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it

Ul

AFRUHEFEZIEGB/T 1. 1-2020%5 H [Py I B,

TR ARSI I HE S A BT REWS S T o A SR AR ATH LR AN AR X 285 ] (1 AT

AHRE T P E S 2 PR R A, ep AR B  R IR S BRI T
ApRiE T EGR AL T EAO AL B R B EAT T TR RSB AR A .

APRERZLEFEN: Bk, XM, md, Lot 28R,

FHb
AKRUEN B IR A o

SR, RRIL, HEst, EE7E,
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SN RIF IR LR & AE B R R B R AU R 5 K

AARHERE 1 T B0 AR PR 3 A AL B ALY rh MR 2 B0 58 B B Th AR (VNTD fsEie
VEIT 5 B 4 RAE bR o
ASHR G T Zh W AL e 2R R S A e DRI R R AT AR P A AT S R

2 Bises| At

NSRS T A SR N A AN ] 1o FLA R H AR 51 SO, O06E B BRI RRASE F T A SCF
JURAE H B 5 S0, HsofhiAs CEEEITA B SR & T A0

GB /T 1.1-2020 ArvEEALTAESN] SE1HR5r: FRUEA SCEE S5 Ry RIS BRI .

GB/T6682—2008 41 S 56: %8 FH /K FIAE A58 77 v

GB19489—2008 56 = AW e Al 223K o

GB14922-94: SLIGEIVIA Y 2E AN 2 A2 AR 4 (MU 2R AT TS

3 YEHEIE

N HAERE EE T A S

MERS: F RN 42461F (Middle East respiratory syndrome) ;

VNT: Ji g AREE (viral neutralization test) ;

BSL-2: A#)4t4:22% 520 (Biosafety Laboratory Level2) ;

DMEM: 40fudEmtiszs23E (Dulbecco’ s Eagle’ s Minimum Essential Medium) ;
PBS: WiFEREZ% Ml (Phosphate-Buffered Saline) ;

TCIDso: FEHLEFRIEY R (Median Tissue Culture Infective Dose) ;
VSV: Ky 04555 (Vesicular Stomatitis Virus) ;

eGFP: M5RZt 3¢ o288 (enhanced green fluorescent protein) ;

S protein: #RIEH (spike protein) o

4 AR R

BrAESARE, AU 7 Hr 2k o
4.1 7K: GB/T6682-2008, ddH.0.
4.2 HRIPIRZEAAE e R BE DU B 1 M35, AR ELTSARIRT-PCR 7 V225611 24 D BH 8 F0 96 B B 12 1 375
CEbR AT IR L) o
4.3 WP LA R BT RH I 35, ArLa—MERS s 5 2H 3T IRZE 75 55 1 0 G J28 9% B 2w i AT 42 (14 FH
PRI CEbREERAITRAD .
4.4 FRREEFHDMEM (L AL D) .
4.5 R FEFIDMEM (L AL 2)
4.6 ApEREFEAPIAERBER (L A3 .
4.7 Vero E64HE (ks szt .
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4.8 FEAH KM D RIREEFFIRVSY A G-MERSs—eGFP (AR BN HEAL) - DLAKIEME D 897 7% IndianaZifk
RNEAR, BEESCEE, [FIRFIE A AR RN 25 A HE % 75 S R A MeGFP, i 8 =10 "TCIDso/mL o

5 BN E

5.1 5%

5.1.1 8 IEFE %% 50 uL~200 uL (#2%).

5.1.2 HMIETEN: 96 FLINE TR L F- .
5.1.3 4ifiT#ss.

5.1.4 U MK 96 FLAR .

5.1.5 HHEE IR 08 (1.5 mL, 15mL, 50 mL); W3k (20 pL~200 uL).
5.2 &%

52.1 {HIRIEFEFE: 37 °C 5% AL 748 .
5.2.2 SiEE: B E OB .

5.2.3 UKFH: m ok A AGER IR IKEE

5.2.4 BSL-2 iAW) 446

5.25 B

5.2.6 [HIR/KIBHE .

6. NI IE

6.1 HmEE

ENDILTE RN B M AR (if N95 B, T8, FAEWR P, B s 75%0FE . filt
NI 12 SIS Y G e

6.2 HmblE

TG FR KR AR Sh A TR AS DT 2 mL, 37 °CEf & 60min.4 °CIHCE 1h 2337 5, 6000 r/min &0 5 min,
W E3F, -20 °CCUA R ORAFRF L. R iR AR N PEAE AR A5 2

6.3 FFmALE

KA M7 H TR E T A 2 AR RS, B R R AL
7 UNT i3 #4E
7.1 REFHF

AKG NN AEH /2 GB19489-2008 ) BSL-2 2 AE W2 4 506 % N EAT o BEAT ASKS I B N 52 N2 R S%F
2
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PR R E . T8 A RMITER . RFHFRNFE T 0.1%E A avEi .
7.2 MREE

7.2.1 4Hf

Vero E6 4RI H72, & 10%6 4 M35 1 DMEM ¥R FRE7E 37 °C 5% — A A ik 7248
B3t 1475 cm® FIZEMIE IR (15 mL B55R00 MR RS (4x10° A /mL), TTHT 4 B
96 FL (4HAEECN 1<10*° ANFL) AR IR AR ARG I o
7.2.2 Ko FHEE TR

LA 96 FLANARE: FRABGHEA TR . $EAT 16~24 h K Vero E6 AR TE 96 FLIR T, K2 &H .
7.2.3 IMiE KiG

SPF /N AR R EE SRR 8 S B, —IKAIEJELHERIM, #l&MHMEmE. Ka%
SPF 2/, BRI, S ATEME . A . e, BIMEmEE 56 °C R KiE 30min. Kik
i, B EREAAE 56 °C TEIR/KBF W, Kl m T S, (EREERE &,

7.3 IMERAE

7.3.1 IMERIHRE
7.3.1.1 ERSFRM Ay BIRRICHS 2 Ar R i . PHE IS . B PE ML S X SR SRS, BEARE S AR — AN
BEEEW 4 NER, MREEHAE U ZYK 96 FLESFRIR AT .
7.3.1.2 7 U B 96 FLA N 50 pL B H DMEM. 55 —47 i 50 pL MRS, & RER LK 4
ANEH,
7.3.1.3 i 50 L 8 IE R a0t M5 AE S AT S 2 5 Hke, AR ILE 4 NER . 774 12, 14,
1/8. 1/16. 1/32. 1/64. 1/128. 1/256 WIFEAEE. 4 Nisefa — 47 FLH R ) 50 pL AR
7.3.2 JR B B E
7.3.2.1 £ U BiE 96 FLASGHAT I B [ € AR, 5 1~10 &AL hnA 100 pL #%H DMEM, H T
T3 B L I R € s 7R3 11~12 BN 150 pL #BH DMEM FH /R L) I
7.3.2.2 VSVAG-MERSs-eGFP Ji 21 ££-80 °C A LA R IR ORAF o FBTHCH 1 63, B T AV E R,
LRI HIHRE ] DMEM R 25 4B B 200TCIDso/50 L, HiBe sl AR 2 B A4 i 5% 7R i A /> - 5 mL
7.3.2.3 [R5 23 (B VA i A AR BT IEARER 1 50NN 100 uL VSVAG-MERSs-eGFP & (400 TCIDsg) o
7.3.2.4 FREMEE IR )G, A 1 FIEL 100 uL IIAEIE 2 51, ndbEsEmBEE 10 5. SRR
— IR BT e — IRk
7.3.2.5 355 10 FIHi B VSVAG-MERSs-eGFP i #7 50 uL, F£T 0.1% A EA ANt .
7.3.2.6 3% 96 FLANMUIG TR P s IR L, Mg FRME R LT IR R 50 L 8 SE R AR N 5 4 R 2 [ IR
PRI A a5 70k, 50N 50 uL. 37°CAEH 1h J5 PR N5 7% FH DMEM, #:FLJ0 100 pL,
NI 2 e B RE AL ) AR AR R AL AR N
7.3.3 BRI A
7.3.3.1 JHEEIMA

A5 00 I BRSO E BN A A AL NN 7.3.2.2 i BE ) VSVAG-MERSs-eGFP % # 50 uL

(200TCIDsg) o HI 8 TEFLIE AR ISR EEI, A LI B s 5O P L I L3757 88 s 2 v R L B 7 Tl Ak

NIRER,  FF HWCEKAS N AR« I 5 J5 DS 7R 25 75 4F
7.3.3.2 Al

W bR A IE N e e L, B 37 °ClRAE T, A1 60~90 min (R AS#EIE 90 min).

3
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7.3.4 7% 96 FLANMIEFRAR T IR IR AL, W LT S0 R PR S BORE SO RN 96 FLARER TR T, B
FL 50 pLo MOFEETF 8 SEFS A IIAFE, M A7 7 B A5 5 MG (1L v L33 AR B £ 0 R AL IR 7 TRl AR ORI If
T A EE IR A
7.3.5. FA BTSN IR ER 1h J5, LMD 100 pL 4 ek 5 H DMEM, M LIS (A FE
FLIA M3 ALK N .
7.3.6

R FRIRE 37 C 5% A ALIRIE AR IR 48 h,

8 HERWESHIE
8.1 FALRME

8.1.1 ML ZZIFy

Ev7g kA IS Mo bk QN | IRT= DA (o = N o N 11 Rp = S TS 9. E =8
8.1.2 MH4E Hid s

TER N TAEE OGO, MEREFLITA LR, AKKIC w2 A E 45 1 . diiux I, 1597
FENT R [ A S S s X PR R R O T 9 4 SR

8.2 HBR¥IE

8.2.1 FE AL A AT

995 75 [0 U1 ¥R o 45 SR 10 BB A T 100~300 TCIDso/50pL 2 8] ZHART R . KTt I8 . B M3
IR B I 37 X R 38 AT
8.2.2 R Hw

AN R . R IRIEXS IR L I R BRI e R TIN5 T EEAT A, e e
7i 48 ho WG IMIE L 50% S aH A, FINBHME, KT 50%H MM . (i fE a5 0] 50%% M) i
ER R, I AZ IS 1 R RGBS o R R B =8 B A PH I
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Mz A
CRRYE PP =)
SR
A1 TR DMEM 1254
T =H DMEM 1538 990mL, HiARBEWOL A.3)10mL. 4°C fR1F,

A. 2 ZmpE¥EFRF DMEM 1555 5

T EH DMEM %373 870 mL, HIAJG4EIMIE 100 mL. 100 mM/L L-S 2 it 20 mL. P &%
W (W A3)10mL. 4°C {R1F.

A. 3 MREIESF AIMERAR

PL DMEM £5 7835 i PR R, AR EH 2K 100 IU/ML\EEEE 250K % 100 mg/mL, 4% )5
-20C fRAF.
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3% B
CHERME %)
HH R IR I, 225 AIE e IR B3 21 98 2R 1 JE (R P 1)

B.1 HARMREESEERFEAREBEEFT

ATGATACACTCAGTGTTTCTACTGATGTTCTTGTTAACACCTACAGAAAGTTACGTTGATGTAG
GGCCAGATTCTGTTAAGTCTGCTTGTATTGAGGTTGATATACAACAGACTTTCTTTGATAAAACTTG
GCCTAGGCCAATTGATGTTTCTAAGGCTGACGGTATTATATACCCTCAAGGCCGTACATATTCTAACA
TAACTATCACTTATCAAGGTCTTTTTCCCTATCAGGGAGACCATGGTGATATGTATGTTTACTCTGCA
GGACATGCTACAGGCACAACTCCACAAAAGTTGTTTGTAGCTAACTATTCTCAGGACGTCAAACA
GTTCGCTAATGGGTTTGTCGTCCGTATAGGAGCAGCTGCCAATTCCACTGGCACTGTTATTATTAGC
CCATCTACCAGCGCTACTATACGAAAAATTTACCCTGCTTTTATGCTGGGTTCTTCAGTTGGTAATTT
CTCAGATGGTAAAATGGGCCGCTTCTTCAATCATACTCTAGTCCTTTTGCCCGATGGATGTGGCACT
TTACTTAGAGCTTTTTATTGTATTCTAGAGCCTCGCTCTGGAAATCATTGTCCTGCTGGCAATTCCTA
TACTTCTTTTGCCACTTATCACACTCCTGCAACAGATTGTTCTGATGGCAATTACAATCGTAATGCC
AGTCTGAACTCTTTTAAGGAGTATTTTAATTTACGTAACTGCACCTTTATGTACACTTATAACATTAC
CGAAGATGAGATTTTAGAGTGGTTTGGCATTACACAAACTGCTCAAGGTGTTCACCTCTTCTCATC
TCGGTATGTTGATTTGTACGGCGGCAATATGTTTCAATTTGCCACCTTGCCTGTTTATGATACTATTA
AGTATTACTCTATCATTCCTCACAGTATTCGTTCTATCCAAAGTGATAGAAAAGCTTGGGCTGCCTTC
TACGTATATAAACTTCAACCGTTAACTTTCCTGTTGGATTTTTCTGTTGATGGTTATATACGCAGAGC
TATAGACTGTGGTTTTAATGATTTGTCACAACTCCACTGCTCATATGAATCCTTCGATGTTGAATCTG
GAGTTTATTCAGTTTCGTCTTTCGAAGCAAAACCTTCTGGCTCAGTTGTGGAACAGGCTGAAGGTG
TTGAATGTGATTTTTCACCTCTTCTGTCTGGCACACCTCCTCAGGTTTATAATTTCAAGCGTTTGGTT
TTTACCAATTGCAATTATAATCTTACCAAATTGCTTTCACTTTTTTCTGTGAATGATTTTACTTGTAGT
CAAATATCTCCAGCAGCAATTGCTAGCAACTGTTATTCTTCACTGATTTTGGATTACTTTTCATACCC
ACTTAGTATGAAATCCGATCTCAGTGTTAGTTCTGCTGGTCCAATATCCCAGTTTAATTATAAACAGT
CCTTTTCTAATCCCACATGTTTGATTTTAGCGACTGTTCCTCATAACCTTACTACTATTACTAAGCCTC
TTAAGTACAGCTATATTAACAAGTGCTCTCGTCTTCTTTCTGATGATCGTACTGAAGTACCTCAGTTA
GTGAACGCTAATCAATACTCACCCTGTGTATCCATTGTCCCATCCACTGTGTGGGAAGACGGTGATT
ATTATAGGAAACAACTATCTCCACTTGAAGGTGGTGGCTGGCTTGTTGCTAGTGGCTCAACTGTTG
CCATGACTGAGCAATTACAGATGGGCTTTGGTATTACAGTTCAATATGGTACAGACACCAATAGTGT
TTGCCCCAAGCTTGAATTTGCTAATGACACAAAAATTGCCTCTCAATTAGGCAATTGCGTGGAATAT
TCCCTCTATGGTGTTTCGGGCCGTGGTGTTTTTCAGAATTGCACAGCTGTAGGTGTTCGACAGCAG
CGCTTTGTTTATGATGCATACCAGAATTTAGTTGGCTATTATTCTGATGATGGCAACTACTACTGTTT
GCGTGCTTGTGTTAGTGTTCCTGTTTCTGTCATCTATGATAAAGAAACTAAAACCCACGCTACTCTA
TTTGGTAGTGTTGCATGTGAACACATTTCTTCTACCATGTCTCAATACTCCCGTTCTACGCGATCAAT
GCTTAAACGGCGAGATTCTACATATGGCCCCCTTCAGACACCTGTTGGTTGTGTCCTAGGACTTGTT
AATTCCTCTTTGTTCGTAGAGGACTGCAAGTTGCCTCTCGGTCAATCTCTCTGTGCTCTTCCTGACA
CACCTAGTACTCTCACACCTCGCAGTGTGCGCTCTGTTCCAGGTGAAATGCGCTTGGCATCCATTG
CTTTTAATCATCCCATTCAGGTTGATCAACTTAATAGTAGTTATTTTAAATTAAGTATACCCACTAATT
TTTCCTTTGGTGTGACTCAGGAGTACATTCAGACAACCATTCAGAAAGTTACTGTTGATTGTAAAC
AGTACGTTTGCAATGGTTTCCAGAAGTGTGAGCAATTACTGCGCGAGTATGGCCAGTTTTGTTCCA

6
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AAATAAACCAGGCTCTCCATGGTGCCAATTTACGCCAGGATGATTCTGTACGTAATTTGTTTGCGAG
CGTGAAAAGCTCTCAATCATCTCCTATCATACCAGGTTTTGGAGGTGACTTTAATTTGACACTTCTA
GAACCTGTTTCTATATCTACTGGCAGTCGTAGTGCACGTAGTGCTATTGAGGATTTGCTATTTGACA
AAGTCACTATAGCTGATCCTGGTTATATGCAAGGTTACGATGATTGTATGCAGCAAGGTCCAGCATC
AGCTCGTGATCTTATTTGTGCTCAATATGTGGCTGGTTATAAAGTATTACCTCCTCTTATGGATGTTAA
TATGGAAGCCGCGTATACTTCATCTTTGCTTGGCAGCATAGCAGGTGTTGGCTGGACTGCTGGCTTA
TCCTCCTTTGCTGCTATTCCATTTGCACAGAGTATCTTTTATAGGTTAAACGGTGTTGGCATTACTCA
ACAGGTTCTTTCAGAGAACCAAAAGCTTATTGCCAATAAGTTTAATCAGGCTCTGGGAGCTATGCA
AACAGGCTTCACTACAACTAATGAAGCTTTTCGGAAGGTTCAGGATGCTGTGAACAACAATGCAC
AGGCTCTATCCAAATTAGCTAGCGAGCTATCTAATACTTTTGGTGCTATTTCCGCCTCTATTGGAGAC
ATCATACAACGTCTTGATGTTCTCGAACAGGACGCCCAAATAGACAGACTTATTAATGGCCGTTTG
ACAACACTAAATGCTTTTGTTGCACAGCAGCTTGTTCGTTCCGAATCAGCTGCTCTTTCCGCTCAAT
TGGCTAAAGATAAAGTCAATGAGTGTGTCAAGGCACAATCCAAGCGTTCTGGATTTTGTGGTCAAG
GCACACATATAGTGTCCTTTGTTGTAAATGCCCCTAATGGCCTTTACTTCATGCATGTTGGTTATTAC
CCTAGCAACCACATTGAGGTTGTTTCTGCTTATGGTCTTTGCGATGCAGCTAACCCTACTAATTGTAT
AGCCCCTGTTAATGGCTACTTTATTAAAACTAATAACACTAGGATTGTTGATGAGTGGTCATATACTG
GCTCGTCCTTCTATGCACCTGAGCCCATCACCTCCCTTAATACTAAGTATGTTGCACCACATGTGAC
ATACCAAAACATTTCTACTAACCTCCCTCCTCCTCTTCTCGGCAATTCCACCGGGATTGACTTCCAA
GATGAGTTGGATGAGTTTTTCAAAAATGTTAGCACCAGTATACCTAATTTTGGTTCTCTAACACAGA
TTAATACTACATTACTCGATCTTACCTACGAGATGTTGTCTCTTCAACAAGTTGTTAAAGCCCTTAAT
GAGTCTTACATAGACCTTAAAGAGCTTGGCAATTATACTTATTACAACAAATGGCCGTGGTACATTT
GGCTTGGTTTCATTGCTGGGCTTGTTGCCTTAGCTCTATGCGTCTTCTTCATACTGTGCTGCACTGGT
TGTGGCACAAACTGTATGGGAAAACTTAAGTGTAATCGTTGTTGTGATAGATACGAGGAATACGAC
CTCGAGCCGCATAAGGTTCATGTTCACTAATGA
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B3R C
(BB )
Tk GO R AR E AR O A EE 2 (VSVAG-MERSs-eGFP)

C. 1 #RIFNI I

Prime Star DNA EAHINH TaKaRa A 7]; T4 DNA JZERRE & e FR 4 3 UIEE I H NEB 2 7 ;
DL15000 DNA marker 1 DL5000 DNA marker ¥ [/ 50 i 4E %8 A= V)R (Vazyme) FIR AR FUk/NE
A R HUATSE H Qiagen A ] EIWUAN&IEEH OMEGA AF]; a4y (FBS) WH Excell 2
Hl; DMEM Ziff5 7= L0 GIBCO ~a]; BEFRES % JL il &3I4 H Invitrogen A F]; e RNA i
WAEI H Qiagen ZEMAF]; WIURREFKEE (M-MLV) &4 H Invitrogen A H .

C.2 733&

C.2.1 EHWH (VSVAG-MERSs-eGFP) i bifiy 2

1254 B MERS-CoV S 3 [A], M4 45 573 51 #1347 PCR ¥ 14 . PCR =) 2 i I8l i 5 e % %)) pBlueScripll
K S(+)#34& b, FR4 3 LI FE o Hefir 42 9 pBS-MERSS. Jii ki pBS-MERS-S 22 [R ] 1§ Nhel 47 )5,
55 VSV K i ki pCI-Rz-VSV-eGFP-FL-R 4%, & FKIE MERS-CoV S K FIEL VSV &K
cDNA ik, 4 A pCl-Rz-VSVAG-eGFP-MERSs. £ [R#iIPE N UIEF Mlul 4bEE, DIk EGFP 3K, 3R
5315 MERS-CoV S #:[K E 4] VSV 4K cDNA ki, w4 A~ pCl-Rz-VSVAG-MERSS.

C.2.2 HEMHH#H (VSVAG-MERSs-eGFP) [{I#KkH

¥ LA 5%FBS ) DMEM 15751 BHK-21 R FxfLRH, RiRid i, Aaid: K& gk 3] 80% /4
Fil, LA MOI=0.01 FIFFI SR Rk T7 A B H 40 8 vIF7-3 BG4I 1 h 2 J5¥s 4K ook A4 B
JiRL pBS-N. pBS-P. pBS-L DA 4: 2: 1. 1 LGRS R BERRES e Gl i % 4« BHK-21 4Afi. %4
720 G, VORI FIE AT Vero E6 4 H IS AE A B RIS 2 B B A AR, WORE AN EE, (R
F-70°CUKHE, %N VSVAG-MERSs-eGFP.

C.2.3 A H (VSVAG-MERSs-eGFP) [()4 5%

¥ H 1B VSVAG-MERSs-eGFP #% MOI=0.01 451l /8 4% Vero E6 4iiJfd, [FIT %25 F Vero E6 4l
PERBATEXTIE . JBEG% 36 h G WCERA L, 24 M SRR R AL 38 )5 34T SDS-PAGE HiJK, JFFI4 8 B
ZAHERAF AN NC I, 5% iflg FLEF AR . B BV IIRE i 2373 H BT MERS-CoV S ER I IfLiE (11 50) LA
KEPT VSV IiE (1:1000 N—#T, Alexa Fluor 680 #ric (I BT/ 1gG (1: 6000) N i, WFHE LK
JE IR G NC L, AR5 L0 AMAREGE4T western blot 4347 .

C.2.4 HEAWH (VSVAG-MERSs-eGFP) 3™ 14 584l &

VIR E 419 5 VSVAG-MERS s—eGFPH% 1 %) B4 Fh C K Bl L2 ) Vero E64HAE, 37°C, 5% CO.35 -4 ES
273K, WRICEIMBE T MEE, FFARH 440 2 GFPZ G BH P I ISR A iR 15 9% i s, 3SR T
~70°C o [FIR B L SZREAT BRI 5 « 44995 35 90 FH 2 S%FBSFRIDMEMIR HEAT LOfBh BE R RS, 1] O B 2 ) Vero
E6ZH I ) 7S FLAR A FLIN100uL, 37°C 5% COB5 F-faks %, B57748hja MLk th i R A K IA . $%Karber
TR HER BRI B (TCIDs/50ul) o




