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B KR e % ELRROEE E RT-PCR M 750K
Multiple real-time RT-PCR method for detection of porcine coronavirus
s T ARSI B B b v — BOVERE BE A 1R

CHESR & AR )

FERR ARSI, 154 S AIE AR LR (R SR SO — IR I L

XXXX = XX - XX &%5 XXXX = XX = XX S

FEEEHTS x



T/CVMA XXXXX—XXXX

=

R

]l

ASCAFAEIE GB/T 1. 1—2020 (KL ARSI 55 13870 ArdEdb SCERIIEGE R AR BRI fRLE

L
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A E S E A
AR REE AT RIRETIT BhPREE T EE  O  E IR R A R B I PR A F L SR X 3h A

PRI L el XENIEOR TP i 0 R AE IR S A TR A 7
A EERTEN: s, &, @, R OKAE EE. JRE. FHEE. [IKF
BAETE. TR, & BESE. B B OBRCED BHE R, RIUE. EIRE. KENR.
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BEANRE 2 ELRTREESZ RT-PCR #0554

i

1 SEE

AR G TR OB G B M 2R 8 S8 AT M NG V5 9 53 AE AR R B8 e IR 55 ) 1 2 EE sk
i 5% 96 58 B RT-PCRIG I 7 7 .

IR SCAEE TS U e RO R R A A . LT 3T A PRI AT A B0 N PN AR D i B A% TR A
.

2 MRt

TN A S A ) P9 AR I S A R ER A 5| R TR AS SC A AN A R S R e, 33 H I 51 A S,
A% H W0 R ARAS TS T A SO s ASFEEIAW SR o, HEos A (BFErE e EHTA
A

GB/T 6682 43 #T 9256 % FH 7K HLA% AR BG: T3k

GB 19489 L6 = AW 4P R

NY/T 541 HBERZWIFE S RE . RAEHE A MG

3 ARIBMEX
A A T BT B ARTE R s
4 TFSIYERGIE

I S R A N L

9 M RT-PCR 5K B 9% 6 2 % ¢ 5 & iy 5% :U < % (real-time reverse transcript polymerase chain
reaction)

Cfe AR PBE N IGE 5 BIS S E MBHERT & G2 (cycle threshold)

Cy5 f£#H 44kl (Cyanine dyes)

DEPC fEWREZ — 4§ (diethyl pyrocarbonate)

FAM 6-2J% K (6-carboxyfluorescein)

HEX /N&-6-F %55 (hexachlorofluorescein)

PBS TR ELZZ MM (phosphate-buffered saline buffer)

PDCoV J&f/RE& TR EE (porcine deltacoronavirus)

PEDV AT IETE Wi B (porcine epidemic diarrhea virus)

RNA #BERZER (ribonucleic acid)

TGEV %41 B 7 %8 9% 8 (transmissible gastroenteritis virus)

5 AR
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5.1.1 S0 BRAEBHEUH, FrHRAFE o, R /KEF S GB/T 6682 ER, i ik H
JC RNA B A 4805 .

5.1.2 TRIzol: 2 C~8 CLfF.

5.1.3 &fi: 2 C~8 CHRA7,

51.4 RNE: -20 CHA.

5.1.5 DEPC /K: JLFffsx A ALl

5.1.6 75% 8. HFIFREMIEK ZEEA DEPC KRBCHI, =20 CIwA -
5.1.7 0.01 mol/L PBS {&¥# (pH 7.2~pH 7.4) : WMt A A2,
5.1.8 ZHH RT-PCR KM IRHACL 7 : WHEB.1.

5.1.9  PHYEXSHE . BIVEXIE W 5% A A5 FlA6.

SI¥AnIRE

Z HYOURT-PCRY G ] b Nl 51 VMRS P51 2 W C.1.

o
N

6 /&

6.1 Rt PCRAGIM KBS NAE (D .

6.2 EHRRES L AL

6.3 IRire

6.4 MBS (104tL . 20 uL./ 100 pL. 200 pL. 1000 pL) KECEW L (L) .
6.5 UKf (2°C~8 °CHI1-20 °CHFf)

6.6 1.5mL B8 (KRN .

7 HEHRESLIE
7.1 =0

PR REE . ORAF B HIEIENY/T 5413047 . B2 A ER LGB 194891 LE -
7.2 tFEmALE

7.2.1 JpIEREE: RERIML. L. GRS, &2 8K ISR AR R R/ MNEHS, TR 0.5 g
FEMBEE S, B0 0.3 mL~0.5 mL PR (FFaMst At A3 EbE) TR, BATHE
DEH, 4 °CF 5000 r/min B0 10 min, B iSRS
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7.2.2 B RS BREGHTFESHEMRK FRER (FFEME AR A4 e ERGE% LR
IR, . BETEARZERT. 3000 t/min B0 5 min, WREL EIE 200 uL T 1.5 mL KE S OE T,

8 #EH%

8.1 HEmAERIZEL
8.1.1 TEFEAMIAIX AT . RNA FEHUEH TRIzol ZMAVEIREL; AT R AR B AL R G

i g8

8.1.2 AHARENN L B4 X HE AT B 6 B A5 BUSA n Fome. B AN KT 105 mL B0, B8RS .
8.1.3 HE A 600 uL TRIzol.

8.1.4 FHEXS G T 73 AN 200 uL FRRi At BHAET AL BT P HE , R 5T

8.1.5 RN 200 pL & 47, AAEEIE e T 4°C. 12000 t/min £5.C» 15 min.

8.1.6 FHln MNKEH 1.5mL &0, BERS, FEIA 500 uL FAEEL(-20 CTHIE).

8.1.7 WHUALRHE 8.1.5 ZE Hh ) _LiEW 500 uls, #4882 8.1.6 AH M A& H it G i HE A a2, BRIV
57,

8.1.8 T4 C. 12000 r/min &.C> 15 min, AL BIE, B8 FWRKAC B, WAk, ASEFESNAE
WK AN Rl 7 00T

8.1.9 RN 600 uL 75% ZEE (<20 CTiA), HifBEE .

8.1.10 T 4.C. 12000 1/min 0> 10 min, FEMEE LW, BIETRKE L, WTHRAK, RSEESN
TE MR K ARAS [R5 5 F

8.1.11 4000 r/min > 10's, K& RE LRI RBA BT, RIBREB SRR T EE— 0
A ARk, RS B B A PO T

8.1.12 =I5 T4 3 min.

8.1.13 &M 11 uL DEPC /K, 325IR5), WM RE B RNA, 2000 r/min B0 5's, 3875 RNA ¥
W, v EEA TR ERAET-20 CHH.

8.2 ARy R SECH
8.2.1  fEBHEAF MIHAE R XREAT

8.2.2 WML PCR KB HON n, JRFHAE i B+ PH VS B+ IV 2 B OB AR R LB % B,
N R AR, U nrl AN EATECH] o BC SN TE UK B AT o B LI 2Ok PCR
N F A IRAT, HRBBEE 20 uL 4335 T 0.2 mL & W] PCR &, # PCR & & T 96 LI b, #&IEF 0
FEIABUF AR, R & X .

8.3 fn#f
8.3.1 TEFEAH| AT

4
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8.3.2 fELi& 822 HMEH /AN 8.1.13 il % i) RNA ¥ 5 uL, A SARBUAS] 25 uL,
SRR A RS i 5o #i BB )5, 500 r/min B0 30 s, HREET X

8.4 W& RT-PCR R I
8.4.1 TEF HXIAT,

8.4.2 4 8.3.2 HINFEJE IR R N PCR R H, ¥ B RE: 45 FEEli%E % FAM. HEX Ml
CyS =/NJilil, HEX XM KIEREE MGB, HAMIEFL (None) . #£7%)¢ PCR X ik
FFRAF ;50 ‘C15 min, 95 °C 30s; 95°C 10s, 60 °C 30s, fERFMERE 48 (60°C 30s) YR
JfE5, 345 NMER.

9 HERIE

9.1 HBRPMFHRE

RS JEUIN - R B2 W50 T A o R ™ 46 ot 2B 8 5 e o A [ S8 P AR B A5 2 16 5 195
BEAT R B

9.2 SEIGRRNM RIS

9.2.1 BAYEXSHE: FAM JBIEJG Ct Al o A (g S A1 i 28, HEX IEIET Cefaoi LA S Ry~
Hthzk, Cys @iET Ct{ABTEHA 1) S Ay 1 M2k .

9.2.2 [PHMEXIHE: FAM & Ct{8<30, HEX i#iE Ct{H<30, Cy5 #iE Ct{H<30, H=ANlEny 1
Hi 25 35 Ay g R ) S

9.2.3 9.2.1f 92.2 ERFELE A — L R B2, I, ARSI TER, w5 EHi T .
9.3 ZER#HERFIE

9. 3.1 WA FE AT FAM JHIiE Ct {538 Hy 12k AR S AUk, HEX J@IE TG Ct fH s e #AYH S
By A2k, CyS @iE L Ct{HEUCHE A S MY M2k, PN TGEV ERFHM:; 38<<Ct<45 B, H|
FEONE] Bt FTEERES N E RSN, WEE S Ct{EA<45, FEHAMWAY) S Ry 2k, k5N TGEV
1% 1R BH P

9.3.2 WURLFE S AT HEX 8 Ct {H<38 Hy #E a2 N B pg S Bl 2k, FAM JEIE TG Ct B C R S
Yk, Cys WiETE CtEHBCMA R S Ry ih 2k, PN PEDV BERFHM: . 38<<Ct<45 i, H|
SEONIRE, WGERE SN A, WEE G CtEVIR<<45, JFHA MBI S Ay ih £k, #45N PEDV
WL BH M

9.3.3 MRLHFE AT CyS JHIE Ct <38 Hy Hathzk s Ay S B4k, FAM JEIETC CtEEC AN S
Ry HA 2k, HEX @IE TG Ct Hek LRI Ry S Ry ah 28, 2N PDCoV IRFHME . 38<Ct<45 i,

F g N AT EE, AT BEAE S N EERE I, WE R 5 CHEAA <45, I HA AL S By ih £k, ik & v PDCoV
AR FH 14

9.3.4 HrbE R E FAM SEITE Ct B MY S T 4%, HEX IS Ct (80 IIRAY S By
WAL, Cys MIHTE CuESE IR S R R4, H¥5 936 ER (TGEV. PEDV I PDCoV)
BBt
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M & A

(F3eM)

B
A.1 DEPC/KEH

¥ DEPC NN E B 17K (54 GB/T6682 k) th BEAIRE N 0.1% (EFIHD, 7o 7R& 35 E/EH
12 h, 73, 121 CEEKE 30 min, ¥ EEA AR .

A.2 0.01 mol/L PBSH¥W (pH 7.2~ pH 7.4)

HERIAR & T AR, IR 800 mL ZE /K i ff, AR pH £ 7.2~7.4, TIKERZE 1 L.
AAEFSAE 121 CKE 15 min~20 min, BUdIEBRE, R T =5,

SAkA(Nacl) 8.00 g
LA (KCl) 0.20g
TR — S 4 (KH,PO4) 0.24¢g
R A —%N(NaHPO,-12H,0) 3.65¢
AEK JIZE 1000 mL

A.3 {AAER

7£0.01 mol/LPBSEH 43 N7 %% % (2000 IU/mL), #£%5 % (2 mg/mL). K K% % (50 pg/mL)Fl i) 85 6 2
(1000 TU/mL).

A4 HFER

7£0.01 mol/L PBS{K H ¥4I # 25 (10000 TU/mL), #£% 2 (10 mg/mL). K K% % (250 pg/mL)FlH| 5
B (5000 TU/mL), pHIEE7.2~7.4.

A.5 PEMEXTER
NETGEV. PEDVAIPDCoVIER H ) F B i i K DNA.
A.6 BRMEXTHER

NAETGEV. PEDVAIPDCoVIER H ) F B i i K DNA .
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Mt X B
(F3eM)
Y RT-PCR & B2 & EL /5
B.1 Z&JRT-PCRE FIi&REZTS

%6 RT-PCR S SR ic 77 W3R B.1.

iy 1N I S S22 ()
5x One step U+ Mix 5
One step U+ Enzyme Mix 1
TGEV-1F 0.5
TGEV-1R 0.5
TGEV-1P 02
PEDV -2F 0.6
PEDV -2R 0.6
PEDV -2P 0.5
PDCoV-3F 0.8
PDCoV-3R 0.8
PDCoV-3P 0.4
ddH20 9.1
RNA 5

B.2 SFEEM

FERCINILRE T, N 57 AN [FL A it (VR S 35 e -
J NI e I LR G AR, LT B RN R B R R, BLR PO RS G s .
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Mt R C
(RRHESRD
HEEESSy

= C.1 314, KRB EFT

P FP3 (5'-3")
TGEV-1F TCTGCTGAAGGTGCTATTATATGC
TGEV-1R CCACAATTTGCCTCTGAATTAGAAG
TGEV-1P FAM-C/TAAGGGCTCACCACCTACTACCACCA-BHQ1
PEDV -2F CCGTGGTGAGCGAATTGAA
PEDV -2R GGTCCTGTTCCGAGGTAGTAGAAA
PEDV -2P HEX-AACCTTCCAATTGGC-MGB
PDCoV-3F GAGAGTAGACTCCTTGCAGGGATTAT
PDCoV-3R GCTTGCCATGCTTAACGACTG
PDCoV-3P Cy5-AATGCACCTCCATGTACC-BHQ2
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