling EINIEE yes, Mk OKo

(& Kinetics/affinity - Rack Positions ] ®
Sample and Reagent Rack 1 v sample 1 Sample 1 |
Conc (pg/mi)
OO0 OO _
236 a Sample 150000
OO OHO O 128 8 Sample 6.25 1150000
128 3 sample 12.5 1150000
) () Om. OO 128 a Sample %5 1150000
128 8 Sample 50 1150000
‘O O O O 126 8 sample 100 1150000
‘O O S0 HBS-EP+ Startup !
'
O O O 314 CD&4 Capture
‘O O O!. O 678 Glycinel.5 Regeneration
OO 0,0 ()
Q00 o OO
L]
OO0 O
5
QO O0@C)
OO0 O@ OO
OO OSO Q
000 =2 )
2
00O O
O0O@ )
A 8 14 |-} E E
Heb <Back Nest > Close
=]
- N\
Region | Color [Orientation | Anchor | Rack |/Analsize | Poolind First Sort By I Move Up
Smple [ Oymn =] Column_[-] Bottom et [=] Sample o] Medium [=] Yes [ \ortent-Ascending I
Startup I Crimson +| Column [+ | Bottom left |+ | Sample « | Fontent - Ascending « | None
Capture [ LightBlue +| Column [+ | Bottom left |+ | Reagent ur « | Fontent - Ascending « | None
Regeneration I Brown [=] Column [+ Bottomleft [~ | Reagent [+ Medium [+ |Yes | JContent - Ascending ~ | None
< >
Heb P oot Cancel
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- BRESETESHENER, FREEUENE. Fma BE{TEIDIR HBS-EP+ HITELLRH R,
i Next, XWHEHRTRE, BUHERE (FIEARS AN, LITBTEE, TEMREN
NHEBRBEXNHRBEITEERXFH ) #ITRT, NEESFHBENET.

» ¥J FF Biacore T200 Evaluation Software, = [ , HWEREREMNER X B, =E A M Plot Y
Binding to reference, B E MR E G F—HE/\TF binding level X Rz Mg M HRJ 20%, BiEE
binding level EM R EREFEHENREKS. 12, BEMEIT—2. F: & Binding to
reference &> AYNI R {E 1 F R E MK EE X TF binding level XS R IAR{EAT 20%, BIFEIFER
MEG. RNATERREETENRTPHRE FREDLIES P20 ( 555: BR-1000-54 ) iREREIT 1%o
# baseline P ENSRINGRE LW, AIEHERBEDRAVHERE

o S A E R B Kinetics/Affinity, 7E T 5712 B &5 3 Surface boundo 7E Kinetics/Affinity-Select
Curves FEAY Select evaluation mode T E1%IE Single mode, ( B HNBESTRLER, HIEHSLIE,
A] 1% batch mode ) o EHHMNBFOPERRRNREHTIG. BEREN: NRESRENL
fEXTF 500 RU, EHAKAY 5-6 MIRERHT, MRESRENMLENTF 50 RU, ERSH 5-6 MRE
BITEIESR, NTEERE, BERE 56 MNEENREHTOT. FEENRE, JEHERIRE
REPEUIGRERIRIXY S XIEET .

Ad Kanetics [ Affinity - Select Curves |Creste] x
Select evaluation made
) Single mode () Batch made
Curves
Curve.  Fo=21 ] Ligand: CD3% i Sample: 3 w Terperalue: | 25 -
e z e = e S the = . -
"""“‘"] E""""| tealml) | (ulimin) ts) (s)
o 0 ] 30 0.1 &Ll
o H 1135 30 £0.1 80.1
o Iz 625 3 &0.1 2]
o = 125 30 0.1 &l
-r 4 % 30 &0.0 &d.1
o F-] 300 3 0.0 (28]
o % 10 30 0.0 gl
¥ 7 2000 3 &0l &b
Ll ki1l 0. 30 L Ll et
[ AU
] Zoom lack

Response
[ T
B&3 8
_,,-|-—_.-_I

o -

t 1 t t
&0 =30 20 m 120

Time
] Show concentration sedes L] Show blankis) [ Show average blanks)
Help Muiple Fima Adjust njection Events.. Nead = Cancsl

« REATA Next, EIFEATA Affinity ( HERKED " BTEKERAIEI DS BF, 1 Kinetics )
=5 Next, Model i%#% Steady State Affinity, mfZ L Fit BITEUEINEG, =G TA Finish ®io

« ETHHIERREZE, Quality Control MBI =IEZHZ KT R MG NEIELTF, MR=EKT, RREE
RS, MRSLNT, TRHEFERES, FENNITR. FEERIZH Report FEREFRNS
WEIE, BIEMAZEEHIE ka. kd, FEMHEE KD Fo ARSI, shHFEEHIE: Ka=2487x10°
M's", Kd=1.840x107s", FEFH: 7.397x10° M,

11



~a (o] ©

Curve: Fc=2-1 Ligand: CD16a Sample: a Temperature: 25 (C)
its: | 1. 1:1 Binding o Toms ~
RU

70 T

S0 +
H 1 .
e -
g 304
3 -
= 10 4

-10 t t t f

-80 -30 20 70 120
Time E
EEREXEN

Qualty Control Report Residuals Parameters

@ Kinetic constants are within instrument specifications.

) Kinetic constants appearto be uniquely detemined.

(D) High buk contrbutions (Ri)found.

e Check that sensorgrams have sufficient curvature.

° Examine the residual plot. Pay attention to systematic and non+andom deviations.

QJaHyOmirol Residuals Parameters

Curve ka (1/Ms) | kd (1/s) | KD (M) | Rmax (RU) | Conc (M) te Flow (ul/min)

6.706E+4  0.01748 2.606E-7 4471 - 479
Cycle: 5 15.625 pg/ml 30.00
Cycle: 6 31.25 pg/ml ~30.00
Cycle: 7 62.5 pg/ml 30.00
Cycle: 8 125 pg/ml _30.00
Cycle: 9 250 pg/ml 30.00
Cycle: 10 500 pg/m! 30,00

- BEIRHMEERL, SEHEAERLIER copy graph (small, medium, large) BFXELRZE, tBATLL
AR RE exportcurve, B txt X KEBITRHE=SREEE.

mBnE, SkITRERARE
i&1% 400-810-9118

12



X F cytiva BigH,

Cytiva BN 22 ERE BRI ZMHAIETE, ELK 0 RTMERNBXEE
8000 BRT, MAOFHEHKRIEAR, IMRIENTEZ. (FAERPIEHEE
K, Cytiva BEFFEGRZMNEMRANHAR, BURALRCFHERE. £
ML FTEMBEINERT Z. BERADYALNENIZHRE. K
ZgeH, NEREKEEFEFRNEFTEHEMTIE.

151518 cytiva.com.cn SKENE Z{E 8,

=
BMiJIE=: Cytiva
BEHMAIRSSS: CytivaChina

cytiva.com.cn

Cytiva #1 Drop #xiR 2 Global Life Sciences IP Holdco LLC B} ELft /B A B HIiEM 4R,  Cytiva kR
FTERRMRSNEEFTETE Cytiva U HEEZHEBLADNHEHERRS R TNE

KBHEXLERRERGNEX. MFTHREHER, BREAETAMH Cytiva KF. MFEEEF M
LD AEERRISE, 1BHIT cytiva.com.cn/contacto cy t l Va

CY22871-02Aug21-BR



