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Bl

AARUERIR GB/T 1.1—2009 44 H NG E o
BRI SR AP %

AtrifE P E LB EYFESAA,

FARE R 2 BRI RZ RS (SAC/TC281) BARHH,
A py BB S A LR SR T R R SR IFAAR R,
AARETERELAN . T REZRIY AT,

AT EREA, FH. B30 B, KE. R,



KWEY VAR I & PCR &I %

1 3EE

ASTHERLRE T WA DI 35 T AU3538 RT-PCR MLHTHEE RT-PCR 407 8:
B EE R TR S A R 4 SCEG SR . LIS B IR RIS YR e
Yyl IR A P R T ARG

2 AEMSIAxHG

RIS T A SO R FRR AR AT Ay, ML B 3802 R, {XBFEE B8
WA TS, LERE B BIE] ek, HEHMA (AEFE B ) EETF
A3,

GB/T 14926.25—2001  { SLIRSHHIEIA RS I AU 55 )

GB 19480  (SLHz ¥4 HELR )

GB/T 194952 (#EEFPHAAN LREHAER)

3 ARiE. BN

31 ARiBMEX

THIARERE SGES T A5,
3.1.1

HEABHREL polymerase chain reaction, PCR

RSNEEHE LA RS S DNA BB AEE: AE0R DNA SR FRAT R 4%, 7E DNA
REMHERREEN RN E&ET, R TN BIAR S 19 408 584 DNA Fishe
PN —BREANFI R LB KHELS, BEE DNA REBHERA T LADURA INTP
NIRY, ESIMBLIEM, SRISAETE S A BAKAIEX—EIR, HRkY AR B
B JUTRER 1,
3.1.2

BHeR-FEABHER A reverse transcription polymerase chain reaction » RT-PCR

UL RNA 88, R Oligo (dT). BEHLE WISt RHE314), RNA 760056 SRR 2
RBIZMT, WoF R cDNA, RIS cDNA /EXHEM, ¥4 PCR 344,
3.13

SEH AP HER-RAMBRE real-time RT-PCR, LRI35% RT-PCR

SEEFPEIE RT-PCR ik R7E% L RT-PCR RUBAY b, 76 RAAR AR RS R
¥, FURDME SR B PCR #7, EABIWEERIER TR RHHES, )
ERBT PCR YW BAREENE, BSEy HHEE X R AR AT B M B



RETRRS  RUb

(AR AP “RT-PCR” #H “#i@ RT-PCR” HTEH “Si %A RT-PCR” #47

RA, #%4MRRE,)
3.14

Ct{H cycle threshold

SEBFPEE PCR RN AN 615 SR BIE 8 1 R (B A BT 2 T ORI o
3.2 YmgiE

THN GRS T AR M

CPE ZHHUmZAER N ( cytopathic effect )

DEPC £ _ 288 (diethyl pyrocarbonate )

DNA JiE28EER ( deoxyribonucleic acid )

PBS W& 220X ( phosphate buffered saline )

Reo-3 PEAZ PR R 1T & (Reovirus types 3 )

RNA #Z¥ERER (ribonucleic acid )

4 a7 iREE

MR R LI AR TP IUR SR IR ER, WENTFREE - TEAENK, &
BRI RNA, SE36/IN U7 D0 B TIT 254 s e R A s ek 26 280 ot BRI 1 F 940
L SR FERIUAITR | IR AR R , Jae v R ah ) e DhRb R Ak 3E,
FEETHEYER,

FAE R R BUREA B AT RNA, Bt RN RNA 3578 cDNA,
SR SHR BB ST P M2 B A S3 5 R H R R A% RT-PCR 5| ¥ FI5Lh} %%
)t RT-PCR BI¥ RiRETFF, it @ PCR FISLHHE5% PCR Xf cDNA #1741, RiEY%
i PCR ARG PCR il 4 R A A P R BB RIS

5 FEg&FMHH

5.1 SZEPEE PCR AL,

52 PCR1¥,

5.3 HIKIL,

54 BREBITERSA,

5.5 Nanodrop E4MrtLE T,
5.6 BERRE L

57 &xXE.LHL.

5.8 [HIRFE A,

5.9 IRIERTA.

5.10 WHASEBAFRRYFAE,
5.11 HEY&etE,

5.12 PCR THE&,

5.13 -80°CYK#H, —20°CUK%H, 2~8°CHKFf.



ST TR 1] 2

5.14 HEBWE (10 uL, 100 pL, 1000 pL) ,

5.15 G RNase Fl DNase /535,08 (1.5mL, 2mL, SmL, 15mL) , JGRNase Fl
DNase 7543k (10 uL, 200 uL, 1 mL ) , JC RNase Fll DNase 1549 0.2 mL PCR #"1¥
R o

516 REETH. 517]. HF. HHHE%,

6 RF

BREFERIVLEASL, PR SCH AR A4 SER KR EEF K.

6.1 KB PBS, JLMis% A,

6.2 JC DNase/RNase B F7K: £ DEPC 4bFE/ 2 B F/K 87 & G DNase/RNase /K, I
Fs% Ao

6.3 RNA fH#RIAM TRIzol, BIEAMZER=MH,

6.4 TKZEE,

6.5 75%Z.B¥ (G DNase/RNase B T/KEiH] ) o

6.6 =FHLt (&) -

8.7 HRHAEE,

6.8 WHEFIRM: PrimeScript® RT Reagent Kit, 18 7] LIS AN 73005 557
6.9 I3 PCRIZXF: Premix Taq® Version 2.0 ( Loading dye mix ) Z¥{5 L2307
6.10 DNA 2B,

6.11 TAE RIKZE M, TLHIR A,

6.12 JRILZ%E: 10 mg/mL, FEEHAEILM® A; sSHAMSR™ R,

6.13  1.5%IRAEMEEEEL, BTk ILp % Ao

6.14 SEMPEYE PCRAH|: Primerscript™ RT-PCR Kit( Perfect Realtime ) B HiAh 4257
6.15 SI4FEEr: RIER | FITFIE G AT, 519FEREHINT RNase £ B FKE
A% 10 pmol/L 1 5 pmol/L B8, -20°CHR-F

1 EiERT-PCRI#3(4)

ElE: B4 SIS (53" ) F=41K\bp
EREY TGCAAAGATGGGGAACGC "
1
AEEL ] TGGTGACACTGACAGCAC

%2 LHFYE RT-PCR i3 [$50iRET

SRt AR SRS RS (5 >3 )

EmF9 TGTGAGGTGGACGCGAATAG

R34 CGTTGATGCAGCGTGAAGAG

Bgt FAM-CGGCCGGCTGGTGATCAGAGTATG-BHQ-1

I B TRARA S FAM 1 BHQ-1 FOtEM AR BIZCR M HAL-SIE MO E RMAFOLB KLU E



TR RV

7 WNTEE

71 HEYRERER

SCIOHE RAL TR IR GB 19489 MHLE, HIEAHRIAM TIEA RIFATHENERIE,
7.2 REEREEARALE

RN BPREARNERZ G, RE ARSI ETFE,
721 [EEFHLR

BRSNSk R R FE R TALSE, FIkE, TERRENWMAG. FFAE. MEAE. fG, By
BUFRAEA 2.0 g TTOHE 5 mL B0, iIA 4 mL KE PBS, i HHZISIRB/ TS 12
min, RERHALBRTE 4°C. 3000 r/min B.0> 10 min, B EFBHEAR—TLHE 5 mL Bl
Eh, WEEA,
722 EBERRSYSEE

THERESNWE RN EYHIEE, RS 2.0 g TEE 5 mL BO0F, MA 4 mL
K PBS, A EIAIHERTNSH 1~2 min, 12 000 r/min B5.L> 10 min, X EIEREA S
—TH 5 mL L8, HEEH.
723 ZHMEIEFEY

Fik—. HEFPREAEME B3I CPE B BEMAIIEE Ry T 15 mL B8, 3000
r/min .0 10 min, 35 E#, B0 1 mL K& PBS BEE41M, REKAMEREREITHE 1.5
mL BLEF, RS

T WRR AR S 3 CPE 5] SR 4 3T e IR B VR 3 WK, dIRIB R
F 15 mL B, 12000 t/min B0 10 min, FH4AMBS, FHERERIILE 15mL &
LB, RS
724 SLREHYIIRE
7.24.1 SEEEhHERL, SoRHAIROK

BUE B SR SR B TR MRS, MAZRXKE PBS (ABFIHEFR
LEBBH T T ), HHFRE 5~10 min, MBS, BREBREEZE 15SmL HOEF,
4°C. 12 000 t/min BS.L> 10min, B EEBHEAR—THE S mL BLOEF, HESH. BE
BLEIMIRKEEESIITH S L BLET, R58H.
7242 SEBFNPIEIERE

ARERRTFRBEER YR & B X OBRREEILRY , B TFEAKHE
15 mL B0, MAERKE PBS, B 5~10min, /MBS, BUEHRT, HEL0ET
4°C. 12000 r/min B5.0> 10 min, B EERFHAS—FLE SmL BOEP, BEFH
7.2.5 FERFR

SRESAC BRI REARTE 2~8 CAM T IR AT 24 hy ET/KIBBEE, FUE-80CIK
7, AR E R (R 3K) .
7.3 FEA RNA 25

TRIzol ¥ AEFH F, HANNE—-KEFE, EEB KD,



KW PRI I

73.1 B 200 pL ALBEJEBIREAT | mL TRIzol J5§, #4MES, ZRHE 10 min FHFE
S,
732 HEZETI TRIzol A 200 pL &5, BEHAER, AFAARGEREOE 155,
AR IR BER G #s , A E 4 RNA Wi = R # & 5 mino4°C.12 000 r/min B5.> 15 min,
733 BLERASYAREE: TRAAWER-EHZ, THE, FETAERKHEZ . RNA
FAETKRER Y, KRR ARRANITIN TRIzol HEM 60%, W L RKMER —
OB, EEAERIFE R,
734 #HEZEF TRIzol MIA 0.5 mL RREERS, ZHEKE 10 min, 4°C. 12 000 r/min
.0 10 min, F B3, RNA JL3E—BIE B —BCR A RUTER B T RUE BMEIR
73.5 #HBEF TRIzol MIA 1 mL 75%ZBE, BTG EOE , BIRUIIE, 4°C. 7500 r/min
B0 Smin, FEW, HEOEHNIOKG L, REFBERT.
73.6 ZEAARRT T 5~10 min, RNA FERARE 1T T,
73.7 F3 50~100 pL G RNase 8 F/K % RNA FEAS, H141FH) RNA B RPEHT F—2
PCR I ; EENABESAT PCR AL, BT -80CHKMRGTEA,
7.4 5@ RT-PCR #:
7.4.1 RNA 55

RNA #5553 R DA R 38 30 R ECRIFEVKYE L8E, RISA4H 37°C. 25 min;
85°C. 550 RRNT=HJHI K cDNA, 3LBEP#4T F—2 PCR KN, & ABESLEI#ET PCR, cDNA
IRFERBEABEIR T -20°C . KA AR LR B T -80°CYKAE - 10 pL. [ Z AT A fd A 500 ng
IS RNA 2 F A A B3 san] , 17 e R LU B 580 %8 P9 B I 2 A e r 2% A4 T
e,

#£3 RNA RERREEH

] HAR/pL KiRE
5xPrimeScript Buffer 2 1x
PrimeScript RT Enzyme Mix [ 0.5
Oligo dT Primer ( 50 pmol/L ) 0.5 25 pmol
Random Primer 6 mers ( 100 pmoVl/L ) 0.5 50 pmol
RNA 4R 5
RNase Free dH,O L5
B 10

7.42 PCR RhL

il PCR RNARIE 4. RIORAECHIZEVK E3RAE, SR SON RT3 PR HR |
BAMEXT BRANZ AR, Hodr, LA AP IR 1 B 2 s 40 M s s 4R LY RNA 1E
Sy BREST BRAEAR ;. AARNEA MR I & RNA B4 (7] DR IE 3 341 4 sk b 4 A
K3y ) AEABAPEXT AR ; 25 B BN IMBEAR X AR (no template control, NTC ), HifE
I K SRARE AR .




%4 PCR RREEE

B FAR/pL KiRE
2xPremix Taq Mix ( Loading dye mix ) 10 1x
ddH,0 64
PCR IEmF|4 (10 pmol/L ) 0.8 0.4 pmol/L
PCR K154 (10 pmol/L) 0.8 0.4 pmol/L
cDNA #AR 2
SRR 20
7.43 PCR KMZH
PCR UM S 5,
F5 EiEPCREREH
B iRE/C i EIEET
FAE 94 5 min 1
3 95 30s 40
Bk 55 30s
ST 72 30s
JREEM 72 5 min 1

U A RS A — a2 B RT-PCR AR &HEAT, B R AN SR S HRT AT AR I

7.44 RT-PCR =4 (B R MEEE I v TR A A BR

RT-PCR [OZ53R)G, B 10 pL PCR F=H7E 1.5%3rARMEBEE AT BRI, W B B
50xTAE #BER, 1¥TAE 3%, Bidl S BRIVBNRILZ 8 1.5%IRieREE . LI DNA 2+ F
FRESR, BEA/MBREEKERERBEE, —BEHITE 3~5 Viem, X ERERH 3]
BRSSPI IR . FRIK ST S AR R R LA BRI R K A R

7.5 5ZETE RT-PCR
7.5.1 SZEHEY6 RT-PCR RN {AZE

LML RT-PCR RBIAR R 6, SO ECHITEVK E#RAE, BURBLRIT 8/
PR B RS E R oA, LA A RS IR T 2 2 SUaR A M S R B
RNA F28 AN RS OSSR R PIUAEE 10 2 RNA A4 (AT URIEH Sh#r4A SUaE
WML )V A MRS BRARAR 5 25 EL %t B A HIASEAR X B/ ( no template control, NTC ),

B2 2 18T+ I e BT EAR



KW FHIEE L
2 6 SRS RT-PCR R RMiE &

ERHEs A/l HKIRE
2x0ne Step RT-PCR Buffer 111 25 1x
Ex Tagq HS (5U/pL) 1
PrimeScriptRT Enzyme Mix II 1
EM514# (106 pmol/L ) 2.5 500 nmol/L
314 (10 pmol/L) 2.5 500 nmol/L
Het (5 pmol/L) 2 250 nmol/L
Rox 1
RNA #4 10
7 RNase EEFK 5
B 50

1E: A5 Rox RIERA Rox ZOGKIEEE ALMSEE PCR X EBEATY MM, TRIAKIF .

7.5.2 2T RT-PCR WS
SERTHEE RT-PCR UM SHNE 7,

}7 AT RT-PCR R &%

B RE/IC B ] REFENES e
Ui 42 5 min & 1
ik 95 30s 1
T 95 55 40
Bk, FEAH 60 34s £

E: EERHAS RN — PR B P ER S0 A 9806 PCR KBl & 47, SIS R B4 T HEATH R A o Al 25
Fa, RIEBERETEEHAR CtEHESR

8 HRHE

8.1 # PCR 4R HE
8.1.1 [ishriE: BIMEXTREAIZS GXTRER BN, BHEEN B BFA /D (411 bp) B
By &N R\ R PR RSITIER ; SRR TGS, TEFATEE PCR I,
8.1.2 #R¥E
8.12.1 JRIERLIAM T, BASREIBHAK (411 bp ) BIY B4, WIATHIEREARTE
PR TR 01 BUASBRAG I R
8.12.2 RERSIAMGT, BAHBBUAAR/D (411bp) BT RESHE, WA EREANE IR
W EE 111 BUAZ BRI PR
8.2 ZHFHE PCR 4R HAIE
8.2.1 HERATFKMIEE

BHEGEBUSTNZE R, B S E R R NSRS R R L T VR, DARMEER NI
YA TR B AR AT 1 th 2R A B R s o



e

g
240

8.2.2 JiEbRUE
822.1 ZSHNMETE Ct{H, FHTEFLY ek, —HAKTL,
8.22.2 PFAMNTIRTG CtfH, FHIHIEY LR, —E KL,
8.2.2.3 PHMEXIIE CtfE<35, IHHAWHBMIOICY Whek, WEARNMARREBITIER; &
MV TR, TEF AT HE PCR P 1,
8.23 ZHiRAE
8.23.1 JRERSIAMGT, EFFEIREATIOLY Mk, WA HIURTE O 208
BRI B 1 .
8232 FEHEMMEHT, HFRNAAFIOET WML, H CtE <358, NAIBRART
7T T B A ER AR I P
8.23.3 FERSLAM T, EFSMREA CHENT 35 1 40 ZJa], BEFT#E47E A 926 PCR
B, EHRME, & CtIE =40, MFBEEA KA P HIER I BB . EFE,
2 CLEIT 35 0 40 ZJ8], WHEREAIRiA IR I BRIV BEPH I, it —2547 )55
WRE
8.3 JFIIMIE

DEERE, TR REAY 1 B B PCR PR T R IF SN E , FFIE RSB ATFF
EREEZIURTE I BYERMA BOFFEAT X, FHIRIIRMETE 90%LA b, AIHhierk
BEARPR A PR TR T B R IAE, 5 NP E R A IIs e T BV EREA 1

9 HilliTiRdph k3 T AT b
H:HB GB/T 19495.2 HHERBAT .

WHRRIRE



M & A
(B )

gl

A1 0.02 mol/L pH7.2 BEREL B2 P& (PBS) HIBELH
All AEK

0.2 mol/L BER — S 9NETR . TREUBEER — &4 (NaH,PO, - H,0) 27.6 g, SCIMEREE
Tk, BIFERZE 1000mL, B,
Al2 B

0.2 mol/L BBRE 4N : TRENBEEA S 41 (Na,HPO, - 7TH,0 ) 53.6 g (8 Na,HPO, *
12H,0 71.6 g B, Na,HPO, *2H,035.6 g) , SENEREBE T/KIEM, BEEFZE 1000 mL,
1’5,
A.1.3 0.02 mol/L pH7.2 BEBREEZE K (PBS) HIRLHI

B AWK 14mL. B ¥ 36 mL, I8 (NaCD 8.5 g, /i 800 mL o B F/K IR,
FAHCIE pH £ 7.2, BEEAZE 1000mL, £ 121CHEHEXE 15 min, BHEH,
A.2 G RNase £ T/KAEHI

SEIS R F B KR ATR HE 0. 1% A DEPC#24]) , Z IR B B, 121°C 5 E K 4 15 min,
BEHZH,
A3 50xTAE KBk
A3.1 0.5molL Z—4#INZ.BR—4h (EDTA) ¥ (pH8.0)

287,84 (EDTA -Na, - H,0) 18.61 g
KEEBEFK 80 mL
5 mol/L S EALHIETRTE pH £ 8.0

KEZEEFAME 100 mL, 121°C. 15 min KEEH.
A3.2 50xTAE H3kZ8 ik ECH

PR R (Tris) 242 g
VKBEER 57.1 mL
0.5 mol/L EDTA ¥, pHS.0 100 mL
KEEBEFKME 1000 mL, 121°C, 15 min KE &
AR KEEEFARBE IxH/H,
A4 JRALZ4EE (EB) B (10 pg/ul)
B 2458 20 mg
KEEBTFK 20 mL
A5 0.5 pg/mL RALZEER 1.5%REREEE R A EC ]
B P AE 15g

IXTAE HXZEMHINE 100 mL



BERMARTERMY, FAZE 50~55CH, MR ZEE (EB) B 5L, BERF)
B’ BRFEESHE, BRTFENRKET, REEHEFARANRKK. BREEE
B 3~5 mm, THATERG TEMEREASIE, FEREERTR &M,

A % X R
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