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TRBWAHTE PCRIENGZE (ERERR)
1 cE
ARSCARSE T SRBIIA/N R 7 ST B 1) PCR Kol 7.
RSO T SR 75 SARTEAT B AR PR

2 HEEIESIAE

BT ) P 2SR SR BRI 5| T AL BRAR ST AN R DI S 3
o F A S R SCRE, A E R R AR RRAR & FH T A SOtk AN H R 51 F SCf,
HEOHAR CRAEFTA ISR &R T A S0

GB/T 6682 43 #i7 S5 = FH 7K A% A58 77 %

GB/T 14926  SEI S A= Yker il 7772

GB 19489 sty s A=) 2 4 il F 22K

GB/T 19495.2  HHE[A 5y K SE5G 5 HoREER

3 AIBHEX

FHIARERE SC&E T A
3.1 BEEBHEIURMY  (polymerase chain reaction, PCR)

TRANEHEAL & URE R DNA JTBVIJ79%, B DNA JB4 sl 8 v ok s
FEDNA AN 1R RGBS BT T, AR T 53 P 2% 51 905 0] 5
BB DNA P 2% 5% AR B — B EANF A AR IR K TTAR B4 &, 96 7E DNA %
AEGIIER T LAUFE ANTP AJRY), 8519045 LAEM, SR Al EE AR, 'K
FIIEIX —PEFR, AEARS 1Y (L R B CL LR A 3

4 YEEEE

B & T A SO
DNA : i % B % 2 (deoxyribonucleic acid)
PCR: A M5E % M (polymerase chain reaction)
EDTA : £ —Ji%ZD4 2.8 (ethylenediamine tetraacetic acid)
TAE: Z=3HIEFENLE-OMR-4 W AR M (tris-acetate-EDTA)D



NTC: #HA*H (No Template Control)

5 [RiE

FHEE R THESRIFE AT DNA, 730X iR 16s RNA BEH A R 55 (1)
FR VORI 51Y), Wil PCR XAMGHEATY 1Y, MRy PCR KBLEE R M bt
it R 15 5 AR S R
6 INEBRETE
6.1 PCR 1%,

6.2 FLUKIX.

6.3 B BUE T R G

6.4 HiHEOL.

6.5 [HIRMFHE .

6.6 UERIRGIX.

6.7 ALK,

6.8 VAt

6.9 BiF TS

6.10 UKFH (-20°C) .

6.11 UKFH (-80°C) .

6.12 THEMWES: 0.1 uL~2.5pL, 1 pL~10 uL, 10 uL~100 uL, 20 uL~200 pL,
100 pL~1000 pL.

6.13 KAETLER: 317). BAKEMpR 7%,

7

71 5%

LiEEI: 5'-GGTGATGACCGTAGCAGGTACAAGT-3'

TUWESI: 5-TTGCCCCTCACGGTAATGAA-3'
7.2 EH
7.2.1 LR AT (0370 SRR S R W 2 AN o T 4, BT R K O XGE K Bk 2 B T
K, RFFEGBIT 6682FTHLE —BKIIER . FTA W Ko F AW F BRI A
JCDNAJE. JTCRNAME/K o



722 KESELE (15 mL. 2mL. 15mL) , KEW:k (10 uL, 200 uL, 1
mL) , KEPCRY M RMNE (0.2mL, J\IEEBI6FLIO
7.2.3 KBEPBS, FCHil 72 WA
7.2.4 DNASHZAF]: F{FEDNAALT G s H AR i

Vi DNAREURA GG RAERATFRAIRAT . BHX—E RN T FEATIHEA,
FEARFE AT — 7= AT . A5 P A 2 (A IDN A SR 47
72.5 KO
7.2.6 PCRiAF: 2 x Rapid Taq Master Mix B HAHSAL™ i .
7.2.7 DNAMX 5 F B &EFri#E: 100 bp~1000 bp.
7.2.8 50xTAEHLIKZZ MR, ol 75 WA
7.2.9 B CEEB AR AR AL 5
7.2.10 1.5%BRARPEERES, FoHl 752 I A
8 Bk
8.1 4EYRLHEHE

XF T ] B E NI BR ORE AR, RIAE AR e A ) R DL b Sl S kAT
VB, REENAEAED LA AT . SLIRHERAE A H % IR GB 1948918 E, A
F IR BT 1) AR N AT AR R
82 RERHEANLE

KA RPN GGy, KA R AT AL B R 2 — I T2
KA SAEA A B R R AE N S R A N4
8.2.1 [N BY)EFEE

TR KENE N A EEEE, PARFEAR0.2 g~1.0 g, MASFEIATR:
HPBS, A58/ 2191 min~2 min, 8000 gi&.0»5 min, B ISR L
FHEREAND - TREEOET, WM5EH.
8.2.2 4T

Z MR IEFRGB/T 149265 I R FEA AT AR 4 B 577, IRAF 0T BEFHMERR 74,
FIEZI1 mm2~3 mm?EE, JIAS00 pLCR/KIES), #E, 8000 gBS0r1 min, HY
B EHEH#ITPCR.



8.2.3 FEAMIAEIL

FARBUAL B IR ARTE2°C~8°C A R IR AR 24 h, B FRKIRAE, A
JBUE T-80°CUKAE, {H Bk 5 2 5 VRl .
8.2.4 KFEIEFEVIMLEE

SRRELET, S PR FIAE W e A b A R 5 %, B K 5 A8 ST
BB AC RN EAT RO TR, SRRE A LA I REVROR VB T K RV T, (e Sk
566 T SCRFE B B o
83 HERIREN
8.3.1 HN200 pL FFIIFE S 2 K 2 mL EP 44, M 600 pLffBuffer S, %
ik, TEREGIR.

8.3.2 JfMA600 pLifjBuffer ST, & L& T, WA, 85°CIHIELHEE I EI10

min.
8.3.3 12000 rpm &0 1 min.

1: Buffer ST THGIR N 28T HITUE, 5% THUE IR .
8.3.4 HERHTIN K2 mL EPE I 4m T hric, I 20 uLHIE EIBE K 4771 200
uL Buffer SL;
8.3.5 WRIDUES 8.3.4 i) LIEMR200 pL 2K W6 Ridi 5 1 EP R, IERR IR SI4)
15s, Jaf B0 B T70°CIEENY & % 10min.
8.3.6 MR A 5 I M TAICHE B O 5 EIISTRITRE RS, kSTt 55
PRI H o
8.3.7 JMA200 uL JTo/K B, AR 4~6 DGR G, RS MEE R LI
TR R R
8.3.8 KR 8.3.7 MMM A H L 2R A At b, o B R, 12000 rpmEg L
30 s,
8.3.9 F2mL B0 IR, HIZRRAAEE R 2 mLE O F, fELIRAIL
FEHIIA 500 puL Buffer WA, 7% B 55, 12000 rpm &0 1 min.
8.3.10 F#2 mL B0 FIER, HERAEER 2 mL B.08 T, AR
FEHIIA 600 puL Buffer WB, % & &, 12000 rpm £5.0 1 min.
8.3.11 FF2mL BEUETIER, FxRAAER 2 mL &.0E H, 12000 rpm

25 2 min.



8.3.12 2 mLEGOE, WA E T— NEFM 2 mLE.OE T, TEAAER
AR GLHIN100 pL £ 70°CiR & () Buffer TE, 35 FAFR6, =0 #E 14080, 12000 mpm
B30 s

8.3.13  FFAULAE, WEMi)5H) DNA A LAR T &Mooy 7AW e, stk A7 T
-20°C &H.

T IZDNAFEHUT 325X 2 EDN A SRR G4 R S, mT A H AR SR DN A B B Gt
17, SRBUTE RN B -

84 EiB PCR
8.4.1 PCR JZM
PCR JRNifA R E 1o SN AIECHIAE UK 30, 4500 B[R I3 B 1 ot e

PP o BERT 2 o HER, R v B Ao FRE A5 B A4 T T ) 2H 2 s SR 3 B O AR R A
SABEPEXT HEASIAR, I S P R DUAS S5 BE 008 B R AR AZ R (] LA T 20 )
SHZNBIE R R TR RV AT, 2 O IRRIR A IINTC, - BI7E S B A A 7K
SRARE M . [N 6 TAEME94°C 5 min , AR N94°C 155, 60°C 15's, 72°C
30s (33MEIR) 5 72°C 5 mindpJ5 2B, 4°C R4

# 1 PCR Jx ik RACE &

%l F &/ uL £ 27313
2xRapid Taq Master Mix 12.5 uL 2x
Forward primer 0.75 uL 0.4 pmol/L~1 pmol/L
Reverse primer 0.75 uL 0.4 pmol/L~1 pmol/L
DNA iR 2 uL <200 mg/L
7K 9 uL /
SY N 25 uL /

8.4.2 PCR =YK HT

Kidit SO<TAE #Bel IXTAE W, Boil & iR G rHRAL 25 B R 192%
BRI . PCR VA, BU0 pL PCR PEIFE 1.5%5 fE Bkt e 04T LK
LA DNA 7 FEAES M. BR /MR IR R e, —BRIEHITE3Viem~
5 Viem, 4 FEFEGLRIE ) BRI G OGP IR HLUK S RS TE R RUE R 4t
AR S B S SR



9 LR

9.1 [RIZFRIE

FEREME B 2 N R EOZ BS54, BORHE HR R4 38 =M 22 Ha ik o A
AFULE] 521 bp MY MG, BT R Ao o0 R 338 = ) oA AT 2, wladk
1T RHAE
90 ZERIIE
9.2.1 FEARZIFNENEEE UK, FERHR AR FUEEE] 274 bp I H B9 14 5%
I TE N e AR AT R AZ IR FH 1 5
9.2.2 FEARZBEMEHEELE FBIK, FEER AR EARMEER] 274 bp B H B 1 5%
i, FIE A AT BRI
9.3 FFINE

DAY, ATEURFR AR AR B IRHYE PCR P AT AR P H e, 74145
RECATTKENSHERRER AT (SZFHEFHIME B, FFHIAHLL
JEAE 99% LA b, RIHISHF AR AR Dy e AR T AT 108 S o A% BRRH M, 75 U)K E
AN A R



Misg A

(RSEH)
BRI E
A1 0.02 mol/L pH7.2 BRELZZ rPi (PBS) (1L

All AW

0.2 mol/L Tl SN : FREUEEIR — 58 (NaH,PO, - H20) 27.6 g,
IR 2B TKIEM, &G ERZE1000mL, HEA.
Al12 Bk

0.2 mol/L WEFRE —4NAEM: FREUBEIRE — 8 NaH,PO, 7TH,0 53.6 g (X
Na,HPO, 12H,0 71.6 g 8iNa,HPO,-2H,0 35.6 g) , el &£ TF/KIEM, &
JEEARZE 1000 mL, TR,
A.1.3 0.02 mol/LpH7.2 R Eh & (PBS) MIRLHI

HXA ¥ 14 mL, Bi36 mL, Ji& L& (NaCl) 8.5g, /1800 mL J& & T /K%
fiEFRs, FHCLfpH £7.2, BIGERE 1000 mL, 4121 °CiEEKE 15 min, A%
#%H .
A2 50 xTA E HLIKZE MR
A2.1 0.5mol/L Z "4 VUFR 2.8 —4%% ( EDTA ) & ( pH8.0)

LB 8 — 4 (EDTA-Na2+:H20) 18.61 g
KEEBTK 80 mL
5 mol/L A AL NE i pH £ 8.0

KEEBEFIE 100 mL, 121°C, 15 min KEH%H.
A22 50 xTAE TAE HJK 22 e i)

=R HREEIEERLE (Tris) 242 ¢
K18 57.1 mL
0.5 mol/L EDTA¥% ¥, pHS8.0 100 mL

KEEEFIE 1000 mL, 121°C, 15 min KE&H. ARNBEKEEE FARRESR
1A F
A3 0.5 pg/mL R4 ZEBERT 1.5%Ex B G e )

bEyil=p 15¢g
IXTAE HLIK 2% M B2 100 mL

%8 W 10



TRA G INAE 564 Bl R4 2 50°C~55°CHT, NV A 8 B ARV W10 pL,
BRSNS, BT AR, BT ENREET, AR R BRI B
Ukt b, BUEOE R R DY 3 mm~5 mm, T EAERTA N BRSO R,

[ Ja B A %



ff% B
(F3et)
FFTRATEPCRY &~ F 5
B.1 PCRY 225 Fr 4|
DNAZ #7451 (274 bp) :
5'-ggtgatgaccgtagcaggtacaagtcaaccacaagctattaagcagatgcgecagtactttacggctcacccaggtgaata
tacctttgcggactatgacacattaatccctttaatcacccatattgaacaaagttcaaccttagaatt accgttaatacggcaagtacg
tgagcaacataatgcaaaggtttcagccgtattagtggataaatgcaacctcacacacccaagaccgtcagaaaaaggcegacattce

attaccgtgaggggcaa-3'
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