- M

Expressway fo Discovery

EZShuttle™ Recombination Cloning System

EZRecombinase™ LR Mix

Cat. No. ER001 (Old Cat. No. RCBM-1001-020, 20 reactions)
Cat. No. ER002 (Old Cat. No. RCBM-1001-100, 100 reactions)

EZRecombinase™ BP Mix

Cat. No. ER003 (Old Cat. No. RCBM-1002-020, 20 reactions)
Cat. No. ER004 (Old Cat. No. RCBM-1002-100, 100 reactions)

User Manual

GeneCopoeia, Inc. s =

9620 Medical Center Drive, #101 PN B IR 2w

Rockville, MD 20850 Hihik: JTINEMFAEE A 3 5 F X F 801 (510663)
USA H1E:  4006-020-200. 020-28069288. 020-28069233
301-762-0888 Muh:  www.igenebio.com

inquiry@genecopoeia.com
www.genecopoeia.com

© 2020 GeneCopoeia, Inc.



EZShuttle™ Recombination Cloning System
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EZShuttle™ Recombination Cloning System

EZRecombinase™ LR Mixfl#Int (A Integrase) . IHF (E.coli Integration Host Factor) F1Xis

(Excisionase) . EZShuttle™ w4k Z K DNAF B & attL iz s EZShuttle ™ B Gateway® Entry
clone (AT5elE) A% 3| & attRA MR L H K. HEZShuttle™ = Gateway® Entry clone (A []5k)
B5RIEPMRE, RGN NEZRecombinase™ LR mix, =i (25°C) &M A/ JEEI A H T E. coli (1%
b (E2) .
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EZRecombinase™ LR Cloning Kit/& 41 i EZShuttle™ 77 Bk R ) —#4r . EZShuttle™ FrlEfk R £ %
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*« EZRecombinase™ Mix: EZRecombinase™ BP Mix f#{k.attB x attP #E2H <)~ ; EZRecombinase™
LR Mix fifk.attB x attP 54 v .

* pShuttle™ cloning vector: pShuttle™ # &) L2k, ok )5 EZShuttle™ ik s [ EUHT A attB
7 ") DNA Jr Bt fE EZRecombinase™ BP Mix fEH FRAEUH KB, A Bl i) EZShuttle™
Gateway® PLUS 7 # i ok Gateway® Entry clone, HLIjfEYS Gateway® pDONR™ #4441 [H] .

* pEZ™ vectors: F A Tl LRE A e M H AR L 7 f#; 5GeneCopoeia’s Shuttle™
Gateway® PLUS% 2 77 B o Gateway® A [ 1 7a AR [F], X Be3 AR A 1L 22 Tk bric «

« EZShuttle™ Gateway® PLUS ORF clones: GeneCopeiafZ{{:£135,000F A fl/) i [fIEZShuttle™
Gateway® PLUSH W i f#, Z&IL%f%7Ali%. EZShuttle™ Gateway® PLUS %R 7 [ 5 Gateway®
Entry clone—#f, fEEZRecombinase™ LR Mix{EH Fal LLE 2. P DNA F B 5% BE il pEZ™
WA T 5 Gateway®H & 1 H (/41 . EZShuttle™ Gateway® PLUS %2 v [ 115 A £ 7o F A7 55,
WA T2 M R -1 R e P A
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T%5: ERO001 (20 reactions), ER002 (100 reactions)
L5 HUAE
20 reactions
100 reactions
80 ul . -80° C
ERO001-01 EZR bi ™ | R Mi Vi
ecombinase ix 80 plx 5 FoK N
. 80 pl ‘ 20° C
ER001-02 5 X Reaction Buffer 80 plx 5 FK YN YNE
Positive control (Shuttle 20 pl , -20° C
ER001-03 clone eGFPp, 100 ng/ul) 20 pix 5 Tk Z A EAE64 H
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1 EZShuttle™ clone &% Entry clone DNA
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2. EZRecombinase™ BP Mix

$%%5: ERO0O03 (20 reactions), ER004 (100 reactions)

125 FNAK .
20 reactions fEi &M
100 reactions
. . 80 ul . -80° C
ER -01 EZR b ™ BP M Vi
003-0 ecombinase ix 80 plx 5 FoK R
_ 80 pl \ 20° C
ER003-02 5XReact Buffi Vi
eaction Butier 80 plx 5 RO I YNEVN
Positive control (attB-PCR 20 pl , -20° C
ER003-03 | product, ~1.9kb, 100 ng/ul) 20 pix 5 LR N
By W SR SN |

I attB-PCR Product 5% Expression clone DNA

M attP-containing plasmid vector DNA (pShuttle™ cloning vector & Gateway® pDONR™ vector)

1 TE buffer, pH 8.0

M2 L5555 CC001 (DH5a J&Z441M1) « CC003 (Stbl3 &2 A4HM1)
UO104A (2T1 J&sza541) 1

1 S.0.C £ 4
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1. LR Recombination reaction

AR DT 5286 8 B AT attL x attREL 2 e B ANFL AL .

1. M-80°CUKFHL H EZRecombinase™ LR Mix(ER001-01), ¥K/K & 25050, FEWER2IK, 281K
2. E=ERETMLLTFAGRE 1.5 ml EP BN IFRA:

BB A

EZShuttle™ (or Gateway® Entry clone) (100-300 ng) 1-10 i
pEZ™ vector (or Gatewayt® pDEST vector) (150 ng/pl) 2yl
5x Reaction Buffer 4
TE buffer, pH 8.0 pIE=S (T
SRR 16 pl

3. 0 4 pl EZRecombinase™ LR Mix (ER001-01)E s N4 B, 7840 1E5).
4. FEEC, LURITE BNTE R K.

5. HE 25°CIS 60 Frétb.

* &/ /=, EZRecombinase™ LR Mix(ER001-01) /w5 Kllj [F]-80 C4k#E

i
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2. FBMAMIREL 4 pl RBFEYIR EKE 1.5 ml EPE AN, 1A 50-100 pl fEZ S0, 0K
30 7rdb.

3. 42°C I As B, RJE VKM 2-3 3Bl

4. N 500 pl S.0.C K953, T 37 CHR¥F K7 1/M I (200 8% 220 rppm)

5. 3 HIEL 50 pl AT 200 pl 759084054 5 pEZ™ vector (or Gateway® pDEST vector)
—FEBUE I B IR B AR o

* PERFEMYLIHER, UEKEX SN 5 ETIE.
6. 37 °CHiFE 12-16 /M,
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2. BP Recombination reaction
THARYE DA 5256 20 R 1T attB x attPEE 2H s B AL

1. M-80°CUK#HX Hi EZRecombinase™ BP Mix(ER003-01), VK/KMUE 2581, FHEWEMA2IK, 280/IK.
2. EER MU TEGHE] 1.5 ml EP & N IFRA:

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

3. il 4 pl EZRecombinase™ BP Mix(ER003-01) F| e M4 B, F0MRA .
4. FEEL, DAORPTA N SOV I .

5. HE 25°CIM 60 Frétb.

* /)5, EZRecombinase™ BP Mix(ER003-01) /7.1 B3¢ [F-80 CHK L.

i
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2. FBMAMIREL 4 pl RBFEYIR EKE 1.5 ml EPE AN, 1A 50-100 pl fERZS4000, 0K
30 7rdb.

3. 42°C I As B, RJE VKM 2-3 73 Eh.

4. N 500 pl S.0.C K953, T 37 CHRF R 7 1/M (200 8% 220 rpm)

5. ZrHIEL S0 pl A1 200 pl 5 F=490i840 &4 5 pShuttle™ vector (or Gateway® pDONR vector)
—FEBUE I B IR B AR o

* PERFEMYLIHER, UEKEX SN 5 TIE.
6. 37 °CHiFE 12-16 /M,
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