PCR =419 TA 52[E (DNA RIREHFNER)

(iG]
1.DNA FEREMITT%: DNA REEESIRERIRIEMEERR T, B E—EREHTEIX,
ARX/NE DNA D FRTEBERNAENO B, ITHEE DNA RERRISHER, K

A, BABIDREMGEE R A BREIOR = BRI A BREMTAEL.

2.XF3 Taq EBRESETE PCR F4RY 3" RimfN E—PIEEIRAKERAY A, T T BlAE—Fir

A FT PCR = 4RI5eREFA IR,

ERE T HiAG1RE, AL A TakKaRa &R pMDTM18-T Simple Vector, X

ANERLA pUCT9 ZfARDERS, THRT pUCT8 Hiik LIS TSI, & EcoRVERTIE

OAFIS88H7]
(—)
1.pMDTM18-T Simple Vector Kit (Takara A8]).
2.TAE EEIKEFR
3.35fgME (Agarose)
4.6 xEKNMEEEIT: 0.25% IRMIE, 40%(w/v) BEFEKAR, IWHET 4°C,
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5. R ZHE(EB) AR : EoHIRk 10mg/mL, FItEARREERSE, HT=RAA.
6.70%Z B2

7 REMGEAIE (Omega 2AF])

(Z) =847
IV BBk Y ANBER O, ERKER, HMERRIE, MUKIFEEER RIMNE

SHY, EERAGER A E ERREIRE.

(#B{F75iE]

(—) REMGRFIZEW PCR 4] (LA Omega 2&] Gel Extraction Kit J9{3il)

1.ZBRIRER DNA T2 E, BRRRESRINT ERse eI TERAER,

2 BIRPREERE 1.5m BUOEELVDECERET)F, MESLERIRNERE., ITULHHTE
BN (RgHEHZESR 19/ml), IIAEAFRA Binding Buffer (XP2), F 55-65°C/Kia
FIEA 7Tmin IERKSTERME, 8 2-3 miniREEEY. (BRREABE, TR
f&-Binding buffer {BA4IAY pH B, WIRHE pH EXTF 8 B9i&F, DNA RIFERBAXRL,
WNEREEEELE, NEAA Sul JREA 5M, pH J9 5.2 FIBEERSN, LUBEE pH (B, 1%
BEYRRERBRENERXER. )

3. l—TFi$A7 HiBind DNA Mini £ F5AE—1MTFH 2ml IKEER (EEE).

4 BE=IREH DNA/BIRREEFEBEE T, =R T 10,000 x g B0 1 5. FU
SEETRER, BIEFER 2ml EERKEE.

5405 DNA/SERIGTRAVATE 700ul, —XRBEER 700ul EFEFH, RTAIT4EES
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55 5 SEENRREZIIHTF. B Hibind DNA BEMAHLAEERE— MRIRA 250
g DNA BIRBHEES. NSRFREAF=ERK, NHEEFRSBIINEISESBEFH.

6. FWERERIER  BEFER 2ml WEERIEE ., ¥ 300ul Binding Buffer (XP2)
ZEFh, =BT, 10,000 x g FEL 1Tmin,

7 FEERIRR, BEFER 2ml KEERIKEEE. 57 700ul SPW Wash buffer (2
FBF/KZ BERsiRE0) =T, =R 10,000xg B0 Tmin, (R4EHY SPW Wash Buffer
EERZ RN IRIRE AR CEERE. ISR DNA SR E REERZ AR E T KET
f9, EHEHETEERT).

8. &S 700ul SPW Wash buffer Ei&tEF. =g T 10,000xg B Tmin,

9 FWEEFRIIER, BIEFER 2ml IEERIEE. =ET,13,000 x g B0 2 min LA
R ETFERERITRIE,

10 BEFEE—NTFN 1.5mIBOE L, IIA 15~30ul (RARBUR FFHRRIZLF=IiRE)
B9 Elution Buffer(zk TE iR ZEER £, =BME Tmin, 13,000xg B/ Tmin LA
DNA, SE—RiFEAATLAGE 70-80%M9%55& DNA, SNEREZEA—RANE, AILUEFRRE

DNA Zefiitisk, NIBRRRTREM SRR,

(Z) i&EERMN (LA Takara 225] pMDTM18-T Simple Vector Kit J9f§)

1) FEHEROEPEHI T DNABR, €875 ul,

pMDTM18-T Simple Vector 1l
Insert DNA 0.1 pmol ~ 0.3 pmol
dH20 up to 5 pl
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2) BIN5 pl (Z£) B9 Solution I,

3) 16°CIRRL 30 ¥, (2 kbp LALKFER PCR F=4it1T DNA FEfERT, EE&RMNATES
SEREHUNT)

4) £8 (10 pl) IAZE 100 pl BEEMAEF, KPHE 30 5.

5) 42°Chng% 45 7o, BTEKFRE 1 o

6) IO 890 pl LB iZFE, 37°CiRHEF 60 D,

7) £3%8 X-Gal, IPTG, Amp {9 LB IFfigYRiasE L15s, FRERER. e, &
BEE.

8) HLERBERE, EEHMPBARRIIKEXRN.

GESSEINUST A

1.(EFRFREFRIEEIKE R TAE Buffer, FEESEA, H PHIFESETE.

2 ANEKREYAFTEREML DNA, ERWITREF, BERERDTIRAR, LIERSKHISERM
R, LA EIRER(E.

3.BZ LA DNA B, MW/RE4afEcRRATEFRABIKIKIKEINT (300-360nm), LURE
Hh63s DNA RIEE]. DNA BREETEZRIMT RAREEE 30 7,
AERRNAESEEZTIEAXR, RARMEEEERERESMINR, BEEAIXRA 16°C
EE 4 N\IAE, NEPREERFEEIERRNAELIESEZIER, HaRERNAYE
ESHEXERR, BEEEERNRGETEMERIIFMN.

5. ERRMNAYENTREN EEE RIS R AR RIERRIEERYSR, NRLEESEIEMHE, B
RS RTEIK R EE R ERIE, 7.
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6. R B NAE 25°CLAT#HT, IREFSBMERAIA DNA, SMERSSEE, KA. PCR
=) (2kb LAL) #HTERERY, ERER AT RREZE\E,

7.34753k2RT, Vector DNA 1 Insert DNA BIBE/REEL—RRA 1:2~10, 1RIESLIGEIE
EEIENERELL.

8. FIEARS AT (B >1x108 cfu/ug pUCT9), XEEATTREEEILLIIRIERY

PRIk,

BCUERMTE:

Y 0.1 ng f) pUC19 Plasmid DNA A0 AZE 100 pl FIRRESAARARSE, BAnA, 900 ul
f1LB 1235 & (0.1 ng DNA/ml) , 1§ _LiAiEsR 34T 10 45/F (0.01 ng DNA/m1)
R 100 pl 3##RF4R (0.001 ng DNA/100 ul) , IZREFER. LAFRI 200 P REE{EH
R R, AT EIEE3R=200 cfw0.001 ng=2x10" cfung=2x10" cfu/ug
pUC19 DNA.

9. FIZEEAE Control DNA, @ISR FIMNAFI ZHIRTIER.

(L% HE]

F—KTF: EchHl 6xEiKINEFETR. TAE SRR, BSIEKE.
BREF: HIEEAERER (1%), Bikiall, YIRREW DNA FER
BFXTF: KpTEHEHZEAE, DNA S T HIKERECAFITE.

F=XREF: NRBWER (BEXRER), HEEARX,

[ELIREERSEEE])
1. PCRF#IMI T-vector SEf&T5i%, NFREBLER(EIRTS?
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2. MIEMBAERINE, YAESLIRERHTON,

3. XYTHASRE Taqg DNA REHEs 18RI PCR 74, W{aRH{T5RE?

B 1:

EcorY = T-Cloning Site

BeaBEST™ Sequencing Primer RV-M
GAGCGGATAACAATTTCACACAGG ——

ez - EcoR v
(r—

& . GAGCGGATAACAATTTCACACAGGAAACAGCTATGACCATGATTACGAACTCGTCCTCGGTTCCCGGCGATCCTCTGGAGATATCGTCCACTTGCCGTCATGCTTCTTT
GGCACTGGCCOTCOTTTTACAACGTCOTRACTGGOAMACCCTEACE -+ 3 Digested by EcoR V
@ CAGCACTGACCCTTTTGGGACCGC
BeaBEST™ Sequencing Primer M13-47

“1et tT  ategtecact . .
‘.9.32737. Ttaggaoo!oa ... (T-Cloning Site)

P 2:
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PCR =4 T &k

BB AT,
WAL EET, ERERE.

|
l FL,
|

l {RIE A T R TR

iEe

PRt EE R
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F—RLEF: ik
1L

F—KTF: &
it

HIX: MESRER
RIS
T



