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. AR E A EARN R, AR AET, AT IR

B I 1. DNA BRI R B2 A B AR BGRA &, R F A a5
DNA 43T 1.6mLEP & ¥, W ELAZBRIRE, R B AR LKAEZEEF] 20ng/ v L,
5 R —#RGT-20C K, A,

W2, SR A IMEKAEY PCR 3140; Frid PCR 3| #69 LiFs| 4
CGATGAGTGCTAGGTGTTGGA, # ¥ 8/% 7|4 SEQ ID NO.1 Ff=; T it
7144 CAAGATGTCAAGACCTGGTAAG, /F7%!4s SEQ ID NO.2 Ff;

B R 3. M A XM 8 SR A ) A

TR A, HEATAE S

B 5. HATAE A,

2. RAEBAZR 1 ik ey MBI E A M6 AW ik, HAF/EA
I, ﬁi%%3¢%gmg%ﬁ%i%ﬁﬁﬂ%%-

1) VAR hE A 54 % DNA A4, AR 1 F6)5| 34T PCR 4
¥, B PCR R EKAY 3 =4, A5 Hu@uﬁ, ) 55 JE ¥ A DNA /)8
= BRI E 89 F B, ) OD 1A, -20CHR4A;

2) AEXA &4 1) Pl B o9 h BEaE 4 A SR L4k, 3R 3L
F#& 10 u L HE4RA%, 16°C, 30min; 1u L BA & mA 10 u L DH5 a 7k
£ 30min, #—A~F 5 40; 42°C#ak 90s, 7k E 3min; 500 u L &) LB 324K,
37C, A& 7 45-60min, 220RPM/min; 4000RPM/min &+, 2min, # 400 pu L,
T&, LAPR R, 37CiERIER, A&t 16h;

3)PIEF % & 5E, T 10ulL &4k LA 324+, IR 1uL #47H % PCR,
F| T 4942 500Ul #9AR LA 3ZFc3k; PCR £ R a6 5 &N 5,

4) M54 R A blast Erbxt, PRME4E R ERA G RN SRRk

5) izl /&, NCBI Lk blast tbaf4E R, Hikh B 69 Bk R ELE) AL,
) DNA RE, PG T-20CK4E, &,

3. RBEBBAER 1 ATk 69 W28 E AW B M ik, L4FEA
T, PR FIR 4 F h| S Ar o AR A 41“/%#4&‘1‘417?7%7% %, KRB ALK
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ks, 107-10° 69k EAR ., B9 /N T H 49 L.5mLEP %, ARIE KA & X 3]s

RR %5 1-9, & mA 90 u L R a4 LK, BRA % E A VAT ke

B 10 L TiREF, HRirBFERIT20-30 L, THLZFRE QT EPF,
133 3R 10 MR AT S,

4. IRAEARA|ZR 3 PTik e MM A ey L AW Tk, LR
T, TR TS FAESLAEMEAR Y IR 3-7 T AT o S A su iR —AL it
TR HKE = PCR REL; X FT X &4 Bio-Rad 96 FL3 K& = PCR 4L,

5. ARIBARF|IER 2 K 4 PTiL ey NG A D G0N T %k, 4
BT, PCR R 8GRAR %A L5 A T #7142 0.8 uL; RNase-Free
ddH,0 7.4 uL; SYBR GREEN Supermix 10 u L; DNA ###% 1 u L.

6. ARIEMANER 4 PTiE G W28 B A M6 T AW ik, LA
F, T R KA & PCR KL 69 R & TRE MM B, 1 AJA3K, BE 95C,
ME M 30s, RREKKIET; PCR RAMEL, 40 k4BIK, &E 95C, &
M 5s, 1B KGRZ 50-60°C, B[] 30s, :&E 72°C, EAR 20s, REF AT T
iAW, 72°C35 95°C, £ 2s E# 05C,

7. BRIBRFIER 1AM RAEHERED G T RN T %R, H4iEk
F, B mAMALE . IFFHRKDATE Fo)—FF,



