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1. EZH SARS-CoV-2 RBDZEH (Sino Biological, FZfiHRS: 40592-VO8H)

2. hACE2%H (Sino Biological, F=fHES: 10108-HO8H)

3. /N3 TZiYE (FDA-approved Drug Library, TargetMol, F=fHERS: 1L4200)

4. SEIICM5E A (Cytiva, Series S Sensor Chip CM5, 7= HES: 29149603)

5. FEMPGAFNE (Cytiva, F~MERE: BR100050)

6. BERRENVGEI (Cytiva, Acetate4.5, P25 BR100350; Acetate 5.0, F=ihHRS: BR100351; Acetate
5.5, FEfmERS: BR100352)

7. 96fL#R (Cytiva, F=fHES: BR100503)

8. 96fLIEIE (Cytiva, FEEHHEHRE: 28975816)

9. 10x PBS-P ZZiMif (Cytiva, FoiERS: 8995084)

10. —HFEH (DMSO, MP, FEEHEZRS: 196055)

11. 50 mM NaOHIATR (Cytiva, F=fHZS: BR100358)

12. 1.5mLEP® (KIRGEN, rFZHhHRS: KG2211)

13. 1000 mL 0.2 um NY €S8 (BT, MBS 430515)

14. 1.05x PBS-PEEMHIR (WLIAREL /)

15. 5% DMSOFJ1x PBS-PEMI (ILIATRECTT)

16. EHBHKE (WIFMKELTT)

17. /Ny FEYRER (RIEIRECT5)

18. NERKERIDMSOIBHIM AR (WISRACTT)

19. 50% DMSOI&R (WLisRHELTT)

20. 5 mM NaOHI&K (WIAHKECTT)

(A7

1. Milli-Q 4fik{Y (¥, Millipore)

2. RAFHEFHIR(L (Cytiva, Biacore 8K)

3. AXEOI (W&, Microfuge 20)

4. EOKZHEAZE GBME/RIERESER AT, SHZ-D(I))
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Ha2b Bk

X

—, LR

FTFF Biacore 8K (X &% 2l X Biacore 8K Control Software, I NFRIFE RIS, maNMHAIFE AR
JETE 4~40 °C AV, EHHEIZE N 25 °C,

KHAUBRAMIFRIC buffer I THEA 1.05x PBS-P MR T B, 4RI water 1 reagent 1955 1 NiBAlIK
EiieREEN

{E Biacore 8K Control Software Y System setup 183, i Change chip, AT CMS i, TEANARH2H]
B HIEE A HEEE, A5 Dock chip,

£ Biacore 8K Control Software /Y] System setup f&5, s Change solutions, BAIAKE, i Ready to
start, MRS DARR S RO (R BN RS R g, B NI RRAEN 6 4B,

L PR

(1) HHRBCAMBIBE

_ analyte MW %
ligand MW

AR AR A2 H SR BC AR B AR BRI i -

Heb Rmax Wi RERAGE SRR, BHILN 100RU; Analyte MW /N353 T8, ligand MW N E

H7rF&; Sm Attt s, @H AR 1; Bk B AREBCEIEE Y 1.5 579 RL, TEAIFZ R BIH, SARS-

CoV-2 RBD B3 F &7 26 kDa, hACE2 B3 F & 86 kDa, /N3 TP T EIEEZ 300~1,900 Da,

ZAITHE, SARS-CoV-2 RBD HAFREELE A 2,000~14,000 RU, hACE2 HFREEEE A 6,700~43,000 RU,
(2) BerAmiE %

¥ SARS-CoV-2 RBD % H 1 hACE2 & FK A FHEAIKIBL | mg/mL BHEK,

RIEE A AL (SARS-CoV-2 RBD FHAN 8.9, hACE2 FHAN 5.5) , {#H 10 mM pH 5.5 F1 10 mM

pH 5.0 FIBEER BT TRFRRE SARS-CoV-2 RBD &M 20 pg/mL, f#F 10 mM pH 5.0 F1 4.5 FIBSERHATA R

RixSn

& hACE2 FE H % 20 pg/mL,

1£ Biacore 8K Control Software B, st New method, 1%#% Surface preparation, ¥JJF pH scouting /5%, 5
FEEEY NP, 55— Method definition, %2 # Analyte fY Contact time 2 120's; % —2F Variables and
positioning, J%E#¥ channel 1~4, {ZIX Analyte Solution 4553529 SARS-CoV-2 RBD acetate pH 5.5, SARS-
CoV-2 RBD acetate pH 5.0, hACE2 acetate pH 5.0, hACE2 acetate pH 4.5; %8 =2 Cycle overview NF 2
EA[43)); BP9 Plate layout, TR 1 96 fLA LN B EMFRZEAR (B 1) o LB RZRK
FERINE] 96 FLARE, HIEFHAEHIRERE N 2B IEARR, KL MERZI0 10 pL AR,
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B Biacore £ Control Software

Biacore™ 8K Control Software #E er DESKTOP-F44V0.1\biacore8k

Instrument control  Activity history  Methods  Runs

L) © oper O New

Method Builder B fuoa |2 firiag | : CTNES
# Bottles ) e me T
ff 200ml Buffer
200ml water Plate 1
& Leftmost  Volume A B < E
position I Channel 3 Channel
view: [ volume summary e =

4 Platel

Pl 1 BCAA TR SR I T TR o

1E Biacore 8K Control Software Y] Instrument control 5fi, Hotel door XLt open, EAESAZEMAE SR HLHY
HK, GRS 96 FLBRESIFERZR b, RERENNES B, fEREMARHITI5EH], 7€ Methods FHH,
M5 VY2P Plate layout SSTHIAY Send to queue, siifi Ready to start 1 Save, FiEHERIZITo
RIS R Ras R (B 2) , WiE SARS-CoV-2 RBD & HHES AR 10 mM pH 5.5 HIBEERENTAN,
hACE2 T HHBILSM 10 mM pH 4.5 HYBEERIATA TR

28000
23000
18000
13000

8000

3000 L
50 100 150 |\ S

——hACE2 acetate pH 4.5 — SARS-CoV-2 RBD acetate pH5.5
hACE2 acetate pH 5.0 ——SARS-CoV-2 RBD acetate pH 5.0

2000 ©

Bl 2 FEERIRER

(3) FCAAMHER
1£ Biacore 8K Control Software B, i New method, #%#¥ Surface preparation, ¥TFF Immobilization 75 i%,
FIEBEAEWRNEE, WE 3, 55— Method definition, 1%#% Immobilize in Fc 2, activate/deactivate in 1,

A1t Enter custom mode, ¥ EDC + NHS Y Contact time & &)X 1,200 s, Ligand Y Contact time % &% 600
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s, Ethanolamine [ Contact time % &/ 1,200 s, Channel 3%E#% 1~8, H:H1 Channel 1~4 [&5E SARS-CoV-2 RBD
FH, Channel 5~8 [#E hACE2 #E ., % —-# Positioning and plate layout, ‘B J 96 fLAR AL S E A B
MTREAER (B 4) | HRIRESREHETINE 96 FLIRE, BB IREUE SN B IEARR, KL
SN 10 uL &R, HA EDC, NHS F1 Ethanolamine FHZ&IE&HBHRF GHIBIEIRF], SARS-CoV-2 RBD
EH A 10 mM pH 5.5 FIEEFRBIFRIEZE 20 ug/mL, hACE2 ZE [ 10 mM pH 4.5 IIEEFREFRRE R 40 pg/mL,

) Biacore™ 8K Control Software B Uscr DESKTOP-F44VO.1\biacoreBk

Instrument control  Activityhistory Methods  Runs

0 oma © e

Immobilization PR T ] 2 Positioningand platelayout (3 (T
[ - 2 . suffer
- 2
Amine custom &
x
w  Amine custom
; et ® @ e ® @ troceane @
(] '] [
O gt

Channel & Channel 5 Channel 6 Channel 7 Channel 8

Flow cell 1 ligand name ActiDeact

hacez hACEZ

Flow cell 2 ligand name

3 ARG 7 IA VB

& Biacare 8 Control Software
@ Biacore™ 8K Control Software B vser DESKTOP-Fa4vOII\D 8k Instrument 2

Instrument control  Activity history ~ Mathods  Runs

O s © v

Immobilization 1.Mothod dofinition ENCEELIRELETTEIRY Sondtoquouo [§f [ P JF
§ Bottles Setpostions  Astendng @ Descendng
200mi Buffer
200ml Water Plate 1
Loftmost Volume A B c o E F G H
position ol Channel 1 Channel 2 Channel 3 Channel 4 Channel 5 Channel 6 Channel 7 Channel B
Ethanolamine mine  Ethanolamine
*
hACE2 hACE2 hACE2
Plate fa
Micposition  Mixposition  Mixposition  Mix position
NH: NH NHS N N
156 EDC EDC ED! EDC £DC EDC oC EDH

s oeoo00
<00000000
: [e]s}

B 4 BLAAMBIBAIRE AR AL BRI AR AR
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1E Biacore 8K Control Software 1Y Instrument control 51, TE hotel door &b it open, HEFESHZEMAE G H
HHISR, MG SR 96 FLIRRE ZIRETZE , RIGTHENNERE, XM T, 1E Methods 5,
K% — 2P Positioning and plate layout JSTHI Y Send to queue, i Ready to start #1 Save, J7IEFFIRIZTT,

BATE )G, SR TR SARS-CoV-2 RBD & HEEL T~14,000 RU (B 5) , hACE2 FHEHHEX T~10,000

RU (K 6) .
u Amine custom
32500
30000
27500
25000
22500
20000
17500
2
& 15000
i -
12500
F/
0000
500
5000 ————————————
2500 J
0
-2500

250 500 750 1000 1250 1500 1750 2000 2250 2500 2150 3000 5250

[# 5 SARS-CoV-2 RBD & {BBE

RU Amine custom
25000-
22500
7500
5000 /7/; :" @
i
8 12500 [
10000-
500
5000 — m— o o =
2500 J
L
0

250 500 750 1000 1250 1500 1750 2000 2250

&l 6 hACE2 & H{HBE M
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= FRGEIRE RN IR g%

AR AR, B REAIRIERE T 20 /N 7298 (AR 1) ATREFEONTBHE R/ N 45, )

SARS-CoV-2 RBD #ll hACE2 55,

1 EEGRERER 20 SN FEMER

IE =TI\ it/ B i Cass 5 ¥ (Da)
1 Tannic acid 1401-55-4 1701
2 Nystatin 1400-61-9 926
3 Sodium aescinate 20977-05-3 1124
4 Teichomycin 61036-62-2 1879
5 Aescin 6805-41-0 1131
6 Ginsenoside Rc 11021-14-0 1079
7 Amphotericin B 1397-89-3 924
8 Acarbose 56180-94-0 645
9 Geniposide 24512-63-8 388
10 VancomycinhCL 1404-93-9 1485
11 Mevastatin 73573-88-3 390
12 Ambroxol 18683-91-5 378
13 Dapagliflozin 461432-26-8 408
14 Canagliflozin 842133-18-0 444
15 Simvastatin 79902-63-9 418
16 Cytomel 55-06-1 672
17 Sodium Picosulfate 10040-45-6 481
18 Fasiglifam 1000413-72-8 524
19 Pseudolaric acid B 82508-31-4 432
20 Thyroxine 51-48-9 776

BTk, {#H Biacore 8K XX 20 ™I TZi¥5 SARS-CoV-2 RBD Fll hACE2 ISEFI 1IN 1283847 T
vl 8

FHLEZF AN 1.05% PBS-P ML & 5% DMSO [ 1x PBS-P &4k, 7F Biacore 8K Control Software ¥
System setup #5E, fiT Change solutions, BAIAIEE, sidi Ready to start,

1£ 1.5 mL EP EH, &I 9 uL DMSO, FMIA 6 uL10 mM /N3F25%1REK, RS G 285 uL 1.05%
PBS-P &, RGYISIEITEE] 200 uM 5% DMSO /N T 25T . FIEOHL 13,000% g B0 5 08, 24
JEHER 240 uL BTSN/ N T Bk, Tk, M 5% DMSO Y 1x PBS-P BLE/ND T 251K
JERRRE, 2 f5RE, HIVMKRERRE,

1E Biacore 8K Control Software, /i New method, 1% % Kinetics/affinity, 7 LMW Hi%$E LMW kinetics/affinity,
FJHF LMW multi-cycle kinetics/affinity 75i%, 55— Method definition, ¥ Concentration unit EZi% pM, 1E
Analysis B, Analyte [J Contact time B % 60s, Dissociation time 5B 90s, ¥ Startup Y Analyte ¥

B Analysis B 522 —FERYSLER 55, %8 2P Variables and positioning, E Analysis B, Addcycle & 30
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MEIR, ¥ Analyte Solution BN/ FEWIARR, WEDHIEM 0. 0.78, 1.56, 3.13, 6.25, 12.5, 25,

50, 100, 200 uM, fE Startup B, Addcycle & 5 MBI, 5= Cycle overview N EMUETLEN, %M
# Plate layout, W& 7~10 AR, FEFERECLFHINE] 96 FLARE, HA 0 IREM buffer 7 5% DMSO Y 1x
PBS-P Z&MK, Solvent Correction 1~4 3kt 3 HAIIYRUAFI EIRIR. SRIG4 96 FLARIMG L3, s

28H miif Send to queue, Ready to start 1 Save, J3iEHIEIBTT,

& Biscore 8K Control Software

@ Biacore™ 8K Control Software

User DESKTOP-F44V0J1\biacore8k

Instrument control Runs

Activity history ~ Methods

© orr | © new
Method Builder 1. Method definition | 2.Vvariables and positioning | 3. Cycle overview um ;‘!_".4

i Bottles Sort positions Ascending ® Descending
Bufferbottle 600 ml Buffer
Waterbottle 300 ml Water Plate 1
Reagent bottle empty Leftmost Volume A -3 c D E F G H
position  pl Channel1l cChannel2 Channel3 Channel4 Channel5 Channel6é Channel7 Channel3
View m Volume summary
@12 231 50% DMSO  50% DMSO 50%DMSO  50%DMSO  50%DMSO  50%DMSO  50%DMSO  50% DMSO
@ ALl 159 50% DMSO  50%DMSO 50%DMSO 50%DMSO  50%DMSO  50%DMSO  50%DMSO  50% DMSO
Id  Platel Id  Plate2 6 - 1 2 3 4 1 2 3 4
Type 96 well 250 pl Type 96 well 250 pl 200pM 200pM 200 M 200 pM 200 pM 200 pM 200pM 200pM
A9 a8 I 2 3 4 1 2 3 4
2 Q0000000 100pM 100 M 100 pM 100 uM 100 uM 100 uM 100 M 100 4M
100000000 A8 88 1 3 4 1 2 3 4
0O0000000 50 pM 50 pM 50 M 50 uM 50 pM 50 pM 50 pM 50 pM
sQ00000CQ0 A7 88 i 2 3 4 L z 3 g
4 25 UM 25 M 25M 251M 25 M 25 M 25 UM 25 UM
8 8 8 8 8 8 8 8 AB 88 3 z 3 4 1 2 3 i
125pM 125pM 125uM 125uM 125pM 125pM 125uM 125uM
00000000 - = ! : : : E !
00000000 625uM 6.25uM 6.25 uM 6.25 uM 6.25 pM 625 pM 6.25 M 625 M
00000000 > - 1 2 3 4 1 2 3 4
00000000 3125)M  3125pM  3025pM 3125uM  3125pM  3025pM  3125uM  3.125M
: 00000000 = = 1 2 3 4 1 z 3 4
10000 L S ] 15625pM  15625pM  15625)M  15625uM  15625uM  15625pM  15625§M  15625uM
AB CG'DEF GH - i I 2 3 4 1 2 3 4
0.78pM 0.78 M 0.78 yM 0.78 pM 0.78 pM 0.78 pM 0.78 pM 0.78 M
| A1l 88 1 2 3 4 1 2 3 4
s T opM opM opM 0pM opM opM opM opM
: U iva = 54
P 7 Plate 1 FIREAAFR, DL EAPTTR AR
Plate 2
Leftmost Volume A B [+ D E F G H
position  pl Channel 1 Channel 2 Channel 3 Channel & Channel 5 Channel 6 Channel 7 Channel 8
A6 185 Solvent Correction 4  Solvent Correction 4 Solvent Correction 4 Solvent Correction 4 Solvent Correction 4 Solvent Correction 4 Solvent Correction 4 Solvent Correction 4
A5 185 Solvent Correction 3 Solvent Correction 3 Solvent Correction3  Solvent Correction 3 Solvent Correction3  Solvent Correction 3 Solvent Correction 3 Solvent Correction 3
Ad 185 Solvent Correction 2 Solvent Correction 2 Solvent Correction2  Solvent Correction 2 Solvent Correction 2 Solvent Correction 2 Solvent Correction 2 Solvent Correction 2
A3 185 Solvent Correction 1~ Solvent Correction 1~ Solvent Correction 1 Solvent Correction 1~ Solvent Correction1  Solvent Correction 1 Solvent Correction 1 Solvent Correction 1
@A 161 Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer,
@Al 234 Buffer Buffer Buffer Buffer Buffer Buffer Buffer Buffer

P 8 Plate 2 FIFERAFR, AL BRI AR
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& Bizcore 8K Control Software

@\ Biacore™ 8K Control Software

User DESKTOP-F44V0J1\biacore8k

Instrument control  Activity history ~Methods Runs

LMW multi-cycle kinetics/affinity-1 €3

Method Builder

© Open @ New

1. Method definition = 2.Variables and positioning

i Bottles Sort positions Ascending ® Descending
Buffer bottle 600ml Buffer
300ml Water Plate 3
empty Leftmost Volume A B C D 13 F G H
position ul Channel 1 Channel 2 Channel 3 Channel & Channel 5 Channel 6 Channel 7 Channel 8
View m Volume summary
Qa2 3 50%DMSO  50%DMSO 50%DMSO 50%DMSO  50%DMSO  50%DMSO  50%DMSO  50% DMSO
Plate 1 Prate2 @®r1 39 50%DMSO  50%DMSO 50%DMSO  50%DMSO  50%DMSO  50%DMSO  50%DMSO  50% DMSO
—_ 5 6 7 8 5 6 7
= 200 M 200 M 200 M 200 M 200pM 200 M 2004M 200 M
= g 5 6 7 8 5 € 7 8
d  Plate3 id  Plate4 100 M 100 pM 100 iM 100 pM 100 M 100 M 100 M 100 M
Type 96 well 250 i Type 96 well 250 I A8 88 z e % & .z b L =
50pM 50 uM 50pM 50 uM 50pM 50 M 50pM 50pM
A7 88 5 6 i 8 5 6 7 8
25M 25 M 25pM 25 M 25M 25 1M 25M 25pM
- = 5 6 7 8 5 6 7 8
125uM 125 M 125pM 125 UM 125uM 125uM 125uM 125 M
. = 5 6 7 8 5 6 7 8
E 6.25pM 6.25 1M 6.25 M 6.25 pM 6.25 M 6.25 pM 6.25 M 6.25 yM
- = 5 6 7 8 5 6 7 8
0000 3125yM  3.125pM  3125pM  3125pM  3125§M  3125§M  3125pM  3.125pM
5 20000 - & 5 6 7 2 5 6 7 8
4 000000 15625pM  15625yM  1.5625pM  1.5625pM  1.5625pM  1.5625pM  1.5625pM  1.5625uM
00000000 00000000 a2 - 5 3 7 8 5 3 14 8
: 00000000 00000000 078 M 078 M 078 M 078 pM 078 M 078 pM 078 M 0.78 M
100000000 00000000 A1 88 = € £ 8 o & i £
ABCDETFGH ABCDETFGH opM opM 0opM opM opM opM OpM ouM

Kl 9 Plate 3 INFESAAFR, RLERMIPTRAB

Plate 4
Leftmost Volume A B C D E F G ]
position pl Channell Channel2 Channel3 Channel4 Channel5 Channelé Channel7 Channel8
@ r12 231 50% DMSC  50%DMSO  50% DMSO  50% DMSO  50%DMSO  50% DMSO  50% DMSO  50% DMSO
@Al 231 50% DMSC 50%DMSO 50%DMSO  50% DMSO 50%DMSO 50%DMSO 50% DMSO  50% DMSO
® 710 88 9 10 11 12 9 10 11 12
200 pM 200 pM 200 uM 200pM 200 pM 200 pM 200 pM 200 M
A9 88 9 10 11 12 9 10 11 12
100 pM 100 pM 100 pM 100 pM 100 pM 100 pM 100 pM 100 pM
A8 88 9 10 11 12 9 10 11 12
50 pM 50 pM 50 UM 50 pM 50 pM 50 pM 50 uM 50 M
AT 88 9 10 11 12 9 10 11 12
25 pM 25 pM 25 UM 25 M 25 pM 25 pM 25 uM 25 UM
AG 88 9 10 11 12 9 10 11 12
12.5 pM 12.5 pM 12.5 uM 12.5 yM 12.5 pM 12.5 pM 12.5 pM 12.5 yM
A5 a8 9 10 11 12 9 10 11 12
6.25 pM 6.25 pM £.25 uM 6.25 UM 6.25 UM 6.25 pM 6.25 pM 6.25 UM
AL 88 9 10 11 12 9 10 11 12
3.125 pM 3.125 pM 3125 M 3.125uM 3125 pM 3.125pM 3.125 pM 3.125 M
A3 a8 9 10 11 12 9 10 11 12
15625pM  1.5625pM  1.5625pM  15625pM  1.5625pM  1.5625pM  L5625pM 15625 pM
® 12 88 9 10 11 12 9 10 11 12
0.78 M 0.78 pM 0.78 uM 0.78 uM 0.78 M 0.78 pM 0.78 pM 0.78 uM
) AL a8 9 10 11 12 9 10 11 12
opM opuM 0 pM 0 pM opuM opuM ouM O pM

K 10 Plate 4 FIFEShZ PR, DL EAIITTRIAR

T Channel 1~4 [EE SARS-CoV-2 RBD &, Channel 5~8 [E% hACE2 F&H, f# Biacore 8K X &5—1X

RZIME 4 5L o6 ik, RILENEH—HRZ A PN 12 MEAEY, EALREGIH, 20 VNG T-HFH
i Biacore 8K [N e 53250,
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PU. /NrF25Pk SARS-CoV-2 RBD Fll hACE2 HHE 1 I 52 4+ 1HIRE 5

JEIT IR Biacore 8K (IS A S, fE T PUF/NDFZ5¥) Tannic acid, Amphotericin B, Aescin 1 Fasigifam
X SARS-CoV-2 RBD B hACE2 RZERII#58, % N R Biacore 8K JHRFHY A-B-A HEFETTIRWTFTX Y
TN F25%% SARS-CoV-2 RBD 1 hACE2 M EL{E FH AT I E o

=58 CM5 i h, 8 RIRECAMRILTT AR E hACE2, HIZERN~2000 RU, Solution A JEAH/)N
DFAYEIR, FSRWSEFESH LI hACE2 B, /N3 FZY)+SARS-CoV-2 RBD E24 Solution B, J&it
MEMANNDF25¥))5, SARS-CoV-2 RBD 5 hACE2 WIZEE1E SR EREMICRAIW /N F 259K SARS-
CoV- 2 RBD 1 hACE2 AHEL{E B eIl

£ Biacore 8K Control Software B, i New method, £ Assay Development B % Buffer scouting using A-
B-A, % —2 Method definition, g0 11, 7 Analysis B, Injections A [] Pre-analyte 1 Post-analyte {9 contact
time BB X 60s, Injections B i Contact time B E X 120s, Concentration 7 40 nM, Regeneration fH 5mM
NaOH A%, Contact time ¥EX 30 s, Flow rate ¥ 30 uL/min, %82} Variables and positioning, Channels
% 1~4, Solution A A/NT25%), WRE N 100 uM, Solution B A/ T-25#)+SARS-CoV-2 RBD, H.Ah
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Role of tannic acid against SARS-cov-2 cell entry by targeting the interface region between S-protein-RBD
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