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AARUERE IR GB/T 1.1—2009 25t N4 E .

Wiy b L B o RS

AppifE B P E RS,

AAriE 2 EEW SRR AR ZE R 4 (SAC/TC281) FAR¥Z,
AARUEH F E LR Y R SR SR B L R R SR I I H AR R,
AARE R EAD RN [ ARSI S BT .

AR EREAN: REA. 8. 9. 23X K&



Kzt NRERRE PCR WMl 77 %

1 EH

AFRUERLRE T /I SRR B2 18 PCR MISER 39 PCR AL 72
AAREE R TSERE/ DR KRIRS AR R A, KE 5. SRS
Mo SIS SRS BRI AE A ] & b/ R AR SR A

2 HEES| A

FHI AR FASSCE N R DA R, PR H RS FScH:, {UBE H
WRASE T4 . FLEARE BRIMBI A, HEH A (AfIg0Bws) ST
Vi

GB/T 14926.27—2001  {SCESEN /D BUSREA M 78 )

GB 19489 (5LIRZ A=Yt 4n@RER )

GB/T 194952 (% FEFEF=RHGM LI EHARER)

3 ARiE. EXMGERIE

3.1 AREfeX

THIREMNE SGE & T A,
3.1.1

AR polymerase chain reaction, PCR

RSN RS DNA B EE . R DNA e miR Ml 4%, 75 DNA
ROMERAMEERRNMENT, REESTHIRITIPIAT Y55 5B DNA F&aE
AR — B EANT R AR KT EL G, #E7E DNA REBMIEATLIER INTP
NS, EEIMRLISEMR, RERMEEAM, BXERX—TER, HaY YRR
B8 1.
3.1.2

SRR AR EESER M real-time PCR, L%k PCR

SERFPEL PCR JEE: 7EH M PCR HUZEAL b, TERMAERPIMARERETOCHE, #
RSG5 R R LG PCR #42 , BRNEBRIEA PRI K IES, R
T PCR ¥ Bin 2R, SU5@dy H iR KRBT EEE B, (K4x
FF R “PCR” #A “$@PCR” RAT L5 “Srt %K PCR” #ATEA, B & LHEKRAE,)
3.13

Ct{E cycle threshold

LRSS PCR SN A48 S8 A G AF- 5k B 508 B IR (LA B & T B 2R



IR i R A

3.2 YER&E
T OGRS R T AR
CPE 4HH@fRAERANE cytopathic effect
DNA REAZWHEER deoxyribonucleic acid
Mad /DA% EE Murine Adenovirus
PBS #§EREh2% M phosphate buffered saline

4 tail7TiRRE

A& B B R BURE A 9% 3 DNA, 410 Mad-FL Bk K87 £ & Mad-3 B & Hexon
SRR XIS — %8 A% R A58 PCR 51497; 413t Mad-FL #kE Hexon F: 57 X5k
B —E48 B RSERT % PCR 5 AERE FF5), 4 BIE L8 PCR FISLRY %) PCR X4
R DNA BEATH 1, #9838 PCR FIszAt %)% PCR A4 R A B A R E S E R I
BE AT o

PCR {)ZA TA/ERFR Y A DNA 0 F M, D—St273) SR SHR 3%
BB BS54 (primer ), 7EM#H DNA BABMERT, B REEH M
L, WEEAREE T E 25805 DNA S F& M. BEEX—I#, HIRT# B DNA K
BRI KBRY H, S2E9E PCR MIETH& R — SRS | A — 24 R4, R4Hwim
HRRME— MR EFAEB M —NERTOCER . FEF R, HEEBRHNKNES
PeVE R FEE R PCR ¥ AT, Tag BEH 5' —3' SMIBHEMRHARSTBEUIREMR, MRG0t
AR EE 3, BRIERAER, RGE ST AEHGRN{EE2Z, & PCR K
N TEFRHEAT, PCR =) 595 S MK EX R KR,

5 FEGEMFY

5.1 SEBTHEIE PCRAY,

52 PCR 1L,

5.3 HIKIL,

54 BB RG.

5.5 Nanodrop E4MH Y E T

56 REEHELL

57 SRABELHL.

5.8 fERFE

59 RIERGA.

510 HASEBLAFHFXYEER.

5.11 EYELIE,

512 PCRIAHEH.

513  —80°CUKH, -20°CKEE, 2~8°CUk#H.
514 HEREKL (10puL, 100 pl, 1000 puL) ,



5.15 JG RNase il DNase /55 AE.0F (1.5mL, 2mL, SmL, 15mL) , JG RNase f
DNase 5% M3% (10 pL, 200 uL, 1 mL) , JS RNase #1 DNase 15449 0.2 mL PCR
PN

5.16 RETH: 377, BF. HEHHB%,

6

BRARAIUEEASY, BT SR ARFIS A aHTal; LR AR EEFK,
6.1 KE PBS, LRt A,
6.2 JG DNase/RNase & TF7K.
6.3 DNA ik : DNA H#i#£i5& DNeasy Blood & Tissue Kit BR AR5 5 o
6.4 i PCRiXH|: Premix Taq® Version 2.0 ( Loading dye mix ) B{{# FIHASHGAT] o
6.5 DNA 73 FEIRHE,
6.6 TAE HLJKZE M. BoHlrisLms Ao
6.7 RILZ%&E: 10mg/mL, FCHIFFRILMF A; BIHMBENH,
6.8 1.5%JFBRMIEEIL, BCHIA IS ILM R Ao
6.9 SCRTPENE PCR A : Premix Ex Tag™ ( Probe qPCR)  Kit B HAMZE R Mo
6.10 5I¥FRE ARIER 1. R 2 WIFF)A BEE PCR 5 FISLHT 5 5% PCR 5 |4 B 3x4r,
S| Y FIERETINTE RNase 22T /K EC 1 i% 10 pmol/L F1 5 pmol/L fEEH, -20°CIF-FE,

1 TE PCR S1HFH)

R B4 BT (5" -3 ) =K/ Mbp
nAEELY ] TWCATGCACATCGCBGG 251
K514 CCGCGGATGTCAAA

: #HMEW: AT, B: T/IC/G.

2 AP RT-PCR ¥ 183 490§

S| AR AR B HAERET AT (53 )

EmB14 ACTCTGAGCGGTGTCCGC

RE51Y GATGTGCATGAAGGCCCACT

Bt FAM - TGACGACGCCTTCAATGCAGCC-BHQ1

E: HEHUATEAASR S FAM fll BHQ-1 ZOUERA MRS ISR M H A& E MRS R RSO R ERAE .

7 KWAEE

71 EYREREE

SLIBRAE KA IRHE AR GB 19489 MIMLE, BH-ELAHHCH BRI TAE A BT A DE B o
7.2 REERFEARKATE

SRR P REARRRIE IS, RAEE KA AT B AR P R — R TR,
7.2.1 RESRALR



R RS

TGRSR R SRFE T ESATALSE, FI, W RENVRIEIE. MEE. frefih.
JIRRANIG R 4, BYBURFRIREAS 2.0 ¢ F0H 5 mL B.0F, MA 4mL K PBS, fff
FA ISR ARSI 1~2 min, SREHHLUEIFAE 4°C 3000 r/min EJ.L> 10 min, B EVE
BEHEAND—TH S mL B.LOER, ®EEH,

722 BEHABYEIE

THREA 1 gWBHAAYE 1~2 F2EEETFIE S mLE.OF, A 4 mL K PBS,
8 F L B A4 88 7543 %K 1~2 min, 12 000 r/min BS.L» 10 min, B EHEREAS —TH 5 mL
BOEP, #5EH.

723 SUMEFEY

TrE—: HERIBUEAEFS B CPE SR M AMIERY T 15 mL B.0EH, 3000
t/min 20 10 min, % ¥, 11 mL K& PBS S, RSB RERIILE 1.5
mL BLEH, HEFH.

kT MR ARSI R CPE BRAT BRI IS SRR SRR 3 1K, JIMUIR BT
F 15 mL B0, 12000 /min B0 10 min, Z4MERE, FEREBRIITE 1SmL &
LEF, W3R,

72.4 LR
7.24.1 SCEREHYIERL. BUBHRITROK

BOE B LR RS 8 TR ZGEES Y, MAERKHE PBS (fARfIzKFH
SR TRAEF ), BEIFEI 5~10 min, MBS, KBERRHEBE 15l B.LEP,
4°C, 12 000 r/min Z.0> 10 min, B EBEBHEAS—THE S mL B0, WSEH, BUE
BRIk EREBAIEE S oL BLEP, RESEH.

7242 LRFHPIRHERE

FIRERRR T REEE R a3 A& B X O W R m iRy, MR FEAKHE 15
mL B0, IIAGE B KB PBS, B 5~10 min, /MBS, BUNKR T, BEOET 4°C.
12 000 r/min Z.0> 10 min, B _EBEHEA S —LHE 5 mL BO0EF, RH5EH,

7.2.5 FEARMER

RE AL B REATE 2~8 CHAAM T RPN 24 h; BEF KR, FUHE-80°CHK

£, (HRRR IR (FHRAER 3K) .

7.3 FEZ< DNA #E

7.3.1 BU50~100 pL AIREASZ 1.5 mL 8% 2 mL B0, 120 pL BHEEE K, F PBS #MN=E
220 plLo

732 A 200 pL ZEvhi AL, IRIENRE MRS, 56°CHF 10 min,

733 A 200 pL MK ZEE, IRBETRG RAES .

734 BBHEE733HIREWER LR, B0 2 mL WEE , 26000 g (8000 1/min )
B0 1 min, FEMEE Mo

735  BEOHRZESHK 2 mL &% 0 500 uL AYZE WK AW, = 6000 g (8000 r/min )
B0 1 min, FMEE M



73.6 BOEMED2 mLIES L, 1500 pl B2 i AW2,20 000 g (14 000 r/min )
B0 3 mine FURER /M.
73.7 KEOHBIEE—FIH 1.5 mL B0 L, TE 200 uL FZR W AE 7ER MR L,
ZEME 1 min, =6000 g( 8000 t/min ) B[ 1 min, HI454FH9 DNA R HL#4TF —2 PCR
RN EBRRNEEHAT PCR BBL, B F-20CHkARRFE .

1. 1% DNA 2B 8240 % DNA $2BUA5 & DNeasy Blood & Tissue Kit 25 H1#y, A
fi FEA %30 DNA IREUARI & HAT, RBOTEAT#HTHMN A,
7.4 ¥3E PCR &l
7.4.1 5@ PCR A ZE

LB RAE 3. RIEMWECHIZE KA LEtE, BRI F A ST FRdExT R, B
PR AXT . B, DIEAR/DNRBREN A S SIS R YIR I DNA YER FE
SRS, UARER/DRIRET DNA B4R (FTLURIER Sh4 SUsk1E ¥ 41 M%7 )
YE R BAMET FRAEAR ; 28 B X B AEBIARXT AR (no template control, NTC) ,

#£3 PCR RRkE

=] FA&/L LIRE
2xPremix Taqg Mix ( Loading dye mix ) 10 1x
ddH,0 6
PCR IEM5 |4 (10 pmol/L) 0.8 0.4 pmol/L
PCR X [A15|% (10 pmol/L ) 0.8 0.4 pmoV/L
DNA #iR 2
BRH 20.6

742 iE PCR RNE¥

38 PCR NS HULEK 4.
#F4 LEPCR RREEH
T RE/C B i8] BT 5
Hiap 94 5 min 1
Gy 95 30s 40
Bk 55 30s
SE 72 30s
JRIEfR 72 5 min 1

. AN PCR AR & AT, ALK R SR B8 T TR I

7.4.3  PCR =4y B 37 IR MRER A s T AT A0+ AR

PCR RIMEEHG, BL 10 pL PCR F=HI7E 1.5%BrBEMERRES P #EAT s BRI, 2L DL2000
Marker /5 DNA 4+ F IR SR, HBIKFEM: BIE 120 V, HBIKEHHE 25 min, MREBERE
BIEIGEA G PR IR, FLYK S8 AUS TEBER SR R GudH R SR AL Kk S5 R



Fik BRI

7.5 SERPEG PCR K
7.5.1 SEEIEEE PCR

SEHFHEIE PCR RNAR IR 5o R HIECHIAEVK H#84E, SRR RIRHE PR
. Bt EAE A, H, UEE/DRBRRERA SRR YIRUY DNA /F
R REPENT RRAEAR, UIARSHE/NBART DNA B4R (W PR IER ShA 41 s E B 4
¥ AERBAMT BEAEAR, ZS EXTBRODAEREAR X AR (no template control, NTC) ,

]S ERTOEPCR REHA

REAS Af/pL KiRE
2xPremix Ex Taq Mix 10 1x
E#EF14 (10 pmol/L) 0.8 400 nmol/L.
514 (10 pmol/L ) 0.8 400 nmol/L.
HéF (5 pmolL) 1 250 nmol/L
Rox (50%) 04
cDNA Bl 2
ddH,O 5
S 20

B Rox RAERA Rox SO IEMEH M SEM 986 PCR AL LHHATY SIS Bsm, BWAIA#SF,

7.52 SCHIEYE PCR NS
SERPE ) PCR RSB ELE 6, RIBMEHE, RIBKENTOLIMEH Ct EHE
ghEE,

R6 FLHITHK PCR REESH

HIR BE/C B8l /s EER REWNES
A 95 30 1 "
AR 95 5 40 =
Bk, e 60 34 £

B A FHEALESON S 30 POR AR &Y, FRLA R AR BEBHT AT R R

8 HR¥E

8.1 %iE PCR ZRHE

8.1.1 JhfstrdE: BAMST RIS Axt R BIA , FHPENT RO BB A/ (281bp) 9
B 4N KA RBITIESR ; FMHKIREIH, FEHHATLE PCR Y,
8.12 ZR¥E

8.12.1 JRIEMILKMT, HRARMBTHIA/N (281 bp) WP A&, MITTHERA/N
SRR B A% BRI B

8.122 RIEMILMT, ZRHAHIBHIA/D (281 bp) MY &, WITTHERA/NR
BRREEAZ R I FE M o



| EWR B

8.2 SERTHE)L PCR 4R HE
8.2.1 HERATRIRMEE

EREBUSIIZE R, FLMBRE R E F AR r g E S T, LB BRI
B TR R B AR AR 1 i 2R i B UM
822 Mk
8.2.2.1 ZEEXNMI CtflH, IHHILHKNY WL, —E KT,
8.2.2.2 [AMENRRI CtfH, HHEITHEY Wik, —E KFEL,
8.22.3 [HAMEXTER CtfH <35, I HAHBHZY Wihsk, WRHRMERBITER; &
MPRIRITCER, FFEBFHITEB R PCR P 1,
8.23 HiRHE
8.23.1 JUIEHIAMHT, HFRINEEATIORY sk, WHEREA/N R EZRE
WA
8.23.2 FREBLNLAMHT, BIFRNREABE LY MLk, H Ct{E<35af, WM H
/IS BRBRIR B AR ER A I FH A
8.23.3 M EFM T, EFFRNIAEA COENT 35 140 Z 8], N EHTHATERE PCR
. EHFRE, #F CtE=40, NMAEREARKHE/NRRFRE. BEFRNE, #FCtE
AT 35 F1 40 Z 8], MHEREA/ NIRRT BB, Fit—HfTEoimie.
8.3 FHME

WERT, ATEURFRREASY 1Y H A FEE PCR Pt TR FFINIE , PRI R 5B AT
ERE/NRIRER R BF S HAT T, FFIREMERE 90%LA L, RIS RFRREAR /N
SRR EEAZIR M, A/ B R BR A

9 KRR RRHIEE TR E
R GB/T 19495.2 W ESRBUAT.



BRI E R

M % A
(HRFERER )

A BRI

A1 0.02 mol/L pH7.2 BEERELZE shi (PBS ) HYECHI
All AW

0.2 mol/L R — S 4NIEWR . RIUBEER — S 40 (NaH,PO, - Hy0) 27.6 g, EMEEEE
FKERE, BEERZE 1000mL, B,
Al2 B

0.2 moV/L BEERE 4N . FREBEERE 4N (NaHPO, - 7TH,0 ) 53.6 g (B NapHPO,
12H,0 71.6 g 5% Na,HPO, * 2H,035.6 g) , SelliE B X B F/KEM, B/EEAE 1000 mL,
B,
A.13  0.02 mol/ L pH7.2 BEBRELZE by (PBS ) HWIECHI

HU A ¥ 14 mL. B ¥ 36 mL, Hn&4b4 (NaCD 8.5 g, 11 800 mL ToBE /K AR %,
F HCI 3 pH E 7.2, B/EEAE 1000mL, £ 121°CHEEKE 15 min, BHEA.
A2 50xTAE B3k bl
A2.1 05mol/L Z_4MZ B4 (EDTA) ¥ (pH8.0)

8 2B — 4 (EDTA -Na, * H,0) 1861 g
KEEBTFKX 80 mL
5 molV/L &AL ¥ pH = 8.0

KEEEFKIME 100mL, 121°C. 15 min KE&H.
A2.2 50xTAE H3kZE iR ER

AL (Tris) 242 g
VKESTR 57.1 mL
0.5 mol/L EDTA ¥#, pH 8.0 100 mL
KEEBETIME 1000 mL, 121°C. 15 min KE&H,
FART UK A8 FAARREZE 1<,
A3 Hibz4E (EB) ¥# (10 pg/uL)
R4 20 mg
KEEBTFK 20 mL
Ad 0.5 pymL IR ZEER 1.5%IEAEVEEE R B L
BEPENE 15¢
IXTAE HLIKZE WK HiZ 100 mL

REFIMAEZ 2L, E 50~55CH, IMRILZ.4E (EB) ¥ 5 uL, BRRshiz
5, EREESE, BRTEARKES, REBEIRERBAA BRI, BEEEREE
A 3~5 mm, THHIATERE TEMEEERERME, FREERTHRTFEH.,
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