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UK/ PRI LR R E AR LS RUIES N

AHRERLE T F 3405 R e P08 25 ML AN TN R 1 SRR AT 7R S 5 RO E bR
AN BRI - 2h 0 AL 37 T B e DR 25 A ) R PRSI E B E -

2 AsesI M

BN RSF A S AR A AN AT D (1) o Py H A 51 S A0 H I RRAS & B A S0k
JUEANFEHIAM G SO, HEHRA CBREEFTA MBS &R T A

GB /T 1.1-2020 Frifefb TAE S 21505 ARl ST 25 F R SR

GB/T 6682 2008 43~/ 31 56 & FH 7K ARG RIS 57

GB 19489 2008 i 'a A2 4l F 2R .

3 S MYERGIE

NHNRFS ARG TR G T AR

SARS-CoV-2: #HAIIRIFHE (Severe Acute Respiratory Syndrome Coronavirus 2) ;
Vero E6: JEIMEE'F 41 (African green monkey kidney cell) ;
r'VSVAG-nCoVS-EGFP: AL B R RN R4 REH S a7k Ik 1 R i wE
TCIDsp: FEAH LRI & (Tissue Culture Infective Dose)

BSL-2: “EW)u 4225256 = (Biosafety Laboratory Level-2) ;

BSL-3: W% 4=32 5256 = (Biosafety Laboratory Level-3) ;

PRNT: WgEBEs/b rhAiRE6 (plaque-reduction neutralization test) ;

DMEM: Dulbecco K FEagle}s##%E (Dulbecco's Modified Eagle's Medium) ;
PBS: MEZEhZE M (Phosphate-Buffered Saline) ;

PFU: MEBEFZAHAL (Plague Forming Unit) ;

FFU: 264547 (Fluorescence Focus Units)

FBS: fiiZk1fi% (Fetal Bovine Serum)
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4.4 +10% FBSIIDMEM B 525 (WAL
45 42% FBSHIDMEMWE: 773 (A2 .
4.6 YHIHSr O (0.25%ERE) (IWA3) .
A7 BERERZEMI (PBS) (A4 .

4.8 Vero E64H il .

4.9 rVSVAG-nCoVS-EGFPJ# & .

4.10 fig4-1yE (FBS) o

4.11 F-HE5 RIEW

5 BMMEE

5.1 Mii#, 50 ul~300 pL (2%
5.2 96FL4H T TR -

5.3 37°C, 5% _AAMHE TR

5.4 35 2.

5.5 s vk AR IR UKF -

5.6 AT,

5.7 20 uL~200 puL k.

5.8 BSL-24:¥% 4.

5.9 B RGEME.

6 FHMLE
6.1 REPHHF
AT MRRE AR N A RCREURER I B, T8, BRI TR 3 it .
6.2 MERE
THRENDIMA, =iRs37°CHE min. 4CHEL hWELRKSE, 6000 r/ming.05 min, 14
H, -20°C LA ORAFAEAGL .
FERCREERN AN R b, e, . Ml EABB SRR AEER.
7 PRNT SEIG#R1E
7.1 REFHF

A B TE 3 /& GB19489-2008 1) BSL-2 2% A= 4% A 5 & N AT o AT ARSI 1y N 53 2 R B A 38
N, F&, HKuTIERSY .
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7.2.

1 REEE

¥ rVSVAG-nCoVS-EGFP #5T Vero E6 /2400, 37°CHLI 1h D N4ERF, B 5% % fbhR

(CO) HEFRFEHETR, BHMEL . HiF 48h Bl ax (uu el #ud 90% A L, Wi sE i, 703 imL/

iR

7.2.

H-TOCIRAFE

2 FMME

R UBCHR )75 73 BRAE 96 FLAR LA 107 ~10° Rkt , BAFRREREME 8 L, BEALIN AR 2R SouL, il

NGRS 100 pL (R THE 3<10° ML), FEbk 96 FLARIX 8 FLANMIXT . B 5%CO, 5 374H 37°C 14

Frs

7.2.

8O

7.2.

s

7.3

7.3.

7.3.

K95 48h JE MER G (0 IFi0 3% . 1% Reed-Muench 7735 i S B FEA) (TCIDs/50uL) .
3 ‘ApE

Y T 2 10%FBS ) DMEM W52 3% Vero E6 ZHiiig, 14 75 cm? fOZffuks 35 (20 mL 153
YffREFE 48 h J5, FTLAFHT 4 8 96 7l CREFLANNARL Ny 310" 4HM/FL) 4 M 1% 72 M (KRG

4 M3EFRFE

PRAE ML BIVEIMIE . AR L& AL 56°C K% 30 min. K&, A4 MLEREASBAE 56 °C IR KR4
JKCTHT 2 vy IS R, (AN B

HMARAE
1 MRIRE

—— Y B4 FLIEF AN I, EDEEFLANGNAE B 100pL (FEZETH 3x10° M.

—— PR XS R B 4 FLEA XS HE, REFLINBA 4 375 A1 100TCIDse/S0uL J53 B A ¥ % S0uL, FEn
NGRS 100pL CRFZE T 310° M) .

—— R A R R R AR RS B R 100, 10 1. 0.1TCIDso/50uL, HANHREFELE 4 FL,
FLINN 50 uL i E 2, FFLANRRO 50 pL, FEANAZHAER 100 pL (214 3<10° A4
iiIpR

—PAMET R TS . PV MEE 1:4. 1:8. 1:16. 1:32. 1:64 Fiks, SFANFREEFEAE 4 4L, &4Lhn
& HRRE B FH A I35 A 100 T CIDso/50uL 5 B ¥ % 50 uL, FRINIAAAMEER 100 uL (B2
3x10° MDD -

—— MM IR AR AR M55 R R B 5515 L FLEE T R, LIS A B S I3 50 uL. %%
B 50 pL A2 A 2 100 pL.

2 MEHR

e tF O s M35 A 1:4 TFARIESA 2 (15 LA RE, EL2 1:4006. SRR 6 4L, BEALINAHE
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FESE ML 50 pL.

7.3.3 mES5MMEF

951 FUE NG R IR, AR 50 pL FIZHH0E R 100uL (BFZTHE 3<10° ML), Tl
S MIEFEARTE A KT 5 2 fL~28 6 FLNIEilEefL, BFFLIMAJKEEE S 50 pL (100TCIDsy/50uL), &
% 3min~5min, & 37°CHH 60 min (ANEE i 90 min).

7.3.4 MR

Fs35% 48 h () Vero E6 AL PBS ki — 1, 372 PBS J5 i I HR-EDTA W (LA, Fr i
4 AR AR, IR FRIBET 53 AN, SO S A T A T B, PR SR O A R R 2
SEFHE 3500 N o AL R AR A FLAN AR SR 100 pL (CRESEFH 45 3>10° AN . B 5%CO,
FEIRMA BTCHIFR, 24h E ML IO IE S IFL R,

7.3.5 £R¥E

2955 5% [\ 5T R 100+ 10, 1TCIDsy/SOuL 4= H B4R 7 Y {5 5, 0.1TCIDso/SOuL LAk A58 65 5 s
BEPE My 5o B B & B IR A At B i B R A i, Tk AT R

E I TA) A 40 a3 % 24h~72h.

MRRFLICFRIABER A H TR, FIE G TR AN o 10 A AL ML A5 AW R BE Xof
AL A R RH LS, 121 Reed-Muench J7 32 1SR S LR ) HRORI O A, 24 vh T4 2 >3 510g2
IS 4 Sy L3 A AAR B A
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B3R A

TGP 35D

et

A1 EEFR

DMEM #3355, o 10%062F i, o JEkm .

A2 R

DMEM 5355, N 2%Ra 2R 135, iR

A. 3 ‘AR ELR

[k 25¢
LHEN R~ (EDTA) 02g
ToE8E PBS 1000 mL

A. 4 WEERELZE i (PBS)

FRIRAUIL 54185.00 g, B, — 15,49 g, L L4208 g, I BT KA, EAE10 L, b2 mol/L
SURCHIFIOAZEH 7.4, 8 5 KBS SRR
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Mi% B

CHE R 7%
r'VSVAG-nCoVS-EGFP Ji & i 5 %

B. 1 #RIANI I

B. 1.1 fREk

KM 9% 8 (Vesicular Stomatitis Virus, VSV) [ alig A& #AE 248 f B OV R B g RV
EAIE 97 Py 26 N\ 8 3L 2 5 2R AN SR G187 T A ST 3R 17 . SARS-CoV-2 /N EIE M #k HRB26M J2 Hi
Fp ] A R 2 I IR E B A 7T T B N R BRI 5 R A SR BT T BA 43 B e FE R AT
B. 1.2 ‘ApRS kI

BHK 4. Vero E6 4 H H FE A PR} 7 B i /R U B 70 BT 2 8N 85 3 B0 5 2V 4K 61 14
PABRAE . BE59%. dH0BEIRM0N S 10%H54- 155 ) DMEM. RiASEEHOCE A EA VSV 43 K4 vk
Jfiki pCI-VSVFL-EGFP K4 B Fiki pCI-NP. pCI-P. pCI-L H [ Al R B /R i 2 BE f 70 T B 28\
AL 5 ZUE AR B A BN . ORAF
B.1.3 ikl

H £ DNA B4 (Phanta Max Super-Fidelity DNA Polymerase) . HRis 5o %857 & (ClonExpress
Ultra One Step Cloning Kit) ¥ H w5 it 4E AR A G IR AR . X-tremeGENE™ 9 DNA #4477
JEH Merck AH] . 1 SARS-CoV-2 S HH £ wkEHiik. it SARS-CoV-2 S & # pe A4 v [E AL
e G RV DR AT T T BN B R S ZUPE AR G B A % . ZLAMSOERRICHI BB 19G W
Life technologies 24 & . i34 L3 , DMEM 14 [ Gbico /A & ; TRITC Fric AL £ 415 19G HiKIE [ Sigma
NCIP

B.2 733
B.2.1 #k#& SARS-CoV-2 S EREH/KBM OXRBZHIMESEK

TER IR G096 1) FE AL B rVSV-EGFP 4= 5L [N 41 70 F% pCI-VSVFL-EGFP ) J: At F,  FH BR il A
PIBEMIu T /Nhe [ XUEgY) . Zett4bpCI-VSVFL-EGFP, & [nlialifb &k itk . HIESARS-CoVv-2 Si&
HIER 75, Wit SARS-CoV-2 SE HIEKN B VSV HEGE AN 5I Y. KHPCRTE, LA
SARS-CoV-2 SHE[RNHAR, F 5145 1A VSV-GER I 3E K W v [F] 58 ISARS-CoV-2 SHE[H, Jf
HEAT B 1Bl WS Al At . R A — 2 ik B dd v B R &, FF SARS-CoV-2 Sk R I e BE & AR A
pCI-VSVFL-EGFPIIMIu I /Nhe I fiZ . %45 SARS-CoV-2 S&& [ 3 IR 11t 5 20 4= 5 (R 21 7 [ ook i 44
JNpCl-VSVAG-nCoVS-EGFP.

BHK Ziiffudzft T 35 mm AL, SwAEK. EAFRL pCl-VSVAG-nCoVS-EGFP [ 4 Bl i #i
pCI-NP. pCI-P. pCl-L. pCI-G, KHNRFUARSRL GLi ik b % BHK 4. %4« 8~12h J5, i
MseaiEgRdt, 37 CHLNE, (MG 72 h WHPER IR, & H 7Ot BB R4l at (a5 LRI
B, FFek e B Ik 50% LA LI, UMK IR i, &9 )5-10°CH%fF, EAMEmEN
r'VSVAG-nCoVS-EGFP, HEZHi#E N F1 /K.
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B.2.2 EHBBMERSENNZE

et BUE KM Vero E6 ZHALL 3x10° /mL 6l 6 FLANRREEIRAR, RN IE. IR LR
r'VSVAG-nCoVS-EGFP, 10 f5Fif a4t Vero E6 4iifil, L& 10% FBS ff] DMEM £ 37 F A4 K%
FREE, FEHMERN. UG ORI 90% L EUSE FIE, oA F2 A8, eSS G
T -70C %A

Fe et B KU Vero E6 4iiL 25 96 FLAR, iR 77 - # rVSVAG-nCoVS-EGFP fif 107'~10° Fik%,
i B I 1) 3 R VR B P 96 FLAR Vero E6 2, RFANFEREIEAE 5 FL, 4&FFL 50 uL, bk 96 FLAE 8 FL4H
Fxt . B 5%CO, 5574 37T CHiF%, KidF 48h JE M4ttt Ittt . % Reed-Muench 77 i1 HE i
FRBMFHM (TCIDsy/50uL).

B.2.3 EHHRENEE

BB 419% 7% r'VSVAG-nCoVS-EGFP, $2HLiE RNA #£47 RT-PCR %7€ . H 194 BLKJ% 4 4200bp, PCR
FBUFAI RS 51—

IR rVSVAG-nCoVS-EGFP, #% MOI 2y 0.01 1 LA B L 3% e ML e 7 15 77 11 Vero E6 4,
r'VSV-EGFP #MAiffu (%t . 48h fE LA 3% 5 [ e 40, LR $T SARS-CoV-2 S Hiug fEHifAa Ny
—4i, TRITC Aric L AP 19G A #i, Xt SARS-CoV-2 S R IAIAT IFA £, SARS-CoV-2 S
HEAMBLAOR, HS5REHSRENSGORNEES.

H IR rVSVAG-nCoVS-EGFP #% i MOI 2y 0.5 [ EL /8% Vero E6 4Hfid, rVSV-EGFP /4
ERXTHE . 48h JEUHUHF MMM, & A FE s 1T SDS-PAGE LUK HHEI%E PVDF fi, DL L
SARS-CoV-2 S HLFL[EHIAA—PT, LLAMMEIL PR 1gG A =dt, X SARS-CoV-2 S & H KA HAT
Western-blot #:ll. SARS-CoV-2 S HL3gBEHUANAN S rVSVAG-nCoVS-EGFP J&JL4H i i & AE 5 5 1
N, 44559 130 kD L E, rVSV-EGFP B4 4 i o HEAE TG S

B. 2. 4 rVSVAG-nCoVS-EGFP A $iJ& B FasCis py eI 554
HY BHAAE AL, B LI AT PASARS-CoV-2/) Fii&E Nk HRB26MAPTE, A 5 AR AN BT A2 35040 o) A L

7%, PArVSVAG-nCoVS-EGFP AR, HEAT AT IREG, #MI75 H vh A4 B 2ds 5 5 A B ik AT 261
BHSG 08, R R BIRTE0.6~0.82 18], 5mAHI.




