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W R R TE &
FENBY.£ECHERE
& B LK PCR %

SN/T 2206 WA HE T btk dt b & R A B IRE L F LT3 PCR &7 %
FE BT D &R OWERE N EERN,

2 MBHSIAXH

TSR FA SRR RS ARAT A, FLR S B BRS] A SCE U B 3 8IR A E BT 45
%, LEAEBBRSI A, KEHRA(BHEA B R ERT A,

GB/T 6682—2008 43 #7sL 3 = FH K #UAS Fik 88 7

GB 7918.1 {eicREEMIRERR I TE AN

GB 7918.5 bl AEYIREREFE £ HOEHERE

SN/T 1193 EHELHEHARER

3 ARE . EXMERIT

THIARE & LG5 & T A
3.1 REBEMEX

3.1.1
Ct{H Cycle threshold Ct
B RLE N T OGE S B8 E B R ER BT &0 MIETR 5.

3.2 WEEiE

Taq : KNG EE (Thermus aquaticu)

FAM . 6-#8 £ 7% 5t & (6-carboxyfluorescein)
HEX.6-%%#-27,4,4°,57,7,7- N K I E (5-hexachloro-fluorescein)
BHQ: B % X # (Black hole quencher)

4 BMFHE

4.1 FEERR

MAZXE 5 ¥ 584 DNA PR | BT A 72 6 2k F AR 10 9 32201 BRIR 41 647 PCR R . PCR
BHT—WER, ST ER S BBNRABHAREXM B X R, PCR YR SR LFESHRE
EXMRR . BFOBES BT HRENBER , 5OUE S T g i ok, L8180 7% 655 w3 n & wT
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DA Ta] 2 b & BLAE AR DNA (9 H 93 R i 5 38 . A i i AR AR DNA 247 SE I 22t PCR 3738, %
SEIF 52t PCR )38 i th 22, AT fhe e it <6 35 60 7 2 BR R 2E 47 SR 220 PCR A2 .

4.2 wEMMHE

4.2.1 SERFFEE PCRAY,
4.2.2 Yk%i:—20 °C~4C,
4.23 mEEARB LI (EBEFE 12 000 r/min LA F),

4.2.4 THEBBASMEER L 10 pL.100 pL,200 pL.1 000 pL,
425 BE.LE:1.5 mL,
4.2.6 fHIRKE.
4.2.7 XRV:.&& 0.01 g,
4.2.8 ¥fFide.

4.2.9 KEHIEM 500 mL.25
4.2.10 AEAL¥EFRAE A 36 'CE1 C,
4211 HEXKES.

4.3 BEFEMLH

B 55 A HLRE A R 2 R
o,
4.3.1 K:NfFH GB/T 6682
4.3.2 SCDLP Wik F 3,
433 75N ARG .
4.3.4 Taq DNA B4R,
4.3.5 dNTP.dATP.dTTP.d
4.3.6 10XPCR %8 #¥ : 200
Sk (MgCly),
4.3.7 DNA #EUH . FRE 0.
4.3.8 =FHEE,
4.3.9 BE-=F W R 1
4.3.10 HHNEE,
4311 5%,
4.3.12 FAPHM:HE#REL DNA,
4.3.13  BY M 51 MIEE T 5 W F A

4.4 HWAPE
441 H@H&E

B A B0 #5916 DNA 15 34 i 2

mmol/L &4t (KCD ,15 mmol/L

KRS

AN TR) 2 20 Al off B i B ) & 2 BB GB 7918.1 #EAT .
4.4.2 HWEIEFR

Z M8 GB 7918.5 #EATHE M A T BT 5% .
4.4.3 HME KRR DNA H% &

B 4.4.2 PEEFRARE SR 1 mL M3 1.5 mL EEE O H,8 000 r/min &.0> 5 min, 55 H £
2
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FVEREIE T WK b T A, R R RE SN TE R K 4R [R5 T n A 750 pLDNA 2 BUR , 9
IR A1 WK 5 min, INEY-E 45 700 pL, JRFIRAT,12 000 r/min B.L> 5 min; BB b iF 2 %) N TG I 2
LB, INASEBRED,IBAJE 12 000 r/min B0 5 min, BE_E 7 Z X% R 06 B .08 9, A 0.6 £
B R AL, 1R4,12 000 r/min 8.0 5 min, B2 % EER, BB TRKK L, BT BIE, AFE
B & L 7E TR 7K 45 R [R5 W T, A 75 % Z 8% 300 L, BB ¥k %, 12 000 r/min B§.0 5 min 3 EF,UT
WETF 20 pL KEXWFEAK S ARFEAE—20 CH M. toal i F 45 24008 & 1k DNA 2 B0 0] & 9 # H Ul 9
il &8tk DNA,

4.4.4 1R 40K BRI E

BUE & DNA % W08 W X ZE K 7 B — 8 5 50UE - (% BR 2 A 4 A A 5k 48 40 40 ot % i
260 nm#Fl 280 nm Ab i W% s (H .

vrneeeesll T Y
A

c

DNA ¥ & , a7 R 3 5 8 2 F+ (pg/ml
Az—260 nm &tﬂ‘]%’u"ﬁﬁ,
N—E R BT
Wk EE R 0.34 pg/mL~340 LAEFAE 1.7~1.9 i, 3&H T PCR ¥ 1,
445 PCR EM{&EZE
ORI E R ST o Rk I

F1

w7 2 R W R/ L

10 X PCR JZ i 2% v ¥k
MgCl, (25 mmol/L)

dNTP(10 mmol/L)

5|4 nuc(10 pmol/L)

5|4 femB(10 pmol/L)

Taq DNA B4 Hi(5 U/pl)

4% nuc(10 pmol/L)

#H 4 femB(10 pmol/L) 0.5
Btk 1.0
i 4l K 13.25
AR 25

i < R A FR v A3 7R A BB AR A S A R ) B AR B AT O Y R

446 ZBEXKRKKPCR RMFH

95 CH#HiAEME 1 min; 95 CZEE 10 5,60 CE 1 30 5,45 NMEHR,
7 : PCR [ 0 2 50T MR 48 36 (48 AU R 5 A0 R [R) 6473 24 9 R 3%
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447 REGRIRNEE

4471 MHEXE.&EY M EAHEETES T DNA i fEHERE# DNA,
4472 BAMMNE. REY A ERAEK DNA,
4473 TAXNE HARBERMERAOBLANE,

5 HROAMSHE

5.1 RiEEIRA

5.1.1 FBAMETE . Ty 8 ah£k , Co (=40,
5.1.2 [HMEXS BB . B A B R P 18 il 2% , Ct {5 <30,

5.2 ZHRAE
5.2.1 ZEMMEER 6 Co(H>>40,3F B 0 8L B P~ 36 iy 2%, I3 4 BA M .
5.2.2 FHRWEESE CoE<35, 3 Ha 7 H B A L R3¢ gl 8, WK A BEAE:
5.2.3 ERIWFES M Ct {H>35 M<<40, RIS EM. W CtET/DNT 40, HER LU ST i, 0
F) K BEAE L 7 T R A
5.2.4 XTIk PItEg S, NS GB 7918.5 i — AL %,
6 KASEPHIEZTRNTRAER
BB SN/T 1193 B3R 47.
7 EEOLAT

K 2 P R Y R BT & R K S SR
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H R A
(HRSE B RO
KupPSHREERANSEXHEX PCRRMMASIWHNRHFEIRY ME RFT

A SIMRRHGFT

SHROBHREER EL 2]l e 751
5’-CCTGAAGCAAGTGCATTTACGA-3’ 5’-HEX-TGGACGTGGCTTAGCGT ATJ
Nuc( i 4 BB . . .
5’-CTTTAGCCAAGCCTTGACGAACT-3’ | ATTTATGCTGATG-BHQ1-3’
57- AKTTAACGAAATGGGCAGAAACA-3’ 5-FAM-AGAAATTAACTGGATGG-
femB(&H T BB R F) ,
5’-TGCGCAACACCCTGAACTT-3’ TACGCGCGAAGA-BHQI1-3

nuc ZEH B P # A B (166 bp)

lgctga agcaagtgca tttacg] aaa aaatggtaga aaatgctaag aaaattgaag tcgagtttga caaaggtcaa agaactgata aata

Itggacg tggcttageg tatatttatg ctgag gaaa aatggtaaac gaagcttt [ag ttcgtcaagg cttggctaaa gJ
femB R H §P1¥ 1 B2 (94 bp)

‘aattaac gaaatgggca gaaac;‘ a Ega aattaactgg atggtacgcg cgaaga) atcg ctgtaggtcg tgacggtg |aagttcagggtg




	10049.tif
	10051.tif
	10053.tif
	10054.jpg
	10055.jpg
	10056.tif
	10057.tif

