ICS 65.020.30
B 44

L

b SE 4G Zh B F A K b

T/CALAS 42—2017

STIREY  ARAINEE RMV HEAT
RPV Bkl %

Laboratory animal - Methods for detection of rat minute virus (RMV) and rat
parvovirus (RPV)

2017-12-29 &% 2018-01-01 3L

FESRNYESE &%



i}

Bl

AFRHEHEE GB/T 1.1—2009 4 B NERE .

ASFRUERT 7 A FRTE IR R

Aprier o LS 2E 0,

AinEh 2B LRAPIRELEARZ R4 (SAC/TC281) FARFHE,
ApniE i E LR Y LT R AR E L R R SR B ALRE,
AhiE EERE AL R SR EEET

AAMEFEREA: B, B30 OHE. EEE R RE



LINENY  KRY/VE S RMVEETN RPV #4675 3%

1 SEE

ARERLE T L0 sh 4K RAE/ MR EE RMV B RPV BRAG T 7 8
ARG T LW, LI IREEAR R, SRR, SRR shEh
B R IR Y PR R A1/ MR EE RMV BRI RPV BRI,

2 eS| B

ISR FA S R R AT A, FLR RS H 8 FESc:, (U9 B 3
WAER FASM. FURAE B RXH:, RBFRA (BEIE05YE) SRT
A3

GB 19489 (ZRE HYLeBHER)

GB/T 194952 (#EEFE=HBN LEHFARER)

3 ARiF. ENFAEREIE

3.1 ARiBRIEN

THIAREBERE GBS TARHE,

B ABESE R polymerase chain reaction, PCR

RSN S BURE R DNA R BERITEE . BAR DNA S2 5 s e, 76 DNA
REWERAMEENRNEGT, REEREIBGHOR&S %4 B S5HAR DNA Biskhs
AN —BEANTFHI R AR KIS A, BEE DNA BEN/ER T LN INTP
NIEY, E51YELER, REABER M., BAMERX—EE, Gy HoRE
B33 .
3.2 ZERIE

T 5 4angEE R T AR

CPE #HJRASHUN cytopathic effect

DNA BiEZF%ER deoxyribonucleic acid

ELISA BB RAERFHALR: enzyme-linked immunosorbent assay

IFA REFRIIRE indirect immunofluorescence assay

PBS BAEREL S MK phosphate buffered saline

RMV K BR4/IMAEE RMV ¥k rat minute virus

RPV KR 4/MAE RPV ¥k rat parvovirus



SR 5 R IR

4 YRR
SRR B Ab B IR GB 19489 HIFLE, B EEMCE RN TIEN I THRIRE

5 WEXGBWMHRE (ELISA)

5.1 MR
AHTEHRAERENEARESHENE ARSI ASE SRR REEEY.
HBEHAE SRS EDUREN:, TSNS _REBE WSS, FERNELER
TIRYERERRL, FEEFEYIR. BUERNANTRER- SR P T&A iRk &
AUE o
5.2 iAFIFA B
52.1 FeRdEbiR
F RMV/RPV Bt C6/324k #ifid (RMB WRIBH: C6 40l ; RPV MRIZS: 324k 488 ), X4
R+~ ORISR . R IREGES A RS , IR E O ERAER R, b
TR 2R O BN ELISA HuiEk A T#IA K RMV/RPV BEHITE,
522 IEWHE
C6/324K HHARVRRIIRREIG , 2B ORIRMR R TR B,
523 At
SR RMV/RPV WIFLABHE MY, 3% RMV/RPV HURGZEEES, B SPF AR
Bk HPLILTE o

524 MMM
B2 RMV/RPV B i) K RIS o
52.5 BEE&EEYW

PR S ERT B R KR [eG Pk SR B EAIREES A
(SPA ),
5.2.6  EAhH
Y . PBS. WESIR. MR, BERREL-MrERRE M. RIS . KRB, KW
* A BATECH
5.3 {UEEARE
53.1 EEFRY
5.3.2 [EREFRAE
533 BEZBW: 40, 55FLK 96 L (AIHFEATIHR) o
534 HEBWES (1~10 uL, 10~100 pL, 100~1000 uL.)
54 HAELHR
54.1 THFKEEA
REARIMB, HBMBE, WFEMNER. BH. AEM, -20CHRFSLAEN,
542 PR
WRAETE BOE TV E B As R R R IE B HURE S 5 SRR, AR,



KM AREIFE RMV HRAL

1l 100 uL, B 37CHE 1 hEH 4TI,
543 YEMR

FIVRSWSE SR, BIR 3min, PIF; WAS LR, AEHRESLREER, B4
R~HEo
5.4.4 gk

FAREIMIEANEAPE . FRAEXS BRI o AR 1 40 3R, A HIMAPIL (FERtE
FURALMERHEIL ), BFL 100 uL, 37°CHEHE 1h, YERFL,
54.5 NELEEY

BB ES A YRR NE LE, SFLMA 100 pL, 37°CHE 1h, BE%kFE L.
54.6 fERYBEW

B BB YW 100 uL, B 37°C, #LE A 10~15 min,
547 KILRM

FALIMAZL LR 50 pL,
54.8 1l ODfH

TEBGFRY b, T 490 nm 4bE K7L OD {E.
55 ZERAE
5.5.1 JREARUE

75 B B e R L BT AR T, B PSSR RMEEHUR B OD fE=0.6.
R I 3 5 4 SR IR BTG OD B <0.2, #HTASRHE ; BN T, FEFE
1A%
552 FIERFE T 3 NF&GE, BINFHE:

a) FEnE 5 IE PR MRE R LR RN A B B A X 5

b) f I E S RMEPUR RN OD £ =0.2;

¢) FEAE I ¥ 54 R EPUR R ML B9 OD {E/FA M Xt BRI YE 54 R SR BB OD
E =21,
553 BWAFE LR 3IANERGE, FHNBAE,
554 (UK 12 &858, HINE, TERAR—MFREH—HTEER,

6 fERAERE (IFA)

6.1 kR

EHREDURRAN (ASEFAERMASAE) BT L, BHENTERE
BHERAREAY . WHESRE SR REHSUREN, T SHENNE GRS
GGG, RREELIMNESELHRE T, BRBTT IS, Fit, #REEHM
BT UFOGMA TRERFHE LR
6.2 AR
6.2.1 HEH

F RMV/RPV B3t C6/324k #ififl (RMB RIS C6 4ifd; RPV BREYY 324k 4 ),
G 24~48 h, FFAIAEHEPURASAAMARNSE LB REIRE, FREBH T,




NI ERIRAE

PBS k% 3 1K, FiEE PBS B4, HAMSWRETHA LY. FENEMRBIRER
Rt nME, EFE—3 R T8 —FAN, YENIEH ST, FLATEIMATELAgEETT. A
EEHNE, ZBRTERE, B (4C) EE 10 min, PBSEWRE, TOTE, -20CHEE,
6.2.2 PHEEIME

B RS RMV/RPV PRI M3, B RMV/RPV HiR &R ESR, B SPF AR
BRI
6.2.3 FBAMEIME

Fii2 e RMV/RPV BEUL AR FRNIE .
624 MEE

SRBIRTOLRFCERAPIKR 1gG Pk, HARNAE 0.01%~0.02%H3CE K PBS
6.2.5 At

PBS. 50%H7H PBS %, KM A BITECH,
6.3 {UEFFIRSE
6.3.1 ZOLEMER.
6.3.2 fEEIEFFA,
6.3.3 EA 10~40 MNLEIE A
634 HEBEES (1~10 pL, 10~100 pL, 100~1000 uL)
6.4 BESER
6.4.1 FRlukEA

FEKRIMB, FBINE, WENER. BH. AEIM, -20CHRFSLRIRI,
6.4.2 JnkE

BEHER, SRTERE, KEYRBENAFRIEFAME. FHMEIE 550 TR
b, B4 MmENHEAREARLA—ER AR, BB&N, 37C, 30~45 min,
6.43 Yk

F PBS ¥ 3 K, K Smin, ZERTH,
6.4.4 JNFIEARC DL

BUE YR B7OLTUA, WmTFHER L, B8&MN, 37C, 30~45 min,
6.4.5 ¥

PBS ¥ 3 %K, &K 5 min,
6.4.6 ZERWME

50%H7H PBS $t R, FOLBME T WL,
6.5 ZHRYE

TR, PR R LS B AT, BRI TS 5 IR 5 4 M AR 2 R e 4 M S N 4 78
ok Bk I 5 1E % IR R TG76 08, SRR B 4 B S N A PR, BPRTHIE 45 2R
6.5.1 TR IMNIE S IE % AR R R A M TR N, FI A,
6.52 THFRMESERMBRRMITRE, SERMRARIEN, FINMHME, BERLR
IO Y58 555 I S S Rt




KW ARANHE RMV BeA

7 PCR

71

7 1k S 2
AEERITERBEEA P DNA, 290600k RAVIMEE RMV B VP1 SEF

RPV #rEY NS EEBITHER A5 1955, 8 PCR X147 DNA #4595, 448 PCR 4l
GIRAEZHA D RESH KBH/ VA RMV 55 RPV #,
7.2 WFIF0AL R

BRAEHIBLRASE, FTE SRR N AT 4, SRR KRR B FK.
7.2.1 KW PBS, BCHlrdk WM A,
7.2.2 DNA Hi#2iA7 : 2K 41 DNA £ 5UR % & DNeasy Blood & Tissue Kit 2% Hfth 4
B
723 FKZEE,
7.24 PCRIAF: Premix Taq ™ ( Version 2.0 plus dye ) SR EAMZH =M,
7.2.5 DNA & FREWRE: 100~2000 bp,
7.2.6 S0xTAE BIKZE MR, BEoHlhskIups A,
727 BALZEE: 10 mg/mL, ELHIFERMRE A; BEMSH=5,
728  1L5%IRHRMRBERS , Bl ik IR A,
72,9 514 WRIER 1 WFFIEEEY, BIINTE RNase B FKELHR 10 pmol/L %4
W, -20CIHRTE,

#®1 EiERI-PCR&NIE|4
e IR 1RSI (5' >3 ) RUEE  Fkivbp
RMV Pl ACTGAGAACTGGAGACGAATTC VP1 843
P2 GGTCTCAGTTTGGCTTTAAGTG
RPV P3 CGCACATGTAGAATTTTTGCTG NS 487
P4 CAAAGTCACCAGGCAATGTGTT

7.3 {UEAEE
73.1 PCR 1%,
732 HHKIL
733 BERBBAMTRE.
734 FHEBHELH,
735 FEELYL
73.6 {HRBERS,
73.7 BEERG .
7.3.8 HASHEE,
739 HEYE2E,



RAFERIIRE
73.10 PCREETIER,
7.3.11 ¥k (-20C)
73.12 HEBWE (0.1~2 uL, 1~10 pL, 10~100 pL, 100~1000 uL) .
73.13 KREBLHE (15mL, 2mL, 5mL, 15mL ), KE®:k (10 pL, 200 L, 1mL),
KE PCR YRR (0.2mL, /NEFK 96 LK) -
73.14 BRZEHERELS . 90 mmx150 mm H34Y, FHRTESNKE 20 min,
7.3.15 FREIE. 8], BFRXKEHRR TS,
7.4 BAELRE
7.4.1 FAERREARRAL

RSB REARER N GY, Rt IR B N — R T,
7.4.1.1 JEFRAER

HK, TERESYNRBERES. S, BRI, YRR 20 ¢ T
B 5mL B0, A 4mL K PBS, ARISEBASTHK 1~2 min, RIGHHL
WAE 4°C, 3000 r/min BSL> 10 min, BX EHEWHEAR—LH S mL L8, #5HEH.
7412 BHNAYSEE

THEFRESYE D NEYSREME, BRFEEA 2.0 ¢ TAE 5 mL B.0H, HIA 4 mL
K PBS, B3I ¥ 87453 1~2 min, 12 000 r/min B.L» 10 min, B EBFBEAR
—TH SmL BELEF, HEEH.
7.4.13 HIHIEFRY

Fik—: BEEERIBAEAEERE B 3L CPE B BTG YT 15 mL .08, 3000
t/min B0 10 min, £ F ¥, /0 1 mL K# PBS AL, R 5K 41 RBB AR TTHE 1.5 mL
BLEP, HEEH.

JTFET WA RS B CPE ST SRR SR R L R R 3 IR, MR BETS
F 15 mL B, 12 000 /min B0 10 min, UM, HERERIILE 1SmL &
LEH, F5EH.
7414 SLIHWIAE
7.41.4.1 SEISEhIER . BuBlRITROK

BUE B/ ABASR B TR OMEEST, MAEEXHE PBS (R AH#ElF
LWER TR ), BHFRIE 5~10 min, FTHES, HRBRAEBZE 15 mL B8P,
4°C. 12 000 r/min B> 10 min, B EHBWHEATR —LHE SmL BLET, RE5EM. BUE
BBsYOK EEEBRILHE SmL BOEP, w55,
7.4.1.42 SEREHYIRHER %

FAR B FRIBUZI SRt 14 B X O s R E ARy, KR FEAKRE
15 mL 0%, IMAEERKE PBS, B 5~10 min, /MRS, AT, BELET
4°C. 12000 t/min &0 10 min, B _EEBHEAT—THE SmL HO0EH, R5EH.
7415 PERMFERK

RAE AL IR REATE 2~8C LM TR 24 hy FHHEKRFE, FUHE-80°CIK
F, ERERRERR (FRRAEE 3K .



LW KRAIVEE RMV

7.42 FEAS DNA $RE
7421 BU50~100 pL BOREAZ 1.5 mL 5 2 mL B0, 1020 L BHEEK, A PBS #b
PIE 220 pL,
7.42.2 fNA 200 uL ZEob¥E AL, TRIERSFEAHRES), 56°CHEH 10 min,
7423 HILA 200 uL BITK B2, WBEHRY MRS,
7424 BEERIIIMNEEGBREBOEL, BOHMKE 2L WEE L, =6000g
( 8000 r/min ) B> 1 min, FUEE /Mo

7425 BOEMEBN 2 mL ISR B, 500 uL BIZEWE AWL, =6000 g (8000 r/min )
B0 1 min, FREE M.
7426 BORINER 2 mL WES I, 0500 uL $I2% % AW2,20 000 g (14 000 t/min )
Bt 3 min, FUEE M
7427 BEOEBE— N 1.5 mL B.OE E, TR 200 pL AR MR AE TERMR |,
FIRIEE 1 min, =6000 g( 8000 r/min ) B> 1 min, Hl4EFH DNA RER 1T F—2# PCR
RN BERARERAT PCR KB, MF-20CokAERFR .

7 % DNA BRI ik £ 43 DNA $2 50X # & DNeasy Blood & Tissue Kit 4189, T
4 A F AL F 3 6h DNA SBGEA St 47, Ry % TaATA R A%,
743 PCR RNEZFR

PCR FRIARILFE 2, SSIELHIZE DK DHRAE, MR RIB 8T PR R, B
SHRFZ ESTE, H9, LIE7H RMV/RPV A SEEFYIREUY DNA 1E% FEP: Y iR
#; LIARE RMV/RPV DNA B4 (BT LR IEH ShIH RS IEEIEFRY ) 15K B R
MR 28 A% RN X R (no template control, NTC), RIS N H K AR

%2 PCR RF&EER

REES FARmpL HIRE
2xPremix Taq Mix ( plus dye ) 25 1x
P1/P3r (10 pmol/L ) 2 400 nmol/L
P2/P4 (10 pmol/L) 2 400 nmol/L
DNA #i# 10
KW EETK 1
R 50

7.4.4 PCR NS

PCR RN BHIE 3,
%3 PCRER&¥
£ S BEE/C i i8] TEERB
A 95 5 min 1
e 94 30s 35

Bk 55 30s




gk
HR BE/C B il B
R 72 1 min (RMV)
30s (RPV)
S 72 10 min 1

¥ AR PCR MIHRAIMAT, RBHARFR NS HA TN

7.4.5 PCR =¥ D5 B bHEE RS B ok e I A i

Bl 8 SOXTAE B IxTAE B, EHlS%BYurhRIbZ8Em 1.5%IRIaREEaL .
PCR RV 4555, B 10 uL PCR FP=47E 1.5%3F AEMEEESHEA TR kA, DL DNA 43 F IR &
TERNS R, MR/ B IR BRI, —MREsHI7E 3~5 Viem, X RGBS Zh 35
JEEh Rt R R . HL UK ST R TR R R G R SR IR A 2R
75 ZRHE
7.5.1 ¥R

FE R L BN BB ARST B A4 T, BRI BR X 38 7= 4 2 e kR0 7T L3 843 bp( RMV
BR) X 487 bp (RPV ) P34y, PSRBT P RRMAN, WHfT8RAHAE,
752 HRHE
7.5.2.1 FERZINEVHEER TR, TEBER AR LIS 843 bp(RMV #& )&l 487 bp(RPV
) T, SRR R BA/NARE RMV BREL RPV BRIZER FHME .
7522 FERZIFNEVEEERIRIK, RGN R MEZS] 843 bp (RMV # ) 5 487 bp

(RPV B ) ¥4, SBIHAKBRA/INREE RMV #REl RPV ¥RZEREA M.

8 FIIME

WER, ATERFRFEASY 1S B PR PCR P TR FSIE, FAISRSER
TR REIK B/ IMREE RMV #R/RPV BrbeE R BURFIEAT XS, P51 RIVRMETE 90%LU
b ARSI RE A K AR/ MR EE RMV #R/RPV ARAXBR P , 75 T %E R FAE/ MR T RMY
BR/RPV BRAZERBA
9 iR L3 TR

HHR GB/T 19495.2 HEERUT.



KIOE K RLIVREE RMV. 37

Mt & A
(TEPER )
WS
A.1 PBS (0.0l mol/L, pH7.4)

Na(l 8¢g

KCl 02g

KH,PO, 02¢g

Na,HPO, * 12H,0 283g

K HZE 1000 mL

2 121CEJEXKE 15min, BHEH,
A2 fw (0.05moV/L, pH9.6)
BREREN
WRERE 4N
FEMK
A3 Wi
PBS (0.01 moV/L, pH7.4)
Tween-20
A4 FHBW
£ 10%/INAF I R IR o
A5 BEERE-FERRZEWIR  (pHS.0)
FrAEER
Na,HPO, + 12H,0
FEIEK
A6 JEYIBER
BRI IR ZE R (pH 5.0)
4pFE e (OPD)
30% H,0,
A7 &Ik (2 mol/L HiEk )
ikizd
FRIEK
A8 50%H1Hh PBS
Hi
PBS (0.01 mo/L. pH7.4)
A9 50xTAE HBLIKZ M

159 ¢
293¢
HNZE 1000 mL

1000 mL
0.5 mL

326 g
129g
700 mL

10 mL
4 mg

2 pL

58 mL
442 mL

5mL
5mL

A9.1 0.5molL Z, —4VHZ B4 (EDTA) %W (pH8.0)



R mRIE

LR 4 (EDTA -Na; « H,O) 1861g
REEEFK 80 mL
5 mol/L S AALEEW i pH = 8.0

KEEBEF/KMZE 100 mL, 121°C. 15 min KE&H.
A9.2 50xTAE 7K 22wk BC

REFREEEF R (Tris) 242 g
TKBHTER 57.1 mL
0.5 mol/L EDTA ¥, pHS.0 100 mL
KREEBEFKIME 1000mL, 121°C. 15 min KEHH,
FRUKE R B FABRE X/,
A0 W4kZ4 (EB) ¥k (10 pg/pl)
R 2.4 20 mg
KEEBETK 20 mL
A1 0.5 pg/mL IRILZEEN 1.5%IRBENEEE R L il
BRARHE 15g
IXTAE HIKE R BZE 100 mL

BEEMMEZLL HEE 50~55CH, MR{LZ4E (EB) W 5 uL, B2 RaE
5], #RTEAERH, MR TEARKES, RSB EA RN, BREERE
2 3~5 mm, FTHINERE T ERREEEASME, FRERERRTRT&H

A A x &

H3EAS. 1992, LISIYRTEERN. Jbal: PhEBRLHARM: 76-83.
Wan CH, Bauer BA, Pintel DJ, etal. 2006. Detection of rat parvovirus type 1 and rat minute virus type 1 by

polymerase chain reaction. Lab Anim Jan, 40 (1); 63-69.



