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JEMIBE R T LAT R PCR M 754

1 SeE

AARHERE 1 ARHAE TR 75 SE I SOCPCRIG I T VR B . AR MIRERS . B ED IR, S5 RAE . K
W= AW 7 ERORER
AARHEIG P TR MRANE . WREE S | Iy S AL SR oy r SR W R AR R (AR

2 MetsIRAxH

NN SRS T A SR N FH 2 e AN Z [o FLAR VR H AR 51 SO, O0E B BRI AR AR E F T A SCF
JURAE H B 5 SO, HsofhiAs CEAEITA ISR & T A0

GB 19489 SIS A:Wec4ni@ R

NY/T 541 BEERESWFEGRE. RFSBHEAME

3 K

3.1 DNA 1=EUR 5

DNA$HL A7 PR T ) DL PR SR, g B o A PR3 EEDNA SR U7 6 I 2 IR 3t B A5 30 4T DNAS Lo
3.2 2 xPCR &K

2 > PRI A 1) AL B SR
3.3 SI¥MREt

3.3.1 RHEXHENIE R R T VPT2 2 ZHRFH) LM B 1519 MR Et
351 #ASF-CADC-rPCRF: 5’ -1528-ATAGAGATACAGCTCTTCCAG-1548-3’
N5 ¥ASF-CADC-rPCRR: 5 -1660-GTATGTAAGAGCTGCAGAAC-1679-3’

KIETREFASF-CADC-Probe: 5 -1638-FAM-TATCGATAAGATTGAT-MGB-1653-3°

3.3.2 WLMEF A s DAL (OIE) 1RGS2 Wik R A1 1t (Manual of Diagnostic Tests
and Vaccines for Terrestrial Animals) % 2.8.1 = African Swine Fever {2 4L 51 4R E, FE3u 8 F 0t
R 8 ARSI P AT 8 bR -

5 #IASF-OIE-rPCRF: 5-1627-CTGCTCATGGTATCAATCTTATCGA-1651-3'
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U751 #ASF-OIE-rPCRR: 5-1857- GATACCACAAGATCRGCCGT-1876-3'

% IIRETASF-OIE-Probe: 5'-1761-FAM-CCACGGGAGGAATACCAACCCAGTG-TAMRA-1785-3'
3.3.3 fHAHEZANATE I IHAER ARSI Y. SREE, RO PR 5 A0 52 bR v A A L 4
3.4 TAMEBAMEITER

I Ak % S st R 1 1) % 759 DL B S C o
3.5 EAhik

R 5U/uL Tag DNAREEE. TCH ICAZIREE/K. 0. 01mol/L PBS (pH7.2) .
W EERBCHE] WL 32A, 0. 01mol/L PBSHECHI WL F A

4 {LFFFIFEM

TR U&EO. 1 mg) « i E AR HEE O GRm B LI EAMET12 000 r/min) VK&, 5K
I 5 YEPCRAX ML I N (KD« ZHZRBTEE 2% . —20°CUKAR . PRSI AS (2 L, 20 i, 200 piL, 1000
ML)« L5 nLEOE CEZRED .

5 HIESR

5.1 HmEEXRTH

B R AR SASHALIENY /T SATRIRUESRAT, RETERIME . IR EL LS mlziﬁ£éﬂ,/\$i*4jzm%ﬂﬂ$1“‘
T, RS NAEVSEAEAT TR Ps i Bk s, B B kR m*iﬁj‘f”%ﬁi")\i%ﬁé@ﬂ’)“%%
TEEL 7 B AN R S AL

5.2 HmiiE

Lol uiﬁénur“f*ﬁiff@;zﬂﬁqﬂwi 020. 1g~0. 2g 20 2L Bl Ky , 25 1FF B8 Al 18 i o 1mlL )
0.01mol/L PBS (pH7.2) #IFAIH, 410 000 r/minBS 0EL BiE; 4. MiEFE S EEEEnL, B T1.5
nL B0V N B KR, B LR U@E’Jﬁnnﬁﬂsocm#?ﬁzﬁsolnm

5.3 H@mRE

KAEBAE P HIRE M AE2 C ~8C 3R A T ORAE AN 24 hy N KHIORAT, RIECE-70°CUkAE, (H
803 A S R CARRANEEIE3 O .

5.4 JK&E DNA 2EL

5.4.1 DNA SREUNAEFEA A X PR LR 3R HEA T, 35 P HLAd S R i 55 DNA SR BB, 3%
Wil AR e 7S (o
5.4.2 FRRAEdh . FHAEXIRAN PR IR B A n 208, BOn MK 1.5 ol B0, B

N d'm
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5.4.3 RFENIAN 200 pl DNA $2HGH 1, SRJE 0 BIIINFRIARE S [0 RERT FE P XS /E & 2000L, 1 6
FEMARH 1Ak, TRAIZS ERERA) 5 so T 4C~25C4M4E R, 13 000 r/min B> 10 min. DNA 2
I 1 LB A

5.4.4 JXUTREMEN B35 325, WCERAEMERUTIE, BN 10 ul DNA $2H0K 2, JRA)4 FREHIRS) 5
se T 4C~25C%MTF, 2 000 r/min 250> 10 s. DNA FEHUK 2 WA A.

5.4.5 100°CT¥E#/KiE 10 min,

5.4.6 AN 90uL JG DNA BEf KB 2 85F7K, 13 000 r/min B5.0r 10 min, _EIEEIAHEEK DNA, -20°C
{RA7 45 F . TG DNA Jig (1) K 18 25 B 1 /K LB 3% A

5.5 SEEJIEYE PCR #21E

5.5.1 FERPIRGYIBCH]X A b i) o5 X AR X 43 34T 5. 5. 2~5. 5. 4.

5.5.2 RIS AR R T AE A 20l SERT 5% PCR [ SR - FRAE 5. 4. 2 His e i) n fH, $ZF3% D BCH
R, R4, B PCR B 20uL. FF% PCR R B FF il £ X

5.5.3 f£ bk 5.5. 2 BIRMNEF A0 5. 4 FREEHCHT DNA ¥R 5uL, ffideE S ARUAR] 25 pl, id
SE NN NIRRT . B R, B

5.5.4 ¥4 5.5. 3 I0KEJE IS TRON SEIN 58 PCR KA Y, 10 3% [ ST 42RO R . %5 5-FRIED
= (FAD ENREEER], NS (MGB) AVEKIER], RMSHLEW . At 95°C/3 min;
95°C/15s, 52°C/10's, 60°C/35 s, 45 NMEH: ERHRIGHAH 60 CilR K MBI % . I 45 E,
FRIECEE I Ct AEAN T e i 28 ) 58 45 5

6 HRIE

6.1 EERDSTFHRE

SIS 5 PCRAGL I BB BERE JEU U - R 2 3o 9 P4 ™ 008 ot e Py e vt o, ELAR S T BHAE SO TR 3
fih 2 HE AN SR BIG A R 0 i, AR ACRS G A 1 DL AT R B o B MR i SONE Y IROGA5 5 B BEE Y
B T I B A B R N CHE

6.2 ZERWARFE

HATEXS FECHE < 28. 0 H i BLM ALy S 28, BAVEXSIRCCLETEY g Mh 2k, SR lar, sifi|Z%
BSRE. ABAG A il H 0 S (4 38 i 28 BLC LB <<38. O,  FA MRS IR B AL IR B Vs BAGAE S ECt
B, AAAEMRE R EAL IR A X T-Ctfl >38. ORFE M H A MR g4 S ith 2k, BiEAS, Sy,
ER AR EFIARAYE, DA

7 ZWELYREEKR

7.1 KT RARMRE R fh i SEIR R AR NAE (B AR e =ulie = it T, SHiREE
Y2z e PLEDR L GB 19489, [H ZANATBUEE I 1 A HUE M, & HME AT

7.2 AERIEL O SEIR A M AR IR FE M B S 2 T R BUR AL B, R e i e R A B S R ST . AR A
SGEA R NAEEY) e E AL, KRmMHETERL, HamimReEE L.
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Mt R A
(BB T SR)
KA EC H
A.1 DNA 2BV 1
PEG8000 #14& 20.74g, NaCL17.53g, hnZ:& F/KE A F] 100 mL.

A.2 DNA I2ELE 2

1mol/L Tris.Hcl 2 mL, 2 mol/L KCL5 mL, 0.5 mol/L EDTA0.5mL, NP-401mL, MEEFKER
#1100 mL.

Bl KCL14.912g, Tris fii, 12.114g, 1.2068 mL ik HCI, EDTA14.612g, NaOH 6g, Il &1 /K&
# 100 mL.

A.3 2XPCR &%

KEEBETK 70 mL

R REEFEER L (Tris) 0.79g
AL 1.865g

it 38 X-100 0.5mL
dATP (100mmol/L) 2.5mL
dTTP (100mmol/L) 2.5mL
dGTP (100mmol/L) 2.5 mL
dCTP (100mmol/L) 2.5mL
FNIKE A 0.61g

iR ¥ pH % 9.0
KW LB TK Iz 100 mL

A 4 HEIR

8% E A ANEL 3%t /K PR ER %40 % HE R My Bl Ak, & ) &5 FLAR T TR 3 7T
A.5 EEEREREE M (PBS) WIECTS
A.5.1 A

0.2 mol/L Bl — S 4N/K & : NaH,PO, « H,027.6 g, A TZMIKY, HEEAZE 1000 mL.
A.5.2 Bif

0.2 mol/L MRS —AN/K ¥ : NaHPO, <7H,0 53.6 g (5% NaHPO, «12H,0 71.6 g Bk Na;HPO, <2H,0
35.6 90, MNZETE/KIEME, BE A 1000 mL.

A.5.3 0.01 mol/L. pH 7.2 HERELEE MK (PBS) RIBCH!
AW 14 mL. B 36mL, JilNaCl 859, FHZEM/KEARE 1000 mL. Ll JERREE G, T &M
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o,
A. 6 Jc DNA BBROR A BS F7K
TeDNAJE 1K B 2 5 /K72 1 %DEPCALH J5 125 55 77K, HLFH M iZ KT 18.2mQ.



61
121
181
241
301
361
421
481
541
601
661
721
781
841
901
961
1021
1081
1141
1201
1261
1321
1381
1441
1501
1561
1621
1681
1741
1801
1861

ATGGCATCAG
TTGGCCCAAG
GGGAAACCCG
AATGCGCATT
ACGGGTACCC
TTCCATGATA
CCGATTCAGG
GGATATGACT
TTTGGAAGAC
GAATACCCCG
GACGAATATA
ATGACTGGAT
CTCCTATGCA
GAAAATGATA
CCCGAGAACT
GCAACGTATC
AAATACTATC
GTGAACCTTG
CTTGCATCGC
TTTATAGCTG
GTCATTAATG
CCTGAAATAC
ACGCAGGTGA
TGGCCCATTG
CCTCATCAAC
ACTCACCACG
TCTATATCTG
TCCGTAACTG
TACATACCCT
ATGATTACCT
TCCAGAGCAA
GCTGATCTTG

GAGGAGCTTT
ACTTGCTGAA
ATCCCGAACC
TTAAGCCTTA
CCACCTTGGG
TGGTGGGCCA
GCACGTCCCA
GGGACAACCA
CCATTGTACC
GAGAACGACT
GTTCGGATGT
ATAAGCACTT
ACATTCATGA
CGCAGCGAAC
CTCACAATAT
TGGACATAAG
AGCCCCCTCT
CTATTCCCTC
AAAAGGATTT
GACGCCCCAG
AAATCTCGCT
ACAACCTTTT
CCCACACCAA
AATATATGTT
ACCGAGATTG
CAGAGATAAG
ATATTAGCCC
CTCATGGTAT
TCCACTACGG
TTGCTTTGAA
GAGAATTTTA
TGGTATCGGC

Mt & B
(ERHEHR)

EMIBERS VP72 £EES £ 5

TTGTCTTATT

TAGCAGGATC
CACTTTGAGT
TGTTCCAGTA
AAACAAGCTT
TCATATATTG
GATGGGGGCC
AACACCCTTA
CGGCACAAAG
TTATGAAAAC
CACAACGCTT
GGTTGGCCAG
TTTGCACAAG
GTGTAGCCAT
CCAAACAGCA
ACGTAATGTT
TGCGCTCTGG
AGTATCCATT
GGTGAATGAA
TAGACGCAAT
CACGAATAAT
TGTAAAACGC
CAATAACCAC
TATAGGATTA
GCACAAGTTC
CTTTCAGGAT
CGTTACGTAT
CAATCTTATC
AGGCAATGCG
GCCACGGGAG
TATTAGTTGG
ATCTGCT

GCTAACGATG

TCTAACATTA
CAAATCGAAG
GGGTTTGAAT
ACCTTTGGTA
GGTGCATGTC
CATGGGCAGC
GAGGGCGCCG
AATGCGTACC
GTAAGATTCG
GTGCGCAAAT
GAGGTATCGG
CCGCACCAAA
ACCAACCCGA
GGTAAACAAG
CATTACAGCT
ATTAAGTTGC
CCCTTCGGCG
TTTCCTGGAC
ATACGCTTTA
GAACTTTACA
GTTCGCTTTT
CACGATGAAA
AAACCTACCT
GGACATGTTG
AGAGATACAG
CCGATCACAT
GATAAATTTC
ATTAAAACCC
GAATACCAAC
GACACGGATT

GGAAGGCCGA
AAAATGTGAA
AAACACATTT
ACAATAAAGT
TTCCCCAGTA
ATTCATCCTG
TTCAAACGTT
TTTACACGCT
GAAACTTGGT
ATGTAAATGG
TTTGCATCCC
TGGAGGGAAC
GCAAACCTAT
AATTTCTTTC
ATATTACTCC
GTAATGGACC
GCTTTTGGTT
AGCGCTTTAT
TTTTTGTACG
AACCATGGTT
TCAATAACCT
CGCTGATACG
AACTAATGTC
GGAACATCTC
TTAACGCCAT
CTCTTCCAGA
TACCTATTAT
CATCAAAGTT
CCGATGATCC
CCAGTGGTCA
ACGTGGGGTC
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CAAGATTATA
CAAAAGTTAT
GGTGCATTTT
ACGCCCGCAT
CGGAGACTTT
GCAGGATGCT
TCCTCGCAAC
TGTAGATCCT
TTACTACTGC
AAATTCCCTA
AGGGGATAAA
CAGTGGCCCT
TCTTACCGAT
ACAGCATTTT
TATCACGGAC
TCAAACCCCT
TAATGAGAAC
CACCATAAAG
CCAGTCACGT
TATCCCAGGA
GTTTGTAACC
TGTCCATAAA
TGCTCTTAAA
CGATCAAAAT
TATGCAGCCC
CGCATGTTCA
TAAAAACATT
CTGCAGCTCT
GGGTGCGATG
TATTAACGTA
TATCACTACG
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Mt R C
(FSEMEMIR)
IEMIB B R ALER PA M K BA M X B

C. 1 PRMEXTHR

BHEST IR A2 i N LA BAEEER R VPT2IEER F B, 5125 WIHRB, #VPT2R K ERT
PMD20-T £k {1l 15 FH P4 R pMD20-T-VP72, A% AE A% 578 25 I PR 10 4 230 88 00 TR A R 29k
2910 000copies/uL, RAFT-20°C % .

C.2 FAMEXIER

BRI A X6 FE D A M F 7 B o 42 PO 2L T P
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M & D
(SRR
SERTPEE PCR [ Ri&EL /5

SRS 9% YPCR I W E /7 W3 D. 1.

#=D.1 SERTRNPCRE N GEH

4 5y IASRIAA 2R N

2>PCR ZZig 12.5uL
dNTP (2.5 mmol/L) 1.0 uL
L3519 (10 pmol/L) 1.0 uL
TSI (10 pmol/L) 1.0uL
& (10 pmol/L) 1.0 uL
Taq B ° (5U/uL) 0.5uL
EBTFK 3uL

SRR 20uL

25PCR ZZ ® ST AL R .

Taq B °: FLAT 53 4MIEE.
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M % E

(FRMERR)
IEMIBE R TSI PCR 4 fIS%

KID.1Z5 H T AR ISE IR 73 55 SE I 5 ' PCRYT 1 S48

ARN
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0

Amplification Plot

FHPE

El JEMBEERBHEZCRIRE PCR A B2 R EIE




