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FrESSER(AFFE PCR &G ZE (ERERR)
1 cE
ARSCHERE T SR A N B 5 76 16 FF Y PCR L7 .
RSO T SR/ B 76 1 FT B A PR

2 HEEIESIAH

BT ) P 2SR SR BRI 5| FH T AL BRAR ST AN R DI S 3
o E A S| R SCRE, A E R R AR AR & FH T A SOtk AN H R 51 F SCf,
HEOHAR CRAEITA SR &R T A0

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

GB/T 14926  sEIEW A= Yker il 7772

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

GB/T 19495.2  HHE[A 5y Kl SEgG s HoRZR

3 AIBHEX

FHIARERE SC&E T A
3.1 BEE8HEIURM (polymerase chain reaction, PCR)

TRANEHEAL & BURE R DNA JT BT, B DNA J648 sl 8 v ol s
FEDNA AN 1ERIAIE B I BT T, AR T 53 w8 2% 51 905 0] 5
BB DNA 1 26 5% AR B — B EANF A AR IR K TTAR B4 &, 96 7E DNA %
AEGIE T LAUR ANTP AJRY), 8519045 LAEM, SRJE AW EE AR, 'K
FIIEIX —PEFR, AEARS 1Y (L R B CL LR A 3

4 YEEEE

B & T A SO
DNA : S ZPEZIR (deoxyribonucleic acid)
PCR: FAM5E <M (polymerase chain reaction)
EDTA : £ JiZZ R (ethylenediamine tetraacetic acid)
TAE: Z=3HIEFENLE-OMR-4 i AR (tris-acetate-EDTA)

o2 011



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). BAKEMR 7%,

7

71 5%

E#514): 5-CAGACCTTTGACGGCAATAACGC-3'

THEGI: 5'-GCTACCGTCATGCCRTCAATCAG-3'
7.2 EH
7.2.1 CAT B F B0 B R TV BH 2 ¥ R e B 4l B FH /K R R K B B 7
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 W RME (0.2mL, J\EE 6L

7.2.3 KWPBS, HCHil77EWMRA.

7.2.4 DNAMIZAF: DNAZAL &SI 5 o

VE: DNABRBURFI SR BT SAEVRATFR AR AT . S HIX—(5 BRN T 7 EASCIEE#,
AR — = AT o JR AT HLA K A DN A SR BRI £ 47 -

7.2.5 oK L.

7.2.6 PCRIXF: 2 x Rapid Taq Master Mix B¢ HAth 28107 i o
7.2.7 DNAMX 7 F B EFr#E: 100 bp~1000 bp.

7.2.8 50<TAERLIKZE M, Febil 7572 LB A

7.2.9 Bk ZEE B AR BHABS L 5

7.2.10 1L5%IIRPEEERS, BCH] 7572 LB SR A

8 Hik

8.1 HHRL¥EN

ST A BRI E N S B RE A, IAEAEM) 224 G R L b s s kAT 4R
T, RFEERAEAD) 2 AT o SEIOHRAE S AL FR 1% R GB 194898, HiHL
B AH IR AR N O AT L BR A o
82 REEREAALE

KAELFEPREARAGAC GG, KA AT b B R A — T2
PSR IS N SR i P (NGAIVA L SO NTE A
8.2.1 LM,

Ik, TRRESYE, BIBARAEAR0.1 g~0.5 g, MIASHHAAFUK R
PBS, {51328 78 505131 min~2 min, X5 HALSUERAES °C, 8000 g5 0210
min, B FIEBREAN S —LHE2 mLEOEH, 5%,

8.2.2 N ABYEEE

TR RESNYE i A B EOHT S, IURSRAEA0.2 g~1.0 g, IIASFE/A
FUKBEPBS, (A 784r 2121 min~2 min, 8000 g5 min, HU LiEWEL
BL BIEBEN S TR ELET, WY&

o4 T 11



8.2.3 T HUF

SHE A EN R AR AE D R I F45, BRI T3 mLEEPBSHS min~
10min, 784ME5)JG, 4°C, 8000 gi5.0»5 min, HU EIEWREEN S —LHS5 mLE OE
H, G5
8.2.4 HMWILTY

Z IR IEFRGB/T 149265 I R FEA AT AR 4 B 577, IRAF W] BE PR MERR =4,
B2 mm?~3 mm?R &, JIAS00 pLICH/KIES], &S, 8000 g5.Cr1 min, HY
I EREATPCR.
8.2.5 FEAHILEIN

KL BB (MR ARTE2°C~8°CoR M N ARAE LA L 24 h, 45 TR KM LRAT
ZUSCE T-80°CUKAH , {H Rk G J 1R il o
8.2.6 KFEIEFEVIMLEL

KRECETR, Zh RN B AR e A b AN B e R, R K S A B ST
B AL R AT HEAT AL B, SRR LA P BRI B e K B 28, T sk
566 T SCRFE B B
83 HERIREN
8.3.1 HX200 puL fHillke 2 K 2 mL EP &N, B 600 uL fjBuffer S, %
FER, EWEGIRY.

832 JMA600 uL HBuffer ST , & &, RBEINE], 85°CHIRFERMIFAIL0

min.
8.3.3 12000 rpm &0 1 min.

1: Buffer ST THGIR N 28T HITUE, 5% THUE IR .
8.3.4 MERFTHI K 2 mL EP &4 55D, IO 20 pL KA K %77
200 pL Buffer SL;
8.3.5 WKHXEE 8.3.4 Hf)_LIEW 200 L EFESXT NSRS 1 EP &, HEREmiRs]
Z115s, JaREOEET 70°CIHER E %5 10 min.
8.3.6 MR A 5 I M AT ACHE B O 5 RIS TRITRE RS, ke ST 55
PRI H o
8.3.7 MIA200 uL Jo/KZEE, IEAMEIEIF: 4~6 IRAHS], RHEOEER -
HR R R 2 i



8.3.8 KR 8.3.7 VA I IR A At b, o5 B &, 12000 rpm &0
30 s,

8.3.9 F2mL BOEPIIER, FIZRANHEER 2mL BOE Y, EXIRAL
AL I 500 uL Buffer WA, 7 8 &5, 12000 rpm &0 1 min.

8.3.10 2 mL B0 FIER, HERAEER 2 mL B.08 T, fEZRAL
FEHIIA 600 puL Buffer WB, % & &%, 12000 rpm £5.0 1 min.

8.3.11 F2mL BEUETINER, FxRAAER 2 mL &.0E H, 12000 rpm
255 2min.

8.3.12 F2mLEGLE, FAXRAMEAEE T— M&SM 2 m LESOE T, 7EAiA
JEAR BN 100 pl 22 70°CHR B 1 Buffer TE, 15 4505, IR 58 120480, 12000 pm 55
13080

8.3.13  FralifbAt, ViS5 DNA °] LA T &M or TV 79k 8, Bififff T
-20°C % H.

T IZDNAFEHUT 32 5 DN A SRS R sk, I AR DN ASR B G kAT, #2
B T (A L 2

84 EiB PCR
8.4.1 PCR [

PCR SRR W 1. [N BB TEDK BB, 40N RIS B B 0
PP o BERT 2 oo e, R v B Ao FRE A5 B A4 T o ) 2H 2 s SR 3 B O AR IR 1
R PR XS HEASEAR o B A 0 B DS 25 A B 0 S R AR AR R CRT BA IR 3
SHEIE R IR VERHI XS AR, 2 o BRI IINTC, - BIZE e 2 A A 7K
SRARE M . [ 26 TAEME94°C 5 min , JEIARN94°C 155, 60°C 15's, 72°C 30s
(33MEHR) , 72°C 5 mink g 1EAH, 4°C LRAF -



# 1 PCR Jx itk RACE &

e el F &/ uL 287355
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 pumol/L~1 pmol/L
DNA iR 2 uL <200 mg/L
K 6 uL /
SRR 25 uL /

8.4.2 PCR =YK HT

Kidii SO<TAE #efl IxXTAE W, Boil & iR G rHRAL 25 B A 892%
e LR . PCR NSRS, B 10 uL PCR PEHTE 1.5%5 i Bkt e i AT LK
LA DNA 7+ F2IES M. B R /MRS B IR BRI, — A HI7E 3Viem~
5 Viem, 4 EFEGERIE ) BRI G O IR . HLIK SE RS TE R R R 4t
AR S B S SR

9 LR

9.1 [RIZFRIE

FEREME BT 2 N R ROZ B 264, BIRH S HR 438 =M 22 Ha ik o A
AFULE] 521 bp MY MG, BT R A o0 R4 38 = ) oA AT 27, wladk
1T RHAE
9.2 LERFIE
9.2.1 FEARZIFNENEEUE FEIK, FERHR AR FUIEEE] 521 bp I H B9 14 5447
I TE 7 R o 7R AE AT R AL R FH A
9.2.2 FEARZBEMEHEELE FBIK, FEER AR EARMEER] 521 bp B H B4 %%
w7, FE N IR v R R AT TR A% ER B 1
9.3  FFINE

DALY, ATEURFR AR AR B IRHYE PCR P AT AR P H e, J7 4145
RE O/ RERN S FRIER P YT LN (SE P HI LR B), P AR AE
99% LA L, AIERISA R A AR Dy B T B AETAT TR0 L TR AR BRBH A, 53 I 5E iz

BT WO 11
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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%
fEkRe, FIHCL fpH £7.2, RIEEAZE1 000 mL, £ 121 °CiEE K 15 min, A
#H .
A2 50 xTA E HLIKZE MR

A2.1 0.5 mol/L Z. 4 UfR Z.F2 44 ( EDTA ) ¥ ( pH 8.0)

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

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

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

KEEBEFIME 1000 mL, 121 °C, 15 min K& FHB K@ 25 57 /KRR
& IxfEH

A3 0.5 pg/mL R4 ZEEMT 1.5%Er HE B 5% R 114 1



peryil=y 15¢g

IXTAE HLIKZZ il JNZE 100 mL

TR AR INFAE 58 2 Ak, B34 & 50 °C~55 °CH, IRk 252 B ARV 10 uL,
BRI, AN, BT BRI, RSB E H
AR b, BEROEEJE N 3 mm~5 mm, FHIATEAR U T B O RN S, £
e J BN A4 H

%10 71 4t 11



ff% B
(F3et)
PR 52 R AT B PCRY 14 =4 7 5]

B.1 PCRY 225 Fr 4|

521 bp DNAZ % 541

S'-agacctttgacggcaataacgccgacggegtggagttcggcaatagccagaatgcgetggttttcaacaacttetttgatac
cggggatgattgegtcaatttcgecgeecgggtttggtaaaggecgeggaaacttttcatcaacagecgcaaageggggegtggate
tttaataactatttccgtaaaggccacggegecegtggtgaccggtagecataccggageatggatcgaaaaagtticgegecgagg
ataacgtcatgtatatgaccgatgtcggcectgegeatgaaaagecgeccttactacggeggtggcgtaagggatgtactgticege
cataatgcgatgaaagatatcgccaaagagecgttcgtttttactatcaaatacagecgecgacgtgaatgatacgaccectgecgac
gagcccgctecagttccgegacgttcaggtgcaggacgtcacegtegatggtacttcggcetaagecacageatectgattgacggea
tgacggtage-3’

11 W
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