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giliih=piseeis DMEM/F12+10% FBS+1% P.S
KB IR DMEM/F12+10% FBS+1% P.S+3 pg/mL Blasticidin+0.5 pg/mL Puromycin
LR A7 90% FBS+10% DMSO
2. RFIFEMHEE
TFE
Reagent Specification Manufacturer/Catalogue No.
DMEM/F12 500 mL Gibco/C11330500BT
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
Anti-CCRS5 hlgG4 Antibody(leronlimab) / Genomeditech/GM-87687AB
Anti-H_CXCR4 hlgG4 Antibody (Ulocuplumab) / Genomeditech/GM-27445AB
Anti-H_CD4 hlgG1 Antibody(Tregalizumab) / Genomeditech/GM-28752AB
it
Equipment Manufacturer/Catalogue No.
2 v H X ThermoFisher Scientific/Countess 3
biaw:: )ik e Ny 2 PE/RFFEBREE & (Lifg) AR A F]/CytoFLEX
SRR (R BBIAR]  Genomeditech (Shanghai) Co., Ltd

AR F P AR S, TRAEH T ANREYT ! For research use only !

3/8



Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

Dom ATt

Genomeditech

Cc

M. ZHRET. £ HF

N B 5 2. ZHpEAEAY (BL 10 cm M HH))

a) 37°CIEE/KIRTAE AL, IMATNGE i SREREN L1ZE 2/, EHERERE, &
(K15 F5 8 R 5 mL & 15 mL B0 MRS REE, BEHRATHERERNERKESR
b) AR H B VR A A L DR BN 37°CHEIR K .
VBB, K 4H MR R 22K TR DA T AR AR PR SR AR R a) UL bR A RE, WGEEAEC. BEIRAE R
EFIRIRIAG GRA 2-3 404 . B 16-24h 5, BT UG MU BER L. 40
c) I 75% Z BE AR VR AR B AN LA RRAR TS S L BIERT 80%, HNW]HEATANMfLA. HEFEanA
o (EAEY) R AN U G T R AR R FAREL B 1:2-1:3, 2-3 RAEA
MBBREHBEIL R ) WEOE S, RERS, b) CKFMECREFRE B R R &, 10 em MU 2
176 xg, &0 5min, F4IfEP0E, 7 LG mL PBS %k 1 K.
d) M 1mL IR FRAEEE, ATHCH A c) 3 PBS, fil 1 mL 0.25% Trypsin-EDTA 1Ltk
& W g Tk BOE A, WA >3 % 108 37C Witk 2-3 min, BB I M.
cells/mL. d)  FrARfRARE, SHAGIRIBEEA L, 4 R T 4R
e) IETAMIME IR IR, U R A A il EHREERT, 0 2 mL AAAEKRFRILRAZL
F) 1.5-2.5 x10°cells/mL, HR4E 40 =2y AR, IETHAL, RN IRET R OR, 176 =g FE TR E
Vo A B o 3] B o ) S IR L > 3 min,
e) FLiE, gyt HAEKRE RS S, WG
AR 0 25 82 234 R 35 57 LT AR 4 i %
FETHEL, ARACS 400 2 30-40%)
3. GG EEE:
a) FBS MiEF 56 T Mk 30 2%, AIKIGEAMER
D BAHE o, SIEPFLERGR. WARE, R ERNKE YK TR
b) {3 FH A ZH AR A (90% FBS+10% DMSO) .
HFURAHML, A0 Ry 5 < 108 Cells/mL, b)  HARAIEE GALs Hitk.
[ 1 mL 7R B MR E T
¢ rR&ET, E4idE, MR EE THER
WEH, -80°CTIRFEAD 1R, R 2
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a) SKENET, FTEFAMAEKHEERE, AFE3-S5.

b) SEZEG4K, WLH CD4 CCR5 CXCR4 Hela cell line, H(100 pLZHA-E (4Rt
5 FIPBS IR FE 2 <100 cells/mL) , JIAIEEHIRE YA (Anti-H CXCR4
hIgG4 Antibody (Ulocuplumab). Anti-CCRS5 hlgG4 Antibody(leronlimab). Anti-

H_CD4 higG1 Antibody(Tregalizumab)) , 4°CE#¢iEHE 1 ho

¢) JMIA1-2mLPBSH¥E, BmE IS,

d)  IIAZOGERICH) =3, 4°CREEEHT E 30 min.
e) 1000 rpm& 025 min, 2B EiE, 300 uL PBSHE &.
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SamplelD Geometric Mean : FL11-H

M| Hela anti-CXCR4+APC-2nd Ab 8287
Hela anti-CCRE+APG-2nd Ab 1497
= R e — 2181

Hela anti-CD4+APC-2nd Ab

Hela H_CD4 CCRS CXCR4 H_IgG+APC-2nd Ab 1686
M| Hela H_CD4 CCR5 CXCR4 anti-CXCR4+APC-2nd Ab 10383
M| Hela H_CD4 CCR5 CXCR4 antl-CCRS+APC-2nd Ab 356480
M| Hela H_CD4 CCR5 CXCR4 anti-CD4+APC-2nd Ab 1.38E6
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Fig 2. i FHELEEFRER HIV-1 (BG505) Luciferase Pseudotyped Virus (Genomeditech/GM-0220PV196) J#&#x
H_CD4 CCR5 CXCR4 Hela Cell Line (Genomeditech/GM-C39495) &4k ik,
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Fluc Pseudovirus infection for 48 hours

10°
108 Hl CD4 CCR5 CXCR4 Hela

107 CD4 CCR5 Hela
106 Bl CD4 Hela

10° M = Hela
104

10 )
102 .
101!
100

Response
o
— -
1

(relative luminescence units)

Fig 3. M B B HIV-1 (BG505){Fs 23 2 LA R 40 i J5 Kr il luciferase i LG &
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Human CD4 &R )F% (P01730)
MNRGVPFRHLLLVLQLALLPAATQGKKVVLGKKGDTVELTCTASQKKSIQFHWKNSNQI
KILGNQGSFLTKGPSKLNDRADSRRSLWDQGNFPLIIKNLKIEDSDTYICEVEDQKEEVQL

LVFGLTANSDTHLLQGQSLTLTLESPPGSSPSVQCRSPRGKNIQGGKTLSVSQLELQDSGT
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WTCTVLONQKKVEFKIDIVVLAFQKASSIVYKKEGEQVEFSFPLAFTVEKLTGSGELWWQ
AERASSSKSWITFDLKNKEVSVKRVTQDPKLQMGKKLPLHLTLPQALPQYAGSGNLTLA
LEAKTGKLHQEVNLVVMRATQLQKNLTCEVWGPTSPKLMLSLKLENKEAKVSKREKAV
WVLNPEAGMWQCLLSDSGQVLLESNIKVLPTWSTPVQPMALIVLGGVAGLLLFIGLGIFF

CVRCRHRRRQAERMSQIKRLLSEKKTCQCPHRFQKTCSPI

Human CCR5 &% %] (P51681)
MDYQVSSPIYDINYYTSEPCQKINVKQIAARLLPPLYSLVFIFGFVGNMLVILILINCKRLKS

MTDIYLLNLAISDLFFLLTVPFWAHYAAAQWDFGNTMCQLLTGLYFIGFFSGIFFIILLTID
RYLAVVHAVFALKARTVTFGVVTSVITWVVAVFASLPGIIFTRSQKEGLHYTCSSHFPYSQ
YQFWKNFQTLKIVILGLVLPLLVMVICYSGILKTLLRCRNEKKRHRAVRLIFTIMIVYFLF
WAPYNIVLLLNTFQEFFGLNNCSSSNRLDQAMQVTETLGMTHCCINPIYAFVGEKFRNYL

LVFFQKHIAKRFCKCCSIFQQEAPERASSVYTRSTGEQEISVGL

Human CXCR4 &#&® %) (P61073-1)
MEGISIYTSDNYTEEMGSGDYDSMKEPCFREENANFNKIFLPTIYSIIFLTGIVGNGLVILVM

GYQKKLRSMTDKYRLHLSVADLLFVITLPFWAVDAVANWYFGNFLCKAVHVIYTVNLY
SSVLILAFISLDRYLAIVHATNSQRPRKLLAEKVVYVGVWIPALLLTIPDFIFANVSEADDR
YICDRFYPNDLWVVVFQFQHIMVGLILPGIVILSCYCHISKLSHSKGHQKRKALKTTVILIL
AFFACWLPYYIGISIDSFILLEIIKQGCEFENTVHKWISITEALAFFHCCLNPILYAFLGAKFK

TSAQHALTSVSRGSSLKILSKGKRGGHSSVSTESESSSFHSS
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