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(2) RI8 PCR ¥ &I &4 M e FEH A
DAERPR BRI DNA AR, REMSAS AR, @it—KE5ASRE DNA BREE 18, HI&ATEENSMLEE. Ak
IR BBIFR B A FRRARIR X e PR PR M R R0 . SRR R 55 # Dpn | IEEEREIRM A Ea &t Ein. SRE
PCR ¥ #/=4 AF K, DNA RiGMITHaEREHEIARE, FHBRER (BERLEIRRISIHIRRIN) .
2. B9 DNA #) PCR #1
BARBRAAEEPCRES (Taq B SRER) 1, EEETRTYRHELARE (BATEPEHER, AREFRNPFSEHM).
BFEASRERAEHRIT BB #RTN LS. PCRERG, MO ESMHITIREFER KGRI 8K EMF R4,
EFF MBS M _BANGESTER M ENE, BWARKEWRTEEHENFE.

(1) B— R ERPHERENS R
ZIR ISR SRR PCR #1872, (BRI ESIMBFHRANILIHTEKR. SI¥F5IEHE 56 15-25nt WA TRIFEAMESX
3R EEENFERMSIMER. TEABRNREREERSIEITERRERE. a1, BamH |, EcoRV #1 Kpn | B
SEYIESRIEE SRE KRR, FRIHM IRERG. EBXBEKERITE 15-25nt 28], EEEFFMSIYMEREEEXFT,
KEBEA 18-25nt. LB TEXMEITAE, HIEFEHIBAEERNAYVIENEIM R EE. D EENRENSIYHIRE
TESYIL RS ERINRIN T FBSTINLS, ABARRAEE YIS SR MBSO 2 B R LW EARKFTF. TENERT
BEYIRIRRL, EFRRMERRIA=MRREMNEP—MRHEEREMELES.

Gene-specific Forward PCR primer

EFIRRITRRIGRCSNBAL) sene-specific sequence (18-Zint)
Left Arm Right Arm
BamH | 5’ overhang 5'overhang
ACGACTCACTATAGGGCGAATTCGAGCTCGGTACCOGEE -3 5'- GATQCGATATCTCTAGAGTCGACCTGCAGGCATGCAAGCTTGA
TGCTGAGTGATATCCCGCTTAAGCTCGAGCCATGGGCOCETAG-5" 3" GCTATAGAGATCTCAGCTGGRCGTCCGTACGTTCGAACT

EcoRV Blunt-end Blunt-end

# CTATAGCGCCAATTCAGCTCGGTACCCGGEATCCGAT -3 s of Tntuvah 5" WTCTCTAGAGTCGACCTGCAGGCATGCAAGK Tr{,.-\f.m¢

GATATCOCCGCTTAAGCTCGAGCCATGGGCCCCTAGGCTA-5" 3™~ FAGAGATCTCAGCTGGACGTCLGTACGTTCGAACTCATA
Kpn| A overhang 3 overhang

NTAATACGACTCACTATAGEGCGAATTCGAGCTCGGTAC)3" 5" COGGGGATCCGATATCTCTAGAGTCGACCTGCAG
NATTATGCTGAGTGATATCCCGCTTAAGCTCGAGC-5" " CATGGGCCCCTAGGCTATAGAGATCTCAGCTGGACGTCC

[}

gene-specilic sequence(18-Zint) _

Gene-specific Reverse PCR primer
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AGAGCGATCGGACCAGCATCTCGAGGGAAGTACACCAAGGCTTCT-———- ATTTTGAGATTTGTTCCTTTGTCTGGGGAGCGAAGAAGCACT
TCTCGCTAGCCTGGTCGTAGAGGTCCCTTCATGTGGTTCCGAAGA-————- TAAAACTCTAAACAAGGAAACAGACCCCTCGCTTCTTCGTGA
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LML E KR (50-100ng/ yl) Y
2 X Seamless Cloning Mix 5 pl
ok = BERFR 10 ul

BE: BRES, B0, £ PCR{L L 50°CRIR 15 7. RNERGE, BEOEETKEATHMASIE. FERAMEEMHLE
16, AEEREAY-20°CHRTEF.

R

1.3 K A E—HR7E 50-100ng 34F . AR F B ER I EE/REE 9 1:1 &= 1:3. FE&/)\F 200bp B, HER S T8 MBIE AR 5 52, 2.50C
& RATE AN ERBIT 60 .

4. Bk

(1) BUEEFMAZIRIRIE LR RS g, RBRES, KKiE 20-30 7.

(2) 42°CoKB#E 90 fb4h, YITIRFIKE. HMEEREIMEE T IRKBPRE 2 54,

(3) #F%&hn 500 pl 49 SOC = LB &5 %, M 37°CHERT 200rpm £ 4155 60 Séh.

(4) 4000rpm Zil> 1 7749, FIEEH LE, REE 100-200 pl, AWSKEEKITEREEMNHE, N—FERAHTTEMERZRN LB
BEFiEFERE, FRERTE, BEFR, 7CHEFRETR.
& ERIBDERFERE, HRBEAZSMNRUABHEITRE.

5. PAMEmPEXE

(1) BE%% PCR 733%;

(2) BREVEESTI ST,

(3) DNA MFS 7.
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