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His-TrpRS I His-avitag (biotin)-TrpRS ZZFEAL 5 SGHMN B A BR A R A Bk
Surfactant P20 (7 H3%5: BR100054)
10x HEPES-P (7%t H %5 : BR100671) Fl 10x PBS-P (P2 H %5 28-9950-84) ZEMPiAH H T34
Cytiva 3]
1 M Tris AR (FFiERS: MC030.1) WHTHEHERE (L) BBRAERAH
3 M NaCl ZKi&R (935418) M H TALH{H REFHIAR AT
B s-=HEREh (ATP) (ZFEFRE: A7699) FARE 3-REREE (AMP) (RERS: A9272)
T 5 F 3£ Sigma-Aldrich /3 F]
1 M PIPES 7Ki& G2 HR S €4870), 1 M MgCL /KA =it B35 R0481) LT3 E Amresco
G|
BER GrMmERS: 15385) WHTEE Cayman AF]
S &5 SA {Hh (i HZS: BR100531)
FAEBIKAAE (CHEFS: BR-1000-50) Fl NTA #iKIAI&E (M ERS: 28995056) HWET
EE Cytiva N F]
1.05x PBS-P &M (WIAHRECTT)
1.0x & 5% DMSO &MIEIR (WIAMREL7)
1.05x PBS-P BIMIAM (& 1.05 mM MgCl) (MLIATREC77)
1.05x PBS-P ZZMiATR (& 1.05 mM MgCL 1 1.05 mM ATP)  (WLIAREC77)
1.05x PBS-P ZMIAR (% 1.05 mM ATP) (MLIAWREL )
1.05x PBS-P Z&IHAW (% 1.05 mM MgCl #1 1.05 mM AMP)  (WLIATRECL /)
1.05% PIPES-P &AM (& 1.05 mM MgClL) (WIATREC )
1.05% PIPES-P &AM (& 1.05 mM MgCL 1 1.05 mM ATP) (MLIATRALJ7)
1.05% HBS-P &AM (% 1.05 mM MgCl) (WLIARALTT)
1.05x HBS-P ZZMIATR (& 1.05 mM MgCL Al 1.05 mM ATP) (WLIATREL /)
1.05x TRIS-P &I (& 1.05 mM MgCl) (LIEIREL75)

1.05x TRIS-P &AM (& 1.05 mM MgCL 1 1.05 mM ATP) (WLIATRALT7)
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1. RMOFEFHIRI (3EE Cytiva 24F], Biacore T200 & 8K)

—. NTA &S #ifif His-TrpRS, AL TrpRS S5W|RERENES

1 SRR
(1) #T7F Biacore T200 REUFI AN IR 5, Biacore T200 FYHLIFH XA FRAB A N, T
WUG, TSR TR EIRBIFILRE (AP A, BN 25°0), MREREE, R -MR
JEFRRAT () 22 IEINER, 20 FERTRETRZE 30~60 43 Fh,
(2) #TFF Biacore T200 Control Software, FEXIFFEFH EALRGHNLIERE,
(3) MBI ARSI TR, B 20 mL 10x PBS-P &AL, 180 mL £ 77Kk (B525K 0.22
pm RIS IELLEE) , RS RN MA O,
(4) KBTI RIS IRBAE T200 RGU/EMIEMATRIESE b, #r F B AR LR,
(5) HEMERERE A CEBRE LKA MASZPIETRKE. ER=MRIERE (B,
CHID) HAEEMMIRET TG,
(6) Hf 2 L MW ETE T200 RITA MBI ZMARIER |, EE ETRHNET
(7) BX 500 mL EBEFKEN 500 mL EMABIN, HEEAMZMIARIESR B TIEveErte,
(8) JEHE Tools I Eject Chip JEI, FTFRL ARG AT A E#: (B 1,

i File  View Run [ Tools | Help

‘2 H|FE

Prime...
Shutdown...

Biacore T200 Evaluation Software

Standby...
Stop Standby

Eject Rack
Rack Illumination
Insert Chip..
Eject Chip...

&

Set Temperature...
Preferences

More Tools.

(S8 WY kST TR R A
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(9) FHERBZFEF, MESE New chip (B 2) £ Chip type FY 723 B A IERER B AR AR (1
SKHN NTA ), {E Chip id FIEARISAAHKHISEEREE, Chip lot no HABENGA#LE (%),
FHRCEMAEAE R, 15148 Reuse Chip, FF7E Chipid FHSREAHEE] S Z MR R AE A E R X
THERIS AL Fr, AT DAIZESE New chip IEI0, W2 BHE A HIEAE R A HE I,

Insert Chip IE|
@ Mew chip © Beuss chip
New chip
Chiptype: |NTA -

Chip id: 220608-0451:1755872

Chip lot no: {optional)

[ Dock Chip I[ Cancel

B 2 A IR

(10) FHESH, AFHN—ET L, SR ERFESLTTA, BEARREANRE, & L5 RR
Mo

(11) i Dock Chip #H#, TR ENGERGHE B AR (Standby) RE,

(12) 1%+ Tools — Prime A4, il Start, ZRMIFR S ABS RIAR MR NN ERIRES RS, FEN
6~7 738, ZEHJE, sidi Close, RILHZNFE AR (Standby) KA,

TEE: HRGERE B IR LTI, MHISTT Prime F2/7, Prime WZZBIR =R NS
Z, N F IR A Ao

LN

(1) BT, ARE T 1 AR EAREEE:

TrpRS, .
Ry = —P2MW_ o poxs, (3R1)

Gz
Mw

HA, Ruw MO RAENHEICR AL SR, TrpRS MW FIBIEEE MW 23508 FAUN T T
B, SuAIT R, REINES 1o RoOWND FAEPOKT, SSEIN SSFREBCEY 1.5 Re, #[E7E Re
F 10 RU, MIZHHE, Ruma N 1000 RU, TrpRS i HFRMEBLE N 1000 RU,

TEE: HEHIEFIRIN G FRIZGE EF IS, WISER G S, EHARA, FEEAZELAI)
DFLEEHIEFZIBEY 1, ATEHBUNY 1o (AR, ZEaEEEE T, /T2 AR
SEHHIRE, 2-FEH 7 E RS HF N7, 9 TIRUEN 2 FRIZE SN ECE, A L
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1 I BEHEE, ZEELEF, 1.5 fFYH. RIETEEE, T LRIES — K32 R H 1T,
(2) it Run FEIMY Manual Run, Flow rate TEAIRSZE HI%HE 10 uL/min, J%FE Flow path 2 (Flow
path FRIIERER] DURRHE B R B SERREE I RIERS), 0 FHSEeAi% Sample and Reagent Rack 1
(Biacore T200 A =FARI AV I E 2 AT ARYE FH P SEPRIE L BATIR R - Reagent Rack 1. Reagent Rack
2 1 Sample and Reagent Rack1), sith Start, HIAXFZIRE (B 3),

E Manual Run lg‘
Flaw ISampIe and Reagent Rack 1 hd
F Fow rate: 10 {dmin) 1@ O O’O OEO

W
Flow path ‘0 O O‘O OO
Detection in flow cellig): 2 ?:gﬁ:g;i: ‘O O O O OO
E Flow path 1 E Flow path 1-2 iO O OQO O
QE Flow path 2 \g\ Flow path 3-4 5888?8 80
E Flow path 3 € Flow path 1-2-3-4 1 BOOOOO
E Flow path TO O O O
OO 0A ()
SOOI ()
4 () 03 Q OO
see %@
00000
=OOOQCK>
st J[ Cowe |

Pl 3 Manual Run £33V DR It 8 38 AL 8 2 1

(3) i Ejectrack tray, 3HHIEZR, M 100 uL 350 mM EDTA A R1D1, 100 uL 0.5 mM NiCl
JEA R1D2 BAKZ 200 uL 30 ng/uL TrpRS XA RID3 CEERAZ W #8M EP B, A& FO4mex),
o FIREAE T, i Eject Rack Tray MIEHEHY OK, A4FESAUEEFE AR,

TEEL: FEAeHe) 1T 2 G IEIRA,  FT7F 60 BOGHET 1 E 30K, R 15 FINT, XTIgREF AT
BT 2B L EF I o IR I BRI T E RN, UK EFs A UG TE L,
BYFTIFRIA],

(4) s inject, Vial/well position %% R1D1, Contact time i\ 60's, {4/ 350 mM EDTA J&RIHE
AR (B 4); k8250 inject, Vial/well position 3% R1D2, Contact time A 60s, £ NTA ‘A
REEGHEE T, LS EAL) 40 RU; 25T inject, Vial/well position % R1D3, Contact
time #IA 30 s, JFGA[EE TrpRS, TEAT TrpRS WS FERT ARABKHI 772, EEHME, HEIRFIWIHE
TE o

IR £E, RS, XHREA. (2024). ZETREEE FHIREAME QN (RNA & RREEHIHIFIFHEFIRIUEK R, Bio-
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Inject |?|
Vial/well position:  R1D71 [ [E
Cortact time: 60 5)

Minimum required volume in vial/well for this injection: 48 {y)

Pl 4 EREA BRI RIS 3 1

Z. NTA SR BEEIEMPRSERR His-TrpRS MEE, FAE TrpRS 5HBIRERNLSE S

HIT NTA RS HARBIHRRFEED, IS cM RINEEEE R R 7 2 T E
5, FIATAE 0.5 mM NiCL 5.2 J5 1 30 ng/uL TrpRS 7ES 2 AT 0.2 M N-ZH:-N9-(3- — FIRL S KAL)
Wiz (EDC) #10.05 M N-FZEBRIAME TR (NHS) IRETATRIG(L NTA (GRS, HEf@E Lm0
{BEX[EE TrpRS. 5 MR A BRES FZRAIEE 75 TAM L, R B A S FILMIBRAEE 77 %0 D4
Y TrpRS EE/KEHITERE AL, I H e alift) SR BIE E 77 5B A 5 SRS #ala— 301 TrpRS.

[TE NS

(1) TrpRS &P, HTEHBIN NTA B, RIS PBS-P RMIAHE, K] DAIESLEE—
g, TEICEM EERHT TrpRS FIMREL,

(2) i Run FEAY Manual Run, Flow rate #i A 10 pL/min, J%#E Flow path 1-2 (Flow path Hi%#%
A DUARYE DS A SEPR e B RIESS), AN R 2% Sample and Reagent Rack 1, fid Start,
i NS AR ORAT

(3) ridhi Ejectrack tray, F#HIREZE, MU 100 pL 350 mM EDTA A RID1, 100 pL 0.5 mM NiCl
A RID2, 200 uL 0.2 M EDC/0.05 M NHS IR &R R1D3, 200 uL 30 ng/uL TrpRS A R1D4 DA
200 uL 1M ZFERE (EA) N RID5, 5 BIEZLEE T, s Eject Rack Tray XIEHEFT OK, KL,
&SP 1Y 2
7EE: EDC/NHS /I 51R 7% Z1E 15 #5818 LA

(4) A5 Flow path command, i%#% Flow path 2, A inject, Vial/well position 1% R1D1, Contact
time #IA 60 s, fH 350 mM EDTA My Rif; Ak82sitd inject, Vial/well position 1% R1D2,
Contact time ¥ii A\ 60 s, 7E NTA /&y R S & 7, L ELk<s A2 40 RU; /i Flow path command,
JE$E Flow path 1-2, 4K%2 555 inject, Vial/well position £ R1D3, Contact time fii A 420s, FFUETEL
NTA &R H; s Flow path command, %% Flow path 2, i inject, Vial/well position 7% R1D4,
Contact time %A 30 s, JF4AFEE TrpRS (EE RID4 W EAHEFE, HZ TrpRS XTI EER); &

i Flow path command, 1%#% Flow path 1-2, 4k%25i inject, Vial/well position 1% R1DS5, Contact time

IR £E, RS, XHREA. (2024). ZETREEE FHIREAME QN (RNA & RREEHIHIFIFHEFIRIUEK R, Bio- 6
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BN 420 s, X TRMEEK TrpRS R EI A TEIA,
PEE: Flow path HIZEEE A IRIELE T HISE IR B IR ERE, 2 1 Fl 2 8 CZE R, A IR
Flow path 3—4; Z A EE =11, WA Flow path 1-2-3—4,
P& AR EHUS I

(1) BRI T RMEIRATA R E R, FONEIRERAIGER ) DMSO 151K, B IHEIRERNIBT
ZIMIBEWOE Z 5% DMSO [ PBS-P iATK (RIFESLTAREMERT AR DMSO & &, &M DMSO & & ANfE
RN [EE B H I 52 ) o BX 52.5 mL 10x PBS-P FlE B T7/K (E.58/K 0.22 um BT HEANIE) FHREE] 500
mL, ACEX 1.05% PBS-P, A5, HUH 380 mL 1.05x PBS-P &AW A1 20 mL DMSO (E258/% 0.22 um f&
UEALHE) JR5T, 45 1.0x & 5% DMSO Y PBS-P &ITIAR, RffGH2i8% | iR, fil#% DMSO &
N 4.5%, 4.9%. 5.3%PAK 5.8%MITEFIIER L (4 RAZIE), (1)

7% 1 DMSO I 4 pEIAFIRB LM ZRA I 77 1%

4.5% DMSO  5.8% DMSO 4.9% DMSO  5.3% DMSO
1.05x PBS-P 9.5 mL 9.5 mL 4.5%DMSO 3 mL 1.5mL
DMSO 0.45 mL 0.58 mL 58%DMSO  1.5mL 3mL
AR ~10 mL ~10 mL AR 4.5 mL 45mL

(2) W5 WA RIRERRE ECH, 58, (/] DMSO ¥ 10 mM BIRERMRES 4mM, K5, #H 1.05x
PBS-P A TRARRE 4 mM /N3 FREK 20 £, 1SRIZIRED) 200 pM IS H 5% DMSO HIBIRE R,
Bifs, FECEFEY 1.0x & 5% DMSO HJ PBS-P ZMiAR 2 f5FRRE 11 NREEREEE, BI40 100 uM, 50 pM,
25uM, 12.5uM, 6.25uM, 3.125uM, 1.56uM, 0.78 uM, 0.39 uM (R FRIESZPRAESHIEA 1 5R 95 8
IR EEVAES), DA 1.0x % 5% DMSO [ PBS-P RIMIATRAE AT

(3) ZAEIRBN 122 TR I B, ARSI H 2B (multi-cycle kinetic/affinity), 4,
KR MIETBHRE A T RIZMIATRER 1.0x & 5% DMSO Y PBS-P &MIATK, st Biacore T200
Control Software B Tools NH/ZZEHIF) Prime, SAJ5 ST Run R Wizard, 1%$% Kinetics/affinity,
miili Newo

(4) 7E Injection Sequence L[, Flow path J%E# 2—1, Chip type JE#F Custom (RIXEI%EFE NTA B A,
ST NIRE R 2 A E S TR B B A TrpRS EIE AR, WiAERTHEII A T AR
WEFES TrpRS BN FREMIRIE, AR 7B S8 E 2B 7 2K T TrpRS HILE
€, P DAUX B EHOERE Custom (0 TSI R IR LA AY_LAERTA]), 2J1% Sample 1 Carry Over,
miihi Next (&5),

PEE: Carry Over B/ 50% DMSO JB7RITEE RS, HATEY TR dh - — TN TE B BRI
SN F—TMEAHTIR S LI KR A E DMSO FHPLBT, AL Carry Over, Regeneration #R7
HELIANEFHIEITIGIH LI, — MR IR I T E IR AT B S s

IR £E, RS, XHREA. (2024). ZETREEE FHIREAME QN (RNA & RREEHIHIFIFHEFIRIUEK R, Bio-
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E Kinetics/Affinity - Injection Sequence \E\
Detection Chip
Flow path: (21 = Chip type:

[F] Ligand capture

SAMPLE Sample

[] Regeneration |1

[¥] Camy Over
:

Bl 5 WisgidiE, Sh A Rnan S8 E

(5) 1E Setup #LM, %Ji% Run startup cycles, Solution #ii A\ PBS-P, 5% DMSO, Number of cycles J%E+¥
5; AJ3% Run solvent correction, Number of injections 7% 4, Repeat after 100 sample cycles, il Next

(B 6)o

{& Kinetics/Affinity - Setup

"

Condttioning
[ Run conditioning cycle

Solution:

Cortact time: i) Mumber of injections: |2
Startup
[¥] Run startup cycles

Solution: PBS-P B%DMS0O

Number of cycles:

Solvent comection

[¥] Run solvert comection Number of injsctions:

Repeat after 100 sample cycles

E\ < Back I[ Mext > ] I Close |

K 6 Conditioning, Startup AARIRIERISEEE

(6) 1E Injection Parameters ZL[H, Contact time %A\ 60s, Flow rate i A 30 pL/min, Dissociation time
#iN 120 s, Extra wash after injection with i A\ 50% DMSO, Stabilization period %i A 30 s, i Next
(B 7)o
TEE: ERIZEE HEEI A ARG SE I AR R RIS 50 1 TIR & Stabilization period 2157 TMF

IR £E, RS, XHREA. (2024). ZETREEE FHIREAME QN (RNA & RREEHIHIFIFHEFIRIUEK R, Bio-
101 ¢1011017. Doi: 10.21769/BioProtoc.1011017.
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dn I FE NG, 1 30~60 s Z

Kinetics/Affinity - Injection Parameters |- &3 |
Sample
Cortact time: &0 &)  Flowrate: 20 {W/min}) Dissociation time: 120 iz
[¥] Bxtra wash after injection with:  50% DMSO Stabilization period: 30 s}

I < Back ” Meat = ]I Close ]

Bl 7 ZUERN £ GRS HiRe e NS R bl & i BN R85 A 5 A

(7) 1£ Samples FLiHi, i AIBIREZRA Sampleid AR ERE GEE IREHKEISHEA, 8~12 1
WREERAEERNTT), Run order %% As entered, it Next (/& 8),

.rE Kinetics/Affinity - Samples |E|
Samples
sampleid MW (Da) (mmen’tratifm (lmoen’tratiml.
M |~ pg/ml =
1 Indolmycin 0 T
2 Indolmycin 0.0125
3 Indolmycin 0.0625
4 Indolmycin 0.31
5 Indolmycin 1.56
6 Indolmycin 31
7 Indolmycin 6.25
8 Indolmycin 12.5
9 Indalmycin 25
10 | Indolmycin 50
11 | Indolmycin 100
12 | Indolmycin 200
Run arder
@ Asentered () Increasing concentration
mport Cortral Samples... I [ < Back I[ Next > ] [ Close

Bl 8 2N NEARA S iRE i L R b i sh R BB RE A e B

(8) st HMEAHY Ignore %5, 7E System Preparation 5], %Ji% Prime before run, SEIGIRE—H%
N 25°C, i Nexto

(9) 1£ Rack Positions 5L H, /=M Reagent Rack B Sample and Reagent Rackl, siFf Menu J5i%E#E
Automatic Positioning ¥ A /N AREJG, ¥ Pooling — =2 HMCN Yes, Vial Size AJIRYEFE KIFITIEEE,
A 1.5 mLEP &, NESE medium (& 9 FIE 10),

IR £E, RS, XHREA. (2024). ZETREEE FHIREAME QN (RNA & RREEHIHIFIFHEFIRIUEK R, Bio-
101 ¢1011017. Doi: 10.21769/BioProtoc.1011017.
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[ Kinetics/Affinity - Rack Positions = ==
[ 5ample and Reagert Rack 1 - lume samplel | Samg
T Content Type ey N
"
|© O O?O Q 93  Indolmycin sample 0
98 Indolmycin Sample 0.0125
W) () O“O O 23 Indoimycin Sample 0.0625
98  Indolmycin Sample 031
W) (O O‘O O 5 Tndeimyein Sample 156
98 Indolmycin Sample 3.1
1
OO O 98 Indolmycin Sample 625
SO O 98 Indolmycin Sample 12.5
OO0 T
98 Indolmycin sample 25
W) ) OBO O 58 Tndolmydin Sampie 5
98 Indoimycin Sample 100
SO O 0,0 O 98 Indolmycin Sample 200
. g :
O O 050 . 547 50% DMSO Wash
R1E2 Full Solvent correction | Solvent correction (buffer A)
T
000 O RIES Full Salvent correction2 | Selvent carrection (buffer &)
o : 2
GO O O O . R1E4 Full Solvent correction3 ; Solvent carrection (buffer A)
R1E5 Full Soivent correctiond | Solvent correction (buffer A)

00 On
oooo.{>
Sleler o< @
0000 @

COO@OL

Hep | [ Menu w] [ EectRack | <Back || Net> | [ Close

B9 FESMARBURZOR DU BB BN S B A

1 11ns vy :
Ei\utcmatlc Positioning [ 51—3—‘

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 Rack Vial Size | Pooling First Sort By
Sample |~fcolumn [+ [:Bottom left |+ | Sample |~ [ Medium [+ [Yes [+ | Content - Ascending = fir
Startup [« Column [+ |:Bottom left [+ :Sample [~ | Medium [+ :Yes [~ | Content - Ascending [=]p
Wash ~[Column |~ [Bottom left |~ | Reagent|~ : Medium [« Yes |~ | Content - Ascending [« r
Solvent correction (buffer A) I |~ Column |+ |:Bottom left |~ [:Reagent|~ | Medium [+ :Yes |~ | Content- Ascending S
4| 1 | 3

) o o)

Bl 10 28RN SR R PR i i S B

(10) MRIEREFFIEN BHEATRE S IR R, [R5 &, s Next J5, X 77 HIEERESS
RHATREE, (UEMESIHRBA BT,
3. B S BAR T
(1) FTIFEHE BT Biacore T200 Evaluation Software, it File FHfY open $REIB1T > 1F,
(2) 4t Solvent Correction HEfTIAFIIE T (B 11)o TAFIALIE#IL— I RYEAE-500 £I+1,000
RU Z[F, ChiZ/INT 2, HSEBHIHTEEEZ, —#B2mHT DMSO iRk EE R AR RS L.

IR £E, REME, XHREA. (2024). ZETREEE FHIREARE QN (RNA & REERIIHIFIFHETIRIEAR R Bioy
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Ad Kinetics / Affinity - Fit Atfinity [Create] =
Curve: Fo=2-1com Ligand: Sample: Indolmyzin Temperature: 25 (C
Add P Current Fits
Modsl: - Steady State Affinity - EETETE T Descroton:
Parameiars LR ] [ Deees |  Teds ¥

I 13 N FRrmblEseRgi R
SA ‘B H[EI%E His-avitag (biotin)-TrpRS, FKiE TrpRS S5W|EFERMNL S

SR A

(1) EMIATRIECHIFRE, RS RIS TR MR, BE 52.5 mL 10x PBS-P &IFIATR, f#
MAEBEFK (E58RK 0.22 pm B JEEHE) & E 500 mL, Aol 1.05x PBS-P ZMiaK, RAEHRA
I

(2) WM FAE P ISR, FH 285 mL 1.05% PBS-P & HiEH, MIA 15mLDMSO (B
SERK 0.22 um BT EEANIER), 1RSI, BLfl 1.0 5% DMSO 1Y PBS-P RMHIA TR

(3) FELELHILFH 1.05x PBS-P BEIMIATIHAE T200 RGAMAIRMIRRITE L, #e kBl
i, KEMIEBOERE A (ERRE EVEERS) MARZMERRT, HR=RIERE (B, C
1 D) BAELMBINET G, BB 2 B /A CE RS g P e — s (1. SEaenirmas) H
MRS

(2) SABHHIKE, BASEELRPIWE S 1. LRAiHkEE) THNA,
LWL

(1) mith Biacore T200 Control Software S ERA~HIH] Run, RHSEEAZERE Wizard, i immobilization,

i New (18 14),

-
E Run Wizard Template = lEH_F__l
0 Suface Preparsiion Lookin: (] Methods And Templates =

- Immobilization pH Scouting
= % Immobilization
(£ Assay Development Name Type
= Regeneration Scouting [EABACE1XUPING
-] Buffer Scouting (E cai xueni Method
D Surface Peformance E32J5 METHOD
Cortrol Experiments liuchongchon
= % Kinetics - Linked Reactions gmy:,\‘mwimclrcilatmn
A K‘:naﬂcs - Mass Transfer (8 New folder
D rﬁualé o/ Affinity Dsewmetes{
A E3WL METHED
Binding Analysis Cawr
Concentration Analysis by ':-
Themodynamics Owrm
@ mmunogenicity E3YW Method
-] Immunogenicity Screening Clzengkw
-] Immunogenicity Corfirmation (E Zhang Bo
e Immunogenicity Isotyping l:lzhangjun.\'\ﬂg
2 20150220 Immobilization
,{g‘ PLEXIN4C44mmo-20150508 Immobilization
4| n | *

] (]

P 14 SA S F Tl 2 R AL F IR 7T TR
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(2) 1£ Immobilization Setup FMH, Chip type Hi% SA, Flow cells per cycle 3% 1, 4AJi% Flow cell 2,
method 1% F] SA-biotin capture, Ligand %l A\ TrpRS, 1ZEZ%EH Aim for immobilized level, Target level

A 1,000RU (&l 15), #2844 Next, 2JI%E prime, JEFELINIRE, —REERIA 25 °C,

Elmmobilization-Immobilization Setup |_B__\
oo Chiptyps: (34 -
Flow csll 1
] E Immobilize flow cell 1 d D SA-biotin capture
60 1
Flow cell 2
& E\ Immobilize flow cell 2 Method: SA-bictin capture -
@ Aim for immobilized level ligand: TmRS [F] Diute ligand

) Specify contact time andflow rate Targetlevel: 1000 (RU)

() Blank immobilization

Flow cell 3
F E\ Immobilize flow cell 3 thod- | {E SA-biotin capture
60 1
Flow cell 4
[E E\ Immabilize flow cell 4 ethod B SA-bictin capture
10
Help ] l Custom Methods... Bac

Bl 15 SA S H e EVI R L E AR RS TIEP #S BN B E i

(3) fEAM FHSERAHIER Sample and Reagent Rack 1, ZR4t4x FH A HETRE G CE (7 B (t AT LAEIY B
PRt E ) (B 16), RUEREMZRALER, W RO ARIFESL(RIRE, & AR &M EP &,
Fi A &5 -85 %), 114 uL [ 1 M NaCl, 50 mM NaOH J#A\ R1D1, 148 uL ¥ TrpRS XA R1D2, 61
uL 50% Isopropanol/50 mM NaOH/1 M NaCl it A R1D3, 5 BIEZEE T, FFEMAUERFE AR,
TEE: IR E R, —MRIMFAEREHELZN 10 1o
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[&] Immobilization - Rack Postions =@

[ Sameie and Fesgent ack 1 -

QOOTIO )2

s 10 ®

Bl 16 “EPnEILE A RIBOS R PO RE S A B 2R DUR TR B 15

(4) fR1F method 5 result XAFEISCAR, RIGUENENBITEIFERF, BNIEFENL) 30 min, K
7 B S ZE BRAHIREE R
3. FEARIE DU AL I
(1) BEHa AT A BT AL L Hh o 181 TERIPTA ORI IA RIS L £ ALl ) SL 36 20 JR 28 — 8 0 €2.
Rl DA BRI FREINE,
(2) MIREEZR IR IR R APCH, 5k 3R IR LB L AOBC A R S 3 20 SR e —aR 7> 2. Aedhiilas DAK b
HUREID HEITA A
(3) BN N FLEMNDNHREF B, ARG 112281 R 7 B 8 B R L9620 R — 80
2. #ehhlEE DU BRI HEIA A
4. B S BIREbT
TrpRS 558 FRM I AR R W AL PR — k7 (3. Bl SEAERAT) PHINE,

P4, SA ‘BH[EIE His-avitag (biotin)-TrpRS, KA TrpRS 55|k EIEAN PBS-P R
RS, IesianR

L SRRRiE &
(1) WESBEES RIS TRIMIATR, BH 21 mL 10x PBS-P ZZMIATR, #HEE 17K (B8R 0.22 um
I EAL )RR 200 mL, il 1.05% PBS-P &MVATR, TRAIEIRANGEMIATIH,
(2) WEBSEM RGN FZ R E AT, BE 21 mL 10x PBS-P &AM LA 210 uL 1 M MgClL /K&
MW, HEHEEFK (58K 0.22 pm BOLIEALH) FREZE 200 mL, FCH) 1.05% PBS-P Z2MiA# (% 1.05
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mM MgCl), BSIEHAZMIETN. BE 21 mL 10x PBS-P Z&ITIAM, 210 uL 1 M MgCly 7K DA
F%2 420 uL 500 mM ATP, ffFHZEBEF/K (E525% 0.22 pm I HEALFE) FREE 200 mL, ALl 1.05% PBS-
P &M (% 1.05 mM MgCL 1 1.05 mM ATP), {RASIEAR MR, =HL 21 mL 10x PBS-P 4%
AT LAKZ 420 uL 500 mM ATP, fEFZEEF/K (E5EK 0.22 um B TEAE) FHREE 200 mL, ECH]
1.05x PBS-P Z&/MIAR (% 1.05 mM ATP), {R5IETRAZMIATIM. &H 21 mL 10x PBS-P Z2H7AT,
210 pL 1 M MgCl /K& PAK 420 pL 500 mM AMP, A T/K (BE58AK 0.22 pm T FE4AHFE)
FEZE 200 mL, FCH 1.05% PBS-P ZMAT (75 1.05 mM MgCL Al 1.05 mM AMP), R5IGHAZEMIA
Wt 7 Al RE 152 mL Y _BIRPYHF 1.05x ZriEwR, 72750 8 mL DMSO (E.58% 0.22 um JEIL 38
AbFR), JRA), BE 1.0x & 5% DMSO IPURIEE AR,

(3) ¥ A HILT I TEBOSTH IR 1.05% PBS-P EITEIRIKAE T200 G0/ MR TATRITE
L, # ERERHRLSE, BRMARRE A (EERE LNEERE) MAZZMARRKE, H
REMUERE (B. CHID) WAEAEMBIRET S, BRIBORA 258 F/I0M B HCE R L4 5 B — o (1.
SKRETHIHER) HRIAE,

(4) SA B HIICE, SR IER SIS ERE—E 7 (1. LRENEE) TRNE,

(LN INIEHR

His-avitag (biotin)-TrpRS HUBIKF LI 3RS =8B 2. BUARRIREL) FHINE. HEHCEEE T
His-avitag (biotin)-TrpRS [ SA i3, TR AZES A0 3K,

Rl & PAS_EHURS I

(1) FEHBIToRMIERAEFIRIE LR, BT MA ORI R E Hh 2R A BCH [R] S50 20 2R 58 — 800

2. KA AR EALRE) FEIANZ. A PIRCRER) PBS-P Zeidii sk, IR ZERCH|PYH A
Al BT 2R AR AR R AR S N ATARIRRIE HI4R,

(2) I5|WRER R IR A EEARCH . 1] kTS 32k 5 o P P BT [R] SR 30 20 R AR — 53 2. PRl AR b
HUGTI) FRINZ, FIRE, R PORIRFE PBS-P ZMiA RS, TN 5 2 i DU 4H AN R 8 A R s
B NS R 2R AR R R AR

(3) IR IIZE LRI IR IR E ., ARSI 25501 3 AR e Y I L R S0 5 B — B

Q2. FeahlE DU BNV FRENE, FRE, BEAPYMASFEE) PBS-P ZMIAR <1, B ER
ARG, EERER,

Bl o b 5 Bk
TrpRS 5| Z R BB R T, TrpRS 515 Wk T 255 A0 1 BAEES T A R S50 20 BREE — 8k oy
. BURS T SEARMNT) HRINE,
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Fi. SA B EE His-avitag(biotin)-TrpRS, FEAE TrpRS 55| ZE{E PIPES-P, TRIS-P P)
¢ HBS-P P g &, MEEasiGHR

Z 7| ATP AR EA S5 TrpRS ML NAKR, AR IMAREAIAIGEXT TrpRS HIAEYITEE AR K
s, RILER T PBS-P BMIAMR, BAMNER T ZMAFE LA EMIARR: PIPES-P (10 mM PIPES, 150 mM

NaCl, 0.05% FRMHEEMF P-20, pH 7.4), TRIS-P (10 mM TRIS, 150 mM NaCl, 0.05% FHEEHF P-20, pH

7.5) F1 HBS-P (10 mM HEPES, 150 mM NaCl, 0.05% KGR P-20, pH 7.4) 4E24L{k TrpRS HY SPR
DI RGL, 5% PBS-P HUSZIG &M, T T MgClay ATP F1 MgClo X I5| W5 =45 & 35 F0 1 HIREIA

SRR R HE T

(1) MBI BANBITRINTAT, B 21 mL 10x PBS-P &MIAT, #H A 7K (E525% 0.22 um
R EAL ) FRREZE 200 mL, FCH 1.05% PBS-P B IMIATR, RGNS, #HHEEEHE
His-avitag (biotin)-TrpRS [ SA v, WIR] AZBS A5 3K,

(2) WEFSERAR IS AR A 22 AT, B EX 2.1 mL 1 M PIPES ZKiZ, 10.5 mL 3 M NaCl /K&,
1.05 mL P20 PAKZ 210 uL 1M MgCL /K&, AR /K (E580K 0.22 um BOdIEAH) #REE 200

L, FECl 1.05x PIPES-P &MiATR (% 1.05 mM MgCL), RSIEHAZE AT, B 2.1 mL1M
PIPES /Ki&#, 10.5 mL 3 M NaCl /Ki&#, 1.05mL P20, 210 pL 1 M MgCl> ZKI& R PAKZ 420 pL 500 mM
ATP, fFHEE /K (E58AK 0.22 um FEIIEALTE) B 200 mL, ECHl 1.05x PIPES-P RMIAHR (&
1.05 mM MgCL 1 1.05 mM ATP), JR5GAZIMTIATRH. #E 21 mL 10x HBS-P RIFIATR PAK 210
uL 1 M MgCL /K&, HHEE /K (B58K 0.22 um BT EAHE) FHBEZE 200mL, EH] 1.05x HBS-
P ZMIAER (5 1.05 mM MgCl), TRAERAZMIAERIMN. #HX 21 mL 10x HBS-P ZMYAKR, 210 pL
1 M MgCl ZKIAETR PAKZ 420 L 500 mM ATP, {EHZEEFI/K (E586K 0.22 um O IEALTE) FHRER 200
mL, Aol 1.05x HBS-P Z&MiATR (& 1.05 mM MgCL 1 1.05 mM ATP), RA5IEAZ NIRRT, =
HY 2.1 mL 1 M TRIS-P 7Ki&#K, 10.5mL 3 M NaCl K&, 1.05mL P20 PAK 210 puL 1 M MgCl /K&,
HEAERE K (B58K 0.22 um B IELHE) MR 200 mL, FCl 1.05x TRIS-P Z&MiEK (& 1.05
mM MgCl), TRAIERANEMIARH, &E 2.1 mL 1 M TRIS-P /Ki&#, 10.5 mL 3 M NaCl /KA,
1.05 mL P20, 210 uL 1 M MgClL 7K DA 420 L 500 mM ATP, {HH X /K (E52A% 0.22 pm T
JEALTR) FHREE 200 mL, BCA 1.05x TRIS-P &MAK (72 1.05 mM MgCL#1 1.05 mM ATP), {RA)/G
RN AT 7> A EE 152 mL 1Y EIR7SHF 1.05% ZiaTR, 72510 8 mLDMSO (EL5EAK 0.22
um IS EACED) , TRAI, B 1.0x & 5% DMSO 73R AT

(3) B EARCHILT I TERPOSITH IR 1.05% PBS-P BIMIATRIKAE T200 FR50 72 M B A RAT AR
L, # ERERRLE, BRIMARE A (EERE LNEERE) MAZRMARIKE, H
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REMUERE (B. CHID) HAEAEMBIRET G, BRIBORA 28 /008 HCE F L4 5 B — o (1.
KA ) HAE,
(4) SA B RIICE, SR RER SIS BE—E7 (1. SLREeE) TrRNE.

2. FCORRHEI
His-avitag (biotin)-TrpRS AUMEPLSLIG S IREE =6 2. ECRAUEEL) FIIANZ, #{HHELEE His-
avitag (biotin)-TrpRS [ SA i, T AT DAZME 1L 25 3%,

3. FEEE AR ERURI
(1) FCHBSATR M BRANAFIRE LR, IB1T A R TR E H LR A RCH [R] S50 20 3R 58 — 80 5r
2. FEEhHIEE DR EATURGI) FREINE, RAASMORRZRZMER, I REEH AR RZ
ITRIMIEW AR B AR 5= T RTE IR E T,
(2) MIREE 2R IR AR FE T I WA SRV FEE o0 P O 1 ) S 0 RS — 40 2. Al 28 DR I
HUGTIY HIIANE, [FRE, A SRR Z AR, R ERH 7SR R HAR S 5N
IR IR AR
(3) RN IIZE LRI I REF IR E ., ARSI 25501 3 R e B I L R S R — B
(2. FeEhHIE AR EAUSIN) AN, [FRIFE, A SRORRIRISERIZ AR, [t T s e
MRRGE, BEEIRENK,

4. B S BT
TrpRS S| ZRF BB R TR LR 3 5 3. BdRIHT SEERMENT) PRI,

75 SA B [EIE His-avitag (biotin)-TrpRS, 4% TrpRS 55| ZE{E HBS-P &P iA
P SR E R IR R

0T M TrpRS SPR 731 RGUAE )@ &L A AT R E G M, FRAVEF R HBS-P (7.4) ZIPIER
PERBAMER IR, Wl RO NRAMEX IR, Z KF[2] fENFEPREE TRl 8/ Biacore 8K A 96 fLARAYE
BT TrpRS SPR WIFIEINE, Z 2@ Rimed s RS, HTMEs k2 an s, z K
TFET | RRTEENINTE, 2 HFNAT 0.5 81 1 ZRFRZRFRENANAE, 2 RFATF o H0.5 20
TR ARG E, B IESTE L TrpRS #HIFHI AT RER ATP SE4 M AR SE4MEIIHIR, R, MRk
W5 7 BRI MgCL MIEBT AN ATP F1 MeCl 19 Z [AlF, MgCla, ATP Fll MgClo ZMA TR 5 HhI5 k2
RKARE S ANEE D 20 1 1 uM

L SRR
(1) ZARRIECHINIE, WS MHBCP RIS TRMIAR, B 52.5 mL 10x HBS-P ZMIATH, fE
AEETFK (B586 0.22 pm L IRAEH) FREE 500 mL, FECil 1.05x HBS-P ZMia, RSEHA
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I

(2) MR MRS FE I ITAR, B 105 mL 10x HBS-P Z&Mi&H LA 1050 uL 1 M MgCls
KA, EHEETFK (E5EK 0.22 pm BEEIEAEHE) ke 1,000mL, ACH] 1.05x A HBS-P Z2ia
(& 1.05 mM MgCl), TRAEIRAZMIBERIM. ZEX 105 mL 10x HBS-P MHiAE, 1050 uL 1 M
MgCl 7KIE#E PAKZ 2.1 mL 500 mM ATP, {8 KB 77K (E.58K 0.22 pm R I8 FRFE S 1,000 mL,
BLil 1.05x HBS-P &AW (5 1.05 mM MgCL 1 1.05 mM ATP), {RAIEMANGEMIAERIH, BH 475
mL [J_EIRFEFN 1.05x HBS-P Z&ITIAW, I 25 mL DMSO (E52A% 0.22 um IS g0 FE) , 15, Bl
il 1.0x & 5% DMSO HJMfH HBS-P Z2MiATR,

(3) H ELEIHILFIH TEREGAT T BN 1.05x HBS-P ZITIAIRAAE Biacore SK RAA M, #i b B
MIRAFLEE, MRS QEERE LG A SRMABIRGE, HE—1 2 L 13
TR, 250 0.22 pm BOS IR ER K, # EREMN=F15E, SRREERANERE EERE L
IR ERRAS) A BB

(4) 77T Biacore 8K Control Software, 1%4% Instrument control, sitli change chip, TR AT
ShEie (B 17).

@ Biacore™ 8K Control Software User DESKTOP-FA4V01\biacorsfk

Maintenance Method shortcuts

PR % newmerhod
b setsample compartmenttemperatare ¥, Desorbandsanitize B3 openmethod
IO, changechip Bl stemchect
B comessoos M ormaee
B vir B, shutdoun
!7"' 3 [ T 1 = m.. = on‘

Pl 17 ERAERAE S

AERRRFTS R, MR New Chip (& 18), {E Chip Type B NS EAIERN MALE A A (it
KRN SA A, 1R 1d FIEAFLE XA ER, ot Number HANENG A LS (), 2

LMD, THIERE Used chip, FHE NSEERAERES 2 R AR E R X T AT AN
Fr, BRI PAZESE New Chip JEIT, M ZATH A BIEREEASWERE,
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2.

@ Biacore™ 8K Control Software

Instrument control ~ Activity history Methods  Runs

Activity queue | Change chip

!, change chip m Used chip
Action jired
Hewetin

Type SA -

© Add activity d 6/10/2022 8:20:26 AM

Lotnumber | 20220609

Open chip door

Bl 18 SRk ss

(5) FHESH, AFN—H b #IEA ERE LW, KB RREA R, & DR,

(6) siifi Dock Chip %, S ENGERFK HIHEARFIL (Standby) K,

(7) 1%4% instrument control, fiili Change solutions, %Ji% Change buffer, water and reagent, i Ready
to start (& 19), MBS ARG ITOEM RN NI RS, BN 6~7 28, 455,
R EENEE AL (Standby) HKFS,

TEE: Y RGEREN BRI I, PAUSTT Change solutions F&/7, Change solutions i ZEME
BN ISR, Ky T — BRI AT A

Biacore™ 8K C

Instrument control ctivity his

Activity queue |

& change solutions
@ Ao requie

Totaltime 6 min

= changed) 60 mi for the Rea

Ready o start

Run Change solutiens
19 Change solutions YT

[ ENTBIEHES
(1) ¥T7F Biacore 8K Control Software, 1% Methods, 7 Surface preparation, J%#% immobilization,

i Open (B 20),
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19

101 ¢1011017. Doi: 10.21769/BioProtoc.1011017.

How to cite: Wang, Q., Zhu, G. W. and Liu, Z. M. (2024). Establishment of Inhibitor Screening and Validation System for
Tryptophanyl tRNA Synthetase Using Surface Plasmon Resonance. Bio-101 ¢1011017. Doi: 10.21769/BioProtoc.1011017. (in
Chinese)



bio-101

Biacore” 8K Control Software

Actiity histary  Methads  Runs

Description ftem details

Inmobilizati

Standand coualent coupling immobezati enp s,

zation low lovels Coualent coupling immabdization for obainang ow ligand levals on Sensae Chip CMS.

Bl 20 SA R e A AL R F RIS TR

(2) #£ Method definition [, Chip type %4% SA, Running buffer ¥ A\ HBS-P ({R4ESZIG 1A R 1YL R
THIHIN), TRE— BRI 25 °C (IRIESZIR IR RIVSEFRIETUHIN), Add step %% SA-biotin capture,
immobilize in 3% Fc 2, activate/deactivate in 1, Ligand A contact time #i A\ 60's, Flow rate 10 pl/min, 7£
77 RS PN R 44 SRR A A T L E Y JEE (& 21) o TEIX BAE RAE H Flow cell 2 ligand
name HHI A TrpRS, RN EE 8 MEIE,

TEEL FRIESEI PR FIHT G TR B LT, 2 — KA FIHERI A, AR # Custom
mode %5, MR NaCl/NaOH ] Wash #55E, E{¥EE Ligand #4E,

%\ Biacore™ 8K Control Software User DESKTOP-F44V01Ybiacore8k Instrument 2383429

Activityhistory  Methads  Runs

immobilization & MR AR ]

Immobilization 2. Positioning and plate layout [T
o | 58 = somingiure | HESP Enter custom mode
2
3
L ® rc L] ®

Al

Channel 1  Channel &

Flow cell 1 ligand name
Flow coll 2 ligand name

Bl 21 sA BB EPRICE AR RGP S S BB E HHi

(3) 1 Positioning and plate layout 1, HRIBIEFRGERTEMAFEMIE 96 FLAHFIIIIRE (& 22),

IR £E, RS, XHREA. (2024). ZETREEE FHIREAME O (RNA & RREEHIHIFIFHEFIRIEK R Bios
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20 ng/uL TrpRS HXA 96 fLARMIEE—%I, 1 M NaCl, 50 mM NaOH A 96 fLARMIEE %1, 50%

Isopropanol/50 mM NaOH/1M NaCl A 96 FLARFIZE =5,

LB A 1E Method definition SR EIHIEIE Y% 1121 EIEE DT 8 1B, HIT Biacore 8K HHT 8 HIEFEF!
HEEF EIATT, BT 77 2 FE P AR IEE 2 T HIEE X Y 96 AR HINLEF WA 77 R 22 05
o

@ Biacore 8K Control Software User DESKTOP-F44V0J1\biacore8k Instrument 2383429 @ e«
Instrur ol Activity history Methods  Runs
© open  © New
Immobilization 1. Method defiition L &
i Bottles e @ O T Y

Bufferbottle  200ml HBS-P

200ml Water Plate 1

Leftmost Volume

position W

HBSP HBSP HBSP HBS-P HBSP HBS-P

@ Flate1as v 50% Is0propanol/LM NaCl/50mM NaOH

HBSP HBSP HBSP HBS-P HBSP HBS-P

@ Flaeinz v 126 1MNaCl/50 mMNaOH

@ Flte1al v 56 TrpRS TrpRS, HBSP HBSP HBSP HBS-P HBSP HBS-P
Plate 1 6 | plate2

e | 96 well 250 I v e 96well250pl -

200000000 200000000
100000000 000

Pl 22 AR S A IRIDRR R OB b PR B R DR B B B

(4) J%E#% instrument control, st N /7MY Hotel door is Open, I HIEFFESHY 96 FLAUE THE5 G R
MAIEH, & BT (B 23),

Bl 23 FESARIBCE

IR £E, REME, XHREA. (2024). ZETREEE FHIREARE QN (RNA & REERIIHIFIFHETIRIEAR R Bios |
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(5) siih Methods, Send to queue, JT4A His-avitag (biotin)-TrpRS FY[E &,

3. FRahililE AR EALRS I

(1) FEHBIToRMIERAEFIRIEMLR, BT MA ORI IR E Hh 2R A RO [ S50 20 3R 58 — 80 0r

2. KA AR BN FRENE, BRAA AR SRR rATR, IR SR H AR 2
ATRITTEIR DA R RIS IR T S R TS AR IE M2, iR AR 1 v 1 AR R

(2) WM RIKEIECH], (5 DMSO ¥ 10 mM [5|WRE RMBER 400 M, AR5, HH 1.05x KM
fift HBS-P 2B 7 ARG RE 400 uM /N FRER 20 %, 152IZIKEH 20 uM 1E 5% DMSO HH 5|
BERBM. PA1.0x & 5% DMSO FIFRH HBS-P Z&IMATR 5 BIVE AR B E,

(3) AN IR A RET IR, K HEPh— A CERHIEF Y 1.0x & 5% DMSO Y HBS-P 22
TBIIAE Biacore 8K RGN, #t FHEMPALLE, WWERMERERE (FERE LWEORE) i
AZEZEMIEBOIURER, iR CCE L AT A A0, 1464% instrument control, &{ifi Change solutions,
%Jj% Change buffer, water and reagent, %t Ready to start,

(4) M Methods, JE# New, LMW RHZEHHR LMW kinetics/affnity, ZESHEREARAHH) LMW

multi-cycle kinetic/affinity, .5 Open (& 24),

@ Biacore™ 8K Control Software User DESKTOP-F44VOJ1\biacore8k

Pl 24 ZUEIRN N EERAN ek i

(5) 1£ Method definition FL[H, i Start up, %+ Analyte 1, Solution % A HBS-P, MgCl2, Contact
time % A\ 60 s, Dissociation time % A\ 120 s, Flow rate ¥ A\ 30 ul/min, Type FH73Z 1% % High Performance,
Flow path J%$¥ both flow cells, Wash 1 ZXiA 50% DMSO 7&K, Flow cell temperature EXIA 25 °C (& 25),
IR SE A NS AT DA HR S R 2R A SERRIE L HEA TR AFIME L,

IR £E, REME, XHREA. (2024). ZETREEE FHIREARE QN (RNA & REERIIHIFIFHETIRIEAR R Bios
101 ¢1011017. Doi: 10.21769/BioProtoc.1011017.

How to cite: Wang, Q., Zhu, G. W. and Liu, Z. M. (2024). Establishment of Inhibitor Screening and Validation System for

Tryptophanyl tRNA Synthetase Using Surface Plasmon Resonance. Bio-101 ¢1011017. Doi: 10.21769/BioProtoc.1011017. (in

Chinese)



bio-101

@A Biacore™ 8K Control Software ser DESKTOP-F44V0J1\biacore8k Inst

0 o © v
Method Builder -
.

5.Cyclooverviow | 4. Plato layout [T

HES-P, MgCl2

‘Add comman d v

Property Variable Value User defined variables

HBS:P, MgCl2 v
Name. Type Remove

© Addvariable

Bl 25 ZHEIRAN N ELRA N BRE b Startup HECEBS BB E

(6) miii Analysis &I, TE Analysis %L, fF Variable —#2%4Ji% Solution 1 Concentration, Contact
time ¥iA 60 s, Dissociation time ¥iA 120 s, Flow rate i A 30 pL/min, Type FHEHIEE High
Performance, Flow path J%+% both flow cells, Wash 1 ZRiA 50% DMSO, Flow cell temperature ERIA 25 °C

(& 26)

FER: —AE Start up T Analysis H Analyte 1 IREFIEEE FEEIT [HAITEE—2HT, 9 T HEYZE
ILEERCN, Flow rate —HECUAHIA 30 ul/min, ZEIIEFE 7RI IRBHTFER, TA] LUIE @ mEE
50 B 100 uL/min, ZZZ25CETFE, JATLIE Variable — B 1T 7 REHFIEI T AT, a2 40A] UG5

H9 Variable and positioning FH{THE,

@* Biacore™ 8K Control Software

nstru | Actvitybistory Methods  Runs
] © open  © New

Method Builder 2.ariabi

dpositioning 3. Cycloovarviow | 4.Plat layout (T

HBS P, Mgal2

User defined variables

Namo Type Romove

© Addvariable

Bl 26 ZHEIASNN~EARAN Bk h i ah IR OGS 2 B B B
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(7) it Solvent correction I, Number of solutions per cycle J%#% 4, AJi% Repeat within Analysis

every 100 cycles, Ji% Run once first, Flow cell temperature EKIA 25 °C (&l 27),

@ Biacore™ 8K Control Software User DESKTOP-F44V0J1\biacore8k Instrument 2383429

Instrument control  Activity history ~Methods  Runs

LTl © open  © New
Method Builder 2.Variables and positioning | 3. Cycle overview | . Platelayout [T

Datacolectionrate | 10 v | Hz Sampla compartment tamperature

HBS-P, MgCI2

-

Solvent correction )

& Ll reinoe [ [l Addster v
name | Solvent correction Fowcottemperatre | 25 | V| resestuinn | Analysis v | @ wey | 100 2] o
Pupose | Solvent correction -

v w N

T —

Fowcet1
Add command v

Fowcelz
Nomerctsoutonsprce | & v

Bl 27 ZHERNNELEAN S BiRee Tp A RIBIERS SR S B 5 A

(8) {E Variable and positioning F[H, A&/ TILIRAEAE, 7%E#E Startup, Alifi Add cylce, ¥ startup
MR = (& 28),

@ Biacore™ 8K Control Software User DESKTOP-F44V0J1\biacore8k Instrument 2383429 Q@ wae v

Instrument control  Actvity history  Methods  Runs

O orr © e

Method Builder . Mthod dornion | NTTRISSSTIRY . cycouorviow | 4. ltoayout L
ooz ¥ 1 W2 W3 W W5 WE V7 W ty o
€D Analysis Solvent correction A
B 200000000 200000000
100000000 100000000
1 & Wi clipboard 00000000 Q0000000
0000 0 s00000000
0000 (] 200000000
00000000 00000000
© Addcyde 00000000 00000000
00000000 00000000
888ssess  iggsssess
:
© Removeall cycles ;00000600
100000000
2

Bl 28 RN NE RN e BiRE b Startup B RBG I E

IR £E, RS, XHREA. (2024). ZETREEE FHIREAME O (RNA & RREEHIHIFIFHEFIRIEK R Bios
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(9) 1£ Variable and positioning FH, %% Analysis, Analyte 1 Solution #ij A\W|EEZEMHK,
Concentration i \M5|REERAVKEE (] 29), [N, AT DU HEH A MER A B FLARK B E DR AR
HRE R B B TR,

ESKTOP-F44V0J1\biacore8k Instrument 2383429

€ Biacore™ 8K Control Software

Instrument control  Activity history Methods | Runs

e el © open  © New
Method Builder S ethod deition .y avarvien | .Pitelayot L

Uechames W1 W2 @3 W4 W5 W6 ¥ ¥ Resger

startup

Solvent correction

Indolmycin
3 Indolmycin

Indolmycin

W | plate1 W Ptz
Tee Sewellzsop v | e SGwell250p v
Analyte 1
oot Control  Concentration (M) e 200000000
= 100000000
1 Indolmycin v o *  Nig Clipboard 100000000
Indolmycin v o 588888880
Indolmycin v o 1000000606
Indolmycin v o OfAad cycle 688888888
Indolmycin o o 44414414
Indolmycin v 0 © Removeall cycles 88888888
ndolmycin v o 100000000
Indolmycin v 0 Mo 1 v | step aEcoEF e
2 Indolmycin v 0
Indolmycin v 0 i et
Indolmycin v 0
Indolmycin v 0 R .
Indolmycin v 0
Indolmycin v 0
Indolmycin v 0
v o
v o
v o
v o

Indolmycin

Bl 29 ZHEIASNN~EARA N e iR e A RIS IR EERE REA B A B B

(10) 7E Cycle overview # 0, AJAEZEEANLIH FAERE (B 30),

User DESKTOP-]

@ Biacore™ 8K Control Software

Instrument control ~ Activity history =~ Methods Runs

LMW multi-cycle kinetics/affinity € I =JTUREE -+ N0

Method Builder 1. Method definition | 2.Variables and positioning 4, Plate layout u B

Estimated runtime 1h 43 min

Analyte 1
Cycle Stepname Position Solution Concentration (pM)
1 Startup Plate 2 A1 HBS-F, MgCl2
2 Startup Plate 2 A1 HBS-F, MgCl2
3 Startup Plate2 A1 HBS-P, MgCl2
4 Solvent correction
5 Analysis Plate1 A1  Indolmycin 0
6 Analysis Plate1A2  Indolmycin 0
7 Analysis Plate 1 A3 Indolmycin 0
8 Analysis Plate 1 A4 Indolmycin 0
9 Analysis Plate1 A5  Indolmycin 0
10  Analysis Plate1 A6  Indolmycin 0
11 Analysis Plate 1 A7 Indolmycin 20
12 Analysis Plate 1 A8  Indolmycin 20
13 Analysis Plate1 A9  Indolmycin 20
14  Analysis Plate 1 A10 Indolmycin 20
15  Analysis Plate 1 A11  Indolmycin 20
16  Analysis Plate 1 A12  Indolmycin 20

Bl 30 SeRiekREnifsE

IR £,

BIE, XIRHA. (2024). ETREEE 7 IR Q2B (RNA
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(11) 1£ Plate layout H, HRAE(LERRGATERTEMFEMTE 96 FLAHATAIRE (BTANAESL AR — R EL
RAEKREDVZ 10uL) (B 31), [FIFE, F7E Variable and positioning F IR IIEE D T 8 &
i, T EAEARACIEIE RN NAT 96 FLIR AN BARRRI AR, LRI, BT EY, &
ZORANGFAE AR 96 FLARES B,

@7 Biacore™ 8K Control Software User DESKTOP-F44V0J1\biacore8k Instrument 2383429

Instrument control  Activity history ~ Methods  Runs

LMW multi-cycle kinetics/affinity € il =L RN+ NI

Method Builder e iton | 2.var itoning | 3. B «-Piatoiayout | © sendtoqueue TP

Estmated runtime 1n 43 min

# Bottles Sertpest ©
B e 300ml HBS-P,MgCI2 Al 28 W MM WG ORI R RSO Sy
200M  20pM  204M  20pM  20iM  20yM 20 20uM
e 200ml Water AL0 28 Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin
™ oo 00 20pM  20M t 0 M
2o e indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin
204M  204M  20yM  204M  20pM 20y 20pM
view [EEE votume summary P indolmycin Indolmycin indolmycin  Indolmycin Indolmycin  indolmycin indolmycin _ indolmycin
200M  20pM  20yM  20pM  20yM  20pM  20M  20yM
A7 28 Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin
id  Plate1 d  Plate2 20uM 20pM 20pM 20pM 20pM 0 M 20pM 0 uM
e indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin
=2 E3EiED A8 88 oM opM oM oM opM oM oM oM
indolmycin  Indolmycin Indolmycin  Indolmycin Indolmycin  Indolmycin Indolmycin  Indolmycin
2100000000 As 88 00;14 el Cd; yci uﬂ; e K ﬁ‘ yci Oﬂ; i ngM el 05’04 yci K ; e
100000000 ; ; ’ ; ; ; ; ’
indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin
00000000 aeE oM oM oM oM oM oM oM oM
100000000 - . Indolmycin  Indolmycin Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin
oM oM oM oM oM
0000000
700000000 xo @ Iomcn mdomcn ndoimycn indoimycn indoimycin indoimycin ndoimycin  incoimycin
00000000 opM oM ouM oM uM oM opM
;00000000 - o indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin  Indolmycin
00000000 opM ouM opM opM oM opM oM ouM
00000000 3
:00000000 : @ [ Plate 2
100000000 100000000
ABCDEFG ABCDEFGH Leftmost Volume A B c D E F 6 H
position  pl Channel 1 Channel 2 Channel 3 Channel 4 Channel 5 Channel 6 Channel 7 Channel 8
A7 100 SohentCorrection4 SolentCorrection 4 SolventCorrection 4 Solvent Correction Solvent Correction 4 Solvent Correction 4 Solvent Correction 4 Salvent Correction &
A6 100 SohentComection3 SolentCorrection3 SolventCorrection3 Solvent Correction3 Solvent Correction3  Solvent Correction3  Solvent Correction3  Solvent Correction 3
A5 100 SohentCorection2 SolentCorrection2 SolventCorrection2 SolventCorrection Solvent Correction2 ~ Solvent Correction2  Solvent Correction2 ~ Salvent Correction 2
A4 100 SohentCorrectionl SolventCorrection SolventCorrection SolventCorrection Solvent Correction1 SolventCorrection1 Solvent Correction1  Solvent Corection 1
Y 159 50% DMSO 50% DMSO 50% DMSO 50% DMSO 50% DMSO 50% DMSO 50% DMSO 50% DMSO
Y 231 50% DMSO 50% DMSO 50% DMSO 50% DMSO 50% DMSO 50% DMSO 50% DMSQ, 50%DMSO
@Al 234 HBS-P, MgCl2 HBS-P, MgCl2 HBS-P, MgCl2 HBS-P, MgCI2 HBS-P, MgCI2 HBS-P, MgCI2 HBS-P, MgCIZ HBSP, MgCR2

Bl 31 IS 112E 2R S DR R I R O R S PR BRI L B R

(12) J%E#% instrument control, i 75 HY Hotel door is Open, ¥HNGFAEMMAY 96 FLARE TAEMGHY
KRB, X EARIT, sl Methods, Send to queue, FUAIENAYEAEILTR,

B o b 5 Bs i

(1) FTIFEHE 2+ Biacore Insight Evaluation Software, fE Create new evaluation FH, %+% select
run, RENSITHRERF, i T/ select evaluation methods,

(2) #£ Select evaluation method FiiHi, & Kinetic/affnity JEIHE LMW, i LMW multi-cycle

affinity-Evaluation method, i Open (& 32),

IR £E, R, XREA. (2024). ZETREEE FHIREAWE QAL (RNA & RREERIHIFIFHEFIRIUEK . Bios
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@ Biacore™ Insight Evaluation Software User DESKTOP-F44V0J1\biacore8k

Create new evaluation  Open existing evaluation  Evaluation - 20180803 48 compounds indolmycin trprs 4 20uM

1.selectruns [P ]

Userdefined  Predefined

Selected runs in order

ripti Predefined methods might not be fully applicable to
% Empty method Name [— :
oy et 8 (unsimported fom birfles
% Sufacepreparation | LMW singe-cycle Kinetics - Evaluation method Evaluation of single-cyce Kinetis for LMW samples,to calulate Kinetc rate constants

® Assay development LMW multi-cycle kinetics - Evaluation method Evaluation of multi-cycle kinetics for LMW samples, to calculate kinetic rate constants. ::1;“"3DB"mvﬂmdtmﬂelmwinrrpm [x]
ul
v ® Bindingscreen i - y for Lt
g LMW multi-cycle affinity - Evaluation method Evaluation of MW samples, Path RootiWang Qian\ghddi\20180803 48
% Fragment LMW parallel Kintics - valuation method Evaluation of paraliel Kinetics for LMW samples, to calculate kineti rate constants. Sample has been diluted with one perc compounds indolmycin rprs 4 20uM
® W LMW 2D kinetics - Evaluation method Evaluation of 2D kinetics for LMW samples, to calculate Kinetic rate constants. Sample has been diluted in  two-dimensional matrix, Description s
% Antibody / general LMW single-cycle kinetics using capture - Evaluation method  Evaluation of single-cycle kinetics for LMW samples binding to captured ligand, to calculate kinetic rate constants.
v ® Kinetics /affinity LMW multi-cycle kinetics using capture - Evaluation method  Evaluation of multi-cycle kinetics for LMW samples binding to captured ligand, to calculate kinetic rate constants.
® Fragment LMW mutti-cycle affinity using capture - Evaluation method  Evaluation of multi-cycle affinity for LMW samples binding to captured ligand, to calculate equilibrium dissociation constant.
® Antibody/general | LMW 2D Kinstics using capture - Evaluation method Evaluation of 20 kinetics for LMW samples binding to captured ligand,to calculate kinetic rate c diutedin atw
Selected evaluation method
LMW multi-cycle affinity - Evaluation method
DescriptionEvaluation of multi-cycle afnty for LW
samples, o calculate equilbrium dissociation
constant.
(o]

32 ZHRHSEAI SRS

(3) E4C3iH Solvent Correction S TIAFIRIE AT (B 33), HAEERIER, i Apply and close,
IRFIRIE HH 2R — R BRYETE-500 F+1,000 RU Z A, Chi2/NF 2, WEEHITERE S, —BEmT
DMSO I JE Bt il AN R i ko

Biacore™ Insight Evaluation Software User DESKTOP-F44V0

uation  Evaluation - LMW multi-cycle kinetics/affnity 1

@ Solvont corroction
Included  WExcluded Cyce Channel ChE(RU?) YO[RU) Immobilization leval (RU) trmaa | 0 | Fu

&
v o & 1 wose3 36 374 -
. e = I ]
v PR PR TR 290
! ¥
a o » @ amet s -0 o
& P 5 aoss 39 537
v o = 3 oo se 387 I |
v o & 4 aome 21 312 T |
v o = 4 aoms  3s 2 In |
v P s oo sa 325 :
v o = 5 oot 43 325 <
v P 6 sxes 38 330
o o = 6 w3 4o 330
v o s 7 e w7 360
v o 7 ses  s2 360
o o s 8 toses 42 343
a s s s om % == T EE = e
—_— -3
4]
+

33 IR Lk
(4) 7£ Home M, s plot, BIRT{R 44 R I5| R Z 1M NAE, 1R[] Home 51, 25 presentation,

HIETRESHIEERNE, i Export to presentation (& 34),

TR TEPIFINARIZE RSBk 1, AL 77 B B R Bk e, BRI 7o

IR £E, R, XREA. (2024). ZETREEE FHIREAWE QAL (RNA & RREERIHIFIFHEFIRIUEK . Bios
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@ Biacore™ Insight Evaluation Software User DESKTOP-F44V0.1\biacore8k

Open exsting evaluation  Evabuation - 20180803 48 compounds indolmycin trpes 4 20 T[]

v [@ Evaluation-Affinity ~ [ Plot1 v @ Home v Bl Export to presentation

Pl 34 B S i

RIS

(1) FREMEE TR ARBFFOEL Z R LRI T TrpRS BRI EE T, f# SPR
{RARAE il B IR S M A R S B &R, Z RFEUERELE 0.9 DAL, IXRIAZ AR
W RE ST T S 56 B BB PE AN RS
(2) RMTAGRIFAIGHE: B4 TepRS B HRIRFIRME, BAP AR, $2TT 1SR AREE M
SESHE,

IEFI R )2 N SR 5 %

(1) HIHIEE 75 FRCERAE . WA B 75 FORREIR B TIRIRS e 1, a5 & om AR L,
B ZANIEE 7T SRR AT b, B ERE R B E 45 F o
£ NTA fEREE I AE T, TEB MR ERELRRE N, HRsgh el RE Ry, SPmE
TESS G R. EMSRRT TREAS: B HER PR, HINHERIN AR, HREEE
A EREE TR, R RS,

(2) IMPOERCFIE: (EREEIPRERMT TE S 998 &, BRI, B IREE
SHEOFEHIAA, BEFHNES TrpRS MRFERMIRA S, T 7RI R GUEREHRE IR,

(3) EHPEME: LidEd, ARZENEAWET AR, HERNESHBEE A EEEE L
RAESATEENISR, FIHXAENERZ R ER (DSF) s(#F EH @il (CD) HiREXNELE
H A T RAE T

(4) BB fEROSER, GERAMEE, MR EARE, 8, B ARG RHTIE—
HEEREEE, DSBS ER A S,

A IR R 2R 0S
(1) SE4FMFHR: B2REMNEZRINREEIE PR TR, (ERGERISIITESS IR, IR RS
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B G T B SRR ), R X TrpRS ML SRR PN T,

(2) IR R AR R IHEAE R A AR, R S SRR EE, R ks ik
AR A2 R S B

(3) [EE7 A —: Bk —REE 7 N n] fE B SRR MRS A RS, 2 A0 E 77 AR
A B TR B R4S SRR,

(4) VBRI E RYBCH] 18I RE AR R S0 LR A 5 BB 0 A, B AR 7R e iRl 5 o
FIBFIRIER S DMSO BIRMIB TR ANREILRIN B, WIATLARL 0.1% DMSO XY SPR MRAE N 120
RU #T2MERH DMSO &A%,

4. FRUEHE

(1) ARt HERESIEE RAE S, ANE Y ABEMRA pH B, B 7o, s
A DU DA ER AR A

(2) FEHEESE: HEESRESHGEE M, AEERSAEENEEBmER (RIELMT
EE 7)), WEEREE 7 NAAANIRE, RGN E S SRR,

(3) FESMMREETARE: EREMEPHM L EYIRERNE SBUS S AR, ARRGEHE e KB &
PIRRIREE, HERE S50,

SR S5 EHE
—. NTA & r#iliik His-TrpRS

ARIRSELEARECEZ)N 1000 RU, HETEE TrpRS JERIELAWT N, JoikEH T RS0 SLRAR 1]
(& 35), RS N2 B S EE ZALEERA 77 7AEE TrpRS. TrpRS [EE J5 LA E 2 T TrpRS
fEEEEA A 6 MHEER T R,

—— N-His-TrpRS

28000
27500
27000
26500

26000

Response (RU)

25500

25000

24500 T T T T T )
-2000 0 2000 4000 6000 8000 10000

Time (s)

P 35 NTA ‘BRI TrpRS 545
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. NTA SH A ZILMELE R TrpRS MR, FAF TrpRS SHIRHE RIS

AU B ELIN 1000 RU, [EER) TrpRS FH4ASE, wJBHTESSER (B 36), &flE, (R

™, WIRERS TrpRS AUZEFS Ko 29 + 19 uM (8 37), (EBRERL S ESEUR LG REL T

M2,
——N-His-TrpRS|
A 45000 B 45000
EA
EA
| 40000
S40000 =)
© [
8 & 35000
¢ 35000+ S EDCINHS
g EDCINHS a
@ )
] ¢ 30000
% 30000
25000 D A 350 TrpRS injection
200 0 200 400 600 800 1000 1200 g " 3do " edo " odo 1200 "15b0 ~18bo
Time (s) Time (s)

Pl 36 NTA i RS @ILBEKIEIE TrpRS B 5645 R

——0.024 M
A 8 ——0.060 UM B 3

6
5 5 2
z? 3
g 2 g,
c c
2 2 .
g0 g .

-4

0 50 100 150 200 0 50 100 150 200 250 300 350
Time (s) Indomycin concentration (uM)

37 Wk RLE PBS-P LR &M, W TrpRS RIZERINESRE, A. BIRERS TrpRS NSRS E R
El; B. BIWEZES TrpRS HIERI RIS SR,

=. SA B EIRE His-avitag (biotin)-TrpRS, FIE TrpRS S5H|RERNLE S

R EECRZ)H 1,010 RU (B 38), &flE, EHEAMAT, BIRERS TrpRS BIZEFI] Ko 5 16.7 +
3.6uM (A& 39),
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|——N-His-avitag (biotin)-TrpRS|
1M NaCl/50 mM NaOH

M

38000 -
36000 1
34000

32000

Response (RU)

TrpRS injection
30000

28000
298 0700 400 o0 00 40094209, 408, c09, 00

Time (s)

[l 38 His-avitag (biotin)-TrpRS F{BIKES HL =

>
©
.=|’
S5
N
=
=
w

o
N
S
T
=
[

N

-

Response (RU)
Response (RU)

[~

0 50 100 150 200 0 20 40 60 80 100 120
Time (s) Indolmycin concentration (uM)

Pl 39 WIREERLE PBS-P SLHa%AFrb, M TrpRS FERAINEERE. A. BIRERS TrpRS FISE SRR L
Bl; B. BIRERES TrpRS MEAUI RIS SR,

P4, SA ‘B H[EIE His-avitag (biotin)-TrpRS, FRAE TrpRS 5| EETEAN PBS-P & A
WRIhgE, IMesiaR

G, BIWRERS TrpRS 1£ PBS-P &AM (% 1.0 mM MgClL), PBS-P &M (% 1.0 mM ATP),
PBS-P Z&ZMIAER (% 1.0 mM MgCL A1 1.0 mM AMP) PAK PBS-P ZMIAR (% 1.0 mM MgCL F1 1.0 mM

ATP) FRESERI Ko BUE AN 16.7+£3.4, 162+23, 18.8+2.6 uM AR 1.5+02 uM (5 40),

—0.0080 (00128
A s = C s oo Eus
200M 031
— Eoim = seum
s M 1M
510 —Em s ez sqo
5 254
3 — sopM =3 — M L
3 = S g
4 2
§s gs gs
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o o 0
] 50 100 150 200 3 50 100 150 200 ] 50 100 150 200 ] 50 100 150 200
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B s D s Fs H s
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2 1 ]
g z 4
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5 1 @5 g
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P BIPIATR (& 1.0mMMgCL M1 1.0 mMAMP); E~F. DA PBS-P Z&MiA (& 1.0 mM MgCL 1 1.0 mM

ATP); G~H. SEERZ&fFH, X TrpRS AUZERITI4ERE,

i, SA B TEIRE His-avitag (biotin)-TrpRS, FAE TrpRS S5k E R TE PIPES-P, TRIS-P B4
K HBS-P ZiERPLE S, deiesiahR

221G, BIWEZES TrpRS 1£ HBS-P ZMHIAHR (5 1.0 mM MgCl), HBS-P AR (% 1.0 mM MgCl,
F11.0mM ATP), PIPES-P Z&MIAR (& 1.0 mM MgCl), PIPES-P &AM (& 1.0 mM MgCL 1 1.0 mM
ATP), TRIS-P AR (& 1.0 mM MgCL), TRIS-P Z&Mi&# (& 1.0 mM MgCL 1 1.0 mM ATP) Hif)
I Ko fH7 51 13+2 (A~B), 0.6+0.1 (C~D) ,14.3+0.6 (E~F). 3.5+0.2 (G~H) ,14.7+3.0 (I~J)

f4.7+05uM (K~L) (B 41),
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o 3 3

W
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P 41 WIWREEEEE HBS-P B0PAT (5 1.0 mM MgClh), A~B. HBS-P &MAHK (& 1.0 mM MgCL
1.0 mM ATP); C~D. PIPES-P &AW (% 1.0 mM MgCL); E~F. PIPES-P &AM (% 1.0 mM MgCl
1 1.0 mM ATP); G~H. TRIS-P MB35 1.0 mM MgClo); I~J. TRIS-P ZZMIATR (% 1.0 mM MgCl

1 1.0 mM ATP); K~L. SEERZAFH, Xf TrpRS HIZEFI NS RIE.,
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75 SA B TEIXE His-avitag (biotin)-TrpRS, &t TrpRS 55T ETE HBS-P B IMA %
SR E R R R

ZIE, HBS-P RMIAR (% 1.0 mM MeCl)  RIMIARSME T 2 15091 (A), T HBS-P &M

(& 1.0 mM MgCLF1 1.0 mM ATP) EMIARAM FHY 2 A1 0.93 (B) (& 42),

A B
+]Z factor: 0.91 +] Z factor: 0.93
304 304
225 225 Cindoimyein: 1 HM
] .
o E o E
g 101 Cindoimycin: 20 UM § 104
'3 ['4
54 54
$ 0]
-5 T T T T T T 1 -5 T T T T T T 1
0 2 4 6 8 10 12 14 0 2 4 6 8 10 12 14
Cycle Cycle

() 48 Blank responses (1 48 Indolmycin responses

P&l 42 TrpRS SPR (& & i % R G n] Skt

BRAC TS

0 PR B 2 PR T AR S B B SR

1. 1.05x PBS-P Z&iiaii
FEY 52.5mL 10x PBS-P A 77K (B78K 0.22 pm B JEALTE) FkEEl 500 mL, 7E5), FECAY 1.05%
PBS-P,

2. 1.0x 7 5% DMSO ZIPiER
HE 152 mL B 1LOSXZRMIARR, A 8 mLDMSO (E58A% 0.22 um IS EALTR) , JR5T, Bl 1.0x &
5% DMSO I MIER

3. 1.05x PBS-P ZIMAW (3% 1.05 mM MgCl,)
B 21 mL 10x PBS-P ZBIMIATR PAK 210 L 1M MeCL /KA, HHEE /K (E5258 0.22 pm i &
AbBE) FEREZE 200 mL, FCA 1.05% PBS-P &AM (& 1.05 mM MgCL), TRAIFIMAZMIERIM,

4. 1.05x PBS-P RIMPAWH (5% 1.05 mM MgClL il 1.05 mM ATP)
HH 21 mL 10x PBS-P &AM, 210 pL 1 M MgClo 7K PAK 420 puL 500 mM ATP, {25817k

(B785% 0.22 pm RS IELEHE) #RER 200 mL, FCHl 1.05x PBS-P Z2MI&HR (& 1.05 mM MgCL F1 1.05

mM ATP), RGN ITIERIH.
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10.

11.

12.

1.05x PBS-P ZR0MiE#E (35 1.05 mM ATP)

BHL 21 mL 10x PBS-P Z&IMIAT PAS 420 uL 500 mM ATP, fHEHEE 77K (E5ERK 0.22 um BEITELL

) B 200 mL, FCA 1.05x PBS-P ZMIATR (& 1.05 mM ATP), TRSETRAZMIE T,

1.05x PBS-P ZE0liA# (& 1.05 mM MgCl, fll 1.05 mM AMP)

HH 21 mL 10x PBS-P &M, 210 uL 1 M MgClL /KA DA 420 uL 500 mM AMP, {258 17K
(E58RK 0.22 um i EANIE) #REZE 200 mL, ALl 1.05% PBS-P &AW (£ 1.05 mM MgCl #1 1.05

mM AMP), RS ZMIE T,

1.05x PIPES-P &g (3% 1.05 mM MgCL)

EH 2.1 mL 1 M PIPES /KI&FR, 10.5 mL 3 M NaCl ZKi&iK, 1.05 mL P20 PAAZ 210 uL 1 M MgCL /Ki&

W, HEETK (E58K0.22 um BOIEAE) FFEE 200 mL, Bl 1.05x PIPES-P SZMiAHR (%

1.05 mM MgClo), TRA5IEIRAG MBI,

1.05x PIPES-P Z&0AH (7% 1.05 mM MgCl: fil 1.05 mM ATP)

BH 2.1 mL 1 M PIPES ZKIF, 10.5 mL 3 M NaCl 7K¥&iK, 1.05 mL P20, 210 uL 1 M MgCL /K& A

J%2 420 uL 500 mM ATP, {i FH £ 5 F7K (E58K 0.22 pm BT JEALER) RS 200 mL, FECfl 1.05% PIPES-

P &M (55 1.05 mM MgCL #1 1.05 mM ATP), 1RSI GRS TIH.

1.05x HBS-P P& (3% 1.05 mM MgCl)

EH 21 mL 10x HBS-P ZZMIATR A 210 uL 1 M MgCL /KA, #HRAEE /K (BE58 0.22 pm fET

TEALHE) FRREZE 200 mL, ALl 1.05% HBS-P &AW (7 1.05 mM MgCl), 1RSIEIRAZ MR

1.05x HBS-P &AM (55 1.05 mM MgCl: fll 1.05 mM ATP)

HH 21 mL 10x HBS-P &AM, 210 pL 1 M MgClL KR PA 420 pL 500 mM ATP, {258 17K
(E58R% 0.22 um RIS HEAL ) FkEZE 200 mL, BCH 1.05x HBS-P ZBMIATR (& 1.05 mM MgClL 1 1.05

mM ATP), {R5ETRA G MIE TN,

1.05x TRIS-P &M (7% 1.05 mM MgClL)

®EL 2.1 mL 1 M TRIS 7Ki&#, 10.5mL3 M NaCl /K&K, 1.05mLP20 PAKZ 210 uL 1 M MgCly KI&HE,

FHAEET/K (E58K 022 um BOdIEAHE) FBEE 200 mL, il 1.05% TRIS-P ZHIAR (5 1.05

mM MgCL), RGN MIERIH.

1.05x TRIS-P &AM (7% 1.05 mM MgClL fil 1.05 mM ATP)

EH{ 2.1 mL 1 M TRIS 7KI&K, 10.5 mL 3M NaCl 7Ki&#, 1.05 mL P20, 210 pL 1 M MgCL /K&K AR

420 uL 500 mM ATP, i EET/K (E58AK 0.22 um FOEEALE) FBEZE 200 mL, BCH 1.05% TRIS-

P &M (55 1.05 mM MgCL #1 1.05 mM ATP), 1RSI G HRNBIHATIH
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