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B

[l

AFR MR B GB/T 1.1—2009 £5 M % #0002 3,

Abr o i R E AR B AR SR IR0,

A5 o R AT A7 . o A N RGN PG A BERG 50 R0 R L TR TR 56 A S R A B T P A R R G
LR AP BT P AR IR E BYIE A SRS REE R P EANRIEME Fig i ARKRREER.

AbrE EERFEN HHE IR KR PR A R EE P BT P RKAL TR .
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BERmFRERARRE

1 eH

A bR MERLE T 38 4035 #E PCR K 3% fn s i 9¢ ¢ PCR G 0 % 9 $7F ik
A b ME IS 5 B H 7 S b 8 A o R AR 0 G )

2 MM AXH

T E SR T A SR A N R A AT A . LR EE B 51 SOOE OUE B A9 RRACE T A
k. FLEATE B 8651 B S0 08 MUAS (36 B A5 948 08038 T4 3.

GB/T 6682 4r#rscit = FH /K HLRS Fik 38 7 i

GB 19489 SCiRE A ¥4 4 F 2K

SN/T 2025 #HPEELEEEYE2BRMENL

3 BiSHER
AbRMEW R A HREN 74 GB 19489, B SN/T 2025 4 XHE .
4 HREEIE

%) 45 g 1 S T AR S0
4.1 DEPC.#k @ — Z B5 (diethypyrocarbonate)
4.2 DNA R 5 B 8 i (deoxyribonucleic acid)
4.3 EDTA.:Z — kU4 Z B (ethylene diamine tetraacetic acid)
4.4 PCR.E&MH A )W (polymerase chain reaction)
4.5 RNA.E W% ® (ribonucleic acid)
4,6 SDS;:t — & 86 #4 (sodium dodecyl sulfate)
4.7 TTSuV .5 403 %5 B (Swine Torque Teno Sus Virus) (Z WL # A)

5 & .MEFA

5.1 #&.MH

PCR ¥, 3589 PCR X B 9k A, BE W AR R G5 o He K 1 4% . 7K 48 L 0O o] 8 5% ik 4% Je W 3k . +%
HELOHL.1.5 mL B9,

5.2 R

B S5 A Ah A bR ME R R R X B F A A 2 L5 K N fF & GB/T 6682 () F K - b i 3
ZEohi (W B.4),10%SDS.20 g/ M K.RNA 8 .8y / @/ M 25:24: 1) . RAME.T0%
ZE(HEXKZEM DEPC KEdH) .DEPC 7K ,PCR Jz i filiR i .PCR 3| ¥ (W, B.6) . H ik 28 »p ik . B g

1
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P .DNA 43 il bR fE (DNA Marker) | B2 2T (ag [a) 55 280 0 82 08 e B | 22 2¢ )% PCR R iR . 718
PRSI B.7) .

6 HMmAEE ATLIEF DNA BRI &

6.1 BN

R R ot A PR A S 78 28 LT e SRR JORE AT A0 2 M GB 19489 SRR A P& 4l FHEOK
6.2 Hmxk
6.2.1 ik # &

A% R M R EFE .
F42 4 CuprE 30 min, L 4 000 ¢/

f— R ME k. W55 MM
Z15mLBLOEAN ST,

6.2.2 ALK

Bl gFEmn 25 RBES DA 4 (R BAORE,—20 CRE%M 3 Xk,

$RIGLL 5 000 r/min, B0 5 min.HL

6.3 HEmiz

B RS AR AAE 2 C~8 CH&MBFRER
iR 24 ho BT K WRAE IV CE —20 “C(aXLLTF) vk fiigdeli A~ #if 3 K.

6.4 #& DNA ERH &
6.4.1 HB/=RPEKR/ RXB#HE

e W 28 bl 500 pll B AT A
m A RNA #§ 30 ng,37 ‘CHEH
Ko A SRR ) B/ — W e/
FEBE /= ® 5/ IR
IA SR AR, TLTE DNA,
YO BRI 1 WL B30 pll K

ML Ab P T 6 0fhL 7 L £H 2R i ]
35 pl. 10%SDS #1 20 g/1. A M
30 min, ffFEMP A EER.IRS
T ICRE(25 2 24 ¢« 1)Hh4E. 14 000
(2524 : 1)FHh4R 1 IX.14 000 r/
FEiRME 10 min, 14 000 r/min, 2>
MK E#E DNALIEAE T —20 °C 5 F sl ar BRI

6.4.2 WM DNA #iRiX 7 EREE
Fic R FAY R Sh Ak DNA il £2 368750 £ 8545 06 B R L BUW # DNA.,

7 PCRERIF R

7.1 PCR ERi{k#%

VRN ER noon A0 38 T KL RF G BT AL | PR IR PR X AR RN 25 (A XF B . 4> PCR G B 4K &
I, B.8,
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7.2 PCRENESH
7.2.1 TTSuV1aB PCRENEH

94 °C,5 min Fi2F¥E;94 C,30 s B#,60 °C,30 siBK,72 °C,2 min ZEH,35 TEFH;72 C,5 min
HiE {1

7.22 TTSuVK2EB PCR EMNE#

94 °C,5 min B :94 °C.30 s BH.62 C,30 siBk.72 °C,2 min ZE{H,35 I EFH;72 C.5 min
SiE i,

7.3  1.5% 3% 5 ¥ &E L BB ik

FH |, oK 22 o o8 R0 B¢ B 0 AC 17K =P AT R W B i

DNA Marker ., 76 & B2 1R R 96 T W% 10 5
7.4 PCR 3 BRig I
7.4.1 PR

LA TTSuV 1a Bf5# DNATTS
PH 1 % AR

7.4.2 AR

la 80, TTSuV k2 ¥ il i)

LIRS TTSuV 95 88 B A8 (5
743 ZEJMR

VAZKAE s B R B
7.5 PCRER¥E
7.5.1 PCR pEtEX RHZE

TTSuV la RIPHMEXT B FE 272 b
TTSuV k2 B PHYEXT BE . 7 226 bp {

7.5.2 PBAHEXRAE

TTSuV la BIPHHENT B . fE 272 bp i B EH M B & H AL
TTSuV k2 BIBHHE T 88 . 7E 226 bp {8 € H ) H B & i B

7.5.3 ZAMWHE

% A BR L TEA 1 A
7.5.4 HRERAE
7.5.4.1 A

B X B ) AP o P 2 0 BRES SRBE 8 B R AF T
fE 272 bp LB H M B AR BL, R FEdh b X TTSuV la BUf # MR, KAy TTSuV la B

ol
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K% Ak BH 4
fE 226 bp LB EHM A B R B, ZARBES DL TTSuV k2 RUAEAEZ R, iR N TTSuV k2 #
B i BH 1

7.5.4.2 PRt

P X BE | BH P 0 B R s o R R g R Y R W A R F T

fE272 bp (i BIBHEHM W, BaAES DA TTSuV la BGHEER, AN TTSuV la B E#
B .
fE 226 bp U B EMRW , BRFEMPAH TTSuV k2 BRI HERE, £iR K TTSuV k2 & E &
PR .

VoK O T G T 58 E . L XS 2 R, C1 fn C.2,

8 SEATFE ¥ PCRERNLE

8.1 MWK PCR RifEHR

B BCRE BN noon AL 35 T RO HF din S T A2 L PR G B8 L BA 1 0 BB R 4 g 0 BR . 4 S i 9% % PCR RO
RN B HMHBIFYIZ W C.3 #l CA,

8.2 ZBIWXPCRERMNSH

BB RN 95 °C,90 s BIEHE;95 'C,10 s 24555 C,30 s B K HEMP QPSR S HAF S s B 40 4

8.3 KBF® K PCR 4 BRig 31
8.3.1 PAMEXTR
i 7.4.1,
8.3.2 PAMEX MR
W 7.4.2,
8.3.3 ZAMK
W, 7.4.3,
8.4 HRHE
8.4.1 EBMRKXPCRERSTEHEE

FL A% DIPRS00 &5 S . R {1 15 5 D D) R 0 00 4% Nt 755 000 0 A 0 4 L LA ) (0 2 W &t OE R B M RE A
P 158 iy 2R 09 S 5 5 R o

8.4.2 PRMEXIRHIE

TTSuV la B PHPEXT B, FAM £ 0 30 8 5 B0 0 S0 %Y 0% BE 44 7 19 ot &k .
TTSuV k2 BYPAHEXSEE , HEX $6 ) 3 i85 5 50 st %Y 6% PR 4 19 il 2% .
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8.43 FAEXRHAE

TTSuV la RYFAME T 8R , G g KU 5 19 iy 28 .
TTSuV k2 %Y A 0T B8, oG #7804 199 idh 2% .

8.44 ZAMERAE

25 H A LG FAM G G M1 HEX 58 58 Cr {535 JC S RY 57 3 il 2%
8.45 HmBRATE
8.4.5.1 [AM™

PH PG IR PAPE AT B s G 0 B S SR E 8 Y R 1 T
FAM il coe Ry s ph2k, ZanFES P X TTSuV la RIS M, £kl TTSuV la % B &
PH .

HEX B Gy e ph 28, FaRFES P L TTSuV k2 B HEM, EiR N TTSuV k2 B ¥ &
BA .

8.4.5.2 PHT%E

BRI X BB ) B s o BRSSO E R A R T

FAM K il Co<<35, HA WA P Wik . XAnHEMm P A TTSuV la RUBHFEEM . XA N TTSuV
la 7Y 62/ PH 1 .

HEX 588 Ct<<35, A MRy 2k, ZmbEshh A TTSuV k2 B REER . Bkl TTSuV
k2 7% /R PH 1%

8.453 &1

Xie FAM jfi i s HEX i i ,35<<Ct<<40 B E R . HFH KNG Ct ) 35<Ce<40, M P EF
AHRLH) TTSuV B/, BN FHYE. HERIE Ct>40, 2070 9 R 5 518 il 28 . 00 ) 4 B 44 .
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M R A
(F B R)
3 40 35 9w 8 B

§& 41 395 # ( Torque teno Sus virus, TTSuV) & 45 3% # B (Anellovirus) . 4328 1 41396 8 J& F1 K
M¥FH A8 2 @, TTSuV &~ KB, fl, 3R, R DNA o0 7, MALETF HEEN
1.31 g/em® ~1.35 g/cm’ JREBE P IR R 1.26 g/cm® JEH 4 EEZY 3 000 bp, 7EA [7] B (6] 2 A Fy
gI| F i B 25 S K B e BN R AR R — 1

BN RN D& N ST S A
SRR TS  (E 2S00 i LB T
1020 LA F o 8 JCAE K7 8 5 7656 B
S R e A ] 206 Y 1) 40 BF 95 1 7E 5 BF .

TTSuV R LEEH . E5 M RAME. T
(5% % 745 W4 A IE(PMWS) , 55407 5 &
(PDNS) . B 13 s A B .

M S #E 7E A B i ek ol i A i
FlZm . AT IR R Z 1
i MG EEGIES, B
LRIV 60U L |,

% 2 BRI (PCV2)emk iy, ] 5| & W 45
PRRSV) IR AR5 |l B R W& & 1k

6
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Mt R B
(RSB R
i, 77 &L %l

B.1 1 mol/L Tris-Cl £& & .pH 8.0

FREL121.1 g Tris-CL.J& F 800 mL K, iRE) . B8 I AMKELAE 42 mL . B H ELE ., HH L/ 7 &
pH % 8.0, 7&K ZE 1 L, /0% K.

B.2 0.5 mol/L EDTA.pH 8.0

800 mL 7K fn A 186.1 g Na,-EDTA « 2H, 0O, 5], Wi 8% pH £ 8.0,

AEKEIL pEXKEAEH.

B.3 1 mol/L NaCl &%

58.5 g NaCl i T 1 000 ml. 7&

B4 HREMEPE.pH 7.5

& 0.01 mol/L. Tris-Cl,0,001 m¢

B.5 10% SDS

10 g SDS i## T 100 mL X

B.6 PCR®EN:E54¥F 75

PCR #3591 /7 35 W#% B.1,

& B.1 PCR&ENESI WA

2 R FE|(5-=3") A 7 41 4 /)
V 1a-S3 CAATTTGGCTCGCTTCGCTCGC
24 ~295 272 bp
Vla-$4 TACTTATATTCGCTTTCGTGGGAAC
V k2-T3 CCAAACCACAGGAAACTGTGC
e 121~346 225 bp
V k2-T4 CTTGACTCCGCTCTCAGGAG
S3/T3: Liifs| .
S4/T4:. T8I 1.
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B.7 B3k PCR &M ;ES| Wi F 5

i 926 PCR &G % 5| 9 4% 1 17 51 W3k B.2.

# B.2 LRI PCR &N ES| i F 7

# K 31 (53" i ¥

V 1a-F GGTTCAGGAGGCTCAATTTGG
V 1a-R TTTGAATTTAACGGTTTTCAGTCTTC 12~100
V la-P FAM-TCGCTTCGCTCGCACCACGT-BHQI
V k2-F TATCGGGCAGGCGGTAATC
V k2-R TACGCTACCGTCAGCCATCTTT 353~421
V k2-P HEX-AACCGGGCCCCCCTCGATG-BHQI

F: L5191,

R: T iiF3l 9.

P .

B.8 PCR &M & N& &R

PCR K& ¥ B R 1K % W.#& B.3.

#B3 PCREMGEKR
il 77 e
Master Mix(2 x ) 10 pL
b #5149 (10 pmol/L) 0.6 pl
F #5410 pmol/L) 0.6 pL
DNA i #i 4 pl.
Add ddH, O to 20 pl

B.9 RN PCR REu{ER

S92 PCR ik & L3 B.4,




XB4 LMK PCRREEER
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il 77

R
Master Mix(2X) 10 pL
Lz C10 pmol/1.) 1.2 pl.
T ¥ (10 pmol/L) 1.2 pl.
¥EEF (10 pmol/L) 0.6 pl
DNA HL 3 ul

Add ddH, O to 20 pL
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W F C
(FEHEM R
yeEmARRFY

C.1 TrSuV a8 PCR¥EBMHFE

1 tacacttceg ggttecaggag getcaatttg getegetteg ctegeaccac gtttgetgec

61 aggcggacct aaaatg gcgggeaaaa
gtaggag gagctegatt

gctcaa gtectcattt

121 tggeggacag
181 ttaatttatg c:

241 geatagggtg taaccaatca gattta gtgaatat aagtgagtgce

C.2 TrSuV k2 ® PCRYBEMFRE

ttggetg ggectgaagt
tagag tatataagta

121 ccaaaccaca

181 ccteattaga a
24] agtgegcaga acgaaca gagctgaglg

301 tctaaccgee tgggegggtg ceggagetee tgagagegga gleaagggge ctategggea

C.3 TTSuV la L ATH K PCR

| tacacttceg accac gtitgetgec

bl aggcggac naaatg gcgggcaaaa

C.4 TTSuV k2 BYSCRE#E ¥ P

301 tctaaccgcec tg gtcaaggggce ctatcgggcea

361 ggceggtaatce cagegg pgeccecct cgiPPaaga aagatggetg acggtagegt

421 actgcgceaca cggattattc tgeagetgta aagacccgaa aaaacatctt gaaaaatgec

10



