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R FEWE" TA Cloning Kit (pTAC-1) ] L]
] [=]=!
wmmad—-F [T EES BE
DS125 FEW®“¢ TA Cloning Kit (pTAC-1) 20 reactions
pTAC-1 Vector, linearized 20 ul (50 ng/ul)
2 X Ligation Buffer 100 pl
Ligase Mixture 20 pl
M13 BDFw Primer 100 pl (3.2 pmol /ul)
M13 BDRev Primer 100 ul (3.2 pmol /ul)
DS125L FEW®"“® TA Cloning Kit (cTAC-1), Large 80 reactions
pTAC-1 Vector, linearized 20 pl (50 ng/ul) x4
2 X Ligation Buffer 100yl X 4
Ligase Mixture 20yl X 4
M13 BDFw Primer 100 pl (3.2 pmol /ul) X 4
M13 BDRev Primer 100 pl (3.2 pmol /ul) X 4
REEH:
20 °C
FUSHIC

FEW®“* TA Cloning Kit (. PCR E#& T ADA—f0 T-A I E W AICE IV, PCRYIO-ZUT %
YETT, F15°—avi1Ed PCR E¥%. pTAC-1 Vector & 2 X Ligation Buffer, LT Ligase mixture
EEREL.16 °CT 30 DM UFaR—FTBEFTT, DM —Yav RIGRIE. BEETINDLIVETUH
IO EERRICANDIENTEET,

PCR HO—-VTJ#4E
DNA 18Kt
TADO—ZU0 M IS 3ICIE. PCREVMDEEENFRLEETY . MY ML TICHIEELET,

1.

PCR B RIGAD 3’ -A FINEHZED, PCR FEMIE T RDA—EDFAT—DaV M EICKEEE
LET, /U7 —2U—F10% DNA RUAS—F(CLD PCR BRRAFRIGAD 3’ -A fHIZhEE.
PCR 7343—0 5 XKimh' A THIELE, bEEVIENHMONTVET, ALVS PCR 73/3—0
5 Riflc. A ZfT5IRITEEBTINLET,

PCR B F RImAD 3’ -A fHnzh&E%z £ (F37. PCR RIGDEREZIC 70 °C, 10 O IMATY
TEITIEERTIHLET,

TI—=2U=F4VJDNA RUAS—E (&, PCRET A RIGADS -AfMEEMEND T, COBER
[CLBPCRIBIREMZEEEIO-ZVIULEE . VO—Z U $hENMECEOTLENET, [TF/E
KinzHIHPCREYMDIO—_U7 1 (P.3) EL L. PCRET A RIHADI’ -AR IR IGEITIC
EEBTTHLET,

TADO—ZVHORIIC, P7HO-2AT IV ERKENICTPCREYMDEH LU B DREREITO RS
(A

PCR RIGE#DPCREMIZ. TAVO-ZVJEHEIMEZSATVET, TIMY—-H417—
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2.

*1

PEBNDPCREYICHETZHGEERLL. VO—ZU0 5% £ (F3=0HICH. PCREMIZ
IYAR—ADAEVAS LTHEELTHLTAYDO-ZVH(CRAWSIEEBTTHLET,

o PCROTVIL— M, PUEVIVIEEIE FEEETIAIRDNADE S, TVUTL— B AN,

TADO—-ZV5 DI\ D 50 RICB B AT REMEN HNET , EDH A&, PCRR . 50-100 pld KX
[SRIC, EHE10-20 units DDprl &INZ. 37°CTI0RAUFaR— LT, TYTIL— b ELRETS
CEEBTIHLET, HEEEIUAIR-ADAEVHSLTHREL, YO VT (CAVET,

A5 =3V R
1. KEICT.UTD 10u1545 =23y kicikERETS,

pTAC-1 vector (50 ng/ul) 1l
PCR E# X pl *!
2 X Ligation Buffer 5 ul
Ligase Mixture 1 pl *?
BB K variable
EX 10 pl

2. 16 °CT 30 " &I

3. AT —VaVRIGE 5 wEEDFETINILIVETY ML 50 pl DR BEERHRICA VS,
I =3V RIICIE, BIVE T, pTAC-1 Vector DNA (50 ng, 0.028 pmol)D2-61% = DPCRHERT
DNAZFRLVBZEESTTHLET ., HlZIE. 1,000 bpDPCRETFDIFE. 36 ng(0.056 pmol) LI E%
RAWTKEEW, 55k RFYMIENVDT IV RFERWWIO-ZUTZEEH T b, TNLNDG
WETH. BAVO-ZVJARETT (KRG PASER) , . DO—-ZVJRI1IC, PCREMIS IR B A
ENHTHL TIVERKENCTHRTILZETIHLET . BRIDPCRET Y, TS EIBIESNT
WD, BIRIEMDELTOVE VN ERTEERY , ERKEIORE. NV ROEBEEEDN L, DNAEN
BMERTReR 9 FEI—N—FHIZL, Oramerke® DNA Low DHDM112)%3 L MEP¥amerke® DNA High D
(#DM122) JOEREHTITHLET,
Ligase Mixture (FE&ICANZ TEELY,
A=AV RIGE G BETINLAVET Y ML OB EERRICA VNS IENTEET , k. I EE
HEFET-20 CICTRERBETT .

=

MEERFIBECEAOTINLIVETY MIVORBAECH S TITO TS,

CERASNSIVETYMILE. 6 DEORFBEETEMEERIBEHE O1X10° cfu/100 pl/tube)*

BIVETY ML T PyraComeetents Cells jotGiga DH5 @ (#DS230)EH T T WHLE T, DynaCompetent® Cells

JetGiga DHS ¢ ZLVEIB S . PCR EYME/ Th o XBEEIL—T400T3ETO—EDEENDT

h 36 B TITAET,

* 1 EOREERRICERTIIVETYMILER 50 ul EBNETOT, ALEERHRIETEI>5 x 108
cfu/50 pl/tube ERINET,
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4. HO-VnmE

INZ—%. EYD7Yy7L. 100 pg/ml PYEIIVEED 3-5 ml O LB HEh T—BikE &%, TSI REH
HUT, FIRRBRLE Y Y—DI Y ATIHERIESL,

Fe. XIMIBOY-DIVATIMI—tY. HB B ERFOEIEICFERLE PCR R7513—%
Lz, JOZ—PCR (L& THHERTEET,

5. Y=H1IVvIUH
AVY— EY—DIVAT DI, FiR. 2 BOY—DIVATAI—HHEFSNTNETS,
M13 BDFw Primer; 5 - CAGGGTTTTCCCAGTCACGAC-3’
M13 BDRev Primer; 5" — CGGATAACAATTTCACACAGG -3’

M13 BDFw Primer . EcoRl Y4+ 45 15 & EFRIC. M13 BDRev Primer (3 Hindlll Y4+ 26
BETRICZZ-ILLET,

EDfth K oh DIEFER
1. FEXREEEETS PCREMOIO—=VY

IN—=V=F4 V5 EHEERTEIDNARUAS— LI TEIELEIGE . ZOPCREMIZ T/ RIHN EE
BNET, ZOLIBPCREYE. TADA—CHO-ZUT T35 E(E. 3’ RIKIC, LTOLIICLT, AZfHN
TRILENHDET,

1. FEBRIEFPCREMICT unitd) Tag DNA polymerase & imiNd %,
2. 72°C T109 R,
3. YJAR—ADAEVNT LICTHEE T B2,

*' PCR RIGEIT 212\ I7—(2)\WI7—R T B FDFEFEMATCRIEHNFE B,
¥ 2AEVNSLERWSE, BHEICIO>TIEPCREMN . FIMEINTLEOIENHNET . F0HE. T4/
— VBT, BELTHD, TADO—ZUHICRANTES,
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2. EERH

FEADEDH 1 kb @ PCR B %, FEWB"™ TA Cloning Kit EBBLVTHO—Z—V U LR ERLTVET,
SAH =93V R 5 plEFLNT, DyneCompetent® Cells ot Giga DH5 o (#DS230) 50 pl 2 BEsHa L. £ 8%

LB 7L—MZEHRLFELLZ, BN -, BRI0-—%%. FWW/—

Y RHMEC MOEWVIA-Z VT BEERLTVET (TR,

. FREIOZ-#HEXRLET, )\WHJ5

FEWE"“ TA Cloning Kit (pTAC-1)%ALYT PCR /(1 kb)%&
oO-ZYJULIEE0I0-ZV

200,000
150,000 ] %
5 |
| ogJA=Z—
1'| 100,000 -
O + mEIA--
O
50,000
0 m— e s |
0 10 20 40 80 ng
19— t=
FSINVOa—T40T
il aTREtE R iR 5
DEHD, 2KAO=—0F | TL—FOREMENRRE-TNBH | FL— MeHRLTESD, BERH, TL—
RENBLES BEMENBDET MEEDELET,

T —7)—F14v5 DNA RUAS—E%E
FWLT PCR 217272155,

TI=2)=F1 VT EEEE TS DNARUAS
—CPERVTEIELESS . 20 PCR EYIE
EERIFHNEERZDT, TA HO—-ZVHI(C
(. BLTLFEE, 3 KiIGAD A O 0H
WETY, [FERinZEHTS PCR EYD
DO—-Zu0 1 58S BIES,

RHBED PCR WrH%E. hO——U4
RIGICAWTWEWVATEEENBDET,
geI1a-—hdiEn

BERKBIN DA EECT, PCR O
EBEAIL. RHED PCR Wi F%E TA YO
—ZUHICANTESLY,

LIFLIE. AEVBSLICE-THRELTE, &
KAEHTREERGEENTEGLIELH
0;2: BRKEICTRET I LEHTTY
LI o

PCR E¥IHIC, 515 —Yav RitzE
B%”%@%Eb"iﬁ)\ LT3 RTEEMEN S

PCR E#MEVIAR-ADAE VNSICTHEEL
M. HIVERIKEICLZ)INY FOFINE L
BRETVET,

HAO—-ZvP&nh#z PCR WrEHXKIGE
([CEHTEENZ UV ETRESEN HDFET,

TL—b%E, 37°CEDIELY., 30°CHBMEIER
[CTAYFAR—FLTH TS, HESN
PEHEELHNET,

BEEDSMT—YavREYE, IV
ETY beIUCA AT RN BDETS .

SAY—-VavRISHOEZ. FIHLIAVET
VMEILD 5% EBZIIENESICLET,
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BEIOZ-0#THd

2T0Ha-Uh, BROM VY — ek

(HR—ZVJ 0z, )

QTS RIBEMENHDET o
X=Gal B"7H—TL—HMMIZEHINT | XHL X-Gal FEFNTLBIHFIVILTUE
WELVETREENBNET Sy,

PCR OFY7L—hELT, 7VEI)Y
T EEFEETITIAIFEAL.
NHEALTLEEalREMEN HDE
3—0

PCR &Itk RSB RICHIREES: Donl #
MAT,. TVTV— TS AZIRERET D,
FILELKKBTEMONY RETVTIL— 5
2. N REYIDH LTS, TDNA E1F
RIS 1R EHSBRES,

RAEOMEMENATVLELD,
?g%ﬁb"iﬂi’é%otﬁlﬁ‘ﬁl‘ihﬁw

TU—FeFIvOL TS B ELL, Filz
(CTL—PefERLEBELET,

FIZ. MM —HBLME
BeEh hRATIL-0]
AZ—h'H3,

lacZ 73T AV M. RN THRIELTLY
BEIEEMER HDFET,

CORATOIA-_ WD 1V —FDHE
EEZELTCHET . 1V Y- FEE ATV
ErHNET, F0GE. T2 ERI0-—
BELAI T — e EATOEBWNEREETH
BTERBNFETOTHELEIEZSL,

Fo0I0-—-rE‘EI0
T thoESHTIL—
HdWME31 -0

A= DARICEST, lacZ 775 *
”Jgtgy RN TEBELTWSAEEED S
0 o

MAATOIN_—ZWD. (VY- DFEEE
RS, BALEI VY- EEAT
BN ARADOHNEBO>TNSIZENHNE
T o EDLIBA Y —ME. SD ERFESA VTV

IOZ—-%#®RABEECHTAIC. BE
[CRTFELTLEOEE,

——ThimA, —LOBRIRIFVEE VTS ATREMEN HDE
RELEIAZ-P YT/ FIAZ-T | KEGEBIO_-EZMBLIICLET, F
HERREMEN' BNET 2. PVEIIYT L= FEFIYI LTS,
B TES L 18— KRB (CEOTEIDOFMHEN
/ =] o

HD. RYIBORET. FJL—FLETERLT
Lo AT eetED HNET , JLyvall R EEx
ULz L— o, JAZ—FWMBLTES
L\O

BeIAZ-NMo—%
EhTLEL

TIAI—HAI-HBVIEHFEN
PCR RIGEMEFHIOO-_008N
TR RTREMEN BNET o

ERKE T, ALBE—OB MDY FH
IR TE34L5(C PCR RICEHEHRERTD
WELBDET, HBL\E. BRID PCR BT
DNV ROHE, EXKBCTYINE LEE
LTARNET,

BEIOZ-h2 Amp &
URARIE THEE TR
DI, TIAZTRERDESE
Nk

HA—-—vHanhk PCR WiEhHXKIGE
[C LT, #EohnEELHIIEE,

A= EESLTIAIRY, KK E DD
PUEDUUNEHBEINDPLVEY, BADND
FEPNMIBEELTIKIEDRBNET, 2015
? E2EZLDTPIVEVYIEMATIESELE

FNIC. RO BTZIVEIIVUEHTE.
AL TSAZFIEATIIGENHNET, 7
VEV U BEFIBEENIOEY—L
Z.AYTTL—bENB3OhELNEBA, CO
BE. L MORAEEER. 3ICUTOR
{Jf{i ;?Ji(;t“ 30°CHRERTITHERIMEGEND
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DynaCompetent® Cells JetGIga DH5 o
DS230 “R=:100 plx 10
6 HIDRRGIZETEREEIEHE 01 x10° cfu/100 pl/tube) DIVETY ML
B HDBEICH T - BREBUCERTIRE
DSZ1 0 DynaCompetent® Cells JM1 09 DM1 22 DynaMaker® DNA ngh D
DM112 | PraMaker® DNA Low D
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pTAC-1 RHAR—(Z2\T
pTAC-1(EZQILFHA—ZU T YA b, TITFAI—HEEEML, lacZa EIZFDAMYTIRVERRINT.

pUCI9ERE—TY,
Sequence around cloning Site

M13-BDFw Primer binding site

»
TTG GGT AAC GCC AGG GTT TTC CCA GTC ACG ACG TTG TAA AAC GAC GGC
AAC CCA TTG CGG TCC CAA AAG GGT CAG TGC TGC AAC ATT TTG CTG CCG

Q T Y G P N E W D R R Q L \Y \Y A

EcoRlI Kpnl

T7 Primer binding site g Sacl Smal

CAG CGC GTA ATA CGA CTC ACT ATA GG'G CGA ATT CGA GCT CGG TAC CCG

GTC GCG CAT TAT GCT GAG TGA TAT CCC GCT TAA GCT CGA GCC ATG GGC

L A Y Y S E S Y P S N S S P Y R

Xhol BamHI L
&Z—\ TCT CGA GGC CAG ATC T JIN ATT GTG GAT CCG CTC
CCT AGA GCT CCG GTC TAGEN T TAA CAC CTA GGC GAG
S R S A L D N H I R E
Xbal _osan Pstl o Pael Hindll1

TAG AGT CGA CCT GCA GGC ATG CAA GCT TGG CGT AAT CAT GGT CAT AGC

ATC TCA GCT GGA CGT CCG TAC GTT CGA ACC GCA TTA GTA CCA TCG
L T S R C A H L S P T I M T M

LacZo-Peptide «—
TGT TTC CTG TGT GAA ATT GTT ATC CGC TCA CAA
ACA AAG GAC ACA CTT TAA CAA TAG GCG AGT GTT

<

M13-BDRv Primer binding site 1 7

EcoRlI
Sacl
Kpnl

lacZ Smal
Xhol

T BamHI
Xbal

Amp pTAC -1 Sall
Pstl
2734 bp Pael

Hindlll

ORI
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