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%Elﬂﬁ%&ﬁffwﬁﬁﬁ#ﬁmﬂ o
1 H E K CBH351 &ﬂ?ﬁimﬂlﬁﬁ PCR 7‘7‘.%

1 SEHE

AR uENE T%ﬁﬁlﬁﬁiﬁk CBH351 ¥kt fé%l& PCR#MH M.
ZEPRUEE H TR P R ok CBH351 RHATAE R, LR 5 o CBH351 f# PCR ﬁ-‘?ﬂl

2 MIEMIIAXHE

Tﬁch#FFFHﬁ%mﬁiﬁiﬁ%%%lmﬁﬁﬂwmﬂ&%%m FURE O] E@%’lﬁﬁ;tﬁﬁ EH@FE?%“
AME B CR AR R N 20 SR TT R 18 I T AR v , SR T ﬁ)ﬁﬂﬁ%ﬂiw&:_ﬁﬁmu%%ﬁﬁ%
%ﬁ‘f@ﬂﬁmﬁ:‘c#ﬂ@ﬁ%wmk NRAFHT HHMS | SCfk, RR B RS & TARR.

NY/T 672 HREBEYEK>=GEN WHER

NY/T 673 HEEEWREL=FRME ke

NY/T 674 HEERYRIFHEN DNA BECH4L

3 RiIFMEY

FRARERE SGE AT AR,
31

2SSTb BE zSSFb gene

W EKTEN BRI 2STST- 2 iH2A,
3.2

CBH351 %A RMEFES]  event-specific sequence 0f CBH351

SHEIRA B 30 RO R4 B R X R, A6 NOS 211 F'3 f&‘%ﬁﬁé}!%ﬂiﬁliﬂé%lﬂﬁ%*‘ﬁ
¥,

4 JEE

AL B LR 1 T2k CBHB5 1 B AL A4S R AL F AR 45 5 7, "HRBE 47 PCR 3+ . KRR
BY BTN 225 bp MRE R4k DNA F B, HIBHRRE R 75 A B B H ok CBH351,

5 iRFEnER

Al 5 A LT OB P AT AR R AR K
5.1 zmEsHE
5.2 W0g/LREZERR
FREX 1. 0 g BUEZ 48 (EB) , 3 T 100 mL /K H,
B ARG SERBORAE T, BUBI R RS RS0 — U M PRI R A T,

5.3 10mol/L EE4iHRH
P EF A (NaOHD 80. 0 g, JEF 160 mL A BARSS » BN EAF) 200 ml, Lo
5.4 500 mmol/ L Z Z$& Z & — $438 7% (pH 8. 0) R
FREX 18. 6 g Z. "8I 2.8 41 (EDTA Na,), il A 70 mL 7k, ﬁﬂu/\ﬁﬁﬁﬁc%%?f%@ 3),40
1
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RBRCERIE . ANEER, BEEAHMERG. 309 pH % 8. 0, IAKEAE 100 b, 7E 103. 4 kPa
(121°C) Z&44F K 20 min,
5.5 1mol/LZEBESEHRE-SEREM(pH 8. 0)

B 121, 1 g =R H EE I L (Tris) B F 800 mL 7k, FELEAE pH Z 8. 0, K ERZE 1000
ml., 7F 103. 4 kPa(121°C) 44 F K8 20 min,

5.6 TEZ&7E(pH 8. 0)

ArHIEE 10 mL =¥ AR P A -ShBRYAWE (5. 5)F0 2 mL Z. 4 2.1 — 4R (5. 4D, A
2% 1000 ml, 7£ 103. 4 kPa(121°C) &M F K 20 min,

5.7 B50XTAE &

FRER 242. 2 g =32 W B B W B (Tris) , 581 300 mL ACINHASEHEARE » it 100 mL. 2, 4% W Z. W8
THITEW (5. 4, FVKZBRIE pH E 8. 0, RIS IKE A E] 1000 mL, AR HKBHER 1 X TAE &b
.

5.8 mEELE ik

FRER 250. 0 mg TREEE, 0 10 mL 7K, ZE 2518 FUHR 12 hs #RIL 250. 0 mg — F LA, A 10 mL A&
VAR FRIBL 50. 0 g FEARE, A 30 mL 7R R IR & =M K E B ZE 100 mL, 7 4'C TR,

5.9 DNA #FERE

Al LLVE R HB X 43 50 bp~1 000 bp 1 DNA E B,

5 10 dNTPs B&iRHE

¥4 10 mmol/ L # dATP.dTTP.dGTP.dCTP MFh i S H B s I SRS,

5.11 Taq DNA B4 G U/ p1) K PCR RNk .
512 5.
5.12.1 zSSFb &EE

zSS/[b-F.5'- CGGTGGATGCTAAGGCTGATG - 3';

2SS//6-R:6'- AAAGGGCCAGGTTCATTATCCTC- 3';

TRERY 38 B R/ A 88 bp,

5.12.2 CBH351 #{ktkEERiEFES

CBH351-F.5'- GCGCGGTGTCATCTATGTTACTA - 3';

CBH351-R.5'- TCAGTTTTCCATCTTCCATA ~3';

BUHY 88 Fr BN A 225 bp,

5.13 S u .l TE S (5. 6) 400 L3R5 SR 2] 10 panol/ L.,
5. 14 HiEih.

5.15 PCR =#EGAFE&.

6 (B8

6.1 APRFE,BE0.1mg,

6.2 PCR ¥ #4{L,

6.3 ERkAN. B EKI SRS .

6.4 ESMBEML.

6.5 BmMMEERRGHEHAL.

6.6 EAMAKERABBBAIAN,

6.7 HAoTH4Y iz .
2
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7 RESE

7.1 ¥
$& NY/T 672 f1 NY/'T 673 %,L%#Lm
7.2 #if _
#NY/T 672 RINY/T 673 ﬂ%}*ﬂﬁ; o
7.3 EETAE '
e NY/T 674 #E#HIT.
7.4 DNA #EiE%%E
¥ NY/T 674 FLEBIT
7.5 PCR ERF

7.5.1 ®EPCREN
7.5.1.1 4548 PCR RAHEE 3 KE S,

7.5.1.2 # PCR BRI i 1 KA R BHEH, Hﬁ?‘ﬁ%?ﬁéﬁ’j ﬁﬂm 50 L Eﬂ**{&(ﬁa%%&
#H PCR XTI .

7.5.1.3 J%PCR%‘B‘{A*’-‘EE%:DMEP%L\ IOSFEAPCR{){FP PEREATTR S
7.5.1.4 B17PCR AL, RRIFREN 95°CAHE: 5 min; HHAT 35 WAGER Y B R R (940}:& 30 s,5sc

1Bk 30 s, 72°CHE 30 s, iﬁﬁxﬂﬂ?% PCR 1){ A% PCR Ef%l&kﬁiﬁ*ﬁﬂﬁhﬁéﬂ%) 72°C
FEfH 7 min,

7.5. 1.5 R ﬁﬁl‘ﬂitﬁ PCRBU"%’ XJ‘PCRE F‘%ﬁi‘ﬁ%ﬁk’lﬁw
B PR@ARMGR
wom | mwm kB

TEK - T 31.75 4L -
10X PCR ZEvhil _ 1X o 5ul
25 mmol/ L & {b &k M |25 mmol/L Spl
dNTPs ' “i 0. Zmmol/L ' : 1l

10 pmol/ L. k#7314 0.5 umol/L 2.5 pl

10 pmol/ L F 514 0, 5 pmol/ L 2.5 ul

5 U/;,cL Taq m 0.025 U/ ;.LL C. 25 ’J_L

25 mg/ 1. DNA 4 1mg/L 2.0yl
B 50 ulL.

H LR PCR S & SR SE R I AL B o e AR T vk
B 2: EHAFRESEE PCR S & R ik 2 o, ETETIAR Y 2SST b- F M 2SS b - Ry #4 A = % CRH351 ik
PCR G S RiER B, LT85 44815 CBH351 - F f1 CBH351 - R,

7.5.2 348 PCR R JZ

R PCR B BLIKI R0t , 5788 B % B« B2 67 B R 25 B, &% %6 PCR FRLRRY, iR
SMECARAIN B PCR B 165 7.5 1 M. LIRS 3P % kA1 488 49 DNA YE R BAPET B PCR
FEBIR R BIBER s L CBH351 K DNA A 0. 1% ~1. 0% 89 F. DNA #£4 [ Pt IR PCR | i
AWM = A X R B AR PCR & ik 284k
7.6 PCR =ik

1% 20 g/ L BHBERRRCERAR T, INA 1 X TAE 2 nhyfi b, i, BRI . %48 100

mL SIS INA 5 pL EB WA HEATALA EB %0, 1857 R840 5 201 b kA L, L
3
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Wit , ZIE T B B S A 1 X TAE S il b, e H 1 F R bk . B 7 uLPCR =15 3 uL.
TR bR A B A ST, B R ER P AL A DNA 5 FBinE, Bl d A 2 v/
cm~5 V/cm 4 FHIK,
7.7 BEE&SR

BLIKSEHR S » BUR BRARIR SR B TR LS s A E B B iR . AR¥E DNA /- FEiRuE
S R AN K B IR S R A T OO R S R R SN IR . ARIR SR B Tk S R, TR 8
FIHEST PCR ¥ 3845 AT 04T, WA PCRY A BEENEK DNA H B B 7.8 f17.9 1
HEHIT. :
7.8 PCR F=4pE4

#: PCR =4 EBGRFI S U 45 Bl PCR #7841 DNA Fr Bt
7.9 PCR 7=l FF3&iE

¥ [E ) PCR ™4 ST , 2 PCR 473169 DNA FrBEE G H i DNA F B,

8 HRAh5RE

8.1 xRHRERIW
BH¥ERS FE PCR LRI, 2SS0 RS R R (bR s R Fp 21 1945 2] 44, By 8 5 BN 5 1
B R B R — B W B AP 3 Y =SSH 6 #EE v B, & X R A Y 18y B, =07 PCR
BB PR FRIEH LA, T EHW
8.2 Wi RS IR
a)  =SSIb tREEEE LR R F SR BYH, By A BN S B BB R A —3L
FHTRRE b AR ) B R BT B ok CBH35L, 33 O “all A o RS 0 S 4% 5 B PR L R OK
CBH351, Kl R [
b) =SS/ PIARHERLR K B BIY 18, By BOR/N S ER R BoR/b— B TR AL iR R Rk P
FIFRAGENY 1, By 8 BN A BoR/NA — B0 R A P R AR TH 3 B R L B oK
CBH351, 338 g “ il R de il Hh 32 R T B ok CBHBS1. AR A BT .
) =SS PIRRHERE i BoRAR 21, 51 A BOR/N S T A B RN — B SRR R R
) S TR B » FRIR D R TR ARG H R AR, A TS SR B






