& Gateway $Ff3i#

DNA Fragments from

Gateway 28 BREIREESIUH1 TS FIEEN—FPREE, 32 [ EEmmEmms
8= (FFH Thermo IZHAY Gateway® Technology (Catalog nos. [rn | [ B |

12535-019 and 12535-027), 4N Protocol 28R AEH, SCIG=(E
FRIRZIR/ N =
SLI6= BP M Af{E Entry clone JJ pDONR221, LR A ' ‘ | vure
(EFREAES oLap(Flp-In {AR). pGCS REUK, AHIF - AR
EEERIARKL pDest FUER LR {BESEA. pUGW/

pUWG B#IEAR,. HushLap [BRSEAE GEMASAEE)

1. BP RNIERNRITHAE attB EREAYS 4, PCR ISR EFHFAAREIL; LR RN EERRHE
BY Entry Clone J5afi
attB1: 5" - GGGG ACA AGT TTG TAC AAA AAA GCA GGC TTC - 3’
attB2: 5" - GGG GAC CAC TTT GTA CAA GAAAGC TGG GTC - 3’
TE Buffer, pH=8.0: 10 mM Tris-HCI, pH 8.0, 1 mM EDTA

2. £ 1.5 mL EFERD FRERMNEER, ThEES. BY

BP RREUFZE (5 pL) LR REHFZ(S pL)
Hm ERE HEm ERE
attB PCR Z8{t =4 150 ng Entry clone 150 ng
pDONR221 150 ng Destination vector 150 ng
TE Buffer, pH=8.0 | #’FZE 4.5 uL TE Buffer,pH=8.0 [ #3$ZE 4.5 uL
BP Clonase™ enzyme 0.5 uL LR Clonase™ enzyme 0.5 uL

3. BsREkEEA, BREMZZMENKTE, BYEREE, 25°CEREA 1 /i, IZRIFTF 37°C7KA
W

4. IO 5 pL Proteinase K, IRFTIRAY, 37°C7K4 10 min

5. ¥5{¥, DHSa, BP [RMf5 Entry Clone 9 Kan Fif4, LR R BZfF Destination vector 338 Amp ¥4
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