M BRI T A1 ER T
— 3k E (African swine fever ; ASF) - 45 & 3k M BB R & (
African swine fever virus ; ASFV) Fral et E SEEERA SR
MR 0 E AR B B R EAR R R R AT IR R R
Mol o B U BB R R R R R R S R T
TR AR A R 0 B R Rk
— BTy E
(—) o 3K & M 3% B ( Haemadsorption test ) - J& # 4 # (Virus
isolation ; VI) XE&x -

LR s
SRMENBERGLARELETREIKRAL EH 2
EDTA LS &1 ~ BB ~ I E& - BHIRA TR - HAERR
BTEAR > FELR - EHNBERF»HAKRANN
B 32 & 45 Bt o 3R R 38R ( Haemadsorption test ; HAD) %
ERRATAFTAEHEEREFL S £KRMARRE
ALK ERMNEIEMBEREREN B 4% B ;IR
BRE%imiek®m > KIS IEMEEBRFLS T ARAKRMK
- B RBGET S AIEMEE - BATA RS HIF
HEBEREFGIROKERN  BRIUXESEN 25
BT R A A PR R o IR AREBIAR A B RME
B ARREABRBIREEREEOARKBAE LA LET
R AR R AT REAFNERREE -

2.3\ B BR
(iR IE



ABR 0.5-2 g 4883 > Ao S-10mL 4 %8758 ik &t 832 %
B RasH Bk HEasitiriag -

B.afc 1000 g 0 5 548 4°C » B b i it s £ 58k & o
KR 38R o

()& f 3K H A B R A

AMERAE R # Z M S Bt R AR . o

B.700 g #. 30 %42 - L& § & & (buffycoat) © fuA 3
EREM 0.83% NHLClisk » R4 » £ E B4R 15 4

C.650 g #- 15 5048 » /VOEIE FEREE - o AR AR
82 %% PBS F ikt ity o

D.m A% 10-30% R % o 3k 2 5 B AL A £ 09 o Bl sz %%
B2 EAEmmEEE 10%107/mL - APy JE4E B M b
HRM o 4 AN & AR F 5B R 0 R
B e RLIARBARAERA D TERUR R (
homogenous ) /& BRAX, » 125448 & A HERR €76 A 3E
% E M (auto- ette) o

E.BR 96 FL# v A& o3 > H—FU 300,000 18 4m 8 » >
37°C~ 5% COr 3tk (% EHATHBIRBRMHR] » 1k
2-4 Rm BB BRI BE ) -

FER G m3k3s £ 4 S4EH A 0.02mL/7L » 4272 R4 89 75
T E B 3AE 1045 & 100 2824 K -

G —ILRAMRBEZEEHE > THRASH I
MR o




H. &7 Ao A 0.02mL # & 1%% 4 s IR
()i B o dm B3 A8 4% A
ABRERYRE—ZHOAE S > 7 39°CKBHRR
B2k 0 AR R GG fa gk B Am A 10mL RPMI-C » 270 g &
& 10 448 838 % > su A RPMI-C B0 » Héaf o
9t A A 1x105/mL > 24 Fuim it A 0 BILIvA
1mL(1x10%/mL) » # 37°C 5% CO, &4 #3E&H 1 X °
RPMI-C e % :RPMI 1L s A 10ml =& —HAEFR
100mL B4 4 fo 7% - |
B.#47L (24 7L# ) #4E 100ul #3H FL A BIER (
0.45um i&if) » # 37°C 5% COy 3% 18 B/ NEFR » Ao
ANERAFZ 0.75% k3R 100ul o G — L FLRMR H
MR THRALTAIEHZFRLHAD -
(4) 3K & 1 (HAD)3 & Z #L5% °
A. ffiiia‘%ﬁéﬁ\mkﬁmﬂ@,é&iﬁ/\ﬁﬁﬁé“‘Tﬁ%ﬁ R T
B IR M 3R 4a B % % 2 (cytopathic effect
; CPE)
B(ZHEEINASH L aRKAMER Lwiek® Al A
BB M PG o
(b)3: £ fn 3K B W 0 Bb I 4o B B E R D B A fm B TR
B THIEAF @B ERIBEERF (
Pseudorabies virus ; PRV ) & %t s 7 3% g, S 3K & F 69
JEM BB R F 0 LB T A PCRARA -
()2 &%tk PCR a2t LA HmieE i@ L



FRBBREN RG> B2 2 kK &
REAELIAUPCR R EF#ERA BIEMBB K E -
O)VERHERER -
ABRBRBEEAOCKBRH @B BESLEE L - &K
HEARBEENET AR > BEOEBHA R
TR E A -
Biaf AR ABR 7T RFAE —RK > 24 hRAM
EMBEREGE > o hIKBM MY 8l m %%k
» & PCRRBIJFMBBRR 5 Z M HIENERR 5
B Rz BB BTHRGE@EE=K)

CHEREBE-RTRAARRERACRFTRITE=
RYAR o

DEZREBE—RT XHH -

(=) #8478 (Detection of virus genome by the polymerase chain
reaction) - JE M 558 5 5 BF 05 R A 8542 R & (real-time PCR) %
% |
ik —

135 BR gL 5 ik
31 F (primers) R 4E4+ (probe) &=
 KERCHBERBHRMCHAERAENBEGDE L £
M WOAH # 1 & 9k i #4575 %45 2443 74 (pair of primer
) TEIENBEERFZT FRIFEHF T 40T ¢
3] -F FOR3 % %] A |
5’-CTGCTCATGGTATCAATCTTATCGA-3’ (sense)



51 F REV2F- 7 %

5. GATACCACAAGATCRGCCGT-3" (anti-sense )

£ F ASF-P /%] & FAM-5’-

CCACGGGAGGAATACCAACCCAGTG-3’-TAMRA
2.9 A% B B AR

(DB E 200uL AR FE xR AR Z @& ILE LA ik 0 woiE A
QIAamp DNA Mini kit 24 QIA cube > TANBead Nucleic
Acid Extraction Kit % MagNA Pure 24 Total NA Isolation Kit
% B e AL R IR o RIE WOAH A S L BRI @
F i 2023 4 g4 B 7 & (Chapter 3.9.1) X BU% #458L © 4%
VeFEmpm AR I REEROLS@IBIBAEERAE ~ AL
B ~ Ba k3K F 4 AK(clinical swab samples) ~ #2:& ~ omFEE

HAKGBRRAHEAERARAZTREMHE -
(2)@{:1 1P iR AR E 03mL EMAMEEES
s AR BERELB AT REER > FAHERBEK
ZHAR e
(3)ﬁﬁﬂ BEUBERGEIELEARETRERA XEM
» M LS HE T LA KB R ¢

Ve EH ol F R EHEDE -

G a st ERE TR FRERBFRRART > FA MA
B iR A TRGMRE  HBERE KR E £ EE
WG BEFGT |

3.Bp B R A ERAR R B
()R X5k B — 3 K& (One-step reaction) ° A7 & & EEv



AR — X REEN o
QEERER:: (B—XREFEASUTRERE)

Real-time PCR & JE& & e, & 1% (uL)
B oo b TR B K R B R 12.5
20uM Primer (FOR3 ) 1

20uM Primer (REV2) 1

10 uM Probe ( ASF-P) 1
DEPC-treated water 6.5
Template (4%E% ) |3
RIEERHE 25

(3)H ) 58 1A BT 1 4 R,
HRETRER > lmAJEMEEE R H p72 AF G 42
BHHBAURBEARBRIEARRYRE BT %A
R B 4T -

(4) R 515 -
RIERBEEGHEPBRERLELEREEREN > RE
fRfFae T 1 50C 2448 (1453) — 95°C10 4% (148
B) REBBLHEREBREER BB ZHEN ; 95°C15
#—60°C60 £ (404838 ) -

4 RFE -
J& 7% AR ;%;\%EP Bt L e B g (
Amplification curve ) > LAIERS dh 4R B AT H)3E > BE MM

MFRAR RS BE (Ctvalue) < 408 M2 3 % 415
MEXRE S RZ o Bl AR M -



k=
RET TS
(1)3]F (primers) B # 4t (probe) %3
# A WOAH 3 B ey £ B % F45 £ 1 3] F 4 (pair of
primer) L ETIEMEBR FZI FRIFH4FI 0T -
2| + ASF-VP72-F 57| 4 |
5’- CCCAGGRGATAAAATGACTG-3’ (forward primer)
2] + ASF-VP72-R /7| %4
5°- CACTRGTTCCCTCCACCGATA-3’(reverse primer)
R % A+G REMAME -
R 327 B0 B FAM #2322 10 pmol/ul -
R EFERGE-—MHOET  BTUARRERENRE
15 4R 8 42 R IE 4 B AX, (57-[6-carboxy-fluorescein (FAM)]-
TCC-TGG-CCR-ACC-AAG-TGC-TT-3"-[black hole
quencher (BHQ)])
2R FEMEBER Rk e
3B R A ERARRE ¢
() AKX % 3% 5 — % KM (One-step reaction) > A7 & &) XA
mEE— XREEN
QEL AR (B—XREELELUTREAE)
Real-time PCR & ek | 1% (L)

s fa R B E R R 10
20 pmol/ul Primer ( ASF-|0.4
VP72-F)




20 pmol/p Primer ( ASF- 04
VP72-R)

10 pmol/ul Probe 0.2
DEPC-treated water 7
Template (4% 8% ) 2

R JE 4858 #& 20
CFHEHBURBEHRE I B FiE— -
DR BARAF

REBRBEHGHBOIBREREADERERN > RE
&4 F 195C 5448 & (8] ) — 95C 108 4
—60°C30%> (45483 )
4.4 R F3 ¢
REZBRE KBTI EHHt o BB agm (
Amplification curve ) > A B B B ITHE - LA Whg
R BRBE (Ct value) < DR BMEE H] % 5 5 M AR EE -
% Ct value A35Z40x M A B et G H AREN » E&
RABRMAER - kA% Ct value "'J%Fé'fi*x%% - Ct
value > 40H BB H ; FRB R RATHRZ B MR 2L
ASFV =k % - 8] ’*’é%giih%ﬁbwgi’i PCRe & £ - |
()% #4%8ARA] (Detection of virus genome by the polymerase chain
reaction ) -JF M58 % & R A B4 R JE (PCR) 5
1.25 B ok
(1)3]F (primers) %3
A AR RO 4T SALE A f e M BB 6 B 7] (Bl



WOAH 3 B 3F M # B % 545 B W 3] 7% > 3&3T PPA-
1/PPA-2 #47 PCR -
(2)PCR 3| F B34 F
PPA-1 : 5°- AGTTATGGGAAACCCGACC-3’
PPA-2 : 5’-CCCTGAATCGGAGCATCCT-3’
2. A B B 4 BBQPCRYE H M BE B 7k o
3RAEERIE ,
(WARBKRE—FRE » AAEHREMER - XREE N

QOEHERER: (B X RBEELSUTRERA)

PCR R & & B8 14 (pL)
HaibFAAREERER 12.5

20uM Forward primer (|1
PPA-1)

20uM Reversed primer (PPA- | 1

2)

DEPC-treated water 7.5
Template (A% 8% ) 3
RE B 25

G Bt # B R PEHH
R RBE > s ERE p2AR TR
HRERRE AR EHRE  BTRAFRE

IT °



()R A& -

RIERBEEHIGBEE R AECKRABEBBEEN > RE

BT 1 95°C 30481 53 ) REWLILAREER

JE 3R B 3% E B 5 95°C15%—62°C 304 —72°C30%> (

404538 ) —T2°CT 5048 »

(5)38 A5 B (agarose) # 4

ABR 2 2R EASBmA 100mL 2 1X TAE 8 ik 4 17 5% B

ﬁ’ﬁkz%igﬂaﬂﬂ»,@& » UMUK B e BRI RSB B B 2
TAEHAKE -

B.E# 55°CIEBKRIE T » MR E 44 BT EB

CHBRENEBS Y > HATKH (comb) » FHBik
A0 B Bl 15 B B kAR o

DMEBRENEB R iﬂéji)\K kEN 0 EA 4°C
KA FRIF o

EPCR £ E kBB E AT ko o

FPCR REEMmECE 10uL FaL8 2ul 2 6 4248 (
SafeView Nucleic Acid Stain) 243 4% x A& 483
'fF' » 4% — Lo SuL 2 DNA 100 bp ladder Marker -

G EFRERB-AEE] “+ & L 100 REFERAFH A
20 4% -

HEAZEZBREN UV SRR TER > $20451%

o

4.5 RHH



I

()8 TAB A B 302 nm & kX FMATRES TRTH
& PCR #4 > ibtb#sF 8 A ° PPA-1/PPA-2 PCR &
2 257 bp -
Q) H Bk &R E BRI RGEHE -
# RR

(—)Chapter 15.1. Infection with African swine fever virus. (NB: Version

~
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Time Polymerase Chain Reaction (TagMan probe ASF-VP72P1 or
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