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Hind lI”F BamH I 0|8} double digestion?| 6|

DNA (= 1ug)
Hind Il 1u0
BamH | 1ul
10 x K buffer 2 u0
dH,0 up to 20 u (7FEA| tapping)
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® 2l gelo] 4] DNAS FAgchTaKaRa MiniBEST Agarose Gel
Extration Kit).
® AA3F insert DNA -8-91-2 [A]Z 3itt
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Vector2}2] ligationol] AR&-dl= Agtas AFO|EE insert pn'merQ] 5"k
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FAREE A AFO|E 4 5'tho]| 3 base ©]4 nucleotideZ] 7}

TaKaRa Ex Tag Hot Start VersionS AR off
@ PCR WHNE ZAISE 3 uk-gglc),

10 X Ex Taq Buffer(Mg”" plus) 5 ul
dNTP Mixture(Z} 2.5 mM) 4 u0 (Z+200 uM)

primer 1 0.2~1.0 uM (final conc.)
primer 2 0.2~1.0 uM (final conc.)
DNA <500 ng
TaKaRa Ex Taq HS 125U

dH,0 up to 50 ul (7FEA| tapping)
98°C 10 sec.
55C 30 sec. ] 30 cycles

72°C 1 min/kb
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(D2| PCR EHSH =2u
Hind Il 10
BamH | 100
10 X K Buffer 2 ul
dH,0 up to 20ug (7 A tapping)

® 37°C of|A 1417 uk-g-gtc},

@ bl gelol A DNAES ARt TaKaRa MiniBEST Agarose Gel
Extration Kit).

® AN insert DNA 8942 [A]2 3ok
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@ ¥4 plasmid vector (circular)?] cloning Al ES Algtai g Aeh
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Plasmid DNA (= 1ug)
Hind lll 1u0
BamH | 1ul
10 X K Buffer 2 u0
dH,0 up to 20 ud (7FEA| tapping)
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0 St Z20| MISIEAR insert DNA ZA|2} plasmid vectorZ linearztoh= A
20ll= linearat 8t vector?] selHigations 24X|5H7| 2IaH ofziet 20| &l
Atst XMz[stct
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Hgte A= M plasmid vector 1~20 pmol
Alkaline Phosphatase(BAP) 0.3~06U
10 X BAP Buffer 5 ul
dH,0 up to 50 wQ (7HEA| tapping)
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Insert DNA 224 [A 25~250 fmol . . _
_Gzo[ﬂ []B] 0 ng(2 ) « DNA 8] salt H=7F 321 ligation FL-&0]
Plasmid DNA &4 50 ng(25 fmol .
o ¢ AstEt), 53] ofgts WAl AMS-E]= ammonium
Ligation Mix 75 ud

acetater= ligationA] Asf 2-8-2 5}7] wfjitof, ot
dH,0 up to 15 0 = A o] A A AFo] A= gt
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incubation &, HF= 2FHA] --A|8F ArElof| 4] Ligation
Kit9] Z} A|eks: A7) RE-g—= o, hgationOﬂ s
29l EZ&Tcohensive end®] S E o] FAXSE §80]

E. coli HSTO8 Premium Competent CellsS AI25H= A
(D HSTO08 competent cell 100 ut= ARG A Aol A5 Qofl A g3li5l

=0]A] ] o]
o3l A7l & 14 ml tubeZ {1 tHvortex 7). zobd 7hsdol gl
© Ligation HP° 34’” 10 W= 147}5]1 A-5of 4 30 =7t ’FA] st} Qo] xxtoz Ilgatlon S20| 7 Elxl g Ad0=
@ 42°CoN A 4527t heat shock §-, H-5ollA] 1~2 E7F BFA] g}, DNA EHNIE CIA| sh= RS HESICL

@ m2] 37CR WHES SOC mediaZ 2% 1 meo] Hx= et}

(® 37T shaking incubatoroll 4] 1A|7F v|oF (160 ~ 225 rpm)3Hc},

® LB plate(@ A Z3holl Zde-S- spreading 3L, 37Col|A] 515
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7] ThH-L ligation A8-0] A5l = Zdko] Qlr), TakaRa
DNA Ligation Kit LONG(Code 6024) 71 ©H ligation
of 2| Az}Elo] Slef, 10 kb o]/d9] ligation= dh= 75
of Aglslt) 3 insert DNAES 313 plasmid®] A
A o7k & A (53], 10 kbE H Aol i+
o 29] 9] mgo] wolx|a, tatfolA¢] plasmid
o] M E "ol HE Aest cloned 51| o
ARIcE, o]ysl Ff-oll= & Ato]=9] DNAS 8842
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Cells(Code 9128)2] AH8-2 ARl

5. Insert Check PCR
3129 "4 Insert Check PCR, 2%
6. I, Plasmid XX

312:2] 5, 1%k, Plasmid A, &=

T2 Code M= 2
1060A Hind Il 10,000 U
Hetsa =olatst 1010A BamH | 10,000 U
2120A Alkaline Phosphatase (E. coli C75) 50 U
2250A Alkaline Phosphatase(Calf intestine) 1,000 U
PCR RROO6A TaKaRa Ex Taq Hot Start Version 250 U
6023 DNA Ligation Kit {Mighty Mix) 1 Kit
_ 6024 TaKaRa DNA Ligation Kit LONG 1 Kit

Ligation, EZ&IMst
9128 E. coli HSTO8 Premium Competent Cells 1 Set (100 ug X 10)
9052 E. coli JM109 Competent Cells 1 Set (100 g x 10)
5003 Agarose LO3 "TAKARA, 100 g
H71gs 3407A 100 bp DNA Ladder 500 ug( 100 3l)
3403 A=Hind lll digest 100 ug
9760A TaKaRa MINIBEST Plasmid Purification Kit 50 3
DNA HH| 9761A TaKaRa MInIBEST DNA Fragment Purification Kit 50 3|
9762A TaKaRa MINBBEST Agarose Gel DNA Extraction Kit 50 3
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