PCR =411 s

W

&}/ \HEVBS %EBX _x\{]](

i



R I A D) A% B T HLDNA

SR N DA% B (restriction enzyme)
& RIRAIDNA F3-8 MR e IR 741 7™
A=D1 s V1] N D% IR B (endonuclease) (1
SR FEFE R, X LA A B T
DNAEBIUIER], & TEWFFih AT
/D BB —




PR 7 P U] i D7) ) ) = by

i A il 3" 9% b A i g LA oSk R Sl = K2 (8] 3 - 9) . BRJG # b, AR 0] — b 11 258 7™ A=

(1) 5K K b g
(2) 3" K51 K v G

Ptl g::gggggg-——g:_
(3) 3k K I g

Pl 3T GGG 5

LR

TN

,OH 3 5P

5'——G AATTC——38'
3 CTTAA G——5'

NP5 3'HO”

_,OH 3 5'P
5'——CTGCA G 3
g —G ACGTC 5'

\ps5 3'HO”
5'———CAG cTG—3'
3 GTC GAC 5'

Kl 3-9 DNAZRHHEAVIEEREE2AM =D



FE ) S5 -

< U S [F]— i ) #0204/ 48 ADNAPY 5 BE IEffiid s, (HA

HEHA E )7 W] .

> WER R A PR GIBEOIE],  Prier) et e tAl, WP #ae

IERAIESL . (B A BER E T 1)

o A7 SR IEE DR BT A 1 7 Boe T K,  BAeiES, (HACRAK,

1 LA feffh e H T 1) o

> I PAAN ] 1 SR B [R) D) S B AR S A W, o ELPT /5

A G5 R ANTA],  JE 5 R E H T )

A

e, dz HI PR A [R] e PR i A S | T2 B



FEFRATTA R B S2 5, FH 31 P PR il 28
AEBamH | ATHINd 11, 5k 6 il 1) 22 5
F A B B ARG R, n) AR Uk )
P 5 B TE A R B




L il i

TakaRa

BamH I!
@

D1010A 2000 U 120 7

D1010B (&% 5) 10,000 U 500 7T
GIGATCC =
cCTAGG D010C (A3 10) 20,000 U 800 ¢
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D1060A 3,000 U 120 7
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AAGCTT A7) T
TTCGAlA D10E0C (A 10 30,000 U 1,000 72
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Double Digestion (Y] )W) BB Universal
Buffer (Il H 28 M) MR

rinEA
{8 A —FhEa [ BT DNATTBR R (Double
Digestion) Bt. 7T W& RMEE(E. BER

Enzyme Accl |BamHI1| Bgill | Clal |EcoR1|EcoR V| Hincll |HindIll| Kpnl | Neol | Ndel
Accl 1M [05xK | 15T | 1xM | 1xM | 05xK | 1xM [ 1xM | 1xM [1uWB58 1xT

BTEE]— B FiE 3 P T TakaRaeHUni BamHI| 06xK| 1xK | 1xXK | 1xK | 1xK | 1XK |0BExK ] 1xXK JOBxXK [1xE:E4 | 1xK
versal BufferRRR iR, HEBHEBETTIT Bgill | 1T | 1%K | 1xH | 1%H | 1xH | 1xH | 2xK | 1xK | 1xT |[fxhkE38] 1xH
#Universal BufferR I3 E . FE2UL, ctal | txM | 1xk | 1xH [ 1sem | axn | axH | 1w | axm | 1sem [ixieese| 1xH

TEi#TDouble Digestiondt, BT TR
B &EM Universal Buffers

Zkﬁgl?prC?@IJiﬁﬁEﬂgﬁﬁi{iJﬁﬂﬂﬂ% EcoR V| 0B6xK | 1xK 1=H 1% H 1xH 13 H 2xT I1x K | O.5XK |[THF+E58 | 1xH
PRIEE oL, R TTEDouble Digestion®] Hine Tl | 1%M |0BxK | 2xK | 1xM | 1xM | 2xT | 1M | 1M | 1xM |[1xi8s8| 1xT
1# A B EUniversal Bufferd-i%. TEFFTH,
FlUniversal Buffer BITRTH [EE <) 215

EcoRI1 | 1M 1xK 1xH 1xH 1xH 1xH 1M 1M 1M [TEBSE ] 1%H

Hindl| 1xM [ 1xK 1K [ 1xM | 1xM 1%k 1M [ 1M | 1xM [1xE:B58 ] 1xK

F-Universal Bufferf) BRSSP BISEE ., Kpnl | 1xM |05xK | 1xT | 1xM | 1xM | 05xK | 1xM | 1xM | 1xL |05xkBS4 1xT
TakaR a5 &€ m P F Universal Buffers Nool [1XMBESS [ 1xFaBSA | 1xKBSE | 1R K+BSE |12 F4BS% | 1 % KBS | 13 MUBSA | 1x1BRA [5xkeBRA |1 x KBS [ 1xK+BSA
PIDERERIE R, HREH0.5 X BTR Ndel | 1xT | 1xK | 1xH | 1xH | 1xH | 1xH | 1xT | 1xK | 1T [1xk8s8| 1xH

FEPRETRNBEZ0E, 1 XHREE
108, 2% EWHEEMEHTEA.

Notl  |05xkBSal05xkER8 | {xH+ESE | 1 XH+ESE [ 1xHeESA | 1xHBRE |ORxkeESA[DRx kB 052k +ESE 05 K+B54 |1 X HBSA

Psil 1M | 1xK 1xH 1% H 1xH 1xH 1M [ 1M | 1xM [1xk+B38 | 1xH

TR Pvul |08xK| 1xK | 1xK | 1xK | 1xK | 1xK |08xK| 1xK |05xK |1xkbst| 1xk
« 118 DNAFRFANT0 VR8s, 7250 "dE{I Sacl 1xM |0B6xK [ 06xK | 1xM | 1xM [0&6xK | 1xM 1= 1L [OExk4ESA| 1xT
FRtFERER, 37 CTFRMASTE L e B : :
RO A Sall 15%T | 1.5%T | 1xH | 1%H | 1%H | 1xH | 1.5xK | 1.5xkK [15xT+B3% 15xT058] 1%xH
. ChHBBIEStanE S, BEREEE R Smal | 1xTeESA |OaxTR58] 1xT+E92 | 1xT+B88 | 1xT4B8 |D5xkeBot| 1XT+E38 | 1xTE98 | 1xT+RSE | 1% T4BS |1x T+RSA
HEE, EEEHTEI0%NET. Spel | 1xM | 1xK | 1xH | 1xM | 1xH | 1xH | 1xM | 1xM | 1xM |1xkBs8| 1xH

o TBIBEDMNAFIFREE, EDMNAK L FERE
S, HYEREAR S EE, FitelR
4 Double Digestion T EHFFI T B 4R Xbal 1M | 05xK | 2xT [ 1xM | 1xM | 2xT | 1xM | 1xM [ 1xM [1xM:B538] 1xT

Sphi [05xK| I1xK | 1xH | 1xH | 1xH | 1xH | 2xT | 1xkK | 05xK [1xkE58| 1xH

Xhol 1M 12k 1xH 1xH 1xH 1=H 1xM 1% M 1 1xK 1xH
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P Takaka

Double Digestion (CWEFY] ) B Universal
Buffer (11 H 22 /i) IMATHIZ=

iRl
i Enzyme| Acol |BamH1| Balll | Clal |EcoR1|EcoR V| Hine il |Hind i Kpnl | Neol | Nelei | ~[Enzyme Notl | Pstl | Pwil | Sacl | Sall | Smal | Spel | Sphl | Xbal | Xhol
ﬁﬁ%_#mfa*rf%gg;]ﬁ?ﬁ (];Tib; ot 1M | 05%K | 1xT | 1M | 1M | 05%K | 1M | 1M | 1M |1xiasa| 1xT Accl |DaxkiES| 1M | 0BXK | 1xM |1.6XT [IXT+BSA| 1xXM |0B6xK | 1xXM | 1xM
Digestion) Bt HREEE, BE - g
BT — i S AT o TakaRaFAUni- BamH1| 05xK | 1xK | 1xK | 1xK | 1xK | 1xK |o5xK| 1xK |05xK [1xk:88] 1xK BamH 1|05xkiB%| 1XK | 1K |05XK | 1.5%T |MaxT£38) 1xK | 1xXK |0.5%K | 1xK
versal Buffer®ERE L, HMEWBERTE Bglll | 1xT | 1xK | 1xH | 1xH | 1xH | 1xH | 2xK | 1%K [ 1xT [1xkEss| 1xH BglIl |1xHiBSA| 1xH | 1xK |0BxK | 1xH [IXT+BSAl 1xH | 1xH | 2xT [ 1xH
#Universal Buffer P R38R BEMM:, clat %M | 1K | axH | aem | ixe | 1R | rxem | asen | 1w [1xkeesa] 15H Clal  |1xH4BSA| 1xH | 1xK | 1xM | 1xH [1xT+BSA| 1xM | 1xH | 1xM | 1xH
s y Ts
E%TDDMJ.‘E Digesfiontl; MEtEAmEAH EcoRT | 1%M | 1xK | 1xH [ 1xH | 1xH | 1%xH | 1xM | 1xM [ 1xM |1xkB58| 1xH EcoR 1 [1xHBSA| 1xH | 1xXK | 1xM | 1xH [IxT+B8A) 1xH | 1xH | 1xM | 1xH
B £5E 1) Universal Buffers
FEUTEPUCETIZHFN S RS AR5 EcoRV|06xK | 1xK | 1xH | 1xH | 1xH | 1%XH | 2xT | 1xK [ 05K [1xkP58| 1xH EcoR V|1xH4BSAl 1xH | 1xK |0BxK | 1xH |D6xiESA 1xH | 1xH | 2xT | 1xH
PR#IEE S0, BT TTEDouble Digestion®] Hinell | 1xM [08xK | 2xK | 1xM | 1xM | 2%T | 1xM | 1xM | 1xM |1xmEsa| 1xT Hinc 11 |05xkBst] 1M | 06XK| 1xM | 1.6xK [IxT+BSAl 1xM | 2xT | 1xM | 1xM
gfﬁﬂﬂﬁﬁmwerazal B;’ferzf*gg?izkﬁa?; Hind 1] 1%M | 1xK | 1XK | 130 | 1xM | 1xK | 1xM | 1xM | 1xM |1x:E8] 1xK Hind 111|05xkEsA] 1xM | 1xK | 1XM | 1.5xK [1xTBSA 1xM | 1xK | 1xM | 1xM
Universal Buffer:z ATRT F X EE
S Universal Buﬁ’ara{]&m%§qiaq§kg]}§l§° Kpnl 1xM | 05xK | 1xT [ 1xM | 1xM | 06XK| 1xM | 1xM | 1xL [0axkBSt 1xT Kpnl |05xkeBSt 1xM | 06K | 1xL [laxT:E34 [1XT+BSAl 1XM |0BExK | 1xM | 1xM
TakaRa§i &R & iR A Universal Bufferg: Nool |1xIBSA | 1xkBSA | 10KABSE |1 XHBSA |1xKESA | 1xHeBSA | 1XRIESA | 1xKoB5 |DoxkeBSt | 1xKeBSE [1xKsBSA] | Mool |DixkeBSA|1xK4BSA| 1xK4BSA |15k BS 15xT4E5A 1 XT4BSA| 1 xK4BSA| 1% K4BSA |1 xM4BSA | 1xK4BSA
IO R RR, HRIE0.5 % it R Neel | 1%xT | 1xK | 1xH | 1xH | 1xH | 1xH | 1xT | 1xK | 1T [1xk838] 1xH Ndel [ixHiBSA| 1xH | 1xK | 1xT | 1xH |1xT+B8A 1xH | 1xH | 1xT | 1xH
HERRNEFRUBEZ0E, 1 xHBEE e e = 2 = T e T TXHESA S ST e
1078, 2% R NotT |51 BSA|05RIGESA| 1 xHESE | 1XH:ESA | 1XHBSA | 1 HaB3E | 0 heBS 0EnkeBS 05 ks BA |05 kBt 1cH4BSA] [ NO!T | mitomyoron 1 HHBSH | 2x K4BSA ek iBSA 1 X HYBOA| D5 xTIESE 1 XH4BOA| 1 XHBSA [LaxkESA |1 X HiBSA
Pstl 1M | 1K | 1%H [ 1xH [ 1xH | 1xH | 1xM | 1M | 1xM [1xkeBSE ) 1xH Pstl  |1xHBSA| 1xH | 1xK | 1xXM | 1xH |05xT+58 1xH | 1xH | 1XM | 1xH
rER Poul | OBXK | 1xK | 1xK | 1xK | 1xK | 1xK |08xK| 1xK | 0.6xK |1x0:858] 1xK Puul |oxkiash| 1xk | o5 [omxi 1sxcesefixkamsal 1xk | 1xk [0sxk| 1%k
. +BSA
o 1 pg DNAREEIND URVIRHIRS: 7250 i) Sacl | 1xM |0.6xK|0.5xK| 1xM | 1xM | 05xK | 1xM | 1xM | 1xL |0sxiusst| 1xT Sacl  |DaxKeBsl| 1xM | 06xK| 1xL |15xTiESA[1xT+BSAl 1xM |08xK | 1xM | 1xM
REH#HED, 7CTFREM SR el A
HONA, Sall | 15%T | 15%T | 1xH | 1%H | 1xH | 1xH | 15xK | 1.5xK [1axT:84 15874658 1xH Sall  |1xHeBSA| 1xH |[15xIaB3A|15xTeES8 | 1 H [15xToEsa| 1%H | 1xH | 1.5%T [ 1xH
o RS StaE R, R AR Smal | 1xTeB58 |[NExT4E58] 1XTeES8 | 1XTHES2 | 114852 |05xKEa8] TxT4BaA | 1xT4858 | 1xT4B58 |1x 14858 [1xT4BSA] | Smal |0oxTiBse|0axTiBss | 1xK4BSA|1XT4BSA |1 5xTiESA 1 XT4BSA| 1XT4BSA |05 TiESA| 1X T4BSA |1 X T4BSA
HER, REREIEI0%RLT . Spel | AxM | 1xK | 1xH | 1xM | 1xH | 1xH | 1M | 1xM | 1xM [1xi:858] 1xH Spel [1xHsBSA| ixH | 1xK | 1xM | 1xH [ixT«BSA| 1xM | 1xH | 1xM | 1xH

o IRABDNARIFRSE, SDNARIZAEEEEE
B, EHRHEEHAR T SEE, Hitak
4 Double Digestion RsSIFF #T M1 T 88, Xbal 1xM |05xK | 2xT [ 1xM | 1xM | 2xT | 1xM | 1xM | 1xM [1xMB34) 1xT Xbal (0axkeBS4| 1%M | 06K | 1xM | 1.6xT [1xT+BSA 1xM | 2xT [1xMsBSA[ 1xM

Xhol 1%M | 1xK | 1xH | 1xH | 1xH | 1xH | 1xM | 1xM [ 1xM [ 1xK | 1xH Xhol I1%H | 1xH | 1xK [ 1xM | 1xH | 1xT | 1xH | 1xH | 1xM | 1xH

Sphl |oBxK | 1xK | 1xH [ 1xH | 1xH | 1xH | 2xT | 1xK | 0.6xK |ixkf54| 1xH Sphl |1xHBSA| 1xH | 1xK [05xK | 1xH [05xT#8 1xH | 1xH | 2xT | 1xH
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Base Pairs from Terminus
Enzyme

0 1 2 3
1atl - - - +
Apal = + +
BamH 1 - + + 2
Bgl 11 = L + =
BsiX 1 - ax + =
fal - s + i
EcoR | = 2 + +
EcoR = + + +
Hind 111 = = = i
Kpnl = = - +
Necol = = + i
Nhe | - + + +
Notl = = + i
Psll = = + =
Sac | - + + +
Sal | + + + +
| — + + +
Spe | + + + +
sphl = = + i
al = i + A
3 - - + e
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