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Mighty TA-cloning kit
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Takara BioolX+ &#]Z¢] 71422 TA-cloningS 3 4+ 9 A
Mighty TA-cloning Kit (TaKaRa Code 6028)& ZA|a} it} =
cloning % insert <1, Sequencing @ in vitro transcription 5 $7}4¢1
3lo] 713t e S A A" multi-cloning site (MCS)Z 7}A|3L l+= pMD20-T
vector®} Takara Bio2] W|2~EAZ] ZF d1}<] DNA Ligation Kit (Mighty
Mix TaKaRa Code 6023) & T % o] glo], ZFH3HAM & ThA|7ko) ligation
T3-S e 5 it

i rlo o

W AE57 (20 2)

PMD20-T vector (50 ng/ ) 20 pl
Ligation Mighty Mix 50 plx2
Positive Control Insert 10 #l

W pMD20-T vector

pMD20-T vectors= PCR AH2-& 7FH3H| TA-cloning & & &2 A7 ¥
vector® EcoR V site2 Aetksle] 7t 3 -“L‘:}Oﬂ dTE ¥7}8te] A-tails 7FA
PCR 2He& #H ligation & = o}, B3} lacZ A ES X85l 210] blue
/ white screeningg& %8} 47| positive clone2 A¥ 3 4= It} E Vector
= Multi cloning site (MCS) “3-79l] SP6 promoter A €-& =3} SP6 RNA
PolymeraseZ ©]-83}] in vitro transcription©. 2 E24 F-HAke} dR 2l
ssRNA TAE 713t} (28 1), 53, M13-M4/M13-RV primer siteZ 7}4]
3L 9)¢] colony PCRE F-3}¢] insert size 821 B A7|M HajM & 47 &
AEE 319t} Colony PCRE 93}4] loading dyeZ} E3H 2 x PCR premix

e o] A|E<2] EmeraldAmp™ PCR Master Mix (TaKaRa Code RR300A) 5=
= SapphireAmp™ Fast PCR Master Mix (TaKaRa Code RR350A)& AH&-3}
A w2 31 7FHEH insertE #¢ld 4= 9t

W DNA Ligation Kit (Mighty Mix)

Mighty TA-cloning Kitell&= Takara Bio®] TFF3} Ligation Kit A]2]= oA
= ARgo] 714 Heldkal ligation E-80] E-& Ligation Mighty Mix7} ¥
o] o}, B AE-L ligase?} buffer, enhancer (ligation¥} transformation &
& ) 5o] E3H 2 x premix FE| 2, Z2bo| n-¢- 7kl Ligation Mix
o} DNA §95 1: 12 38t whgst & #& A4 glo] ligation
mixture 2t £ transformation®]} in vitro packingdl] o] &g <= t}. 7|&
o] Bl %) 31 )9 Ligation Kit Ver, 2.1 (TaKaRa Code 6022)3} H|8}o] 1h-g-
o] Aol 7443} (F 1) © ¥HH, ligation /transformation &8-S #=o}A]
(1" 2) 35 O 2HHEH LE89] ligation ¥H&-S & 5= A H At

I 1. Mighty Mix (6023)2} Ligation Kit Ver 21 (022)2] #h204 T2A H|m

EE B3 T4 I1s

Mighty Mix (6023) Ligation Mix Enzyme solution
Solution | Enzyme solution

Ligation Kit Ver 21 (6022) Solution Il Concatenation
Solution Il Transformation enhancer

Ori

LacZ
pMD20-T vector

Multi cloning site

(2,736 bp)

pUC118, insert 6.5 kb
(Ligation Kit ver 2 18+2)

pUC118, insert 6.5 kb
(Mighty MixH2)

Vector : pUC118 Hind Il / BAP (TaKaRa Code 3324)

Insert : 6.5 kb DNA fragment

Competent cell : £, coli JM109 Competent Cells (TaKaRa Code 9052)
Transformation : Heat shock method

12! 1, pMD20-T vectore| 727
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T2l 2, Mighty Mix (6023)2} Ligation Kit Ver 2.1 (6022)2] cloning &2 8| 4!
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Mighty TA-cloning kit Comtinued-

o0]¢} 7o) Mighty TA-cloning Kit-g ©]88}H PCR AHe-< ©hA 7k 7HASHH m AN E

M% JEE&=E TAcloning & 4= St} Vectors} ligation kite= pMD20-T
vector (TaKaRa Code 3270)9} DNA Ligation Kit (Mighty Mix) (TaKaRa DNA Ligation Kit (Mighty My 1003/ (75 4l 12 A) 6003
Code 6023)2 77} o] 5= it} T-Vector pMD20 149 3270
53h, Takara BioolAl= A¥HA<QI cloning #9F ofy2} Zo]7} 1 plasmid T-Vector pMD19 (Simple) 1 ng 3271
DNA9] A8 A library A|Zte] 3502 &3 4= & E. coli EmeraldAmp™ PCR Master Mix 160 3| (50 4l EF2 Al) RR300A
HSTO08 Premium Competent Cells (TaKaRa Code 9028) 2]o]l T}oF3t SapphireAmp" Fast PCR Master Mix 160 3| (50 4 €S Al) RR350A
competent cell%= #ufataL 9T}, E coliHST08 Premium Competent Cells 1Set (100 4 x 10) 9028
E. coli DH5 aCompetent Cells 1Set (100 4 x 10) 9057
E. coliJM109 Competent Cells 1Set (100 4 x 10) 9052
E. coli HST08 Premium Electro-Cells 1Set (50 4 x 10) 9128
E. coliDH5 aElectro-Cells 1Set (50 4 x 10) 9027
E. coli JM109 Electro-Cells 1Set (50 4 x 10) 9022

(TaKaRa Ligation Kit A|2]=)
OfL}, AEo] O M9t 2 x ligation premix

DNA Ligation Kit (Mighty Mix)

v Ligase, buffer, transformation enhancer7}X| 25 &fLt2| tubeo| 6023 100 3* 168,000 &
\/ Zk=k3t plasmid ligation2 25 ¢, 52 HI29 2 & OK| S TS5 i ALZA

=, Insert Size? O|X| I 0|’ Cloningof] Z&=°] ofg4T.

TaKaRa DNA Ligation Kit LONG

Vv 10 kb 0]At2| DNA =HH cloningdl| £|&
VBAC library S 71 SHH S| DNA library ®|ZHo]| XX 6024 1 kit 168,000 &
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