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[l

B

ASCAFFE R GB/T 1.1 2020¢ brifE AL TAE U 28 1 35853 « A v Ak S 100 85 g 0 ke 26 00 000 ) 1 0
L
A GB/T 21101-—2007 € 2l 4 5 P 1) ) b 8 51 Bl 23 58 M I J7 3% PCR 7k ). 5
GB/T 211012007 A Eb . B 45 ¥4 8 B R 4 38 Pk el sh ok, AR AR LI T

a) LTI FH Y B RS HE PR (LA 1 25,2007 AERR A 1 #) ;

by MR T SR A i RN AR RE LU 2007 AERR Y 3.1) 5

o) HEIN T AEmiE (WA 4 B

d) AT T SR PO A w2 i (WLER 5 B

e) T TRES (UL 6.4,2007 AERUBYEE 7 B

D WRTERAEERARL 6.6,2007 FRAYE 9 T ;

g) M T S E IS Y B A IE (UL 7 55,2007 AERRAYER 10 F5)

h) W TIEFY IR 8 % ,2007 AEARAYEE 11 7).,

TR B AR SCOF ) BB A AT RV e LR . AR SOOI 2 A LR AR 7 PRI 2 1 B B4 T

A A EARDRE Tl A A R 25 51 45 (SAC/TC 76 2 IFIH 1

AR A B AT DU R R I R AR B A3 A B A D AT v DG B AR s AR A B BRAL A B
B U B v CTRYINE G S AE YA 30 A0 22 R ol R W CH AR ol

AR FEER A H  RAE TR KRR AR B R R S S R g ik AT
Bili I AR BB PN L BC B L PRI R RR R i B AR TR A LRI

AR S B i AR S I U WA R AT I LR

——2007 HEE IR KA GB/T 21101—2007 5

— ARWHE KB,
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TR 34 rp 3 TR I AR 43 B9 U RE

1 el

ARSCAFA IR T B R R B3 14 S5 N 2 ' 3R 5 Tl R (2 20 PCRO A1 3R 45 il i =X e I
(PCR) & P A6 I 7 12

RSO 0t PCR &8 T BE & 1R o 4 fDRE ORTRERN STORE & 5 TIUIR & B0 L RDRE S50k A1TIR
A B ARDRL AR 5 o R YRR Ry B PR A, PCR ¥k 3E T 3l 4 5P 1 ek JSORE rh 2 R P Ry B A2 TR
RIS

ARSI R R 0.1

2 MEsI AxH

B S R PN T A S A B T R T AR SR AN BT B Ak b, i H O 51 R SC
P A% H X R ) ROAR 38 AR SCPR s ASTE B0 51 SCPF H f 8 RAS CRLEE ir A (948 i i) 18 1
A,

GB/T 6682 4341 52 5 % F /K BUAS F 50 7 12

GB/T 19495.3-—2004 SEELP P ikl A% 1R 42 B 2l Ak U7 i

GB/T 20195 skt Ay il %

GB/T 27403—2008 Bz FiaEHI e & 7Y # R

3 RiBFMEX
A B T BT E AR TE R E L.
4 EERIE

T B 4 g v 3 T AR SO

bp: B FEXF (base pair)

Ct: ¥ B {H (cycle threshold)

DNA ; it E 4 M 4% 12 (deoxyribonucleic acid)

EDTA:Z —}Z W Z FR (ethylene diamine tetraacetic acid)
PCR : B & it} 5 2 5 W (polymerase chain reaction)

Tris: =7 B 32 5 5% (trihydroxymethyl aminomethane)

5 SEBF® PCR %

5.1 JRiE

MRS B-actin He K B4R S 45 e 50 BT 5 [ AR EE R S22 PCR BOARBEAT 3G, 4K 45 97 4% )2
JO7 R 7 A B AR 5 A Cro {52 BEXH A PR Bl 20 9 R P AGE U
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5.2 XFISH

5.2.1  BRAES A BLE SN AUE A B 250 . B A R Y48 T8 DNA B V5 e 1 25 35 47 il o025
5.2.2 K454 GB/T 6682 #LE R —ZK.

5.2.3 SR MHER (10 mol/L) :FREL 400 g FAALH MK ERZE 1 000 mL.IRA],

5.2.4 Tris- MR (1 mol/L) : FREL 121.1 g Tris I T 800 mL 7K b, FHER MR pH £ 8.0, MK E &
£ 1 L.JEA. T 103.4 kPa 121 C K 20 min. % RIEAE.

5.2.5 EDTA ¥ # (0.5 mol/L) : #RHL 186.1 g Na,EDTA « 2H, O, % ## T 800 mL /K, T4 J1 i £k %
ERIBUEE R ALY 20 g SR AL AR . P I A AL A (5.2.3) 3 pH & 8.0, A E 1 000 mL. iR
5],F 103.4 kPa,121 “C K 20 min, & R 1#77 .

5.2.6  TrissEDTA 2 . 23 L 10 mL Tris-#h RE W (5.2.40) 1 2 mL EDTA W (5.2.5) , Il K &
A% 1000 mL,iEA), T 103.4 kPa,121 “C KE 20 min, 451,

5.2.7  2XSEEFHEE PCR R

5.2.8  SIYHAERES  HACK & 451 8 & 4T 43 IS H K 100 pmol /L AFHS W, % H, — 18 “C LA 43
BEORAT RE S Z IR VRRL . TPAN LR 1,

5.2.9  FHPEXS BEAE o« B A R IR A B RE A

5.2.10  BAMEXT BERE S S 58 5 TR R o5 & A Hofh sh 4 il 43 B R

x1 SIHMRHFT

B 5 4 Ff #HR 51 HEHFEHIE | F BRI
18S rRNA 18S-179 bp-F 5 - AGAGGGAGCCTGAGAAACGG-3
He M 185179 bp-R | 5'- CCAGACTTGCCCTCCAATGG-3' AF176811.1 179 bp
(NS XTI

18S-179 bp-P 5'-[ FAMJ-CCACATCCAAGGAAGGCAGCAGGCG-[ TAMRA]-3'

Porcine-97 bp-F | 5'- CGTAGGTGCACAGTAGGTCTGAC -3’

3 Porcine-97 bp-R | 5'- GGCCAGACTGGGGACATG -3’ DQ452569.1 97 bp

Porcine-97 bp-P | 5'-[FAM]- CCAGGTCGGGGAGTC-[ NFQ-MGB]-3'

YRR T UL R AL

53 {X|/i&&E

5.3.1 SERFEL PCR AL,

5.3.2 4t RF K 0.1 mg.

5.3.3 E.OHL B3 EACTF 14 000 r/min,

5.3.4  ZRAM OO0 EE T El o A% R A 1 I E A

5.3.5 (B2 pL.10 xL.100 xL.200 pl.1 000 puL %5 KA,

5.4 #m

Fe I8 GB/T 20195 FLE il 45 1aUHE . 287 200 g, b3 A sl AAF 125 4 O 4 338 5F 0.25 mm FLAR A IS0 07 78
HIRAT RN B AR A
[i) 32 ) & BH A Xk R RE i (5.2..9) A BAE X BB A (5.2.10)
S OW R B — A RE AT LT DR W BIL AT IS 3 7 AN T L B kY e
2
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55 RSB
5.5.1 DNA 25

SEAT OIS . AREBGAAE 100 mg~200 mg R & 0.1 mg) . #% 8 GB/T 19495.3—2004 fff 5% C
t C.6.2 2 M DNA, $EHUAS [0 BRIl Ab , A 45 4 W) aCRE — B0, 2 2, 2 OB 1 0 R
AR XS AL i DNA, e nl R A4 ad 50 0E nT 5209 DNA 2 BULH &, iR S Z Uil B H . 250
DNA & RfE. &EF—18 CLTF,

5.5.2 DNA &ARiRENE

AN T (P 260 nm) SR IR B I E AL (5.3.40) M E 7 5.5.1 FEHLAT DNA %W
JEEJMJZO DNA Wi 5 W JEH R 5 ng/pl.~50 ng/pl,

5.5.3 XRIRE

SIS S A ) 3 A v 7 18 B e B L B o B L BB s 0 R 4 5.5.1 BRBUAS A (I X RR . R RH
P X6 BEARE 5 (5.2.9) (19 DNA A BHAE %t B8, FH B R ) B AL 5 (5.2.10) A9 DNA AE BA P xF B P 25 4R B G 7K
B DNA B AE Y s AXT IR,

55.4 REFZR
He % 2 W St 9O PCR A iR &
x 2 LHHFXPCREIBRNER

| TAE W e LA
S2HF 55 PCR A 7 2X 12.5 pL
Nst/ ] 10 pmol/L 1 pL
TSI 10 pmol/L 1 pL
et 10 pmol/L 0.5 uL.
DNA % 5 ng/pl.~50 ng/pL 5 L
7K 5 pL

5.5.5 SLHFIE PCR #718
53 3 N SR AE S5 PCRAXCE AT 9788 L DFATINAE B9 C B A AR O e A 4
R3 EMWEEPCR RESH

2 A 9 NI SN i [ UL

0 AE P 95 °C 10 min 1
95 C 15 s

A A 10
60 C 1 min
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5.6 FREEH
5.6.1 WESXRERFY 1E

FAZAY NS X AL 18S rRNA KL RGN N AF 5 F 51 45 14 o 75 U 50 42 U R A s
a) REEAXR.Co =370 8T Ct i,

by PG X CofE=37.0 5 Ct{E.

o) BAMEXT R SO0 E AT 2GR TR, B SR g g i 2, Ce f<<28.0,

) BHPEXT IR 2O T A PORME R, B BB R g i £ C fH<<28.0,

e)  TEIAR S . 26 1A POLE 5k, B BB 34l 26, C fH<<33.0,

5.6.2 HRMFHRERY HE

DR R S 3 DR A SE I 6 PCR RGN I, A5 & LA R 2648

a)  FREUE X IR Ce fH=40.0 8¢ Ct {8 ;

b) P (xR Ce fE=40.0 8¢ Ct {8 ;

o) FIPEXT R L PO TE T AOGF S R, Ct fH =40.0 8LJE Ct fH 5

) BHPEXT R 2O T A TOGRME R, FL BB R s i 2, Ce (B <C35.0,

5.7 ZERHAEMERR
57.1 HRHAE

A 5.6 I DU AR i A% G 0 5 SR 4 AR AT 8 2

a)  Ct fH=<<35.0, W0 2 S 9l 4 A ot B 42k 5

b)  Ct fH=40.0 5Tt Ct . WIH] 2 Bl AG AR B

¢ 35.0<<Ct fH<T40.0, W7 EHM & . AR B Ct A5/ T 40,0, 0] Bk £F & BH % 5 4n
FRRY 5 Ct (H=40.0 BTG Ct {H . W0 22 Bl AG B o BRI

5.7.2 HRRiA

5.7.2.1 SN PR B9 5 O A A PR E DNA B
5.7.2.2  HER N IANVER F I N ARG B IRIE DNA 8.

6 PCR %
6.1 JHiE

) P 28 e A0 0 A0 L, = 5 Y e i 2 2 1 B, S TN B UE A4 B DNAG LB IR DNA O B8 A i 47
PCR "1, BTGB 58 158 v vk A I PCR 47477 ) s PCRFH A 7 49 107 P BIR i 8 oA 70 g il 170 sz I 6 47 0 1IE

6.2 RXFIS M

6.2.1  BRAES AT FLE SN AUE A B2l . B A R Y48 8 DNA Bl T5 e 1 25 35 47 il ko025
6.2.2 JK:F54 GB/T 6682 MER —ZK,
6.2.3 B UL AR H 51 D FE 8 R
por F:5'-GCC TAA ATC TCC CCT CAA TGC TA-3';
por R:5'-ATG AAA GAG GCA AAT AGA TTT TCG-3',
6.2.4 Taq DNA R &8 (Taq, Thermus aquaticu, KA MG .
4
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6.2.5 BRIV DI Mnl 17,

6.2.6 dNTPs: dATP (deoxyadenosine triphosphate, i % i # = # i ). dTTP ( deoxythymidine
triphosphate, B % Mg 1 = #5# ) . dCTP (deoxycytidine triphosphate, Bt & M = #f2) . dGTP (deox-
yguanosine triphosphate, it & &4 = #il2) .

6.2.7  IHREME : HLUK4E

6.2.8 Rk EE,

6.2.9 —HH k.

6.2.10 SHNE.

6.2.11 70% %,

6.2.12 43T HEARIES (100 bp~2 000 bp).,

6.2.13 R :1% CTAB(cetyltrithylammonium bromide, + 75 %¢ % = B F W L %), 0.05 mol/L
Tris-HCI(pH 8.0) [ Tris-: tris Chydroxymethyl) aminomethane, = (3 H 3) Z & H % . 0.7 mol/L
NaCl,0.01 mol/L EDTA(pH 8.0) (ethylene diaminetetraacetic acid, Z &MU Z 1) ,

6.2.14 TE 21 (Tris- HCI.EDTA 2% : 10 mmol/L Tris- HCl(pH 8.0),1 mmol/L. EDTA (pH
8.0),

6.2.15 10XPCR £% #p #i: 100 mmol/L KCl, 160 mmol/L (NH,),SO,, 20 mmol/L MgSO,,
200 mmol/L TrissHCI(pH 8.8),1% Triton X-100(t-octylphenoxypolyethoxyethanol, FiKEHFEERK L
H LM ,1 mg/mL BSA(bovine serum albumin, 4* il {8 H) .

6.2.16  HLIKZE b . Tris 54 g. A& 27.5 g.0.5 mol/LTE % # il (pH 8.0) 20 mL, N Z&# /K &
1000 mL;fdf B 10 f5H FE

6.2.17 AL CEEWAFW : /KL A 10 mg/mL,

6.2.18  JFEZE PRI - 0.25 )6 TR HE L BT i ) KO 40 06 B EME K

6.2.19 WHEYIZE s . 10 mmol/LTrissHCl (pH 7. 5), 10 mmol/L MgCl,» 50 mmol/L NaCl,
0.1 mg/mL BSA,

6.3 NG HE
6.3.1 DNA #IEIRIL .,
6.3.2 WREH ML LI R,
6.3.3 fHIEKBH,
6.3.4 EL.OAL: BT 12 000 g,
6.3.5 fHEBEE L.
6.3.6  HLTKIX.
6.3.7 EAMEMAYL .
6.3.8 pHil.
6.3.9 K¥.HKE 0.1 mg.
6.4 Hm
P IR 5.4 IR0 2 A RE S
6.5 HETE
6.5.1 & DNA $2E

PRI 100 mg iAE T 1.5 mL B0 P A 600 pL~800 pL LA . W EIR A1 & T 65 °CIH /K
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R AREE 30 min, WREIAET R IR ST 512 000 g B0 5 min. %8 DR FI5EE 08 H .0 400 plL =
S e+ B IR (24+1) ,IB2) 312 000 g B0 5 min, B F W N 0.8 AR TR SR B T TE 12 000 g &5
5 min, 3% B 70 % SEEPR M — K BT I 50 pLTE, % ff T ¢ .

] FH A5 DNA $2 ORI & $2 BB AR DNA,

6.5.2 DNA REFNMENE

HUS pLDNA EWBOMKFE B2 1 mL, i IR & 2 B AL S5 0 43 06 6 BE 143 B A T 260 nm il
280 nm Ab B9 IEAE Ao Bl Ay . DNA RIS H38 (D AT
c=A X N X50/1 000 NG D
Krprs
¢ ——DNA BTt B, 507 Ry fw B O (g / ) 5
A ——260 nm AR OGAE 5
N — R B AL
M A g /A g FOAEAE 1.7~1.9 Z 8] i, & B T PCR 44,

6.5.3 PCR ¥ i

25 pL B RWAR R L FE 0.2 mL ) PCR B . 514 por F Al por R 4 200 nmol/L.10 X PCR JZ
2% i, 2 mmol/L.MgCl, 200 nmol/L dNTPs,1.5 U Tag DNA R4, 1.0 nLDNA #H (100 ng +
50 ngDNA) ,

PCR I £ A B A28 AN ) s A B2 o — i 1) R AR 7 2 - 94 °C BiUAS P 3 min, 94 “CAEME 45 5,56 °C
B A5 5,72 CHEAR 45 5,35 DMEH,72 ‘CHEAH 5 min, 4 CLRAF,

G0 2k 7 v ) B o R L PP X B R s 0 B T R R D A3 B R AR BE R X BB
SUAS 5 8 5 B B A ot A B P T B, T S5 IR R K A B AR DNA PR =S X R

6.5.4 PCR 31 7= 4 B ik 46 i

B2 g BUBHE, T 100 mL AUk 22 ol g boin #4580 Ak, I A TR Ak & B WA Wi = XU B
0.5 pg/mL, il Ji . 6 FL PR A Ol A R K G b 9 (08 3 T Y M 9 RS . R 5 pl~8 wLLPCR 44 7 4
3 R B AR 2 PR A R . 9V em T FRLIK B TR B 5 R R I A B A . S AN
ACT W5 HL PR 45 R IR %

6.5.5 PR &M M I EE Bl U] K 7= 40 FR ik 46 U

WA PCR 448 7= ) H SRS 0 235 5% B 1084 B e 1 ) 0 2 i
RBRZR (20 pl) :Mnl 1R 2U, VI M 2 pLo A PCR §7 34 7= 9 2 SR 20 pl.
FEYI#E 37 “CF 47,20 min, BEYI5E MU %R 6.5.4 SEAT R UKAR I

6.6 EHRIIESERIE
6.6.1 PCR ¥ 18 7=4 B jk#& M 45 R

6.6.1.1 #5 PCR ¥ 84 7= ¥ K/~ 212 bpJF 4 ULEF 5% B L A& 8 B, 75 2 #h 4 7 EE T
6.6.1.2 %7 JC PCR ¥ 8 47 . F & M FATE

6.6.2 FRFIMENVIEEEEIER

FH WY Mnl 1EY) )G, B0 R BEK/INR 196 bp A1 16 bp 2 4 FEYE , 75 00 k7 931
6



6.6.3 ZHRKR

S50 P 9 22 34 O A6 Hh R DR DNA 7

£ 500y 1 1 2 8 K e R R DNA LAY

7 ERBWEITEMIGER

I GB/T 27403—2008 [t % D (#1247

8 EFWAE

$: GB/T 27403—2008 1 5.5.2 ) #0 5E $hAT .

GB/T 21101—2025
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Mt X A
(ERE
BEMEYFHIEH PCRENASHRBRERLBERFT

A.1 18SrRNA B&X BERF 7

18S rRNA 25 BEE K 5 51 T
5'- AGAGGGAGCC TGAGAAACGG CTACCACATC CAAGGAAGGC AGCAGGCGCG CAAATTACCC ACTCCCGACC
CGGGGAGGTA GTGACGAAAA ATAACAATAC AGGACTCTTT CGAGGCCCTG TAATTGGAAT GAGTCCACTT TAAATCCTTC
CGCGAGGATC _CATTGGAGGG CAAGTCTGG -3’

A.2 ¥ (Sus scrofa) BEEFFE 5

¥ (Sus scrofa) FEFER FF T .
5'- CGTAGGTGCA CAGTAGGTCT GACGTGACTC CCCGACCTGG GGTCCC CAGCACACTT AGCCGTGTTC CTTGCACTCT
CTGCATGTCC CCAGTCTGGC C -3’
E BT RL NG AL E BN K IR AL E
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Mt X B
(ER
PCR =41 F 5|

PCR P4 JF 51 00°F
5'- GCCTAAATCT CCCCTCAATG GTATGCCACA ACTAGATACA TCTACATGAT TCATTACAAT TACATCAATA
ATTATAACAT TATTTATTTT ATTCCAACTA AAAATCTCAA ACTACTCATA CCCAGCAAGC CCAGAATCAA CCGAACTCAA
AACTCAAAAA CATAGCACCC CTTGAGAAAT AAAATGAACG _AAAATCTATT _TGCCTCTTTC AT -3’
E RS YA .






