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EZShuttle™ Recombination Cloning System
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* EZRecombinase™ Mix: EZRecombinase™ BP Mix {1k, attB x attP F 4 jxJ.; EZRecombinase™
LR Mix f#1t attB x attP B4 & .

* pShuttle™ cloning vector: pShuttle™ #fA ] Ll 2. PRER S EZShuttle™ ik sl A attB
fi7 i) DNA J Bt £ EZRecombinase™ BP Mix fFH F &4 5 4H e ., A= #H ) EZShuttle™
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« EZShuttle™ Gateway® PLUS ORF clones: GeneCopeia #2/:%) 35,000 Ff' A\ f1/] . [¥) EZShuttle™
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1. EZRecombinase™ LR Mix

%5 : ERO001 (20 reactions), ER002 (100 reactions)

BRI

20 reactions FiEEH e T

100 reactions

ERO001-01 | EZRecombinase™ LR Mix 80 ul FuK -80°C
80 pix 5 B RAF 1 4R
80 ul -80°C
ER001-02 | 5xReaction Buffer i
on Bu 80 pix 5 T s mrenn
Positive control (Shuttle clone 20 ul . -20°C
ER001-03 Tk
eGFPp, 100 ng/ul) 20 plx 5 2D IRAF 64 H
WA EA 0 & HE F B

v' EZShuttle™ clone Y Entry clone DNA

v’ pEZ™ FKIEXFAREL Destination vector DNA

v' TE buffer, pH 8.0

v OEREZEMR [5EERTES Cc001 (DH5a BEAZA4IM) - CC003 (Stbl3 /24N -
U0104A (2T1 JEAZ25400) ]

v S.0.C Bt
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2. EZRecombinase™ BP Mix

%5 : ERO003 (20 reactions), ER004 (100 reactions)

AN
20 reactions  FEFM k%
100 reactions
ER003-01 | EZRecombinase™ BP Mix 80wl Tk 80°C
80 pix 5 EORAE 1
ER003-02 | 5xReaction Buffer 80wl x| 80C
80 ulx 5 2/ IRAF 64 H
Positive control (attB-PCR 20 ul . -20°C
ER003-03 Fok
Product, ~1.9kb, 100 ng/pl) 20 uIx 5 U Y |
WA & H e EERHH
v' attB-PCR Product BY Expression clone DNA
v' attP-containing plasmid vector DNA (pShuttle™ cloning vector BY Gateway® pDONR™ vector)
v' TE buffer, pH 8.0

v OEREZEYN [ 58FEES ccool (DHSo RSZAYHMI) . CC003 (Stbi3 24
UO104A (2T1 B2 ]
v S.0.C ¥FH



EZShuttle™ Recombination Cloning System

. 7= SfERRE
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T AR AT S256 D BRIEAT attL x attR B4 M ANFEAL .

1. M-80°CUKFHLH! EZRecombinase™ LR Mix(ER001-01), VK/KKE 2 7050, 58 Wewm 2 W, 2
/?j_’\o
2. fEER FMLLFEAIE] 1.5 ml EP 45 N HIRS:

EiIEY &R

EZShuttle™ (or Gateway® Entry clone) (100-300 ng) 1-10 i
pEZ™ vector (or Gatewayt® pDEST vector) (150 ng/pl) 2
5x Reaction Buffer 4l
TE buffer, pH 8.0 m&E16
B AR 16 pl

3. N 4 ul EZRecombinase™ LR Mix (ER001-01)F [ W& .,  FE01R5].
4. FE L, AR BT A RITE RS TR .
5. B 25°CKE 60 F34fs

* /)5, EZRecombinase™ LR Mix(ER001-01) 73/l /5/-80 Tik#E .

248

1. RS2 AR E T UK R
2. HIRWHIEL 4 pl RSP IRE 2K T 1.5 ml EP 4, N 50-100 pl RS2 254000, VKB 30
ViR

3.42°C 45 B, ARJEUKIE 2-3 orEf.

4. NN 500 ul S.O.C #5373, T 37 °CHR¥FHREFE 1 /M (200 2% 220 rpm) .

5. 0 L 50 wl AT 200 wl B5F=2iRA A S5 pEZ™ vector (or Gateway® pDEST vector) —FE$T
P 35 A~

* FBRENYLHRIK, UBKEXEZHN)FEIGE L.

6. 37 °CE:3% 12-16 /INHT,
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2. BP Recombination reaction
TEARHE LR 525625 B34 T attB x attP 8541 )¢ W LA

1. M-80°CUKAHEL ! EZRecombinase™ BP Mix(ER003-01), VK/KJE 2 435k, FEHER 2 Ik, 2 B0/,

2. FEER LR RFR 1.5 ml EP & N IR :

attB-PCR product or clone (=10 ng/pl, 100-300 ng) 1-10  pl
pShuttle™ vector or Gateway® pDONR vector (150 ng/ul) 1
5x Reaction Buffer 4
TE buffer, pH 8.0 mzE 16 pl
SR 16 i

3. B0 4 ul EZRecombinase™ BP Mix(ER003-01) F|Jx M E B, 78705,
4. FLE R0, LERER BT A RAE OB AE TR
5. B 25°CK 60 735t

* (65, EZRecombinase™ BP Mix(ER003-01) /7 v Bl [F1-80 CHk#E.

i

1. BRI E T UK R

2. IR 4 pl RIS 2K 1.5 ml EP & A, NN 50-100 pl (RS2 2400, KIG 30
PR

3. 42°C #Hi 45 ®, RIE0KE 2-3 k.

4. I\ 500 ul S.0.C ¥59R3L, F 37 °CHR¥E:7E 1 /M (200 BK 220 rpm) .

5. 43 AIEL 50 ul A1 200 pl FHFERVDIRAG S H S pShuttle™ vector (or Gateway® pDONR vector)
—FEPUIE I B R PE TR

Y TBREAYLERK, URKEXEZLNFELIE TS

6. 37 °CHi g% 12-16 /M)
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