@) cytiva

Biacore f&llin{A5 FcyR | tHE{EH
BIEIE
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S =]

1 3 Biacore T200 #& MWHLIAS FeyR | BERIFEFN NI EIE KDo ASLIGHI A CM5 1T R {BEX anti-his Hi ik
(MM NTA T/ + NTA reagent kit, E{KIR{ESE ( Biacore FIKIEZRNIIAS FeRn B EIEBIRIEIS
) ), IR his-tag B9 FeyR |, FURIERDITMIQINFEFISI. tBEIER Protein A/G {5 ( Protein A
HEHES: 29-1275-55, Protein G /58S 29-1793-15 ) B} CM5 + human antibody capture kit ( 555
29234600 ) WIS RIEBIRTUR, FoyR | {EARNEHTEN, BERETSE (Biacore HIKiE
MK SHREEERIREIERE) « & FoyR | B tag J3 biotin, B A SAH (S : BR-1003-
98 ) =} % % Biotin CAPture Kit, Series S ( 885 : 28-9202-34 ) E#H TN, BE{RIE{ETSE (Biacore
CNERSZEBREEERIRERERE) -

i 3
ERFEI: LRANEFARIRZIERE, FESFENLEAm. ZERXEXNULRSE, ARAR
EELFmER. 7. BROESRELRSH.

SEIR(EANEL. WARNFE

o ALICFTARIMEL: Biacore T200 , HAEMNE, BB NN BAIRIEIRBHTERE, 518
Biacore FFREZKo

o SZEF|CM5HE. CME RS 29-1049-88 (—H 3% ) , BR-1005-30 ( = B3 ) , 29-1496-03 ( +
R ), | & Cytivao
SEBEEFE (S BR-1000-50) , | ZFH Cytivao

« His {#3XIdXE (RS 28-9950-56 ) , & E 50 pL 1mg/mL anti-his antibody, 1.2 mL Acetate 4.5, 100
mL Glycine 1.5, |~ ZXJ Cytiva,

© EM: 10xHBS-EP+ (£45: BR-1006-69) , | ZJI Cytivao (BATIEFEAMMZHMBEES L
REFEFRMNES )

o RBEFK (022pm BEiZiE, BEAKNERIZRET, ILEEERXTERERER) -
o EE15mLEP & (S BR-1002-87) , | &N Cytivao

5 His-tag B9 FeyR |, AAEBFKAREHRE 1 pg/mL

TRTE

(e i3
FHLIRME

*  $TFF Biacore T200 R4 FIFEfNAYERJRFF %o Biacore T200 W BEF XN TFRAS N A TH. F
BBdE (X4, BEERETIRNEAER, FRABERXIREEER, ERLARERTIT
SIFIERNE) , BIRETE(F.

« $TFF Biacore T200 =4l #%{4( Biacore T200 control software ), iIZ{TE S B N R K E S IEE,

o HEREFEDRK. 2B 50mL 10 x HBS-EP+ buffer, 450mL £EF7K ( B4 022 ym [EidiE ) , B
BRI 500 mL &4 o

« REFNGE, BHIER, BFEEH.




ZERIME
© 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

©RRRE
- SHTESHH F RESREE Tools FE M Insert Chip ¥R, FFGERITo

- MBEEEECAECHIR, SETESSH 5] KM% Tools SERA Eject Chip #ER. (&
BHBEEETH, IEEEN )

Biacore T200

! E This will eject the sensor chip

[ Help | Eject Chip J[ Cancel

MRFERZFCFH, EF New Chipo 7E Chip Type B TR SR ISR R A S F i (LA
CM5 &), TE Chip Id FIEAFIS FHEXAILIRIEE, Chip lot No. FEJEEASHFHIS (EEH) -
MREEZFEMRIIAIE S, B Reuse Chip, F7£ Chip Id FRIEE SR ESZHEM NI HES.

Insert Chip

() Mew chip ) Reuse chip

MHew chip

Chip type: | Ck5

Chipid: | CMS5 21-Feb-08 FiMa |

Chip lat no: [optional] | |

[ Dack Chip H Cancel




 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.
MEH IR

MEHmEE

+ Biacore T200 B =M AR BRI R {EF: Reagent Rack 1. Reagent Rack 2 ( [E] A) F1 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 MFLIRECEER, MEREBENFRERE L. BANARLSAZR
TE.

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

AR SEEE Hh{$ A Sample and Reagent Racklo ( &M R E L, TJ1%IF Reagent Rack 1 or 2, iR
BEEEIZELEEIN 96/384 FLiR ) ©

« mEIB%E [ #&EH, 3% Tool — Eject Rack, #@AMIIEENITH.

© BFERERREETINEEZEAEE (RTETARSL) , FRREaBRIEH R,
REFTLREmREFERR.

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, &M Next, EESLIEE, —HREKIA 25°Co

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

RU
45000

40000

uuuuu

30000

25000

0 500 1000 1500 2000 2500
Time s



HmENigiE

7T FF A9 Biacore T200 Control Software B2 55 FF file 51 Open/New Wizard Templateo

(BEMERT

[EAY FeyR, AJZF3 method, B{ARIIE(FSE Biacore #2ill14A5 FeyRlla tHE(ERER(FiSR )

View Run__Tools  Help
; Or Wizard Templ ~

Qpen/New Method...

£ Open/New Wizard Template BY7C18 B#ri= 8 /= 7 Kinetics/Affinity [F W 5o

: File View Run Took Help
i@ E|TEI+N A4S

Lok in:

2 Methods And Templates

Type

1£ Kinetics/Affinity RE A, 15 Flow path =24 2-1 8% 4-3 ( E{K4 Anti-His antibody {BEHIBIETE ) ,

Chip type % CM5, 7£ Ligand capture BiFJ$4. &= Nexto

Detection LChip
2
i !
il
D torn 19
[ Cany Over
[ Heb | Bk Net> | [ cose




o 1 Setup RMEER, Startup Ji§ FHY Solution —t=FIEE HBS-EP+, 4% Number of cycles {9 5, &
E,‘ﬁ Nexto
Kinetics/Affinity - Setup ¥
Conditioning
] Run conditioning eycle
Solution:

Contact time: (s} MNumber of injections: 2

Startup
Run startup cycles

Salution:

HBS-EP+\

Mumber of cycles|
Solvent comection
[ Run selvent comection Number of injections: | 8

Fepeat after sample cycles

Help < Back MNext = Cloze

» £ Kinetics/Affinity-injection Parameter [ T : Ligand {# N\ CD64, contact time J3 20s ( E{KiF &
MEFEREMEHTAZRE, LXIFHRENE. HREBEESORU LR, aFmIEEARS, OTEM
{#H3K= ) , Flowrate 3 10 pl/min, 7E Sample —#=f1 Contact time ;g 120s, Flow rate J3 30 pl/min,
Dissociation time J3 180s, B4 {4 Glycine 1.5, BH4AT(E) 30s.

ﬁ Kinetics/Affinity - Injection Parameters X

Ligand capture

Ligand [coss |
Contacttime: (20 | ) Flowrate (W/min)  Stabilization period: [0 | )
Sample

Contact time () Flowrate:[30 | (i/min) Dissocation time ©

[[] Extra wash after injection with:

Regeneration

Solution: ‘G?ycineW.S{

[ High viscosity solution

Contact time: E (s} Flow rate: @ {u/min)  Stabilization period: El &)

Help < Back Mext > Cloze

* fE Kinetics/Affinity-Sample RES, HEDHPIEE: Sampleid HEEHERBZTR, MW(Da) EEDFE,
% — Concentration AREIRE, FZNMNERRE, FRKEHRISES. T2BREEFE
RENERE. TRBREEERENTRE. BERESUT:

Kinetics/Affinity - Samples %
Samples
Concentration | Concentration
Sample id MW (Da) | Concentration | Concentration |
po/ml_ - nM =
FE 150000 0 0.000
2 o 150000 3.425 20.83
3 a 150000 6.25 4167
4 a 150000 125 83.33
EE 150000 25 1657
6 |2 150000 50 3333
7 a 150000 100 666.7
8 |2 150000 [0 0.000
9 |z 150000 | 3.125 20.83
10
Run order
@ Asentered (O Increasing concentration
Help Control Samples < Back Next > Close



= 35 Next i A\ Kinetics/Affinity-System Preparations R H, A&, B =3 Next i N\ Kinetics/
Affinity-Rack Position 5[, & Reagent Rack B{{J Sample and Reagent Rack1 ( ExiRIBH ME S LR

Efh rack BY 96/384 iR ) , =2 FF Menu f§i% Automatic Positioning, Vial siza EIU%EFE Medium, &
EEFERHER, pooling EINIERE yes, =& OKo

& Kinetics/Atfin ity - Rack Positions O X
Sample and Reagent Rack 1 ~ Volume Sample 1 Sample 1 |
Position |~ () Content VP | Conc (pg/ml) | MW (Da)
OO O QO | |
_ Bba 000 (Sowple 315 0 [150000
W) O OuO O 128 a [Sample 15.35 150000
128 a | sample 125 1 150000
o) () Om. O 128 a {Sample 2 150000
128 | Sample 50 1150000
10 O O 128 a i Sample 100 1150000
' “O O 560 HES-EP+ | Startup |
OO0 314 CoE4 | Capture
@D()Od.(><:> _e7Giyanels  (Regenemton| |
’OOOCKD
Q00 o OO
&
O OO O
(01010 0]@
000Q@ ()
OO OSO O
000 2% )
2
0000 O
QO0O@ )
A -] [+ B E F
Hep (L menu ] < Back Nest > Close
2
Change the order in which the samples are positioned by ordering the regions. The first region in the list is positioned first
Region | Color [ orientation | Anchor | Aack | vial Size\ Pooling | First Sort By Move Up
Sample [ Cyan v| Column |+ | Bottom left |+ fSample |+ | Medium [+ |Xes |+ | Content - Ascending ~ | None

+ | Medium [+
+ | Medium |+ | fes |+ | Content - Ascending - | None

[+ Medium [ A Yes |~} Content - Ascending [+ [ None

Startup Il Crimson | Column |+ | Bottom left |+
Capture [ LightBlue v | Column |+ | Bottom left |+
Regeneration [l Brown | Column [+ | Bottom left |- |

s | | Content - Ascending ~ | None

< >

Help Prnt Aoply Cancel
ERFRERNESHENER, FRIEENERE. Hma AiZTE KR HBS-EP+ HITELLHR.
=i Next, WHERTHRT, BYHEREZ (AEARFHAN, LITBTEE, TEMREN
MHEBREEXMRBHUTEERNFH ) #TRE, NHEESFBEHNIET.

FTFF Biacore T200 Evaluation Software, =i 7, HRERFIERH. SEHEZM Plot A Binding
to reference, MBEZNMNEEEEF —ZK/\F binding level F 3T 57 IH BI{E Y 20%, BI&E binding
level ENSHNMNBERSFERENREKXRT. M2, BEEKIT—L. iF: & Bindingto
reference &> S RYNE M E B FEIREMKE B X F binding level FRXY NI R {ERT 20%, BIEFEIERR
MES. ERNTEHIESETEFRFEBEFIRELIES P20 ( 555 BR-1000-54 ) iREFEE 1%,
£ baseline FEN RGN E LD, A& HERBERRHERE.
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= £ B & B Kinetics/Affinity, £ T i 4= B &2 &5 Surface bound. 7E Kinetics/Affinity-Select
Curves REAY Select evaluation mode FEIEE Single mode, (EHNZELIER, HIBHSLIE,
A% batch mode ) o EHHMNBE AP EFREABIREFTINEG. ERINERN: NRESIRENR
fEATF 500 RU, E&RIEAY 5-6 NMREDHT, MRERSKREWRENTF 50 RU, EREH 5-6 MRE
BITHIESR, NTFRERE, BRE 56 MELNRERTON. FREENRE, AEHERKE
RIEHREIGRERIRIXN S XIEEIT o

] Kinetics / Affinity - Select Curves [Create] x
Select evakuion made
® Snge mode O Baich mode:
Curves
Cuve: | Fe=21 v Lligand: |CDE4 v|  Sample: |2 v Tempeswe 2 v
Contact Time  Diss. Time -~
e yces | woim) ‘ tlimin) | ) 5]
v 20 1200 1800
v 75 3.125 20 1200 1800
i 76 625 20 120.1 e
v 77 125 20 120.1 180.0
v 78 25 20 120.1 180.0
v 7% 50 20 120.1 1799
v 80 100 20 1200 1800
81 | o 20 | 120.1 1799
i s 3125 20! 1200 1000, v
=
4 [0 Zoom leck
30
3 2 G T
2w | o e
g g —_— =
-0 t t t t T t 1
100 50 0 50 100 150 2 250 3100 s
Time
[] Show concentration series  [7] Show blark s} [0 Show average blark(s)

Hebo Multiple Rimax Adust Injection Events. Nexd > Cancel

=i Next, EETEROREBP S Kineticso Model %&£ 1:1 Binding, E& =5 Fit HITEIEIES, =
TG T A Finish TR0

ETHHEEREE, Quality Control IRIZ AR R RENEIET; NREENT, TREE
BT, RBLN, TRHEREES, FEMAIR. HIBETRERN Report FREREANS
WEE, BIEMANFEIE ka. kd, FEMAHIE KD Fo LA AM, SHEHIE: Ka=4781x10"
M's", Kd=6.488x10"s", FEFS: KD =1.357x10° M,

BRIZMEER L, SEE8LIER copy graph (small, medium, large) BFXERE, tBATLL
A sE exportcurve, S txt XAFEITRE=HREEE,

Ala (=N Eo )
Curve: Fc=2-1 Ligand: CD64 Sample: a Temperature: 25 ('C)
Fits: | 1. 1:1 Binding & Tools ¥
RU
35
30
25
20
15
10
5 T
0
-5 t t t t t t t t i
-100 -50 0 S0 100 150 200 250 300 350
Time S|

Quality Control ' Report Residuals ~Parameters

@) Kinetic constants are within insrument specfications.

O Kinetic constants appear to be uniquely determined.

@ No significant bulk contributions (RI) found.

° Check that sensorgrams have sufficient curvature.

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

Quality Comml@ Residuals Parameters

Curve ka (1/Ms) | kd (1/s) | KD (M) | Rmax (RU) | Conc (M) tc Flow {ul/r
5.209E+4: 6.723E-4: 1.291E-8 32.65 4.942E+14
Cycle: 75 3.125 pg/ml 2.083E-8
Cycle: 76 6.25 pg/ml 4.167E-8
Cycle: 77 12.5 pg/ml 8.333E-8
Cycle: 78 25 pg/ml 1.667E-7
Cycle: 79 50 pg/ml 3.333E-7
Cycle: 80 100 pg/ml 6.667E-7
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X F cytiva (BiG )

Cytiva @ EERE MBI ZWHZALITE, EEIK 40 RTERFMXHHHE 8000
AR T Cytiva A FHEHRFMINEGTT AEANEFOEMAISIENEE, Cytiva &
TTFEMRRE. ARGIFTES. £MEYMUARREMBMERT EZFWR, 12
A THMARMNEN T ZRIRE . AERMeEHD, AEREKBEF K. #iEH
AT T E 254 o155 18 cytiva.com.cn SKENEZ(E B,

ZL#: 400 810 9118
HMITES: Cytiva
MAIR$ZS: CytivaChina

~

mt o of

cytiva.com.cn

Cytiva 1 Drop #xiR =2 Global Life Sciences IP Holdco LLC Sy EL [t B A DAY EME4R.  Cytiva iR
FTERRMRSNEEFTETE Cytiva U HEEZHEBLADNHEHERRS R TNE

KBHEXLERRERGNEX. MFTHREHER, BREAETAMH Cytiva KF. MFEEEF M
LD AEMEXRIEE, 1B51HIT cytiva.com/contact. cy t l Vq
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