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9. AR ZORSPIAR I 29 AL 5, FLRFAEAE T, Firaik o — TS PRV, ik 25 75 PR
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(00011 Z A& Tl 257 U, 25 R — Tl NEEAE il i 7 ARSI A R O R

BHEEAR

[0002] HAEMIEIE N &5 (African Swine Fever Virus,ASFV) Jj2&3F N 3E 5 56 2
(Asfarviridae) ME—RAR D, tIEME—E RIFODNA R 25 , 5t d U IE TR =18 100 % , ™
T T S TR A TR A R o ASFV 1 AL SR ISR 56 P SE RN 205 7500 244 3
DRIRL, 8/ I35 76, SR TR T 282 H T AR T 850k o A T P VR 2 S, P ] 2 B A TASFV
SEIRTTRY, [ A7 /EASFVEE R T2 o i 25 ASFAE FRIEI O IAA T, AT HH BT A Sk , R ASFI
PRI T I 12 A 1F, 1M AT HH 1 ASF I A 38058 B R0 55 25, 3 B PR 12 1%
T2 22k R AL K AN S5 A 2 2%, S N a5 S e R AT LA RN 2 OR3P S REATLEE A AN 1 o AR
PEASFVI R HIALE], IS AR DU & 250 v 0 2. (1) il ¥ 5 85 o BB E R T
ASEVIFEIF] (BB E RO 258 5 (2) BEIAASFY & i 40 o R - B4R 5] (i 2= e
IR R 250) « AR AR T & P 2EIBTASEY (TR I 251 , (X e 18 A MR PN 7 3800
RAFBIEAL « HHTFERG R _EAT SR Z 0067 FOTGASEVIR) 258 IR, FFFEHTASEV 11
2SI FARAT EE, AT DL ASFR: 5 A 2L At

[0003] (L&t /NEEEZ (Berbamine (dihydrochloride) ,CAS:6078-17-7) FlI/NdERZ
(Berbamine,CAS:478-61-5) s&—Fl I\ HHL 257 2 /R Fp 5 B 1 SR OB L S RIS R SR 7
Y. EA TiEber/ab LT AL FIRING - kBRI 77, B o A Mops s, vl DAl 4n e
AR IIFE RN REE AT A SIS 2% (Gami thromycin, CAS:145435-72-9) j&—
FERIANEE 2R PiE R, EEH TR NN RS BN LG WA 2D
(Cyclovirobuxin D,CAS:860-79-7) j&/NHH AN IIE &, T RTT SOl
M .
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[0006] A& HHA I T Berbamine (Dihydrochloride) .Berbamine.Gamithromycin 5
Cyclovirobuxin DiXPUMIGPIAMLAELE RSN ZHNHIASFV - e GFPRAL 1) &2 1, i fil %
A A= RASFV I & i o il ik ASFII TR I SIS BT AR s M ASFVE i o
2B R, X U R & i d) ASEVE ML /£ /2 A~ 7] c Berbamine
(Dihydrochloride) FiBerbamined o SENASEVIIIE Kt .Cyclovirobuxin Dif o 52N ASEVIY
W ATNAL « Gami thromycinif e SEMAASEVIE NN PN A, %% Bk BT ASFVE Hlf1)
R A B VT 7 B TS5 ASE VI 25l 24t T R Al o

[0007] KA T AR G R A G, CATR AR L G YN S Jhhe R uk
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[0040]

[0041]

[0042]

[0043] 2850t 5 5 Urp, Bk 55— VEM DT, Pk 28 — 35 PR o S Tk 28 =T ME I

TP R EE SR M 1:0.1-10 (b 4T,1:0.1.0.2.0.3.0.4.0.5+ 0.6.0.7.0.8.0.9.1.2.
34.5.6.7.8.9. 10 A AE— LR s AT N B R IYE D o

[0044]  FF L5y A, FTid 25— IRV, BT b 28 IR MW S Ik 58 =5 MV o
FAT R B R L M 1:0.2-5,

[0045]  FF L5y A, FTid 25— IRV, AT b 28 IR MW S Ik 58 =5 ME Vo
FRAE PR EE R bE L 1

[0046]  FE—E57JE 5 5 CH, BTl INBERZ I 2 FH AR AR - /INBER T FROR R R PR G £
PIREREL EERRER ATEER SR N IR ER I ATREL (R FAIR L \ FLIR L R TR EL \ U IR
Eh o TR TR ER o TR £h . T AhERER (BRER L LANER LR (IRFR A Eh KR h R h L A
BRI R AN R EL o

[0047]  FE—6sji 5 A Hh, FITa MoK A 2200 25 FHER G045 - MIKES 210 FHORBARR £6  FH IR
AR RREL EERR R TR EL N TIRER I AR BR ARG £E  FURR SR R R EL L pUiAmL
FRER vo- PR AR ER o HIMBRRR £h  EhER R (AR ER £h AR Eh (IR A 2h KR h R h L A
BRR R AN RS, o

[0048]  Yr—2L57JE s UH, Tl PRAE A B DI 25 ISR A4 « R DI DK & 1Y
FRORTIR L - FRIR Eh 3 SRR R (BB IR R AT IR AL N R B A FR R (R FAmRR Eh  FLRR
b IRHER AR PR SR o R R ER <o HIMBEIR £k SRR £k BRI 26 ST 2L IR A
EhIRIRER R EL AR R R A A R £

(00491 AL HHEE 5 THe At 7 AL A 88 =5 T sl Ak B 8 U 5 T Tk i 25 W 4 5 W
HES T T 10055 % I T ez A NIRRT/ s 0 i E N S 24 P i) 7 b g S
[0050]  YE—LE 5t 5 2 rh, BT il 5 259 o
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(00511 fE—B5 it Jy 2Crh, s il o bk D

[0052]  /NEENEREAEAT SRR R A2 IR E MR 4R A , BES A 8RNI R
SRS, iy BORGARR SR B TR E 20 S Y R

[0053] /B /NEERGER IR ER IR R 22 IAZE T 47 B DIX DY AL 5P h , AT R =ik
VORI 2E A EE PR e F— P 25D ASE VIR e ORISR B4 AT =R A & L iz =FhrP T
PRI ZH 5N ASF VIR AR SOR G , PO M2 A 5 CR e 4« AT L, iz DU R &
Wy 2 AL B RSB ALE A A R G E L, B & A= 2o s 5 S8R S e L,
R DT R 2 A B I RE A M58 20380, R/ N PR H , W2 SR AN R IS DL 1t
P 2GR B S

Ft (=152 R

[0054] L H T AN EEDMS O X PAMs 4R it &1

[0055]  [&K]2 Y T ANFTIR EFE thano 1 AT PAMs PR 4Rt &5

[0056] &3k T Berbamine (dihydrochloride) ,BerbaminefJCC50F11C50.

[0057] &4/~ T Gamithromycin FICyclovirobuxin DIJCC50F1IC50.

[0058]  [K|57RH T VUG ASFV - eGFP 1) 2 Y I

[0059]  [E67~xHH T PURFZGH%T ASFV - eGFP & il 52 ¥ aPCRES SR 5 WB4,

[0060] K7 RHH T PUR 2G5S B AR RUASFV I il 52 gPCRES SR

[0061] K8/ HH T PURZ54nS i AE RUASFV A il R 52 WBE, SR

[0062]  E9 R~ T & INIH B 259 AN [N TR XA ASEV - e GFP & i1 52 [ g PCR - 45 2R H5 WB4
R

[0063]  [E107RH T AR 25X ASEV AT 1 I aPCRAG IS S o

[0064] LIZRH T AR5t ASFV K IR FH I WBAS: Il 5

[0065]  [E11275tH T 4T Z5HRtASEVIRBHEIIGPCRIG HIZE 5.

[0066] 113 REH T AT 25t ASEVIRBH/E I HOVBA TIZE 5.

[0067)  [E147RtH T TR Z5HIRTASEVR L TIGPORIG TIZE 5.

(00681 115755t T AT ASFVP LR FIHOVBA IS .

[0069]  [E167~H T gamithromycinXfASFVA/EAN KUY AR IR R e

[0070] 177 H T gami thromye inXf ASFVAF R I N A s o e o S 21
[0071]  [E18/~H T gamithromycinXfASFVAEANIIGE N AR LR LR e

[0072]  [&19/~H T gamithromycinXASFVAE AN N AR Iz e i ) TR a5 R
[0073] P20 T P2 ASEVER BT TCID, o2

[0074]  E[217~H 1 B S A5 2510 PCREG I Zh

[0075] &[22/~ H 1 UM A 5 25RO WBAG 45 2R

AfFxiernR

[0076] DAL W Y BORTT SR Rl BB AE TR 45 5 I RO AR W 52t 5
At — D PR R AR B U I MR 5 (s A0 AR5 8 A
BRI B R AU I R
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[0077] S bk

[0078]  5EG24 4 . Berbamine (dihydrochloride) \Berbamine.Gamithromycinfll
Cyclovirobuxin D (5[4 SelleckZSH]) »

[00791  SZEGIR 7 RPMI 1640584159538 NGibeo S w54 1775 JyHyclone 2\,
CCK- 824 H AU AR AP A FlH i PBS . ALY Jysolarbio s Wik

[0080]  SUEGwEHA : JEaw I 24 F L9 FLANNE FRON Be T A TR s TR E S, A
BRI B 4 , CHE Thermo A TIFR 5 B EDEF BT AMshot A TR ; BRI o me A IS
BioTek/\alfeft,

[0081] /i3 55 2 : PAMs (B E R ANI0) ; ASFVET 4= d5bk (Pig/HLJ/2018 #k,Genebank
7515 :MK333180. 1) ; ASFVARIC 8k (MRIEASFV-eGFPHK) , fEASFVI ik Fh %k e GFP , BB
&AL T ASFV-eGFPRUAHIARTE & HER (e, Tl ik 2 OSSR sk B0 S50 7, H

H125 712 WA seven-gene-deleted African swine fever virus is safe and

effective as a live attenuated vaccine in pigs,Sci China Life Sci,Weiye Chen
et al., 2020;63(5) :623-634-[XJASFV- A6GDE:Ff

[0082] 5741 : DMSOAIE thano 1 & PAMs ) &51E

[0083] 5 PAMs A3 X 107N 4ififa/ LI 296 L 4N ks 754, 100u1 /4L, B 35 I RPMT
16405235773k . 37 °CH % COIE 74 , Frdtifif e WG RE o W HR B 70, S8 AL (As) 4371
PTINEH0.0625v/v% ,0.125v/v% ,0.25v/v%, 0.5v/v% ,1v/v% ,2v/v% ,4v/v% ) H
FETAX, (DMSO) F110.3125v/v%, 0.625v/v%,1.25v/v% ,2.5v/v% ,5v/v% ,10v/v% £ [if
(Ethanol) [JRPMI 1640 5e4-k5dk, LA1ooul /FLHIE S BN FI96 LM N , ANk i
3L AL (Ac) LA10OpnT /AL IR IIANRPMI 164052 415772k 25 1 4L (Ab) Fhi A7 4, A
100p] /AL FHEE DN AR IRPMT 164057 41577 5L . 37°C5 % CO, 5577 iF 77 48h o 48h iy B 6
100p 1 HTEFRPMI 164052215552, M BREFL I 10p 1 FRICCK - 87ATR (PUME ER IR TR) o K R5FRbirE
BEFRRNIE S 1-4ho BRI E A 450nmAL IO EE 4% N HI AR AR5 232 - i
f7i 2% = [ (0D, -0D, ) / (0D, -0D, ) ] X 100% . +LH1,0D, 0D, .OD, 73 AKX AL 25 H
AL A FEALAYODAE

[0084] S5 IRARIRIE v/ v 9% [RIDMSO- 5550 FRZH Lh A 22 e A A 2 (p<0..0001) 5 3R FEE Dy 2v/
v 9% FI1v/v % [RIDMSO S50 A EL e 22 7 5 (p<0. 01) 53Ry 0. 5v/v % DSOS L ZH L
BFERARZE (p0.05) (F1) oA, 0.5 % [FDMSOXFPAMI AT HH i 40l 21, 1R Dy 25%7h
PR T 251 Bl 25 ia 7« 85 R IR B 10v /v % [ E thano1 550 FRZH L A 7
TR (p<0.0001) ;3K EN5v/v % [E thano 1 5 A LB s 2= A 2% (p>0.05) (K12) »
[AIHE5v/v % [FE thano DN PAMI AT B w4t st , v RN 25%Wis i) e 25 Wit B k55 25
YIrIsA o

[0085]  “JiEf4l2 :Berbamine (dihydrochloride) ,Berbamine,Gamithromycinill
Cyclovirobuxin D/N3—-HEIC,, 5CC, HIME

[0086]  KPAMsPA3 X 10°AN/FLIIN 196 L4 IR L 1001 /4L, K5 75RCH RPMI 164075¢
REFREL THN3TCE % CO 5T A , S aml s MG EE I R HH S 770, 586 AL (As) 43 AN
A AN e FE DU AL A PIORPMT 16405841575 58, FLRIR I WIEI3 L 48T KAk
FR, BUE A 10MIHEER, Sz M, A 100p ] /LT3 BN 2196 FLAR N , BRI BEE A 3 4L o )

12
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HESL (Ac) A10Op /LA DIARPMT 164058 45773 o 23 4L (Ab) FRRCA 4, SIS
TRFAFIRPMI 16405 455553 .37 °C5 % CO B - MilF 5 48h. 485 B #100p 1 HTfiERPMT
16405815773k, IR ALIIN10p1 ICCK -8 A7 o RERE TR A 5572 A N IFE 7 1 - 4heo JHRRFRIX
U2 EA50mmAb I I 42 T 5128 7ok LRI 2 4 735 9% = [ (OD,_-0D,.) /
(0D,.-0D,,) 1 X 100% o Hr1,0D, 0D, 0D, 53 BIARF TG AL 25 AL HRFLIDOD 1. 4553
s, 5 PEFLFAEL ,, Berbamine (dihydrochloride) ,Berbamine, Gamithromycin#ll
Cyclovirobuxin DIJCC, 77 461 .85uM 53 .80uM. 132.2uMA161.20puM;Berbamine
(dihydrochloride) ,Berbamine,Gamithromycin #1Cyclovirobuxin DH@ICm§}%Uﬁ90.71u
M.O.87uM.2.25uMA10.32uM. 1} F HBerbamine (dihydrochloride) ,Berbamine,
Gamithromycinfll Cyclovirobuxin DI 4544 (ST) 455 487.11.61.83.58.7641191.3
(&3 E4) o AT i PUMME S PR SRR, L VRS

[0087]  “ZJEf4l3 :Berbamine (dihydrochloride) ,Berbamine,Gamithromycinill
Cyclovirobuxin DZ5¥xASEV-eGFPE HllI 520

[0088]  PAMsks7eT-24FL#u (1.25X 106§H3H@/?L) ,100ul/4L, BEFRIRCOMRPMI 1640 58401%
Itk R s A NGRE S , TN A A Ak & Berbamine  (dihydrochloride) ,Berbamine,
GamithromycinfllCyclovirobuxin D (10uM, 5SpMAI2.5uM,0puM) FURPMI 1640%5¢ 45575 5L
B 2h, LT FEINAR N B 259 (10uM, SpMAI2 . 5pM, Opl) FIAL S PIRIRPMT 16405¢ 455
FREEFPEMPASEV - eGFP (MOT=0. 1) J&Zk2h, FHPBSI B3 40, TIN5 AR e BE (10, 5
MAI2 . 5pM, OpM) L EHIIIRPMT 164058 4753t o 23 AT (Mock) AOALHE Dy AR a2
MZGP A IIRPMT 164058 215774k 37 CREF#48h, I 2O C R B T LA B e AN
PICE Y, AR WES AL IR BT, FOCRA AR By . Rl e gnifa 75 An4m
2, 73 A aPCRATIWB .

[0089] &G RAEIAE G N AAHEE B wl O SR 4iIEds S5 &, 26 T LAFE ASFVIEA
AL FOCEL R AT LG BI 400G /1R s 2R ieor, SIRMN AHAALL , G 25 Wik i
2O B D ARIEOTEHEYE E it aPCRAGINASEY p72 N5 DI 5 ik (R 2
W SZHikDevelopment of a TagMan PCR assay with internal amplification control
for the detection of African swine fever virus,Donald P King et al.,]J Virol
Methods. 2003;107 (1) :53-61.) , S HUANMI FiFHIDNA, ReAfiqPCR . 25 5K 2 WIEI6 2 MIFEAR
, aPCRIAEG S5 R W o, SBHPERT HRAE (OpMTI 2540 AHLL , G 25k BE I E2 i, 4l HigHh
[IASFV p72[ - s DIEOZ A A4 , FHASFV. pb4ditfk (BHATASFY p54£R
(B SE P RTAR,  H s AR S8 AT 88 |, SR IWB T I R A IIASFY . pb44E (A I Kk
i, [ PAMs AR -ac t inf N AIIBIN 2 (HUARIE L F Proteintech 2y F)) , 2555 DL 6451l
B FL KA WBIES 45 SR i, 5 BRI A AR L B o 25k FE T3 =) , pb 44 H 25T 2
[0090]  Hylt AT L, iX 4 Fh 25 AT ASFV - e GRPI) & il A W RO R38R, LS 77 i At
VE IR ZARN 250 B V6T T BRER 1677 A EUNIE IR0 2R A O PE o

[0091]  “ZJ#Ef4l4 : Berbamine (dihydrochloride) ,Berbamine,Gamithromycinill
Cyclovirobuxin DZ5¥pit i A= RIASEVE il 115200 o

[0092]  PAMs}5%T-24 U4 (1.25X 10°4Hf/FL) , BEFRMONRPMT 16405 457738, 7540y

13
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SRR TS NS Berbamine (dihydrochloride) ,Berbamine, Gamithromycin#ll
Cyclovirobuxin DZGWIIIRPMI 16405¢ 4557748, INZGFP2EMI L3 B 2A : 10uM Berbamine
(dihydrochloride) +0.1v/v%DMSO; 10uM Berbamine+0.1v/v%DMSO;10uM Gamithromycin
+0.1v/v%DMSO; 10uM Cyclovirobuxin D+0.1v/v%Ethanol;0.1v/v%JDMSOFIO0. 1v/v %
Ethanol, ¥ & 2h, 74 BN R 3 BE (1) 25 W A Aty 4= RUASFV (Pig/HLJ /2018, MOT=
0.05) J&As2h, FTPBSTS eI , NS A AN B Z5WIRPMT 164058 4 k5774 . 2 il
My B8 : 10uM Berbamine (dihydrochloride) +0.1v/v%DMSO;10uM Berbamine+
0.1v/v%DMSO; 10uM Gamithromycint+0.1v/v%DMSO;10uM Cyclovirobuxin D+0.1v/v%
Ethanol; 0.1v/v%[’DMSOFI0. 1v/v%Ethanol . 25 44 HEZH (Mock) FOALEE A« HER JIRPMIT
164058215774k . 37 CHr7r48h, W4 LT A4/, 2350 R 5 S B3 ARIA A A 7y
2 N R GPCR (85 2R 2 DLIEIT) FIWB (55 R 2 ILIEI8) Ao Jhy 1 A axX 4R 2o By A= 24
ASFVAE 52, JEAT I aPCRAIWB A HT « gPCREE R 7, IMNIXAFNZGW S5 , £E FIE R ASFV
72004 DURUE 2 AT BT IRAE (0. 1v/v % DMSOANO . 1v/v % Ethanol) , BB & 10T LAS ]
B LERIASFVIR B i) WBESE SR p o, IINIX AR Z5W), ASFV pbadh [ 4k w2 I T B i
HAZE . PRI, A RN 250 th RN AT i B A= ASEV I & 1 (57, 1K08) o H b mT D, %4 R 2 L.
HIRYT B ERIRT T AN IR 2 R E .

[0093]  “ZJEf4l5: Berbamine (dihydrochloride) ,Berbamine,Gamithromycinill
Cyclovirobuxin DZ5¥ASEVE HIMT B 1 5200

[0094] & T fiff9tBerbamine (dihydrochloride) ,Berbamine,Gamithromycinill
Cyclovirobuxin DZGHATASFVAL A [HI B BLIO SN , 5 PAMs I 7% T-244LBR | (1.25x10°/
£, BEFRIBCORPMI 164050455772k, FRAnffa NG BE S , 4Rl ASFV-eGFP (MOT=0.5) , Ee i
[B-2,0,2,4,8FI16hI 2 BIEN N4 Fh25¥, InZ5 B2 & 53 5124 : 10uM Berbamine
(dihydrochloride) +0.1 v/v%DMSO;10uM Berbamine+0.1v/v%DMSO;10uM
Gamithromycin+0.1v/v%DMSO;10uM Cyclovirobuxin D+0.1v/v%Ethanol;0.1v/v%
DMSO #10.1v/v%Ethanol .Berbamine (dihydrochloride) ,Berbamine,Gamithromycin M
0.1v/v%DMSORHA: X HE 5 o 2525 16 BB (Mock) ;Cyclovirobuxin D 0.1v/v%EthanolH
PEXT IR 5 JC 25723 1N (Mock) o o8 T R BAIFASFVAZ i) T, 70 AL 24 hU SRS, SR ]
S IHtAR 3AAR AT R AN S A TaPCRATIWBIUE -

[00951 [ o3 AraxX AR E5Wat ASEVE A Rl B s, U T ASFVIEAPAMs Jif i, 45
259153 AIAE-2.0.2.4.6 8 MI16hI [A] fFAASFV p723EPRIF5 DIZ 01X 28 259100 N 15 B e
AHEE S 2 0 T ASEVI S ), 5 B AEASEV I ) 1) BT B o q PCREE R o, A
Berbamine (dihydrochloride) ,BerbamineflICyclovirobuxin DfE-2hZl4his CT{E A 2
i T BHPAEN B2, SRWT 3 25 Wi = 2 ) S SR A el FH ase D A  WBIR 25 SR IR R, I
R 3FR 2P = I I B A B A ISCR - fuAE I\ Gami thromycin, qPCRAIWBE,
RPIFEIHGami thromycinft - 2h 2 8hH JIN AT HA & A0 ilyps 5 2 il , FEHA A 5 & ) - A
Hh HAY H G HHIASEY 18 R0 o [, Berbamine (dihydrochloride) ,Berbamine#ll
Cyclovirobuxin DREEWEINHIASFVR-HAE H, fiGami thromycinGEMZHPHIASFY FHAFIA S
il (519)

[0096]  “ZJ#Ef416 : Berbamine (dihydrochloride) ,Berbamine,Gamithromycinill

14
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Cyclovirobuxin DZG¥tTASFVRY F 42 KIE 7 H

(00971 DA PPA X ARNZG SE 1 1T DA BT B KASEY  FPAMs il e 244 LA (1.25x10°%/40)
BEFRIBCNRPMI 16405¢ 45577 4E , 500ul /L, SFA Al e 4 T EE  KEASFV - eGFP (MOT = 1) FI1AH
NI 259 (2uM Berbamine (dihydrochloride)+0.02v/v%DMSO;2uM Berbamine+0.02v/
v %DMSO; 2uM Gamithromycin+0.02v/v%DMSO;2uM Cyclovirobuxin D+0.02v/v%
Ethanol; 0.1v/v%AYDMSORN0.02v/v%Ethanol) ,JR A AESTC FIFA Lhoe 25 AN I
(Mock) [FIALHy : HESIIRPMT 1640582355 R RIE S IRAEE 2065 ATHPRIX 2L 259)
XTASFV - eGFPJE G TR AT 52 M o SR e R R 2 A s A iR\ B B A it b, 37 C R
2ho FEp I )5, FHPBSTS VEANNE3 2k, NG A 20v/ v % S IMIEIRPMT 164057 455774k
A8h WS4 b s AnEmf , SR 5 e 9 3AH R R AT T 0 B R, FHqPCRATIWBAS:
D115 FHASEV p728 R 9% DIER (85 SR 2 DLIEI 10) Hips44s A Fk & (55 K2 AL 4
REoR, B0 A DA 2= 5 AP AN BR ELEER K&

[0098]  “ZJ#Ef4l7 :Berbamine (dihydrochloride) ,Berbamine,Gamithromycinill
Cyclovirobuxin DZG¥xTASFVIK B4R r Rl fE H o

(00991 K241 4N AR P TIPAMSs (1.25x10°/41) (HFRBCHRPMI 16405¢ 415 7530) 55
ASFV-eGFP (MOI =0.1) #1473 510uM Berbamine (dihydrochloride)+ 0.1v/v%DMSO0;10uM
Berbamine+0.1v/v %DMS0; 10uM Gamithromycin+0.1v/v%DMSO;10uM Cyclovirobuxin D+
0.1v/v%Ethanol ,fE4°C FWFHE 1h, DAHE &5 40 b, (HE5 1Em 8N . ABuf fer
(0.1v/v%DMSOFT 0.1v/v%Ethanol ) JyBHPEXS BT Mock A2 AL I CRER I &2 5
2990) , 7K RIS, T4 CTIA THPBS BEER A3 K DL ABRA S 09 25, JIARPMT 1640°5¢
EREFRAL, 500ul/fL AR AR AR = 37°C I E  48h W AR AN FIg A4 . 43 7
SRS S SARTA [P AR5 I R A g PCR (25 SR 2 L 12) FIWB (45 R 2 WA
13) o JHaPCREGI_F 5 FHASEV p7248 DI, FTIWBAS M4 Hps 5 pb4 1 2k K 85 16
BH,Berbamine (dihydrochloride) ,BerbaminefICyclovirobuxin DXJASEVIII G s2hm,
[fiGami thromyc inXASFVIIE B3 ATHA w52 (K12, 1813) .

[0100]  “ZJ#Ef418 :Berbamine (dihydrochloride) ,Berbamine,Gamithromycinill
Cyclovirobuxin DZG¥tASFVAE 4R P N AL HREIE T .

[0101]  PAMs 5ASFV-eGFP (MOI=0.1) 7£4°C N E5F=1h, 5= WRPMT 1640 5S¢4 7edt,
500u1 /4L, 2R ) 14 C U FIPBSBER A3 R o KX 4B 25 IO A ks 7oA FLA , DU 5
43 A10pM Berbamine (dihydrochloride)+0.1v/v%DMS0;10uM Berbamine+0.1v/v%DMSO;
10uM Gamithromycin +0.1v/v%DMSO;10uM Cyclovirobuxin D+0.1v/v%Ethanol.}A
Buffer (0.1 v/v%DMSOFIO. 1v/v%Ethanol AT Sy FHPEXS B Mock hy2s AL I (NG N
i 5 25%) ,500ul /L, 5 FRIBCNRPMI 16405¢ K574k o i o K 4 s AR DI 2237°C o
Lhfir, FIPBSTEE 3R LA EBR AW, ARG T RPMT 16405¢ 215772 4w 37°C
(RN TR A 0h, A48 R Rt _E 3 A, 43 B R 5 S 3 AR AT ) A s ik ik
qPCR (852 DLIEI14) FIWB (55 2 WL 15) U5 s 5310 &2 AR 1 2k 1/ 0t

[0102]  gPCRANWBLZE SRIAFBH,Cyclovirobuxin DEZHAASEVIFNAL, Ifi Berbamine
(dihydrochloride) -BerbaminefiGami thromycinAsEMASEVII AL, (K14, [&]15) »

[0103]  SJEf519 : Gami thromycin 2t ASFVAE 41 I FH I N A AR 1) 5200 o

15
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[0104]  PAMs/F 3L FE/NITL (1. 2x10°/ 1) s 5% , B IR IURPMT 164058485775, 1mL./
I, B4 7 AMOT =5 ASFVEEFI 2| PAMs H1 , 4 CHFE & Lh, SR FE AL 4L AN 10pM
Gamithromycin+0.1v/v%DMSO, FHPEXS AL NN S 164058 4 58 2R #5540 . 1v/v %
DMSO , JHPE R Mok (SIS e A1 25%) , 37°C 43 Bl & 15min. 30min. 45minf160min/
HURE o BRI FH 284 A PBS I —a , N4 % 1) 22 58 FREE ==k [ e 41 e 30min, FHPBS 1 3
Ui, JINO.25% TritonX100 ImLi ' 15minids I, 1 IPBSHESM , I\ 0.5 % BSAYATR %1 3
Ml 1he —HUNRIRPTASFVINPT28E 1 2 s BEDUIARINLIG Ch I AR SES 2= B Tl 25) AR
Rab5 L ra TR (I F proteintech 23H]) , 0.5 %BSATANR ST HIPAL: 500411 : 2001145 £
B, ACIF & 1 - FIPBSHE33 , JINNTRITC-goat anti-Rabbit IgG (H+L) (W41 [ /N
wl) MIFITC-goat anti-Mouse IgG (H+L) (IJHRdbioZAw ) 1EN 4T, iR MEEHEE 1h, H
PBSIHEN 33 « e I AN Hoche s t 40 AZ AR (1 [ Thermo /3 7]) ZE a6 15min, JTIPBS
WECIYE3E , Leica LSM8OOREIL IR fE B A B M ES M ERAE IR i (B C IR A 45 5 2 LI
16) , IFZENR A5 T 4n i P FL e 2 I B2 7R A A 8 (S5 R 2 ILEILT) o ASFVAE 4TI % [ 81 W
FIAINAC TS gt R B N s R e e BTN i giietzastn, 2 5 iX — sk is
(PN A AT HL AR 43 Sy ST PN A RTIGE F PR ks B P 54, 49 310 P LA AN R 20 F A g A TIX
43, WESYIN A Rab S e FARE R PEFR IO o 11 1] 586 U B Gami thromy ¢ in 25 REASEENASEV
IR B AN S A, BT DASE IR 253 52 M ASEV 1 7E 40 it S T PN Ak iz b e o i b
RIS R A PN B ARFRIC 4 T RabSFIASEV P7245 [, AWASFVI N & fkia
AT THBER AL AT LAE AR AL PR AT FAME G IR AN 7% A B2V 2 57, R ASFV &
RN ARz N N —Br B A D R Gami thromyein Z9¥3EAC | ASSEMRASFVII£E
i F N A iRsm e A2 (E16, 1K17) .

[0105]  SZJEH110 : Gami thromycinZ5¥%t ASEVAE RIS I A A4 1 52 o

[0106] I IHIN A ARIIARIC ST WLBPA, A B St 519 ) — i Bl JRabb B e ik
S BRIRLBPA B e STk (W A Merck-Millipore 2N T]) o AT SR 5 S 51 9AH A1 A1
W75 BIAE60min 90min . 120minA150min XA M OEO B AR (G5 2
EI18FNIEI19) o i 25 N AR Ia a2 (HEAT , ASEVEZR o 4F BTN Ak Fh s, B a3k N T 1
IR AR BHIE S O IR AR IS, ) IR SN 2 R IR 5 S AR IO A LBP AT ASFV g Y
SRR s BB RS AR R I Gami thromycin Z5MHUFE AL
L FNPAME A A 60min, 90min « 120mi n 1 50minfg & 25 2 5 , FHHASFVAE JE NI I N 75
IR B 2] 1 52m o [FIFF R R Gami thromyce inZ5¥5EMASEVIFI7E 4RI I PN 7 4
sk e (518, & 19)

[0107]  =Zjwf5)11:Berbamine (dihydrochloride) ,Berbamine,Gamithromycin #l
Cyclovirobuxin DZ5¥ASFVAE 40 rP R 52

[0108]  PAMsfr24fLANIET FRA FhB5 7%, BEFRIONRPMT 16405¢ 55774k, 500ul/4L,
ASFV-eGFP (MOT=0.3) 5PAMs—{C37°C MFFE 2h, PBSPEH: 3IK, IINHEERPMT  16405¢ 455
Ak JkZk16h)5, H10pM Berbamine (dihydrochloride)+0.1v/v%DMSO;10uM Berbamine
+0.1v/v%DMSO; 10uM Gamithromycint+0.1v/v%DMSO;10uM Cyclovirobuxin D+0.1v/v%
Ethanol AMFEASEVEEGSL4Hfiti1h, 43 BILLO. 1v/v % [IDMSOAIEthanol X HE  Mock A& 4L
R IR 85 5 25%) L SRS FHPBS e 32K, INNHTEERPMI 164058 85775k « *MASFVIH

16
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S R 5T B R IBCHT Y BRI S 24/ NI, W B 7 il 1 TCTD, A5 MIASFY
.

[0109] 5%} JRBerbamine (dihydrochloride) ,Berbamine,Gamithromycinfll
Cyclovirobuxin DYFHE A1 -5 FHMEX BRAUCHH B 22 5, it T DL X Se 258 A5
ASFVAE 4RI (85 2R 2 DL IE120)

[0110]  Sjefhi12 : 4Fh 25 EH S AT ASFVE il 52

[0111]  PAMsKE%T-24 UM (1.25 X 10°4Hf/FL) , BEFRMOARPMT 16405 457738, 754y
SEANGEERS , DI G Berbamine (dihydrochloride) (fX5:BD) , Berbamine (fX5:B),
Gamithromycin (fX 5 :6) fliCyclovirobuxin D ({5 :CD) Z5¥RPMI 16405¢ 4157758, N
§5$$§§$ﬂﬁﬁﬁéﬁ}%Uﬁ9:2.5uM Berbamine (dihydrochloride) ;2.5uM Berbamine;2.5uM
Gamithromycin;2.5uM Cyclovirobuxin D;2.5uM Berbamine (dihydrochloride) H12.5uM
Cyclovirobuxin DIJZH%;2.5uM Berbaminef12.5uM Cyclovirobuxin DIYJZH% ;2. 5uM
Gamithromycinffl2.5uM Cyclovirobuxin DIJZH%;2.5uM Berbamine (dihydrochloride)
A12.5uM GamithromycinfJZH G ;2. 5uM Berbamine#12.5uM GamithromycinfJ4H & ;2. 5uM
Berbamine (dihydrochloride) f12.5uM Berbamine[J4l % ;2.5uM Berbamine
(dihydrochloride) «2.5uM Berbamine#l 2.5uM Gamithromycin[JZH & ;2. 5uM
Berbamine.2.5uM Cyclovirobuxin DA 2.5uM Gamithromycinﬁﬁﬁﬁf?;Z.5uM Berbamine
(dihydrochloride) «2.5uM Cyclovirobuxin DA12.5uM GamithromycinfJZH ;2. 5uM
Berbamine (dihydrochloride) .2.5uM Cyclovirobuxin DA[12.5uM Berbamine[J4H&;52.5
uMBerbamine (dihydrochloride) 2.5uM Cyclovirobuxin D.2.5uM Berbaminefl 2.5uM
Gami thromycinffJ2H & ; Al LA b A AHRE IR BB INN T70. 1 v/ v % DMSOFI0 . 1v/v %
Ethanol ,Mock A BHPEXS B CRER 2P 52) W 7 2h, 74t fe FEDINAE R 34 B 1 2P A
FIASFV-eGFP (MOT=0. 2) J&#H2h, JHPBSTE P3R4, R AE IIZ5FLH 3 3 DN 24 BTk AR
e FEARIFT 25990 ORPMT 164058 8577 4E . 37°CH57748h, WHEAN Y L igAgniia, 43 51k 15
S AFI AR AR T 1 WA G PCR (B8 R 2 DLEI2 TR 1) AT WB (85 2R 2 WL [E22) 46
M AER T, 2502 WEE—4, TP 254 55 A0 F NS B p 7 236 A8 DI S 28], R b 2 5
il 25 AL N R p 7 2 BE P8 DIES I LE 2 WA 3- 641, e ZE 7 i 5 NARGRI B T
[0112]  31.qPCRIVASFY p72 L[4 DIECE = i 1o it

17
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p72 H:AHE DL 394
21 BD B G CD
(1X10%mL)
BD 58.6 NA NA NA NA
B 53.1 NA NA NA NA
[0113] G 423.48 NA NA NA NA
CD 14.67 NA NA NA NA
BD+CD 8.49 Hokk NA NA Hokk
B+CD 8.82 NA ok NA ok
G+CD 9.13 NA NA al Hokk
BD+G 41.09 o NA i NA
B+G 33.10 NA Ak Hokk NA
BD+B 10.56 ok ok NA NA
BD+B+G 5.99 ok ok e NA
B+CD+G 6.67 NA ok Hokk Hokk
[0114]
BD+CD+G 6.29 ok NA i ok
BD+B+CD 3.05 ok ok NA ok
BD4B1CDAG 114 - - - -
POSITIVE 786.43 NA NA NA NA
MOCK 0 NA NA NA NA

(01151 Dy TP IX AR 250k 5 (L FAXTASEV A 52, HEA THIGPCRAT WBI3 41« aPCRES
RN, TN ARG PR = ROANPURNH 5 5, SRR 299 SRl i HIAREL , #1240

18
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8 IR IRASEY p72004E DUSUE AR AR R 25H F b 0 R A, BB e AT Ta] LAl
ASFVIFIE i WBEE R o, TN X AR 2 e AR SR AN = RRIPY R & ) , SAER I 259
FRME FHARLEL , ASFV. p54dE F Ak (W& I T RHN 20 SRR OO AR R, 22/ N 6
MR/ INERENE IR 5 21 AR DA% B DIX AR 2G4 — 4LRNPU AL 15 th e 98 W 0| ASFV
], B X AR 2 2 TR PRI G E F (BI2 LANII22) o HIt T W, 12/ NBEE  ERR /N
BE DK 21 SR % B D2 A48 F SE A 70 7 BRG1R T 7 AE N8 5 IR e
TEH.

[ot16]  HHHORH AT AN, AR B T LA B e A B RS S o Bl b ERFIE ) S e 5
SR I, B AR SET ¢, BE& T = , HS P28, HASE DA AT
AR IS RN B S5 R T AR WIRITE RN S 3 A R W 5

19
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Berbamine Berbam
(dihydrochloride) erbamine

N 9
S -
by = 1004
Z 100 =
B -
E 80- Z ot
= E .
CCs & ] : 1
s 40 & 401
g 3
= = 204 =
E 20- CCS():G]..SS E CC50 53.80
ﬁ 0 T - T T T T ; 0 T T T T T T
00 04 08 L2 16 20 24 00 04 08 12 16 20 24
log;g(compoud concentration pM) log;g(compoud concentration pM)
: g
"':, = 1004 [ ]
= 100- 5
£ % < 804
£ £
E 60- < 607
= o S b
o 2 404
40+ 2]
ICs, = g
50 S ., S 20 IC50=0.87
E = lC5|3=0.71 < 50=0.
L 0 L] L) T T T n- 0 L T L L} T L]
-1.2 -0.8 -0.4 0.0 0.4 0.8 -04 0.0 0.4 0.8 1.2
log) g(compoud concentrationpu M) log)o(compoud concentration pM)

43
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Gamithromycin -  Cyclovirobuxin D
9 £
- E
: ol F}_Hﬂ\.\‘ E
i =
s w0 :
= ]
CCsy = o0- -
50 2 s
@ | prreerrescsrsansrmnssnrssssmnsansrsrsenranessansansanssansans
g 407 s
3 s
S 07 CCse=132.2 S 207 CC5p=61.20
= : o
a 0 T T T T T T : 0 T T T *—
00 04 08 12 16 20 24 & 00 0.5 1.0 1.5 20 25
logjg(compoud concentration pM) log, g(compoud concentration pM)
Emo- Emu-
Z s0d Z so-
1C = =
S0 f— 60+ f 60+
— I e T = 3
5{ 404 5( 404
S 204 S 204 _
g ¥ IC5(=2.25 $? 1C50=0.32
'-: 0 T T T T T T £ 0 T L T L) L T T 1
08 -04 0.0 0.4 0.8 1.2 08 04 00 04 08 1.2 16 20
log;g(compoud concentration pM) log)g(compoud concentration pM)

X4
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PAM

Berbamine
(dihydrochloride)

Berbamine

Gamithromycin

Cyclovirobuxin D
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