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Quality Control  Report  Residuals  Parameters

@ Kinetic constants are within instrument specifications.

@ Kinetic constants appear to be uniquely detemmined.

@ Mo significant bulk contributions (RI) found.

° Check that sensorgrams have sufficient curvature.

e Examine the residual plot. Pay attention to systematic and non+andom deviations.
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hMXRAB8-Q63A F hMXRAB8-D64A G hMXRA8-R69A H hMXRAS-Y92A
=Y KD=12.49 + 3.25 uM = KD=8.21 % 2.25 uM =y =y
& 2001 a & 2001 & 22001  No binding 2200 KD=207.8 + 22.17 uM
2 2 2 &
'c < T =
;100- ;100- 3100 3100
w "
2 % g g o g ° sl =5
o [+3 '3 o
0 100 200 300 400 500 600 700 0 100 200 300 400 500 600 700 0 100 200 300 400 500 600 700 0 100 200 300 400 500 600 700
Timels) Timels) Timalel Timalel
J K L
hMXRAS8-E96A hMXRA8-R98A 200 hMXRAS8-E227TA/R228A hMXRAS8-C144S/C279S
32004 xpe =) 5 -
o KD=17.49+8.91 uM 4 4 22004
1 5 ;m' KD > 1mM . KD=23.12  7.80 uM 3 No binding
= = = ]
= 1= [ =
3 1004 ;o 100 3 100 §1uo-
w w w
§ s 5 5 0+
B o] g"' 0 frem=s §. 0+ % \’\’\—\’\F/
@ o« © @
13
0 100 2°'Erir3:e°(s;°° 500 600 700 0 100 2501_;50(4}(1)0 500 600 700 0 100 z:m_r;c'w (4;‘)0 500 600 700 0 100 zﬁurabo(ﬁéo 500 600 700
ime(s ime(s ime(s
M hMXRA8-C144A/C279A N
— hMXRA8
5 — 400+ — Q63A
E2°1  vo bindin g pous
2 g 2 — R69A
51004 5 200- — Y924
2 g — E96A
g 01 g - R98A
: % g o E227A/R228A
— (C1445/C279S8
0 100 200 300 400 500 600 700 0 50 100 — CT144A/C279A
Time(s) Time(s)
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FHERTEIREERAZIRS
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SRDITSAENE

b2; AB; 1:1 binding

X

U

ou
251

Relat...

b2; AB: 1:1 binding

I >

50 100

1:1 binding; ka=9.65e+05; kd=3.02e-03; Rmax=52.9; KD=3.13e-09

Sample tablesid uals Blanks Quality control

1:1 binding

ka (1/Ms)
kd (1/s)
Rmax (RU)
tc

Drift (RU/s)
Chi? (RU?)

Series parameters

9.65e+05
3.02e-03
529
3.75e+11
0.00e+00
2.02e-01

1:1 binding
Sensorgram parameters

Curve

#6: Sensorgram Fc=2-1
#7: Sensorgram Fc=2-1
#8: Sensorgram Fc=2-1
#9: Sensorgram Fc=2-1

#10: Sensorgram Fc=2-1

Conc (M)
1E-09
2E-09
4E-09
8E-09

1.6E-08

150

f (ul/min)

30
30
30
30
30

RI (RU)

I
200

0.0
0.0
0.0
-0.2

0.0

T(RI)

2.17e+00
2.94e+00
1.13e+00
-1.24e+01

-2.20e+00

I
250

Zhn=
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SAHFNFRITFSHEFNSE?

Zhn=

I >

AEZNEETEE

Chi? HAE M4 SSEARHIEZAIMESE, Chi® < 1/10Rma
Standard error(SE) SHINEE, <1 %R THEENSOEE
T-value T-value = )\&{& /SE, > 100 BB ESO{ZE
U-value TEEEEAUE—E, <15
. IR EEL, SEETE100- 102, > 100fZ K HBBZEUEAS

YT EBREIR NG

Rt

50

I
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g 8 8 8 8
IOAIO.OO

D 3 v 3 o — &
100 150 200 250 300 350

LA SRR RIS HE R y



SRDITSAENE

b2; AB: 1:1 binding

]
=

504
404
30+
204
10

Relative response

b2; AB; 1:1 binding

\

—

I >

T T T
0 50 100

Time

1:1 binding; ka=9.65e+05; kd=3.02e-03; Rmax=52.9; KD=3.13e-09

Sample table ParameterBlanKs Quality control

11U

]
150

]
200

]
250

ez EhREREN T ERINERIEE(Chi?)

L
o
L

Relative response
o

Cytiva

0 100
Time

200

300

E
4
LY
[ &}
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SRDITSAENE

b2} AB: 1:1 binding

Cytiv

504

40

30+

20+

b2} AB; 1:1 binding

I >

Relative response

-25 0 25 50 75

1:1 binding; ka=9.64e+05; kd=3.02e-03; Rmax=52.9; KD=3.13e-09

Sample table Parameters Residua@ Blanks Quality control

w 2
c

100 125 180
Time

175 200 225

250

Relative
(o]

2.5 . . " T

Flow cell Sensorgram type Analysis step purpose
4 2-1 Reference subtracted Analysis
2 2-1 Reference subtracted Analysis
12 2-1 Reference subtracted Analysis

100 150
Time

Injectiontype Analyte 1 Control type

Analyte Mot a control
Analyte MNot a control
Analyte Not a control

Analyte 1 solution
b2

b2
b2

Concentration (nM)

Zhn=
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== =Z {5l =
SERPITEIEHE I RBIRZ
‘n —=JHIJE
b2; AB; 1:1 binding
RU
120 1
100 1
80
E &0
=40
€ 201
0+
=20 i / t t t t t t i
-200 0 200 400 600 800 1000 1200 1400
Time k-1
1:1 binding; ka=9.58e+05; kd=3.04e-03; Rmax=53.1; KD=3.17e-09
Sample table  Parameters Residuals Blanks ( Quality control
NlR=1 . 3 9 . -1 -6
o Kinetic constants are within instrument specifications. m;m“’lBKa : le’-1e°, Kd : lev'-1e
\ o Kinetic constants appear to be uniquely determined. t., U-value, B%lﬁﬁﬁ?ﬁ%%ﬁk‘iﬁ'hﬂ;ﬁ@
Bulk contributions (RI) were not evaluated. The Rl parameter is set to constant. #ﬂ?g;ﬁpf&ﬁsgﬁﬁ, RI fit local

Check that sensorgrams have sufficient curvature.

Examine the residual plot. Pay attention to systematic and non-random deviations.
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Fal)

Relative response (RU)
& A
L L
(
\\
Relative response (RU)
8
L

-40
al
-50-} \
-10]
:‘\
12 -60 \
-14 T T T T T T T T -T0 T T T T T T T T
-100 -50 0 50 100 150 200 250 300 350 -80 -30 20 70 120 170 220 270 320
Time (s) Time (s)
Color by: Concentration Color by: Concentration
1.5625 nM 3.125nM 6.25 nM 12.5nM 25nM 50 nM 100 nM 1.5625 nM 3.125 nM 6.25 nM 12.5nM 25 nM 50 nM 100 nM 200 nM
data data data data data ——dala ——data —— data data — data data data —— data data data

IR EREFmRERIEINENER, SREXREE, WRARES, XNERAILBEIRG?

Really? ? ?
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SR E—-—IES F IR RHIN=E

Create new evaluation  Open existing evaluation = Evaluation - Multi-cycle kinetics/affinity 8/1/2023 3:54:44 PM E Action history

QC -Sensorgram Vv QC - Baseline ‘ QC - Binding to reference | Vv ’I& Evaluation - Kinetics v O Home v

Binding to reference

e
| (e

ARG RIERE
* Binding to reference > 20% Binding level
- EIREMAGR
° - ZriBiE E5EfFStability AT T0
© Fc2-1BERIARRIEL

—
(@]
o

o

1
N
1

1
w
1

Analyte stability early_1 R...
N
(@]
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Zhn=

S RE—-—AFS R IR

ERAE:
« SR FREEE D TIRIMER
(1) FERECR S DITIRE
(2) WEZESLLBENAIESE: AMETAAIE  #H T EN S
(3) IEEDITHIRIZEE
o PREEPESAHDHINRFTRY A E
(1) FEREITEDEPIFINFINE (ZE~300 MMEZE500 mM) , Eifibuffer{dH
(2) RINFEEEMLER (0.05% P20)
RS TTYIRREEE
BRI E SRR A B E R EE < A T30
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Zhn=

Create new evaluation  Open existing evaluation  Evaluation - Multi-cycle kinetics/affinity 8/1/2023 3:54:44 PM E Action history

QC -Sensorgram QC - Baseline v [b) QC - Binding to reference Evaluation - Kinetics v 0 Home v

Baseline

RU
= 9 § L
S 6165 .
2 )

26162.5 -
o ! ¢
% 26160 - . ™ . Analysis step name
§ 1 e 00 ® B Analysis
2 26157.5- Startup
£, )
e 26155+
<

I I I I I I I I I I I I I
1T 2 3 45 6 7 8 910111213
Cycle

K EER/BEAYF, Rmax : FitLocal, REBBESHE

Cytiva
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MAtEEE

EFMADBEIEKIARI107°~10"2, Eg: FUR-FUAR, VLP-FUR, INDFHENES...

E | HEERE I8

L A A ;\ Q 5
R...=6364 RU, K,=62pM - Rmax=75RU, /

o BEDITTIRE, (EKAFEATE] "7

« [Z((EEXE, Rmax<30RU

- IEFRESENEERG (BR. . B8, M)

. MABAEIR [ P S S S S S S

DITHPFREIER < FLIARRSEER

Cytiva 92
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Respoinse

Blank Subtracted Sensorgrams

Response

LS o

=]

=13
=100

100

200 300
Time

Cytiva

R TEMRRERK, Removelg

RU

Relative response

T v T
0.001 0.002
Concentration

R ERTER

0.003

FmaEE, BRE

44| Curve Name: Fc=4

RU

Response

35000 —

30000 —

25000 —

20000 —+

15000 —

10000 —

5000 —

¥ ] [[4] Assay step Pumose: Undefined| ¥ P | [ | cycte: 1 v|m Tools
Sensorgram
[J Zoom Lock
-~
7\
| P
mm/lwn_ﬂn/‘w—um
| f |
I 1
1 1
| 1 Fo=t
1 1
! I
! I
! I
! 1
L
N W
1 I " I I " I " I 1 ' 1
] 500 1000 1500 2000 2500 \ 3’]0 3500 4000
Time \ Y s

MEIHZTS, Prime

93



Zhn=

I >

SRDITSAENE

Kinetics Affinity
rRU 7 b2; AB; 1:1 bingj RU
50 - 50
% 40~ g 404
o 1 3 |
8 %1 g > N
2 207 2 20+
© 1 © 1
= 104 = 104
s 107 s 107 rd
0- o4 7/
1 ! 1 ! 1 ! 1 ! 1 ! 1 ! 1
0 100 200 0 1.00e-8 2.00e-8 3.00e-8
Time S Concentration M

B, KEREGHE (REMKME) . AIEMNES. Teuk. GRHERES. UaRY. SMSHGHE
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Biacore fﬁﬂ!lll.i Biacoretl4i LIS ETE Jvd:zE ) 2 easy biacore {Z{E{I5H R FRYSOP

% FVAIRTE % ERERE

Ot

€) cytiva ) cytiva

{EBiacore™ X100 . nuﬁ‘ﬂ:m
- MERREN A FRRARE fﬁ?%‘;é%&hﬂgﬁ Biacore N FEIEA = [ o
’ i E i t B ERNBEPRARPOEE
) cytiva e TN . OO o @ 55268 14:00-15:00
TEBiacore X100-R{RIE— 17 BiacoreB NP E L ILEH Biacore} FE{FIE RIZIC R WS FHEEEREENE
BRSNS FHATIF % RhS TG MWEPHRA: Biacores}F
i B RATEEHE M.

https://learning.cytivalifesciences.com.cn/biacore/
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1S5RS SERXISCREENS)
2. FIEMKHIDISR, MEZEBYNESES

3. Bz SIS HZEMIS . Chi% . residual plot
4. EYIFFSLEGTERAIHIL S S 2L

5. BIFNFiTE#: T-value, U-value, SE

= WERGRIFED
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A iEZEAETE

Ch|2 Eé:lél:é g%%ﬂ%%i&({ii;lz{Eo
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Include Cycles | Sample | Comc{nM) | Assoystep | Flow {ul/min) | [ Diss.time () |
El A Betatirn G Sangin £l i £
v i 2 sonpie 0 = m
El 4 tetatmzn 4 sampie £ m 00
“ Betainion & Sangin £l i el
v e 16 sanpie 0 1z m
El + petatmizn R sanvie £ e 0
El Batatmicn & Sanpia 0 120 0
v 1 eetacmin 0 sompic 0 iz 0
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Time.
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v'Double Reference
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Biacore 1355 ERER S 3=
E YA

Protein A/G/L FrBMRZLSaITIA
CAP &R EMEHEMRCHID T

NTA &H Histi&maEH
EEINE ) HAMBECC FBuE IR e A

GST HIRAAE IS RRGSTHARMAEEGE
His BWRAAE  HSREHISTESRAERITE

B RS HSRREEAIGG. IgATIIgMATR
A BIRIRRIE ISR ATBRIAIG-FIS R

AFab JIRRAIE SIS RBIRAFIFab R ERAGHE




s TSR
ijE: <

ETHIAER

. N THREEEBAELSNHNYEY, EESERKTRHERTAT
. EMBE KT

_analyte MW o

X — — Rix Sm
ligand MW

- R, = BeMBERKYF, SEFRMEEXE=1.5R,
~ Ryax IR TS ARENRAEESSE, WTHHER,,<100 RU
- S, = (EFIHELE  (Analyte:Ligand, RANRTIERES, =1)
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LI}

LIHIE
BLER(

HistEsE Glycine-HCI, 1T0mM, pH 1.5
Flow rate-5~30ul/min; Contact time-60s
GSTIEFE Glycine-HCI pH 2.0
Contact time-60s
EdHUiEE Glycine-HCI, 10m.M, pH 1.7 |
Flow rate-20ul/min; Contact time-180s
AUk @ g o

Flow rate-20ul/min; Contact time-30s

Flow rate-30ul/min; Contact time-60s

Biotin CAPih F- 6 M guanidine-HCI, 250 mM NaOH
Flow rate-5~30 pL/min; Contact time-30s

Cytiva
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TR

a5 =1 (<1000 Da)
o IR{EMRAR

o« IBRmax{Ef(E

« FETESHIBEOKF

- FESRBEAVGNILE
A

Cytiva

“EEHE1I55

F=MPIAPM~mM

- (EREXNZHZHE "R
R

o TR TEHEEMIEANIE, B
PHEIRMESFR

IKiE PRI ERF IS

- BZLETH. BE, FE

BHlaFIENE (JIDMSO)

- IFSEAM, ZSINBREE

- BUCHATENGS: 2R

e, ELORRIE
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-J JIU\* ?

- BERCKDHAHERER, N>HEADTT, FECHREEES
RYBCIAMEBERE (~10000 RU)

max . lL:\H'?EEEI’JE‘ﬁ%é@E , 1E§iﬁ?§1 OORU

{Rmax MW, } S R, (5974 : BUK) ; BUART
m
5 MW, Ligand/Protein: 150 KD; Analyte/Compound: 0.9 KD

R, = 17000 RU, LFEHEEETS
- XESEFKFENAEIE

- IESBCAGRE (>100 ug/ml)

- IENNECURRVEFETIE] (~1053%%)

- FETEICETE (~109%)

- (UtBEER (BFEpH, HEERAESIFR)
ytiva - ERACM7SH
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G 30000 - -’%,
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n \
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L 27000 '@
Immobhilization
24000 level
21000 4
18000
15000

0 200 400 BO0 00 1000 1200 1400 1600 1800 2000
Time 5

o Activation ;&4 = EDC/NHS N, KRB
 Ligand contact BofiEAN = SEEANSERERMN
« Blocking ¥ = BZEEREHACH EZRIGEMIHRE
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DMSORJ4T =

. SIFHE (1200 RU for 1% DMSO)

- BRECHIFESNKRE SR, RIES MERLARunning BufferfYDMSOREER]
- DMSO F[RAIZHE

-(FHSREE. S4ENDMSO

- A FFIF AV ER(ERRE—HREIDMSO
- DMSO BEARKIE

N Rl R s

- IR ERIREIR. 05
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- HmEERE, NETER SEFMESHIEIR (BELENER)

BCHERER, AR miTtiERY ] BE

RERFEFERSE T RAIIDMSOIKRE—E]

HEFmTIRENE, 7BoRESY
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HETF
S ERGZ iR (PBS-P)
10-50 mM BXEREL,
150 mM NaCl, pH 7.4,
0.05 % P20
- IREBEARESEREEHEIRE, RDIETSIRMY

S

- AZSINDMSOENA (1-10%) , (BEESHERIBR

N

e 0.22 um EEEE, 1©EEEIIDMSO
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stvBEESEAREERNINNEEER K
- SHERELLEHEREE ST BEHMDMSODF
* 0.1% HY DMSO iREZEFEBEE =4 100 RU RUNMA{E
© AEHFGEFEIDMSO REEKE AR, FE2HITARBISECHRE

SHRERIENE

HEBRAAR RN

AC AL S B O
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|5 RU — 5RU

,’l \ Fc 2-r
.'l corrected
1
Fcr 1 )
0
(]
L]
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T
° For /50 RU

AN PR FDMS 0K BILAFIRIERZ:, XTI HiRATHRERIES
EA—%, SHStiEE IS LCNIRE RAEISRY FRH[E]

1 50RUASFBA SRURYI AT IHRE
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- EoiAEE RS ERmAE vs SLEEERIImAE(FH B FIR L

145%) 2 3 4 5(5%) 6 7 8 (5.8%) Resdariss (Referereference) | ' 500 ' 1000
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-204
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-404

-500 0 1000
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Rsdonse (RefareRefkrence) é ' 560 ' 1600
C EAURESNM R m%k\\\\\

- ?&ﬁiﬁ§8/\, Z://I\ :_F4/|\ 0- ~_
o BFIRIERIIREL o

-201

— B20~30MFRIE TR IRLEFEIA
- LR BHERIE T RRERER
- ZBEWNEEREXERN
— §[14.5~5.8 % DMSO, & 1EX[A]74 -500 2 1000 RU
«  HEGESIEERIEFIRESR
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_30 .
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IRiE BT

{ILLITY

« THEBiacoreEiPHYE

- B EI 4
- FF H 4
« StandbyF03EH]




IR

» XEPRFITILSE (filter) RS (degas) (T200EBEZIRSINEE
- BM(EERI—XEANE PR B EHI TEINI SRS
- RE(ERFTERIE PR
* ERPrimeXI R FHI T
- S B e EARERbuffersizkprime/ kRS, 794

Biacore T200 Control Software Prime

L

File View Run Tools Hel 1] Place buffer on the left hand tray and insert tube A.
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