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Basal buffer =4
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Aat I

Accl

Acc I (FnuD )

Acc lll (BspM 1I)
Acll—Psp1406 |
Acy |—=Hinl |

Afal (Rsal)

Afll
Ahalll=Dral

Alul

Aort3 HI (BspM I, Acc )

Aor51H | (Ecod7 Ill)

Apal

Apal |
Asul—=BmgT120 |
Asu ll—=BspT104 |
Ava lll=EcoT22 |
AVill —Nsb |
Avrll—BIn|

Ball

BamH |

Ban |l (HgiJ l)

BciT1301 (EcoR I, Mva l)

Benl (Caulll)

Bbill=Hind |

Bell—Fbal

Bfal—-Xsp|
Byl

Bglll
Bin1 (Avrll)
BmeT110 | (Aval)
BmgT120 | (Cfr131, Asul)
Bpu1102 | (Esp )
BseP |—BssH |l
BspM Il=Acc lll, Aor13HI
Bsp1286 | (Sau )
Bsp1407 |
BspT104 | (Asull, Nsp V)
BspT107 | (HoiC )
BssH Il (BseP )
BstE Il = BstP |, EcoO650 |
Bst1107 | (Saul)
Caull=Ben|
Cfrl—Eae|
BstP | (BstE Il, EcoO650 )
BstX |
Cfr101
Cfr131—BmgT120 |
Clal
Cpo | (Rsrll)
Dral (Aha ll)
Drall-Eco0109 |
Eael (Cfrl)
Eam11051
Ecob2l (Xmallll)
EcoB1 | (Saul)
Espl1—Bpu1102 |
Eco065 | (BstE Il, BstP |)
EcoO109 | (Dra ll)
EcoR |
EcoR Il—=(BciT1301, Mva )
EcoRV
EcoT14 1 (Sty)
EcoT22 | (Ava lll)
EcoA7 ll—Aor51H |
Fbal (Bcl )
FnuD ll—Accll
Fok|
Hae ll
Haelll
Hap Il (Hpall, Msp )
HgiC |—BspT107 |
Hgid lI=Ban i




Hhal
Hint | (Acy |, Bbill)
Hinc 1l (Hind 1I)
Hind ll—=Hinc I
Hinf |
Hind Il
Hpal
Hpall—=Hap I, Msp |
Konl
Mae |—=Xsp |
Mbo | (SauBA I)
Mbolll
Mfel—Mun|
Mfl1 (Xholl)
Miu
Msp | (Hpa ll, Hap 1I)
Mst1—Nsb|
Mun | (Mfe )
Nael
Neol
Ndel
Nhel
Not |
Nrul
Nsb | (Avi |1, Mst 1)
Nsp V—BspT104 |
PAM |—Vand1 |
PmaC |
PshA |
PshB | (Vsp )
Psp1406 | (Acll)
Pst|
Pwl
Pwll
Rsal—Afal
Rsrll—Cpo
Sacl
Sacll
Sall
Saul—Eco81 |
SauBA | (Mbo )
Scal
Sdul—Bsp1286 |

Sfil
Smal
Smil (Swal)
SnaB |
Spel
Sph |
Sse8387 |
Sspl
Stul
Sty | —EcoT14 |
Taq | (TthHB I)
TthHB |—=Taq |
Tth111 |
Va1 | (PAM )
Vsp |—-PshB |
VpaK11B | (Ava ll)
Xbal
Xhol
Xho ll—Mfl|
Xma lll—Eco52]
Xspl (Bfal, Mae )

mRNA Interferase -MazF

ol

Sezt
ACO
= 2E

T4 DNA Ligase
E. coliDNA Ligase
T4 RNA Ligase

T4 Polynucleotide Kinase

Alkaline Phosphatase (BAP)
Alkaline Phosphatase (Calf intestine) (CIAP)
Alkaline Phosphatase (Shrimp) (SAP)

DNA Polymerase | (E, coli)

T4 DNA Polymerase

Klenow Fragment

Terminal Deoxynucleotidyl Transferase




PrimeScript Reverse Transcriptase

Reverse Transcriptase XL (AMV)

Reverse Transcriptase XL (AMV) for RT- PCR Kit
Reverse transcriptase M-MLV (RNaseH free)
AMALEES S 2/8t Primer

SP6 RNA Polymerase
T7 RNA Polymerase
Poly (A) Polymerase

S1 Nuclease

Mung Bean Nuclease

BAL 31 Nuclease

Exonuclease |

Exonuclease ll

Micrococcal Nuclease
Recombinant DNase | (RNase-free)
Ribonuclease H (RNase H)
Cryonase Cold - active Nuclease

DNA Topoisomerase |
Ribonuclease Inhibitor (Porcine liver 32H)
Recombinant RNase Inhibitor

Phosphorylated Linkers
Adaptors
EcoR I-Not I-BamH | Adaptor

Deoxyribonucleoside 5 - Triphosphates
dNTP mixture
Ribonucleoside 5" -Triphosphates

Pfu N-acetyl Deblocking Aminopeptidase (Ac-DAP)

Pfu Pyroglutamate Aminopeptidase

PfuMethionine Aminopeptidase

Pfu Protease S

Pfu Aminopeptidase |

Asparaginylendopeptidase

Arginylendopeptidase (Mouse Submandibular Protease)
Endoproteinase Asp-N
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“DNA and spermidine provide a switch mechanism to regulate the activity of

restriction enzyme Nae 1", Conrad, M, and Topal, M. D. (1989) Proc, Natl,
Acad, Sci, USA 86, 9707-9711,
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HStE A &M 1 Us, 2H §4 U2 50 1 & SIAIM o2 37C oA 1A|ZHo|

1 2 A DNAE & &sliste Y22 sict @£ S48 EXof Al
templaten} Ht2 2= 2F eA0iCt 7|Xi=|0f QIC}H $HH CHE Universal buffer
oMol AthetM 2 F-6 T o|X|of ZEsto] Melstol SUCH AtEME =
24 5 bufferet AR AT buffers [ ] 2 HAlBI0] EUREE £
o Zvof ofst Mtt 59| Hh3o| RE51H 013E £ 2

ba i

UEt,
L RatE S
2t S40] CHsto] M| lot HE ofefo| SH=22 V|2XM o=z HAFstT QJCt,
1. Overdigestion Test
2t M| 220 CHSHo template DNA (542 DNA) 1 wg 1t I}2k0| A 24 Al
2t BESAIZI 2, agarose gel T7|HS miEAof sl H[S0|%{2l DNase2| 75
£ st

2. Genome DNA Analysis

MYSMste (S0t 3E7)of| 2hoto ZAFSICH R et Eief2|ot genome
DNA (agarose embedded, 0.5 g DNA/ 50 # gel)ofl 20~150 US| M|EteA~E
7ol 24 A2t EISEE =, pulsed-field H7| 2SS &lAIstoi DNA 7| L& Tf
EHol s RRE =oIfict 40| 2tstoi= F-9 To|X|of Fatsto] Helsh &
QUL

3. Ligation-Recutting Test

template DNAO|| Cisto] M 2~50812] 24 HH2A|Z] & HEtel DNAS 3
£5l0f 5 Ut ==740,1~1.0 #MO| E|H| T4 DNA ligase buffer(66 mM Tris-
HCI (pH 7.6), 6.6 mM MgClz, 10 mM DTT, 0.4 mM ATP|of| 3fietct Mkt
O| T4 DNA LigaseE #7501 16°C, 1 A|ZH 2= 16~18 A|ZH HE2SICH DNA
£ slooto] Mgt HrSoof Safst £, S Mt A2 AWHESIC o4t
o| Zjof tr2} ligase inhibitor, phosphatase, exonuclease| FFE EFA5IT
QAC}, $HH ligation &, AHHEH G 20] 25 TakaRa Bio2| S& 712 ofl CHalA
= F-10 Zo[X|of Z&H o2 He|siirt.

4, pKF3 Cloning Test

Enforcement cloning vector pKF3 DNA2| multi-cloning sitedl| 1 7H2| M|sta
2 MEERIE Z2H= Mgt Ao thatod X335t QUCt

PKF3 DNAO]| CHSl0f 108 o2kl M|ste A= HISA|7| 1, A& 2(st o2 &
CH=l DNAZ DNA Ligation Kit Ver 1 (Code 6021)= AFZ3ll 16c, 30 224 EtS
SiCt o] BHESH YRS TH2 competent cellof| AT Ekstof 2 7 (LB,
LB°"Q| plate 2|0l|lA] 37C OflA 227} vl 2ksiCH LB-Cm-Sm plate 2|0 345}
= colony®| 70| 2t 3| 0|22 exonucleasel| FFE EABICH IR
of| 2tstod= F-11 H|o|X|of| Z&sto] 7|xHstSICt,

RHE L. HEHEY

2 Hgtase 25 - 20C oA EESICH (B, Fsel, Aatll= - 80c 2 £F),
84 D5 5 H R0 52 Sdllie s M| YES 0|RX| R0t BE Y
A40f| 2t5todi= F-28 W|o|X|of 1 2E 2AFMnt =M S Tot 7| xstict,

= H 5 HHol| 2H5t0]

TaKaRao|M= HMgta s EAMEX0]| 0|2sH= 10xBuffer 2 10x Loading H{

mE HESIL Ut
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—
Universal buffer - Basal buffero]| 2|2t H|ota A &/ HA| A|AH

Takara Bio®[A{= Universal buffer (5% = 1%, [ll)2 A4S 2835101, 242 FAIBI= A|AHIS 22511 QICH 1 SAEMES 100%2 5142 A2, 2 Universal bufferofA{ 2|
H

ATHEtA S offofl 7| R51 2 QUCH ()= Star 24 52| Y2 ©Y| 4|2 HHE UECE 022 Fate /5| 2fsiMs Jhstt &t Il [ 12 MBS Al8sl= %0l &

el eEboL 1S t
tt Acelll, Ball, Ben'l, Bgll, Bpul102 1, Cfr10 1, Eam1105 I, Eco52 |, Nrul, PshB 1, SnaB |, Ssp |, Taq |, VpaK11B | (15 £=)= Basal bufferS AIZ8ict, Basal buffer 42
2tzko| gt Aol et CH2CH (2 Basal buffere| ZA2 F-22, 23 H|0|X| &), &, double digestionof] 218 4= UEZE, Universal bufferd 2 AF2HZE §4 (HI2oH8 AlryEtM
e [ ]50)E @siict B HeerE 2t SR FASIIC)

B &2 gyzmuin [ ] AR B (Basal buffere] A2 242t MIsiE Aol w2} ch=ct [F-22 Bo[X| &%)

s Alrhery (%) s
Hetaa HetEa
H K T+BSA | Basal*' L M H K T+BSA Basal*
<20 | <20 ﬁ 120 Hhal 80 100 120 120 100
<20 | (<20) 160 80 Hinc 1l 20 20 40 100 80
<20 20 200 160 Hind 111 (60) 200 (100) 80
20 (80) (<20) [EL0) Hinf | 80 160 60 100
40 60 100 100 Hint 1 60 160
<20 <20 140 120 Hpal 100
40 200 120 Kpn| 80
Aort3H | 80 100 Mbo | 100
Aor51H | 120 120 Mbo Il 100
<20 120 Ml 100
120 120 Miul (100) 60 100
Bal | 40 Msp|
BamH | (<20) Mun| <20 <20 160 100
Banli (120) Nae | 120
BciT130 | <20 Neo | 160
Ben | <20 Nde | 100
Bgll <20 Nhe | (120) 100
Bglll <20 Not | (<20)
Bin| <20 Nru'l 0
BmeT1101| <20 Nsb| 40 20 <20 60
BmgT120 | <20 PmaC | 80
Bpul102 | PshA | 20 40
PshB | (20) (40)
Psp1406 | 20 60
Pst | (<20) (60) 80
Bsp1407 | Pvul (<20) (20) 120
BssH Il Pvu ll 100
BstP | (<20) (60) 100
BstX | <20 40 Sac I
Bst1107 | Sall <20
ctro | SaudA | (60)
Clal Scall (<20)
Cpol 100 Sfil (40)
Dral 100 80 80 Smil <10
Eael 120 160 Smal <20
Eam1105 | o) DEIION snaB (20)
Eco065 | 40 100 Spe (80) 100
Eco0109 | <20 100 160 Sphl (20) 100 120 (20) 100
EcoR | (20) (100) (120) (80) 120 Ss68387 | (120) 60*2 <20 (60) 100
EcoR V (<20) (40) (120) (40) | 100  Sspl (<20) 40
EcoT14 1 (<20) (40) (60) 100 Stul 60 100 60
EcoT22 | (20) 120 Taq| 40
Eco52 | Tth111 | (20)
Ecos | 160 Van9i | <20
Fball 100 VpaK11B | <20
Fok | 100 Xbal <20
Hae Il <20 80 140 100 Xhol <20
Hae Il 100 60 100 100 Xsp <20
<20 <20 80

*! Basal buffere] ZA12 2t ®|gtE 20] w2} cf=ct,
*2+0.01% BSA — 100%

Aflll, Aort3H I, EcoOB5 |, Fok I, Hint 1, Mun'l, Nco'l, Pvu |, Sse8387 1, Xbal
*3+0.01% BSA + 0.01% Triton X-100 — 100% Not |
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m Universal buffer = Universal buffer Set
Takara BioO|M= 2 Mgte 4 EMEMO| AF2SH 10x HIHE ST US
L M H K T+BSA Lic} = o|0111|11111z xﬂll Takst MES —’SLS}LT'_ 0|¢._|,:: :ﬂeéﬁl-; x;:}
Afal Acc Banll Afal Aat - A N e
Al Accll Byl AortaH 1 | Accl 2 20| ARt HiSm Bl S22 ZUISEUCL B M AR FE
Aor5TH | Afa BmgT1201 | BamH | Accl o= A2 S7KSshaH Yalotol FAT| Bizict.
Apal Af 1 BspT107 | Banll Afal u Universal buffer Set LH2& =AM
ApdL | Al Bost Benl A 1.10xL 1ul 100mM  TrisHCI (pHT 5)
BspT1041 | Aor51HI BstP | BciT130 | Al 100mM  MgCl
Bsp1286 | gspjlgj : BsiX | Bin| Aori3H | 10mM  Dithiothreitol
gf:'l* ! o Bsti1071 | BmeT1101 | Ao51HI 2.10xM T 100mM  Tris-HCI (pH7 5)
Clal BspT107 | Apal |
Eae| Bst1107 | Cpol Bst1071 | Aval 100mM- MgCl2
Eco0109 | Clal Dral Cial o 10mM  Dithiothreitol
Hae Il Dral " 500 MM NaCl
Eco0B5 I* Cpol Bpu1102 | -
Hae Eael . el BepT104 | 3.10xH 1l 500mM  Tris-HCI (pH7 5)
Hap I EcoO1091 EcoR V EcoT14 1 Bsp1286 | 100mM ngz )
Hhal Eco81 | EcoTi4 | Fbal Bsp1407 10mM  Dithiothreitol
Hinf | Fok 1™ EcoTo2 | Haell BssH I 1000mM  NaCl
Kpn| Hae l el el cial 4 10xK Tl 200mM  Tris-HCI (pH8 5)
Mbo I Hae l Hhal Hhal Dra | 100mM - MgC
M| Hep I Hir | Hind 11 Eael 10mM  Dithiothreitol
Miu| Hhal Mbo Hinf | Eco0109 | 1000mM  KC
Msp | Hinc 1i M| Hpal Ecost | 5 10xT 1l 330mM  Tris-acetate (pH7.9)
Neael H’:”d i Mval Mbo | Haell (BSA-free) 100mM Mg - acetate
PmaC | Hnfl Nee | Msp| Hae Il 5mM  Ditiothretol
Sac'l Hit 1 Not I*2 Mval Hap I 660 MM K- acetate
Stul Konl Pstl Noo I* Hhal 6. 0.1% BSA Tl g0 83
Mboll Sall Nde| Hinc I 7. 01% Triton X-100 1 m
Ml SauBA | Nsb | Hinf |
Miu Scal PshA | Hint | = AL2ALY| =9
Msp| Smil Pt Mboll HE{= UHS0Ho| 1/10 22 E7ISHT} SHH 10xT B{T{oll= BSAT} BHE|0f
Mun I Spe| Pyl M| QUX| OBE AL Al HESE 001%7} 5|2 BSAS &7I3ict, 2L ®Et
Nhel Sphl Spel Miu | B4 (1 L 02 TAS Z)= HES A] BSAS} Triton X-1002 H7k5H= 20|
,’j ;’Zi(‘m | sl Sph| Msp| 100% A2 2= ZAo0|Ch FA0| &S BSAY} Triton X-1002 10x5E
Tag| Stul Mun| (0.1%)0|22 bufferet SR BF2Ho| 1/102 &7ts0f BF2SICE
Pell Varod | Taq| Nae |
on Voaki1BI | Tt111 | Noel m2E 200
S;I Xholl vanot | Nsbl 1) Maniatis, T., et al, (1982) “Molecular Cloning” Cold Spring Harbor
Spe Xholl PmaC | Laboratory, 98-106,
Xsp | PshA 8
Sse8387 I Psp 1406 | 2) O’ Farrell, P, H., et al. (1980) Mol, Gen, Genet, 179, 421-435.
Stul Sac |
Taq| Sacll
Tt 11 | Sl
Xba " Smal
Xholl Stul
Xsp Taq|
Xba |
Xho|
Xspl
' 40,01% BSA 2 +0,01% BSA + 0,01% Triton X-100
10 x Loading buffer m ALE4EO| F9|

Takara Bio 0fjA{= BE ®$&20i| 10x Loading buffer (1 m)2 &5t Q) 23 Ho| 1/10 0|&<| loading bufferE &7I3t0{ B85 HX|AIZI £ agarose
Bl=3 gelof loading 301 FAA|IR. &, A2 HEE SDSTt S1sl= E7t leH
120|M Zafistol ARZSt0] FAI7| HiRHLCH,

o>

n TN

1% SDS LIES
50% Glycerol He
0.05% Bromophenol Blue
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S
Double Digestion& A%} Universal buffer

ZQ2 H|stg 22| Double DigestionZ 2% Universal buffer

2 Z20| ®stg A2 ZA|0f template DNAZ FHEFH= double digestion2 A|Z+HS FoksH= S o2 4 UM O 0|2%| 1 QIC}, Takara Bio= Universal buffer £ 25
st SAlof 2 g40ict ARE5HE Universal buffere] ATHEM S HA[SH QUX|2H 1 S0oil= double digestionof| AF235H= Universal buffer o MEHO| Z2kst Z=5to] QICH
ofefe] E3of| pUC plasmid2| cloning sited] MEHHLIE 2= §4AE FAI9Z double digestiono| &9l Universal buffer ZHE LEIYICH £ LIS Universal
buffer 2ol 7|xiSH [=Xx = 2 buffer o] ZMSEE 2|o|gict, Universal buffer = 2= 10x S22 3556122 05x= 20 HY, 1 x= 10, 2 x = 5 |2 3]|A510] A}
&3ljo} et BE BSAZ 10x Sk (0.1%)0|22 10 BHE 35]4{5101 Z[ZS5E7}0.01%7}1 2| == A23lo{of SiC,

_ | _
T _ = = — _ — — —_ - —_ _ —_ _
Enzyme | 5 [ E | 2 | 5|1 5|15 | ¢eg|l2|s|slels /s /3|s|=|8 |3 |3 | |53
| E&|R|S|&| &S|z | & |2 |2 |2 |f|c|8|8|&|&|&|8 %
% 10xH
BZ 110xM | 10xK [ 10xH | 10xM | 10xH | 10xH | 10xM | 10xM | 10xL | 192K | 10xH | +BSA | 10xH [10XK | 1oxL [ 10xH | 19XT | 10xM | 10xH | 10XM| 10xH
H I +BSA i Triton +BSA +BSA +BSA
Accll = {osxK| 1xT [ 1xM | 1xM [05xK| 1xM | 1xM | 1xM | XM | |05XKE 4oy T osxk| 1xM [ 15xT| 2T | 1xM [05xK| 1xM | 1xM
: i +BSA +BSA : : +BSA :
1xK 05xK 05xT
BamH | [05xK| - IxK | 1xK | 1xK | 1xK [05xK| 1xK [05xK +BSA 1xK “BSA 1xK | 1xK |05xK|15xT “BSA 1xK | 1xK |05xK| 1xK
Bgill | 1xT | 1xK | - | 1xH | 1xH | 1xH | 2xK | 1xK | 1xT | KD qupm | DT | 1xk [osxk | 1xH | 2T 15H [ 1xH | 2T | 1xH
+BSA +BSA : +BSA
Clal XM | IxK | IxH | = | AxH [ 1xH | 1M | 1xm | axM | XK gy | DH sy | ek | axm | x| 2T T kM| 1xH | 1xM | 1xH
+BSA +BSA +BSA
EcoR1 | 1xM | 1xK | 1xH | 1xH | = | 1xH [ 1xM | 1xM | 1xM | DT sy [ IXH o bk [ asm | axH | 20| 1xH | 1xH [ 1xM | 1xH
+BSA +BSA +BSA
EcoRV |05xK| 1xK | 1xH | 1xH | 1xH | - | 2xT | 1xK [05xK| XK |1y | XH | 1xq | 1xKk |05xK| 1xH [02XK| 1xH | 1xH | 2xT | 1xH
: : +BSA +BSA : +BSA
Hinc Il | 1xM |05xK| 2xK | 1xM [ 1xM | 2xT | = | 1xM | 1xM | XM | qur [05XKEqupm 1osxk | 1xM [15xK| DT | 1M | 2xT | 1xM | 1xM
; +BSA +BSA : : +BSA
Hind 11 | 1M | 1K | 1xK | 1xM [ 1xM | 1xK [ 1xM | = | 1xM | DK 1k [09XKE qum | sk | 1xM [15xK | DT | 1M | 13K | 1xM | 1xM
+BSA +BSA : +BSA
_ |osxk 05%K 15xT| 1xT
Kpn'| IxXM [056xK| 1xT | 1xM | 1xM |05xK| 1xM | 1xM “BSA 1xT “BSA 1xM [056xK| 1xL +BSA | +BsA 1xM [05xK| 1xM | 1xM
IxXM | 1xK | 1xK | 1xK | 1xK | 1xK | 1xM | 1xK [05xK _ IxK |06xK| 1xK [ 1xK |056xK [156xT | 1xT | 1xK | 1xK [1xM | 1xK
Nco
+BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA [+BSA | +BSA +BSA | +BSA | +BSA | +BSA |+BSA |+BSA | +BSA | +BSA |+BSA |+BSA | +BSA
Ndel | 1xT | 1xK | 1xH | 1xH | 1xH | 1xH | 1xT | 1xk | 17 [ XK P b sk | axT | axH | 2T | 1xH | 1xH | 1xT | 1xH
+BSA +BSA +BSA
Not| 05xK|05xK| 1xH | 1xH | 1xH | 1xH | 05xK|05xK|05xK|05xK | 1xH _ 1xH | 2xK | 05xK|1xH [05xT|1xH | 1xH [05xK| 1xH
+BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA |+BSA | +BSA | +BSA +BSA | +BSA |+BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA
1xK 1xH _ 056xT
Pst | IXM | 1xK | I1xH | IxH | 1xH | 1xH | 1xM | 1xM | 1xM +BSA 1xH +BSA 1xK | 1xM | 1xH +BSA IxH | 1xH [ 1xM | 1xH
1xK 2xK _ 15xT| 1xK
Pvul 05xK| 1xK | 1xK | 1xK | 1xK | 1xK [05xK| 1xK |05xK +BSA 1xK +BSA 1xK 05xK +BSA | +BsA ITxK | 1xK [06xK| 1xK
05xK 05xK _ [15xK| 1xT
Sacl IxM [05xK|05xK| 1xM | 1xM |056xK| 1xM | 1xM | 1xL “BSA IxT “BSA IxM |05xK “BSA | +BSA IxM [05xK| 1xM | 1xM
15xT|15xT 1xH 15xK|16xT | |15xT
Sal | 15T 156xT| I1xH | 1xH | 1xH | 1xH |[15xK|15xK +BSA | 1BSA 1xH +BSA 1xH JBSA | +BSA JBSA IxH | 1xH [156xT| 1xH
Gl IXT |05xT| 1xT | AxT | 1xT |065xK | 1xT IXT | AXT | 1T [1xT [05xT|056xT | 1xK | 1xT [15xT _ 1T | 06T 1T | 1xT
+BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA | +BSA |+BSA | +BSA | +BSA | +BSA |+BSA | +BSA +BSA [+BSA [+BSA | +BSA
Spel | 1xM | 1xK | 1xH | 1xM | 1xH | 1xH | 1M | 1M | 1M | XK | DH Ty | ek | s | axH | 2| | 1xH | 1xM | 1xH
P +BSA +BSA +BSA
Sphl |05xK| 1xK | 1xH | 1xH | 1xH | 1xH | 2xT | 1xK |05xK| DK g | DXH T g | 15k [05xK| 1xH [O9XT | 1xH | - | 2T | 1xH
: : +BSA +BSA : +BSA
Xbal | 1xM [05xK| 2xT | 1xM | 1xM | 2xT | 1xM | 1xM | 1xM | XM qoq |08XK) 4o Tosxk | 1xM [15xT| DX | 1xm | 2xT | - | 1xM
; +BSA +BSA : : +BSA
Xho | IXM | 1xK | IxH | 1xH | 1xH | 1xH | 1xM | 1xM | 1xM 1xK 1xH 1xH IxH | 1xK | 1xM | IxH | 7XT | 1xH | 1xH | 1xM -
+BSA +BSA +BSA

71) 1 45 DNA/ 50 ul BF2OH0 10 US| EAE H7}bstod 37°c, 1 AlZ} BI202 X Bl 7hsaic),
F2) 218 F2| Clycerol S&= Star 242 75t §F AH|s17| 215101 10% 0= ARSSCt.
Z3) DNAQ| 7, TAIZE, QIAIRLR|7} oIFsl A= ZB2 SHME ATRH=IR| 2= 2= T

= ool
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Nieta A '

QCE& genome DNA L2tE - M Zaliofl 25t g4 %‘E‘E

2= genome DNAS ZChsto] siA1e i Metst Migtg A= genome DNAS| Z20| 2} CIksC} Takara Bios 2H5 genome DNA sl{A10]| Xt Mgt A5 MAS|
0§, 80| M| X lotZ Xchst Hie | |0} genome DNA (agarose embedded, 0.5 ug DNA/ 50 4 gel)ol| 20~150 US| M|gte A & 7t5to] 24 A|Zt BEE6t | pulsed field
7<17|°4Ej MHH Stol5lQiL}, BE, QCE genome DNAQ| X EsHof| E st AR MESIQICH ZH 2400 tHeh 5 U, 10 U, 20 U, 50 US| EAE 5 A|Ztn} 20 A|Zt

QCE genome DNA 22t AT 3]0 Lst oA 2BtE
HstEAY PR QCE Genome DNA B o uges(o) | osoMESRESEU
SAIZHERS 20 AIZHEES

Aatll GACGTC Staphylococcus aureus T+BSA 37 50 5
Aor51H | AGCGCT Staphylococcus aureus M 37 50 20
Bgl 1 GCCNNNNNGGC Staphylococcus aureus Basal 37 10 5

Bin | CCTAGG Escherichia coli K 37 5 5
BspT104 | TTCGAA Arthrobacter luteus L 37 40 5
BssH Il GCGCGC Staphylococcus aureus M 50 5 5 I_——;"l
Bst1107 | GTATAC Arthrobacter luteus K 37 5 5 ot
Cla | ATCGAT Arthrobacter luteus M 30 50 20 i
Cpo | CGGWCCG Staphylococcus aureus K 30 5 5
Dra | TTTAAA Pseudomonas aeruginosa M 37 100* 100*
Eco52 | CGGCCG Staphylococcus aureus Basal 37 10 5

Miu | ACGCGT Staphylococcus aureus H 37 5 5
Mun| CAATTG Arthrobacter luteus M+BSA 37 5 5
Nae | GCCGGC Staphylococcus aureus L 37 50 50
Nhe | GCTAGC Arthrobacter luteus M 37 50 20
Not | GCGGCCGC Escherichia coli H+BSA+Tri. 37 5 5
Nru | TCGCGA Staphylococcus aureus Basal 37 50 5
Nsb | TGCGCA Arthrobacter luteus T+BSA 37 5 5
PshB | ATTAAT Pseudomonas aeruginosa Basal 37 5 5
Psp1406 | AACGTT Arthrobacter luteus T+BSA 37 5 5
Pvu | CGATCG Flavobacterium okeanokoites K+BSA 37 20 5
Saclll CCGCGG Staphylococcus aureus T+BSA 37 10 5

Sal | GTCGAC Staphylococcus aureus H 37 150 5

Sfi | GGCCNNNNNGGCC Escherichia coli M 50 100 50
Sma | CCCGGG Staphylococcus aureus T+BSA 30 5 5
SnaB | TACGTA Arthrobacter luteus Basal 37 10 10
Spe | ACTAGT Escherichia coli M 37 50 20
Sse8387 | CCTGCAGG Staphylococcus aureus M+BSA 37 5 5
Ssp | AATATT Arthrobacter luteus Basal 37 5 5
Smi'l ATTTAAAT Escherichia coli H 30 50 5
Xba | TCTAGA Escherichia coli M+BSA 37 50 5
Xho | CTCGAG Escherichia coli H 37 20 5

 W:AorT,N:AorCorGorT
205 ug DNA/ 50 0 gel +100 w0 HF2H
* Dral2 agarose gel Z0IM = o] 20| THE|X| F=Ct, M2t M HP2S FTISH0] 4ColIA 16 AlZHUX|EH TS

L 87C2 &7 5 AIZHEE 20 A|ZHERSAZIC,
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|
Ligation-Recutting @& S84

HEEAE ALRE| QU0 £Q3 =& AA =9l ligation-recutting E| AE 0] Chl ligation-recutting 8 Z& 74 S Y2tER XMLt Takara Bioo| M|gtE A= 0|
THEC =2 X g BEEI ANl Algelg e o3t 2ot

Ligation-recutting E| AE 2| CHA} template DNAZ M 2~50 b0l Bet= njQlzko| §AZ HHSSICH MEtEl DNAZ 3|46t0 5 HEt 274 0.1~10 pMO| E|=2 T4
DNA Ligase buffer [66 mM Tris-HCI (oH7 6), 6.6 mM MgClz, 10 mM DTT, 0.4 mM ATP]of| 3fistc}, Zzk2ko] T4 DNA LigaseS & 715101 16T oA 1 A|ZH EE= 16~18
AlZHEESSICH DNA 3= 3 H|gte 4 HhEolof Edfjcll S st Mgt 22 DNAS RI-LHsHC} 0jAko] Z 12 ligase inhibitor, phosphatase, exonuclease| FFE EHA

=g

Aatll >90 >95 BssH Il 90 100 Hind 11 100 100 Sacll >90 95
Accll >90 100 BstP | >95 100 Hinf | >90 100 Sall >95 100
Acc ll >90 100 BstX | >90 100 Hin1 | 90 100 Sau 3A | >95 100
Acc lll > 95 100 Bst1107 | 90 90 Hpa | >95 100 Sca l > 95 100
Afal 90 100 Cfri0 | 90 100 Kpn | >90 >95 Sfil 90 100
Aflll >95 100 Clal >95 100 Mbo | 95 100 Small >95 100
Alul >95 100 Cpo | 100 100 Mbo Il 90 100 Smil >80 >90
Aori3H | > 95 100 Dral >90 100 Ml >95 100 SnaB | 90 >95
Aor51H | 90 95 Eael 100 100 Miu | 100 100 Spe | >99 100
Apal > 95 100 Dpn | >70 >90 Msp | 90 100 Sph 100 100
Apal | >95 100 Eam1105 | 90 90 Mun | 90 100 Sse8387 | 100 100
Ball >90 100 Eco065 | 95 100 Nae | 90 100 Ssp | 90 100
BamH | >95 100 Eco0109 | >95 100 Nco | >95 100 Stul >95 100
Ban |l 100 100 EcoR | 100 100 Nde | 90 100 Taq >90 >90
BciT130 | 90 90 EcoR V 90 100 Nhe | 90 95 Tth111 | >90 >90
Ben I* 90 90 EcoT14 | 100 100 Not | >95 100 Van9 | 90 100
Bgl >95 100 EcoT22 | 90 100 Nru | 95 95 VpaK11B | | >90 100
Bglll >95 100 Eco52 | 90 100 Nsb | >90 >90 Xball 100 100
Binl 90 100 Eco81 I 90 90 PmaC | 95 100 Xho | >95 100
Bme T110 | >90 100 Fba l 100 100 PshA | >90 100 Xsp | >90 100
Bmg T120 | 90 100 Fok | > 95 100 PshB | 95 100

Bpul1102 | 90 100 Hae ll >95 100 Psp1406 | 90 100

BspT104 | >95 100 Hae lll > 95 100 Pst| >95 100

BspT107 | > 95 100 Hap Il >90 100 Pwul >95 100

Bsp1286 | 90 100 Hhal >90 100 Pwull >95 100

Bsp1407 | 90 100 Hinc 1l >95 100 Sac | >99 100

* Ligation 8H20{l= TaKaRa DNA Ligation kit Ver 2.1 (Code 6022)2 AFEdllA 26°c oA 10 27t BHES5SICt,
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pKF3 cloning H|AE

nH|stE A (B )

pKF3 Cloning Test= Enforcement Cloning Vector pKF3 DNAS| multicloning sited] ZEHER| 7| -l MEtE 401 CHSHo] AA|SHACE 0] DNAS| multicloning site
= 1 7IMZ0| rpsl RTXIE S 3total 0] rosl FTAIL UsisIH =5 streptomycin LI S 22E ZkM O 2 WSICH X|$HE 20 exonuclease S2| O]
20| nuclease?t 2ot |H rosL FEAL] ZEH0| M7 SF= LA MEfE G EICE o] &S 0|85t0] MEtgaE0| EXfst= 0|22| nucleaseE HEE +
Ak,

rpsL*
@ Sm°+Cm"”

Sm 2A4N02 i3

rpsL* — exonuclease 92
Migtea Ligation Transformation
[R— —_—
cut
KF3 DNA
pKF3 cat5(Cm")

ArpsL®
@ Sm+Cm"”

Host genome E. coli TH2 Sm MO g}
(Sm [HA) — exonuclease QIS

2! 1 pKF3 cloning E|AEQ| S| =
3 pKF32| AbMI3H HE= 2 & Enforcement Cloning System pKF3 (Code 6086)2 &t Z5HUAIR.

u pKF3 cloning EIAES 2510 9= HeteA YatE

Acclll Aort3H | Aor51H | Ball BamH | Banll Bglll
BspT104 | BstP 1 Bst1107 | Clal Eco065 | EcoR | EcoT14 |
Eco52 | Fbal Hind 1l Hap | Kpn | Miu'l Nco |
Nde | Not | Nsb | PshB | Pst | Pwul Pwull
Sac | Sacll Sal | Small Sphl Sse8387 | Stul
VpaK11B | Xbal Xho'l
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[
Mgt & Z7dof| tigh methyleto] F

C2] DNAE methylSfl 4715 ZHch A2 oA Lol 6717} methyist =81 2719 S5 U 2I%|0f ety DNAS et & gl 27} gick cieol iz
2 2529 MY £0|X 2l DNA methylase, dam methylase (G™"ATC) & dem methylase (C""CWGG)E 2t 11 104, 1 CHEA Fei2| DNAE 2tz sHEkA ol methylstot
2oftct, 53, 77 Fe2f2| DNA= CG methylase ("CG)ol| 2Ja methylstzt 2lojibi= Z7t UCE 07| M= 0[218 methylatyt Mste 20| &H4of| O|x|= Hekof Chst
of SiXi7HR| B8l SCE ENE ZiS 7|RSICE I, MEte 0| Mo Paks n|X|= methylase 3 methylstE HETHE|X| gh= Q7 IMBE 7|RSHICE,

8l Enu=
. ) Mool JskS o|x|= methylase2]
Agas | el e aneus e | mehHOlWEE | menysel3Ee
x| e M2 He A
Aat ll GACGTC CG methylase 5mCG GASMCGTC GASMCGTC
GACGTSmC
Acc GTMKAC CG methylase 5mCG GTMKAS™CG GTMKeéMAC
GTSMCGAC GTMKASMC*?
GTSmCGAC**
Acc CGCG CG methylase smCG smCG5MCG SmCGCG
Acc lll TCCGGA dam methylase G6mATC TCCGGémATC TSMCCGGA TCCGGS&mA
TCSMCGGA*?
Afal GTAC CG methylase smCG GTASMCG GTASMC*a*4
Afll CTTAAG SmCTTAAG
CTTASMAG
Alul AGCT 6mAGCT
AG4mCT
AGS"CT
AGShMCT
Aori3H | TCCGGA CG methylase smCG TC5MCGGA TC5MCGGA
Aor51H | AGCGCT CG methylase smCG AGSWCGCT AGSMCGCT*
Apall GGGCCC dem methylase CSmCWGG GGGCCSMCWGG GGGSmCCC
CG methylase 5mCG GGGCC5™CG GGGCC5mC
ApaL | GTGCAC CG methylase smCG GTGCASMCG GTG5SMCAC GTGCAS™C
GTGCSmAC
Bal | TGGCCA dem methylase C5MCWGG TGGCSmCAGG TGGSMCCA
TGGCSmCA
BamH | GGATCC GGATC4*mC GGAT4mCC
GGATCSmC GGATSmCC
GGSmATCC GGATShmCShmG
GGEmATCSmC
Ban |l GRGCYC GRGCYSmC GRG5MCYC
SmCCSGG C4mCSGG
Ben'| CCSGG C5mCSGG
Bgll GCCNsGGC CG methylase 5mCG GCCNsGGSmCG GC5mCNsGGC G5MCCNsGGC
GCCNsGGS™C
GC4mCNsGGC
Baglll AGATCT AGEMATCT AGATSMCT
AGATShmCT
Bin CCTAGG
BmeT110 | CYCGRG CC5mCGRG
CTCGémAG
AGSWCTCGGG
SmCCCGGG
BmgT120 | GGNCC dem methylase C5MCWGG GGNCSMCWGG GGNCsmC
CG methylase smCG GGNCsmCG GGSmCCC
GGKemCC
Bpu1102 | GCTNAGC
BspT104 | TTCGAA CG methylase smCG TTSMCGAA TTSmCCAA
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Ho
ok

Baulg

) il RS 0| = 0|
Mgtz olA| " m:hygls:g} =z o_||:||)\ = %ge%thhﬁa;i 1|°E” methylzte| Bt methylsto] oI5t
X 8= M = MY
BspT107 | GGYRCC
Bsp1286 | GDGCHC GDGCHsmC GDGSMCHC
Bsp1407 | TGTACA
BssH Il GCGCGC CG methylase smCG GSmCGSMCGC GSmCGCGC
BsiP | GGTNACC GGTNACSmC*
BsitX | CCANeTGG CCAN4CSMCTGG* SmCCANeTGG
Bst1107 | GTATAC CG methylase smCG GTATAS™CG GTATASMC
Cfr10 | RCCGGY CG methylase 5mCG RC5mCGGY RSMCCGGY
RC5mCGGY**
Clal ATCGAT dam methylase GSmATC GémATCGAT SmMATCGAT
ATCGSMATC ATCGSMAT
CG methylase SmCG ATSMCGAT ATSWCGAT
Cpo| CGGWCCG CG methylase SmCG SmCGGWCSmCG CGGWsmCCG*
CGGWCsmCG**
Dral TTTAAA TTTASMAA
Eael YGGCCR dem methylase CSmCWGG YGGCSMCAGG YGGSMCCR
CG methylase 5mCG YGGC5MCG YGGC5MCR
Eam1105 | GACNsGTC GASMCNsGTC*
GACNsGTSmC*
Eco065 | GGTNACC GGTNACSmC*
EcoO109 | RGGNCCY dem methylase C5MCWGG RGGNCS™CTGG RGGNCSMCY
EcoR | GAATTC CG methylase SmCG GAATTSMCG GAATTShmC GémAATTC
GAAShmUshmyc GASMATTC
GAATTSMC*?
EcoR V GATATC GATATS™C GémATATC
GATATShmC GATémATC
EcoT14 | CCWWGG
EcoT22 | ATGCAT ATGSMCAT
ATGCSMAT
Eco52 | CGGCCG CG methylase SmCG SmCGGCSMCG smCGGCsMCG*
CGGCsmCG*
CGGSmCCG*
Eco81 | CCTNAGG
Fbal TGATCA dam methylase GSmATC TGSmATCA TGEMATCA
Fok | GGATG CATSMCC C6mATCC
(CATCC) CATC4mC GGSmATG
CATC8mC*®
Hae ll RGCGCY CG methylase 5mCG RG5MCGCY RG5™CGCY
RGCGSmCY*?
RGShMCGSMCY
Hae lll GGCC GGCSmC GG5SMCC*
GG5hmC5hmC
Hap Il CCGG CG methylase SmCG C5mCGG C5mCGG
Hha l GCGC CG methylase 5mCG G5MCGC G5MCGC
GCGSmC
G5hMCG5hmC
Hinc Il GTYRAC GTYRASMC GTYRSMAC
GT5SMCGAC* GTYRAShMC
Hind 11l AAGCTT ABMAGCTT SmMAAGCTT
AAGCShm Ushm U AAGSCTT
AAGShMCTT
Hinf | GANTC GANTSMC*? GémANTC
GANTShmC
Hin1 | GRCGYC CG methylase SmCG GR5MCGYC GRCGYSm(C*e*4 GR5MCGYC
Hpal GTTAAC GTTAASMC GTTASMAC
GTTAAShMC
G5hm Ushm UAAC
Kpn'| GGTACC GGTASmCC GGTSmACC
GGTASMCSmC GGTAC4mC
GGTACS™C
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o x-uI:_} oi5k2 g iE me fo]
HetEs | oME e oo g methyiste] GBS | methyistol IES
HER| 2 MY e MY
Mbo | GATC dam methylase GEmATC G&mATC GAT4mC GémATC
GATSMC GATS5hmC
GASMUC
Mbo Il gfg}%) dam methylase GSMATC GAAGSMATC T5mCTTsMC* GASMAGA
GSMAAGA GAAGGS™A
Ml | RGATCY dam methylase GEMATC RGEMATCY 6mMAGATCY™ RGSMATCY
RGAT4mCY
RGATSMCY
Miu | ACGCGT CG methylase 5mCG A5MCGSMCGT 6mACGCGT ASMCGCGT
Msp | CCGG 4mCCGG 5mCCGG
C4mCGG 5hmC5hmCGG
C5MCGG*
Mun| CAATTG CASATTG
Nae | GCCGGC CG methylase 5mCG GC5™"CGGC G5mCCGGC
GCCGG5™CG GC5CGGC
GCCGGS™C
Neo | CCATGG CCSmATGG 4mCCATGG
5mCCATGG
Nde|l CATATG SmCATATG
Nhe | GCTAGC CG methylase 5mCG GCTAG5™CG GCTAGS5™C
Not | GCGGCCGC CG methylase 5mCG GSMCGGC5MCGC GCGGCCGS™C GCGGSMCCGC
GCGGC5"CGC
Nrul TCGCGA dam methylase GEmMATC TCGCGSmATC TCGSMCGA TSMCGCGA
CG methylase 5mCG T5mCGSMCGA TCGCGEmA
Nsb | TGCGCA CG methylase 5MCG TG5MCGCA TGCGCSmA TGS"CGCA
PmaC | CACGTG CG methylase 5mCG CAS"CGTG CASMCGTG™
PshA | GACN4GTC CG methylase 5MCG GA5MCGNaGTC GACN4GT5mC** GASTCN4GTC*™
PshB | ATTAAT
Psp1406 | AACGTT CG methylase 5mCG AASMCGTT AA*CGTT
Pst| CTGCAG 5mCTGCAG
CTGCSmAG
C5hmUGCAG
Pl CGATCG CG methylase 5mCG SMCGAT5MCG CGSMATCG CGAT“mCG
CGATSMCG
Pwll CAGCTG CAG*mCTG
CAGSMCTG
Sacl GAGCTC GSMAGCTC GAGSTCTC
GAGCT5mC
Sacll CCGCGG CG methylase 5mCG C5MCGSMCGG 5mCCGCGG
C5"CGCGG
Sall GTCGAC CG methylase 5mCG GTSMCGAC GTCGASMC GTSmMCGAC
GTCGSmAC
Sau3A | GATC CG methylase 5mCG GATSMCG GémATC GAT4mC
GASMMUC GAT5mC*
GATShmC
Scal AGTACT AGTASTCT
Sfil GGCCNsGGCC| dem methylase C"CWGG GGC*"CWGGN2GGCC GG*"CCNsGG*"CC GG*“"CCNsGGCC
GGCCNsGGC*"CWGG GGC*"CNsGGCC
CG methylase "CG GGCCNsGGC*"CG GGCCNsGGC*"C
Smal CCCGGG CG methylase 5mCG CC5mCGGG CSmMCCGGG 4mCCCGGG
5mCCCGGG
C4mCCGGG
CC4mCGGG
CC5MCGGG*
Smil ATTTAAAT
SnaB | TACGTA CG methylase 5mCG TASMCGTA T6mACGTEmA
TASMCGTA
Spel ACTAGT 6mACTAGT
ASMCTAGT
Sphl GCATGC GCATGSMC GCSmATGC
GSthATGSth
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23 Ea g
s Moty ek 0|zl methylase2
At ) R ot 2 P o methylstol HatS methylsfol H8t2
W) 2 M we M
SseB8387 | CCTGCAGG SmCGCCTGCAGGSMCG*4 5mCCTGCAGG*
C5MCTGCAGG*
CCTGSmCAGG**
CCTGC®émAGG*
Sspl AATATT 6mMAATATT
Stul AGGCCT dem methylase C5mMCWGG AGGCSMCTGG AGGSMCCT
AGGC4mCT
AGGCS"CT
Taq| TCGA dam methylase  GSmATC TCGEmATC T5mCGA TCGSmA
Tth111 | GACNsGTC GASMCNsGTSmC
GACNsGT5mC*
Vanoi | CCANsTGG dcm methylase C5mMCWGG C5MCAGGN3TGG CSmCANsTGG
Vpak11B | GGWCC dcmmethylase ~ CSMCWGG GGWCSMCWGG GGWCsmC
CG methylase 5mCG GGWCSMCG
Xba | TCTAGA dam methylase GémATC TCTAGEMATC TSMCTAGA*
TCTAGSEMA
TShmCTAGA
Xho | CTCGAG CTSMCGAG*** SMCTCGAG
CTCGEmAG
Xsp CTAG SmCTAG
M :AorC Fokl : CATC™CEZ AM3| "EkIC} (1/2-1/4),
K :GorT Haell : RGCG"CYZ 0 MA{5| HEtsict,
N :AorCorGorT Haelll :  Hemi-methylated GG™"CC2| unmethylated strandZ nickingtct,
R :AorG Hind Il : Hemi-methylated AAG"CTTE AMA{5| REHSHCE
Y :CorT Hinfl :  GANT"CZE MA{5| ™ECtstCt (1/10),
W :AorT Hinll :  GRCGY™C 0j MA{5| ”EtSC}
S :CorG Konl ' Hemi-methylated GGTA*'CC, GGTAC™CO|| 2gtS Hh= 7 E1
H :AorCorT £|01, hemi-methylated GGTA™C"CE AMA{5| "EFSICL,
D :AorGorT Mboll ' Hemi-methylated T"CTT"CE REHet 4= Qls A7t E1x|0 QiCt
‘G : N4-methyl Cytosine M| . "AGATCYE MA{5| HCtsict
G : C5-methyl Cytosine Mspl ' GGC"CGGE o2 MA35| HEtsict,
G : C5-Hydroxymethyl Cytosine Mval :  Hemi-methylated CC*AGG, hemi-methylated‘"CCWGG2|
oA NB-methyl Adenine unmethylated strandZ nickinggtc},
% CG methylasee] A= 227} HErE & 9ict Pstl ' Hemi-methylated "CTG*"CAGE AM{A{5| RTISHCY,
Pwll :  Hemi-methylated *"CAG"CTGE MA{S| RITHSHC}
* Accl 1 Hemi-methylated GTMKA™CO| unmethylated strandS A{A{5| nicking Sall © Hemi-methylated GT"CGACE AA5| REFSIT}
et SauBAl: Hemi-methylated GAT"C2| unmethylated strandZ nickingtct, EEsH
Acclll : TCCGGAS MA 35| HEtsiCt (1/75). AGATCE| MEEE 7} “2{X|= A7} B g1 QIc}
Afal: Hemi-methylated GTA™CE MA{3| ZESIAIZ, bi-methylated Smal :  Hemi-methylated CC"CGGGE] unmethylated strand= nicking3tct.
GTATCE Zthet == giot Spel : Hemi-methylated A"CTAGTE AAj5| HEFBICH,
Avall : GGWC"CE MAM3| ZEtetct. Xbal : Hemi-methylated T"CTAGAS REHsIA|DH 1 MEt 25= 0f2 2
Ball  : demsite?t 358 22 (TGGCCAGG)Ml= 1 HEt S=7t0f =3 ZICt (1/1000(3H).
e (1/50 ofH). Xhol : CT"CGAGE o MAfs| Heksict,
Bgll ' Hemi-methylated GC*"CN5GGC, GC"CN5GGC, GCCN5GG™CE A 348, hemi-methylated DNAS 71t Al & 312 Al20F methylated DNAOITL, ()
M3| "HSER|ZH bi-methylated M, Hae lIl-Bgl | site= 2| AtHet o= = A& EE LT}
ALt

** TaKaRa, unpublished observations

Clal @ Hemi-methylated AT""CGATZ MA{s| HEHSHC}
EcoR1 : Hemi-methylated GAATT"CE AMA{3| HEHSHX|TH bi-methylated

GAATT"CE HEte 4= gich

1) McClelland, M. and Nelson, M.(1993) Nucleic Acids Res. 21,3139-3154.
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1
Neta A 9] Star &g

Mg FSoll= & DNAO] chatod miake| 345 ALSstig W 1 S0|40| Mote|of 2efo] olAl #7|MHnt CHE MHS HEtst= 2{0] U=, 0215 &S HE
F20| Star 240|2} SiCt 07| M= Star 20| LTI 520 E81S FTIsk= I, K5 Star 2H40)| ofsf FTt=l= P7|M e Falsiich
HgtEs HAUFQI oIMME" | B EZZ” | lAJlsMEr | EHaEd Mtz HAUFOl oIAME" | HEZZ? | AIlsMEr | EHaEd
Aatll GACGT | C E 22 Scal AGT | ACT B,CF 21
Aort3H | T | CCGGA A CE 22 Sfil GGCNNNN | NGGCC | BF 22
Avall G | GWCC AE 22 Smil ATTT | AAAT ABCE 22
BamH | G | GATCC ABEF GRATCC 1,2,3,4 Spel A | CTAGT EF 22
GGNTCC Sse83871 | CCTGCA | GG EF 22
GGANCC Ssp! AAT | ATT ACEF 22
GGATYC Tagl T|CGA ACF 22
Banll GRGCY | C AEF 22 Tt 1 GACN | NNGTC BCG NACNNNGTC 19
Bl GCCNNNN |NGGC | F 22 GNCNNNGTC
Balll A | GATCT E 22 GANNNNGTC
BmeT1101 C | YCGRG E GACNNNNTC
BspT104 | TT | CGAA AE 22 GACNNNGNC
F-a BstPI G| GTNACC AF 22 GACNNNGTN
Bst1107 | GTA | TAC F 2 Va9t | CCANNNN | NTGG A 22
Eam1105 | GACNNN |[NNGTC | A C, F 22 Vpank11B1 | G | GWCC ACEF 22
fo‘} Eco065 | G | GTNACC EF 22 Xbal T CTAGA AE 1.4
TE)'__J EcoR | G | AATTC A B E F | NAATTN 489,101
3 EcoRV GAT | ATC E RATATC 12,22 T M:AorC K:GorT N:AorCorGorT
GNTATC gégrrg Y:CorT W:AorT
GANATC 2 A: 15T glycerol ZxXj
GATNTC B: Mn?* Z=x|
GATANC C: za|pH
GATATY D : acid pH
E : DMSO Z&x|
EcoT22] | ATGCA T F H 22 Fixol2 =5
Foal T | GATCA ACEF 22 G: 10|25
Haell GG|CC A 1 H : 2-mercaptoethanol ZX|
Hhal GCG|C AE 4
Hinc Il GTY | RAC E 22
Hind Il A | AGCTT B, E RAGCTT 10,13, 22 - -
ANGCTT Nl
AAKCTT 1) Nath, K. and Azzolina, B. A. (1981) in "Gene Amplification and
AAGMTT Analysis" 1 : Restriction Endonucleases (Chirikjian, J. G. ed.), 113-
AAGCNT 130.
AAGCTY 2) George, J., et al (1980) J. Biol. Chem, 255, 6521-6524.
Hpall GTT | AAC AE 1,22 3) George, J. and Chirikjian, J, G. (1982) Proc. Natl, Acad, Sci, USA 79,
Konl GGTAC | C E 22 2432-2436.
Mun| C | AATTG A F 22 4) Malyguine, E., et al. (1980) Gene 8, 163-177,
Neoll C | CATGG AE 22 5) Clarke, C. M, and Hartley, B. S. (1979) Biochem, J. 177, 49-62,
Nhel G | CTAGC A CEF 22 6) Heininger, K, et al, (1977) Gene 1, 291-303,
Nsb | TGC | GCA B 29 7) Makula, R, A and Meagher, R. B, (1980) Nucleic Acids Res, 8, 3125~
PS8 | AA | TAAT D 2 s13t. ,
Psp1406 | AA | CGTT £ o 8) P9||sky, B., et al (1975) Proc. Natl. Acad. Sci USA 72, 3310-3314,
Pt | CTGOA |G AE 1422 9) Tikchonenko, T. 1, et al. (1978)4 Gene 4 195-212,
10) Hsu, M. and Berg, P. (1978) Biochemistry 17, 131-138,
Pl CAGLCTG AE NAGCTG 18,1622 44y WoodBury, C. P., et al. (1980) J. Biol. Chem, 255, 11534-11546.
CNGCTG 12) Halford, S. E., et al. (1986) Gene 41, 173-181.
CANCTG 13) Nasri, M, and Thomas, D, (1986) Nucleic Acidls Res, 14, 811-822,
CAGNTG 14) Gingeras, T. R. and Brooks, J. E. (1983) Proc. Natl. Acad. Sci. USA
CAGCNG 80, 402-406,
CAGCTN 15) Nasri, M, et al, (1985) FEBS Letters 185, 101-104,
Sac| GAGCT | C AE 22 16) Nasri, M, and Thomas, D, (1987) Nucleic Acids Res, 15, 7677-7687
Sall G| TCGAC AE 422 17) Pech, M., et al, (1979) Cell '18, 883-893.
SaBAl | GATC AE SATC 17,22 18) Barany, F. (1988) Gene 65, 149-165,
GMTC 19) Shinomiya, T., et al. (1982) J. Biochem, 92, 1823-1832,
GAKG 20) Kessler, C., unpublished observations,
21) Grosskopt, R. and Kessler, C,, unpublished observations,
CATS 22) TaKaRa, unpublished observations,
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—
pBR322 pUC19 2txEsfjof| = Q ot HES A|7H

Mtz ALEstes 712 DNAC Wt CHE dthatd S 2T Takara BioZt BOish= Mghg 4 & pBR322, pUC192| & R2HS HEtsks 20f CHoiA S8t DNA
(2HS2 10 w1, 50 w)2| AT 223t ELSAIZHS T5IICE, & Triton X-100 (21 0.01%)2| #7122 HER 20| 455Hs 240 HshMs ZFE 2T

pBR322 pUC19
AL e 1 1 DNA 1 1 DNA AR e 14 DNA | 14 DNA
Matga | wed | sam | 58 | /0w /50 Matga | weY | sr® | Z®ER | A0 /50
) DNA (hour) (hour) ) DNA (hour) (hour)
Aatll T+BSA 5 A 025 025 Aatll T+BSA 5 A 025 025
Acclll Basal 10 A —* —* Accl M 10 A 025 025
Aori3H | K+BSA 10 A 025 025 BamH | K 10 A 025 1
Ball Basal 5 A >20" >20" Banl H 10 A 1% > 2%
BanH | K 10 A 025 05 BmeT1101 K 10 A 025 025
BmeT1101 K 10 A 025 025 C01 Basal A 05 > 2%
Bst1107 | K 5 A 05 05 Eamm 105 Basal B 025 025
Cl M 10 A 2 2 Eco0109| L 10 A 27 2%
Eamt 105 Basal 5 A 025 025 EcoR | H 10 A 025 025
EcoR | H 10 A 025 025 Hinc | M 10 A 025 025
EcoRV H 10 A 025 025 Hindl Il M 10 A 05 025 ™
EcoTi41 H 10 2 1 1 Konl L 10 2 5 5% rot
Eco52] Basal 5 A 3 3 Noe! H 10 A 025 025 ot
Hind Il M 10 A 05 05 Nsbl T+BSA 5 A 025 025 e
Nae| H 10 A 025 025 Pst| H 10 A 025 025
Nhel M 10 A 2 2% Sac L 10 A 3 3
Nrul Basal 10 A 05 05 Sall H 10 A 20 >20%
Nsbl T+BSA 5 A 05 05 Scal H 10 A 025 > 2%
PshA| K 10 A 05 > o Smal T+BSA 10 A 025 025
PshB| Basal 10 A 025 025 Sphl H 10 A 025 025
Pst| H 10 A 025 025 Sse83871 | M+BSA 10 A 05 05
Pwl K +BSA 10 A 025 025 Sspl Basal 10 A 05 05
Pwll M 10 A 025 025 Xbal M+ BSA 10 I 27 1
Sall H 10 A 5 20"
Sl m m 1 0% S0 “Banll ;=2 DNASE Zo| HEMo| O} 2 A7k B -?-OHE 0 229 co-
o] m m : 055 0% DNAJ} ZKESIC} 2, Triton X-100 (212 0.01%)S 2715101 15 Sof 24
Sspl Basal 10 p 025 025 sl el kst
T % 5 1 3 o Bbel  : =2 DNA =G Z0| HCtMo| ZoL}, S SLofM 20 A2t IS B0z
O} 40| co-DNAJ} RESICH I, IS & SAZ RAJISHH 4 A2
(2AIZEx2)2kof BHS ZANo| =ESICH T 0] 2Rz & 2afol=
w Acclll 1 S| pBR322 DNA Z9| Acc Ill 214] ME2, dam methylasedi| OfH OJXIR] REHCh, Ol 20| IAME £29| 2%t 720i| Peks W 2
methyls} 501 Q47| 20l (TCCGGHA), 72| MEtE|x| Sh=Ct. o M=,
Ball : E4to| pBR322 DNA Z9| Bal | 214l 22 dem methylaseo] OfsH GOl : &2 DNA &= 0| ZEHM0| St 2412 HhS S0 OFF 229 cc-
methylat o] 217| th20] TGGCCA) 740] HEtelx| efct, DN ZIZ I,
Ecos2|  : Triton X-100 (&|Z 0.01%)2 H76iH 2 AlZtol| 2835| 2aElct. EcoO1091 : Triton X-100 (Z5001%)2 E7IslH F S=0HM 25 1 AlZtof 25| &
Nhel : Triton X-100 (51Z 0.01%}2 &7I5181 = SZofA] 25 1 AlZkof] 23] £ 8 ZHSaiCt.
sHeict Konl 5 AJZHHES S0|E O A2k0| cc-DNAJ} RHESIC I Triton X-100
PshAl =2 DNA SE Zo| HEkMo| SO} 2 A7 #H2 S0 T3] A20| co- (B1Z 0.01%)2 H7t5181 1 AlZko| 25| 2l Fhssict,
DNAZ} RHESIC) Sall © =2 DNA S Zo| Tl SC 20 Aj7} £H2 S0 ofF Azto|
Sall . =2 DNA =& Zo| MEto| ZCh &, Trion X-100 (515 001%)2 & 0o-DNA} ZHEEIL, &, Trton X100 (£42: 0.019)5 &7Hoted 20 At

5| & =
R e e BTt =4 7hS3iCY.

| =2 DNA 55 20| BEH0| BT, 2 AlZ} BHS B0|E OfF 220] co-
Sl . =2 DNA = 20| k0| B0 2 A7} HhS SofE 28] 2210] co- Scal DNA =& Z0| [ EC 2 Al S0 OFF 22| oo
- DNAZ} REESICE
DNAZ} ZHESILY,
. L2 DNA =5 Z0| HEMO| S I Triton X-100 (515 0,01%)2 &7
111 : e DNASE Zo| Mciao] S0 Xbal L+2 DNA & 20| | &Lt & Triton X-100 (213 0.01%)2 &7t
St 1 AlZtofl 23| 2ok 7ksaict,

*Ne-methyladenine free A DNA
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PKF3 27 =ofof 2Lt 2SIt

HgtgiE Argsts 7|2 DNAO| W2t T2 dth2td S 2H=Ch TakaraZt Eolste HMgte L & pKr3e| & Rt Httsts 220f thslod S DNA (2342 10 «
50 u)Z AMEs| sh=r| LREH BI2A|ZHS TSIICE. I, Triton X-100 (final 0.01%)2] &7toi| ofsf HEt &80

A2 VS| 1 ug DNA 1 g DNA A2 V5] 1 ug DNA 1 g DNA
Hstga 23 g SHE /10 « /50 w Hetg i HHSol BAY ZHE /10 “ /50 wl
(V)] DNA (hour) (hour) ) DNA (hour) (hour)
Acclll Basal 5 A 1 05 Ml H 10 A 025 025
Aort3H | K+BSA 10 A 025 025 Neol K+BSA 10 A 025 025
Aor51H | M 10 A 025 025 Ndel H 10 A 05 1
Apal | L 10 A 025 025 Nhel M 10 A 025 025
Ball Basal 5 A 025 05 Not| H+BSA+Tri 10 Ad2 025 025
BamH | K 10 A 025 025 Nsbl T+BSA 10 A 025 025
Banll H 10 A 025 025 PshB | Basal 10 A 025 025
Balll H 10 A 025 025 Pst| H 10 A 025 025
BspT104 | L 10 A 025 025 Pwl K+BSA 10 A 1 1
F-a BstP | H 10 A 025 025 Pwll M 10 A 025 025
Bst1107 | K 5 A 05 05 Sacl L 10 A 05 05
< Clal M 10 A >20" >20" Sacll T+BSA 10 Ad2 20 20*
i?_t Eco065 | H+BSA 10 A 025 025 Sall H 10 A 05 1
i|?<'__ EcoR | H 10 A 025 025 Scal H 10 A 025 >2%
EcoT14 | H 10 A 025 025 Smal T+BSA 10 A 05 05
Eco52 | Basal 5 A 2 3 Sphl H 10 A 025 05
Fbal K 10 A9 >20" >20" Sse8387 | M+BSA 10 A 025 025
Fok| M+BSA 10 A 05 05 Sspl Basal 10 A 025 025
Hind Il M 10 A 025 025 Stul M 10 A 025 05
Hpal K 10 A 025 025 Vpaki1B| Basal 10 A 025 025
Konl L 10 A 05 05 Xbal M+BSA 10 A9 025 025
Xhol H 10 A 05 05
“Clal @ E4 pKF3 DNA WQ| Cla | Q1AM 2 dam methylased| 2|5l methylst
(""ATCGAT) =/0f Q10f 74| HEHet &= Qict,
Fbal : SA pKF3 DNA LHQ| Fba | 1AM E2 dam methylasedl| 2|5 methyla}
(TGATCA) |0 L2 2 7{9| Mkt = it
2 Sacll @ pKF3 DNAZ} supercoil &EHO|H HEFS|Y| EISCH
Scal : ‘=2 DNASET Z0| HttMo| Zct, &, Triton X-100 (final 0.01%)S A7F51H

152 2to] 2| Fog == lct.

** Ne-methyladenine free A DNA
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[
16A[7HEFSoA Zri=ofo BRet AT

TARZ ST 22, BHRE Hista Lo SR ufe Cesict ulhd 242t0| S0 et BYRBOR DNAT 4 S SZsHsier| LRst Bo2te ASsist
Ol2{e| = Takara EMEH Z710fA 0,13, 0.25,0.50, 1.00 US| 84 16 AlZH EHE310] 2N 2alist= &2 5422 F5I]Ct
Hgtaa A Ee 32 () Hgtaa R HR () o fel=En A 22 g ()
Aatll 0.50 Cpoll 0.50 Nde | 0.50
Accl 0.25 Dral 0.13 Nhe | 0.13
Acc ll 0.13 Eael 1.00 Not | 0.13
Acclll 0.13 Eam1105 | 0.13 Nrul 0.13
Afa 0.25 Eco065 | 0.25 Nsb | 0.25
Aflll 0.13 EcoO109 | 0.13 PmaC | 0.50
Alul 0.13 EcoR | 0.50 PshA | 1.00
Aori3H | 0.13 EcoR V 0.13 PshB | 0.25
Aor51H | 0.13 EcoT14 | 0.50 Psp1406 | 0.25
Apall 0.25 EcoT22 | 0.50 Pstl 0.50
Apal | 0.13 Eco52 | 0.25 Pvul 0.13
Bal | 1.00 Eco81 | 0.25 Pwvull 0.13
BamH | 0.50 Fba l 0.13 Sac | 0.50
Ban |l 0.50 Fok | 0.50 Sacll 0.13
Ben | 0.50 Hae Il 0.50 Sal | 0.13
Bgl | 0.25 Hae lll 0.13 SauBA | 0.25
Bgl Il 0.50 Hap I 0.13 Scal 1.00
Bin| 0.25 Hhal 0.13 Sfil 0.13
BmeT110 | 0.50 Hinc 1 0.50 Small 0.25
BmgT120 | 0.50 Hind 11l 0.50 Smil 0.13
Bpu1102 | 0.13 Hinf | 0.25 SnaB | 0.50
BspT104 | 0.50 Him | 0.13 Spe 0.13
BspT107 | 0.13 Hpa | 0.25 Sph 0.50
Bsp1286 | 0.25 Kpn | 0.50 Sse8387 | 0.50
Bsp1407 | 0.13 Mbo | 0.13 Sspl 0.50
BssH Il 0.13 Mbo Il 0.50 Stu | 0.50
BstP | 0.13 Ml 0.13 Taq | 0.13
BstX | 0.25 Miu'l 0.25 Tth111 | 0.25
Bst1107 | 0.50 Msp | 0.50 Vanoi | 0.50
Cfr10 | 0.13 Mun | 0.13 Vpak11B | 0.25
Cfr31 1.00 Nae | 0.50 Xball 0.25
Clal 0.25 Nco | 0.13 Xho'| 0.13
Xsp | 0.50
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SAREMRER A PEAle] THELY

—
HMEtEao| EFE HISAIZE2 1 AIZIOIR|ZE, FAZEHIES sofsts 2= IOt of2fel =2, 5, 16 Algh 22| THEEE S HAISH Aot
HgtEa 2 Azt 5Alzt 16 AlZt Mgtz 2 Azt 5 Alzt 16 AlZH
Aatll + + + Hhal + +
Acc + + + Hinc Il + +
Accll + + + Hind 11l + +
Acclll + + + Hinf | NT + +
Afal + + + Him | NT NT +
Affl NT + + Hpal + + +
Alul NT NT + Kon'| + + +
Aor13H | + + + Mbo | + + +
Aor51H | + Mbo |l + + +
F-a Apal + + M| + + +
Apal | NT NT + Miu| NT + +
<4 Ball + - - Msp | + + +
j_?] BamH | + + - Mun| NT + +
= Banll NT + + Nae | + + +
Benl + + - Ncoll NT + +
Bygll NT + - Ndel + + +
Balll NT + + Nhel + + +
Binl + + + Not | NT + +
BmeT110 1 + + + Nru'l NT + +
BmgT120 | + + + Nsb | + +
Bpu1102 | + + + PmaC | + -
BspT104 | + + + PshA | - — -
BspT107 | + + + PshB | + -
Bsp1286 | + + + Psp1406 | + +
Bsp1407 | + + + Pstl NT + +
BssH I + + + Pwul NT + +
BstP | + + + Pwull + +
BsiX | + + + Sac | + +
Bst1107 | + + + Sac ll + +
Cfr10 | + + + Sall NT + +
Clal + + + SauBA | + + +
Cpol + — - Scal - -
Dral + - - Sfil + + +
Eael + + + Smal + + +
Eam1105 | + + + Smil + +
Eco065 | + + + SnaB | + + —
EcoO109 | + + + Spe | NT + +
EcoR | + + + Sphl - NT
EcoRV NT + + Sse8387 | + + +
EcoT14 1 + + — Sspl NT + +
EcoT22 | + + — Stul + + +
Eco52 | =+ + — Taq | + + +
Eco81 | + + + Tth1111 + + +
Fbal + + + Van91 | + + -
Fok | + + + VpaK11B | + + +
Hae ll + + + Xbal NT + +
Hae lll + Xho'l NT + +
Hap Il + Xsp | + + +
+ AN TE £ YRRE - TEEY U NT:OAIY
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2% Ngnj2 3o HED

HEH RS & HEhe o] HES f|sto] EMOZ It X2|E HAIRICH J2iL 2240 w2t LHEM0| CH=1 &£ DNAS| HMRES Ja{a if, dH2(2o2 = ety
2|7} SR R Z L7t ATk WRtA 2k2te] Z240f thsto] U SRl HEH2|S At TESY S ZY6tn dExUS AESIC

1.60C, 152 71¥x{2] 2. 70c, 152 7t1¥x2| 3. Ethanol Z1FMx{2] 4. Phenol M|, ethanol X 2|

RtE A 60‘2:. 7000. Et_hanol P?enol HetaA 6000. 70"9 Et[lanol Pt1eno|
15 min 15 min =A™ 2| 15 min 15 min =™ 2|
Aatll + - - NT Hhal + - - NT
Accl + - - NT Hinc Il + - - NT
Accl + + - NT Hind 11l + - - NT
Acclll NT - - NT Hinf | + - - NT
Afal + - + - Hint | - NT + -
Affll - NT - NT Hpa | - NT - NT
Alul - NT + - Kon | - NT - NT
Aor13H | NT + + - Mbo | + - - NT
Aor51H | - NT - NT Mbo |l + - - NT
Apal - NT - NT Ml + + -
Apal | + - - NT Miul + - NT
Ball - NT + - Msp | - NT + — >
BamH | - NT - NT Mun | + - + - l‘é’{
Banll - NT - NT Nael - NT - NT b
BciT130 | + + — — Ncoll + — + —
Benl + + - NT Nde | + - - NT
Byl - NT + - Nhe | + - - NT
Balll + — + - Not | + + + -
Binl + + — NT Nrul — NT + —
BmeT110 | - NT - NT Nsb | + - + -
BmgT120 | + + - NT PmaC | - NT - NT
Bpu1102 | + + + - PshA | - NT - NT
BspT104 | + + - - PshB | + - - NT
BspT107 | - NT - NT Psp1406 | - NT + -
Bsp1286 | - NT - NT Pst| - NT - NT
Bsp1407 | + - + - Pvul - NT - NT
BssH I + — — NT Pvull + + + -
BstP | NT + - NT Sac| - NT - NT
BstX | - NT - NT Sac ll + - + -
Bst1107 | + + + - Sall - NT - NT
Cfr10 | + + + - SauBA | + - - NT
Clal - NT - NT Scall - NT - NT
Cpol - NT - NT Sfil + - + —
Dpn | — NT — NT Smal — NT + -
Dral — NT — NT Smil + + + -
Eael - NT - NT SnaB | - NT - NT
Eam1105 | - NT + - Spe | - NT - NT
Eco065 | + - + - Sphl - NT - NT
EcoO109 | - NT - NT Sse8387 | - NT - NT
EcoR | - NT - NT Ssp | - NT - NT
EcoR V + — + - Stul — NT + -
EcoT14 | - NT - NT Taq | NT + —
EcoT22 | - NT - NT Tth111 | NT + - NT
Eco52 | - NT + - Vand | - NT + -
Eco31 | + - - NT VpaK11B | + NT + -
Fbal + + - NT Xball - NT + -
Fok | - NT + - Xhol + + - NT
Hae ll — NT — NT Xsp | + + + —
Heell * - - NT - DELNEN - IEZEYS NT: 0N
Hap Il + — + —
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1
Basal Buffer =2

Takara= | & Q| Universal Buffer2 ASHM 2 ZX510] TA|ISHE A|AEIS 2|23t QICH 0|0l 71510 ZH2to] 40 SA}A QI Basal Buffer 0o 240] AHEIME
Alst QACt (F-6 H[0]X]), "Universal buffer - Basal buffer of 2|8t X|stg A~ EHAMFEA| A|AE! &7 0| Basal buffer ZM 2 22t 2 Me|sheict,

— TrisHCl | pH MgCF 2 ME NaCl KCl BSA | Tiiton Others | uiZec
(mM) (25%¢) (mM) (mM) (mM) (mM) (%) (%) (mM) ()
Aatl 10 8.0 10 DTT 05 - 40 001 - - 37
Accl 10 75 7 7 60 - 0.01 - - 37
Accll 10 75 7 7 60 - 001 - - 37
Accll 10 85 7 7 200 - - - - 60
Afal 10 8.0 7 7 50 - 001 - - 37
AfI 10 8.0 7 7 - 40 001 - - 37
Alu | 10 75 7 7 20 - - - - 37
AoriaH | 10 85 7 - - 100 0.01 - - 55
F-a Aor51H | 10 8.0 7 7 - 60 - - - 37
Apal 10 75 7 7 - - 001 - - 37
f(j' Apal | 10 8.0 7 7 50 - 001 - - 37
4_"6'__J Ball 20 85 7 7 - - 0.01 - - 37
= BamH | 10 8.0 7 2 100 - 001 - - 30
Ban I 10 8.0 7 7 - 50 0.01 - - 37
BeiT130 | 20 85 10 DTT 1 80 - - - - 37
Bon| 20 8.2 10 DTT 1 60 - 001 - - 37
Bl 20 85 10 DTT 1 - 150 - - - 37
Byl 10 75 7 7 100 - - - - 37
B 10 75 7 7 - 150 001 - - 37
BmeT1101 50 85 10 - 150 - - - DTT 1 45
BmgT1201 50 75 10 10 150 - - - - 60
Boul102 | 20 8.2 10 DTT 1 60 - 001 - - 37
BspT104 | 10 75 10 - 20 - - - DTT 1 37
BspT107 | 20 85 10 DTT 1 - 100 - - - 37
Bsp1286 | 10 75 7 7 - - - - - 30
Bsp1407 | 10 75 7 - - 100 - - - 37
BssH I 10 75 10 DTT 1 50 - - - - 50
BstP 50 8.0 7 7 100 - - - - 60
BstX| 10 75 7 7 200 - - - - 45
Bst1107 | 20 85 10 DTT 1 - 100 - - - 37
cmol 20 85 - - - 100 - 002 | MgSO:3 37
Cal 10 80 7 - 50 - 0.01 - - 30
Cpol 10 8.0 7 7 100 - 001 - - 30
Dral 10 75 7 7 60 - 001 - - 37
Ezel 10 8.0 7 7 40 - 001 - - 37
Eam1105 | 20 85 - - - 100 - 002 | MgSO:3 37
Eco065 | 10 75 7 7 100 - - - - 37
Eco0109 | 10 80 7 7 - 40 - - - 37
EcoR | 100 75 7 7 50 - 001 - - 37
ECoRV 10 75 7 7 150 - 001 - - 37
EcoT14 | 10 8.0 7 7 100 - 0.01 - - 37
EcoT22 | 10 8.0 7 - 150 - - - - 37
Ecob2 | 10 89 3 - 100 - 001 - - 37
Ecos | 10 85 7 7 - 20 - - - 37
Fbal 10 8.0 7 7 -~ 150 - - - 37
Fok| 10 75 7 7 60 - 001 - - 37
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HEEA Tris-HCI pH MgCl2 2-ME NaCl KCI BSA Triton Others HIS2r
(mM) (25%) (mM) (mM) (mM) (mM) (%) (%) (mM) (c)
Hae ll 10 75 7 7 60 - — - — 37
Hae lll 10 75 7 7 60 - - — — 37
Hap I 10 75 7 7 — — — — — 37
Hha'l 10 75 7 7 — - 0.01 — — 37
Hinc I 10 8.0 7 7 60 — — — — 37
Hind 1l 10 75 7 — 60 — — — — 37
Hinf | 10 75 7 7 100 - — - — 37
Hint | 10 9.1 7 - 50 - 0.01 — — 37
Hpal 10 75 7 7 — 100 0.01 — — 37
Kon'| 10 75 7 7 — — — — — 37
Mbo | 10 8.0 7 7 — 150 0.01 - - 37
Mbo I 10 75 7 7 — 10 0.01 — — 37
M| 10 8.0 7 7 — - 0.01 - — 37
Miu 10 75 7 7 150 — — — — 37
Msp | 10 74 10 10 60 — 0.01 — — 37
Mun | 10 75 10 DTT 1 50 — 0.01 - - 37
Nae | 10 8.0 7 7 20 — 0.01 - - 37
Nco | 10 89 3 — 100 - 0.01 - — 37
Nde | 10 8.0 7 7 100 - — - — 37
Nhe | 10 75 7 7 50 - 0.01 — — 37
Not | 10 75 7 7 150 — 0.01 0.01 — 37
Nrul 10 75 7 7 — 150 0,01 — — 37
PmaC | 10 75 7 7 20 — — — — 37
PshA | 10 85 7 7 — 60 — — — 37
PshB | 10 85 10 DTT 1 50 - — - — 37
Psp1406 | 10 75 7 — — 100 — — — 37
Pst | 20 75 10 — 100 — 0.01 — — 37
Pwul 10 8.0 7 7 — 150 0,01 — — 37
Pwull 10 75 7 7 60 — — — — 37
Sacl 10 8.0 7 7 — - 0.01 - — 37
Sacll 10 75 10 DTT 1 — - — - — 37
Sall 10 75 7 7 175 — 0.01 — — 37
SauBA | 10 75 7 — 100 — — — — 37
Scal 10 75 7 7 125 - 0.01 — — 37
Sfil 10 75 10 DTT 1 50 — — — — 50
Smal 10 8.0 7 7 — 20 0.01 — — 30
Smil 50 75 10 — 100 — 0,01 — — 30
SnaB | 10 8.0 7 — 50 — 0,01 — — 37
Spe | 10 75 7 7 80 — 0.01 — — 37
Sph 10 8.0 7 7 150 — 0.01 — — 37
SseB387 | 10 75 7 7 — 80 — — — 37
Ssp | 10 75 10 DTT 1 100 — — — — 37
Stul 10 8.0 7 7 100 — 0,01 — — 37
Taq | 10 8.3 5 — 100 — 0,01 — — 65
Tth111 1 20 75 10 10 50 — — — — 65
Van91 | 10 85 10 DTT 1 100 — — — — 37
VpaK11B | 20 75 7 7 — 200 — — — 30
Xbal 10 75 7 7 100 — 0.01 — — 37
Xho | 10 75 7 7 100 — — — — 37
Xsp 20 85 10 DTT 1 — 100 — — — 37
MaEa Tris-acetate pH Magnesium 2-ME NaCl KCI BSA Triton Others He2r
(mM) (37¢) acetate (mM) (mM) (mM) (mM) (%) (%) (mM) (c)
Nsb | 33 79 10 - — 66 0.1 - - 37
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gx | TS | ywpo, | pH KCl | NaCl | MgCk | DTT | EDTA | [TMiton BSA  |Glycerol | Ethviene
agor | O L | ese) | oM | om | ) | oM | e | | e | e | e
=7 | (mM) (%) (%)
1 10 = 75 - 100 - - 0.1 - 0.01 50 -
2 = 10 74 - 200 - 1 1 - 0.02 50 -
3 10 = 75 100 - - 1 0.1 - 0.01 50 -
4 10 = 75 100 - - 1 0.1 - 0.02 50 -
5 10 = 75 50 - - 1 0.1 - 0.01 50 -
6 10 = 75 200 - - 1 0.1 - 0.01 50 -
7 10 = 75 200 - - 1 0.1 0.15 0.02 50 -
8 10 = 75 400 - - 1 0.1 - 0.01 50 -
9 10 = 75 400 - - 1 0.1 0.15 0.01 50 -
10 10 = 75 - 50 - 1 0.1 - 0.01 50 -
F-a 11 10 = 8.0 100 - - 1 0.1 0.15 0.01 50 -
12 10 = 8.0 100 - - 1 0.1 - 0.02 50 -
13 10 = 8.0 200 - - 1 0.1 - 0.01 50 -
f(j' 14 10 = 75 100 - - 1 0.1 0.15 0.01 50 -
fod 15 10 - 75 100 - - 1 1 - 0.01 50 -
= 16 10 - 74 | 100 - - 1 1 - 002 50 -
17 10 = 75 100 - 10 1 0.1 - 0.01 50 -
18 10 = 75 - 100 10 1 0.1 0.15 0.01 50 -
19 10 = 75 - - - 1 0.1 0.15 0.02 40 -
20 10 = 75 300 — | cacks | 1 0.1 - 0.05 50 -
21 10 = 75 300 - - 1 0.1 - 0.02 50 -
22 10 = 75 100 - MnCl1 1 0.1 0.15 0.01 50 -
SZeEY 24
1 Smil 1 1 1 1 1 1 1 1
2 Ben| | GO | Hin | | Mspl 1 1 w 1 w
3 Acclll | Binl | Neol \ | | | | }
4 Afal | Aort3HI | Cpol | Mboll | Nde | | PshAl 1 PsPBI | Sl |
B Scall | Smal | Sspl | Xbal } } | } }
6 Bal | EcoTi4l | | | | l | |
7 AoSIHI 1 BmgT1201 | Tthii1l | ; ; ; ; ;
8 Hinc I U Hind I U M ' Sall ' Vpaki1B1 | ! ! !
9 BamH | | BsiX| | Eco01091 1 Haell | BspT1041 | 1 1 !
10 Al | Sacll ! ! ! ! ! ! !
11 Pwl | | | | | | | |
12 Eco52| | Nl ! ! ; ; ! ! !
13 Byl | | | | | | | |
| Accl | Accll | Al | Apal | Apall | Banll |
BmeT1101 | Bsp T1071 | Bspi2861 | BssHIl | BstPl ' Clal ' Dral | Eael | FcoOe5|
14 EcoR | | EcRV | Fbal | Fok| | Hap I | Hhal | Hinf | Hpal 1 Kpnl
Mbo | | M | Nael | Nrel | Not| | PmeCl | Pwll | Sacl | SauAl
SnaB | | Spel | Sphl | Sse83871 | Xhol | Xspl | | |
15 Heell | | | | | | | |
16 Boui1021 | Bspl4071 | Bst1071 | Eam11051 | Eco81l | Munl | Nsb | | Pspld061 | Va1l
17 Byl | EcoT22| | 1 1 1 1 1 l
18 Pst | | BaT1301 | ! ! ! ! ! !
19 Sfil | ! | | | l | |
20 Taq| | | | | | | | |
21 Dpn | l l | | | l l |
2 [ | 3 A S S S
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GACGT|C
Aat " CITGCAG Genome DNA Analysis

HEH HIZAL TaKaRa Code 2 7+
Aat |l TKR 1112A 100U 80,0008
Aatll TKR 1112B (Ax5) 500 U 360,0008
ns10U/u u Methyls}o| A&k CG methylase?| YstS EH=C}
nHE . SIMEXN pbuffer : T+BSA
wHI22L0 : 37¢
Acc | .,
CA L
HEH HIZAL TaKaRa Code 2 7+
Accl TKR 1001A 100U 79,0008
Accl TKR 1001B (Ax5) 500 U 355,0008
=
_ r:ot
mEE 10 U/u = Methylsto| A&t CIAIR Ll = ClAIEL(0f QIFEH Mo et = CG fo
n S . BMEF buffer: M methylaseQ| Yste U= A2 9Lt B>
HI22LL :37¢
Acc Il (FnuD I) celce
GC|GC
= HMZAL TaKaRa Code 2 1A
Accll (FnuD Il) TKR 1002A 100U 83,0008
Accll (FnuD l) TKR 1002B (Ax5) 500 U 373,000&
n= 10 U/u = Methylsto| sk CG methylase?| Q&g dh=C},
s M2 . SMEN puffer : M
ntHlS20 1 37¢
Acc lIl (BspM ) |
AGGCCIT pKF3 Cloning Test
HEH H|Z=A TaKaRa Code = 714
Acc Il (BspM 1l) TKR 1113A 20U 116,000¢
Acc Ill (BspM 1) TKR 1113B (Ax5) 100U 522,0008]
w2 U/u u Methylg}o| st TC"CGGAZ Httst 4= QloL} Mot = 1/752 HofRict ¢l
MM G0 e FIIM Lol matM= dam methylaseQ| A&+

s M2 . SMEM pyffer : Ace Il Buffer
nHlS25 60 are 2 ol
u pBR3220| HE} AlEFst= pBR322 Z9| Acc Ill 91AIM ™ TCCGGAS| A= dam

methylased]| 2J5H methyls} =|0f QIO EZ 7{ 0| MEtz|X| Y=L}
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Afal (Rsal)

GTHAC

CA|ITG
HEY HIZAL TaKaRa Code 22 714
Afal (Rsal) TKR 1116A 1,000U 69,0008
Afal (Rsa)) TKR 11168 (Ax5) 5000U 310,0008)
msk 10 U/m = Methyl&}o| &t SlALElof Q1T 7| ol W2t E CG methylasel| Qg &t
nHE . SMEY puffer : THBSA =4t
n g S25 : 37¢
Afl " CTTAAG
GAATT|C
T RIZAH TaKaRa Code 2% 71
Afl TKR 1236A 200U 134,0008]
F-a BT TKR 12368 (Ax5) 1,000U 603,000¢4
<4 n5T:10U/M = Ligation-Recutting Test 0| E20] Ofs AI7| SEUCHS UMM O HME|E= 4 7| S5 Ut
};‘.ﬁ s L . ZMEH puffer : M+BSA o lsl Z20| Goizict, math HETo| ligation HHSZZ0HA g
=3 S 2E  37¢ SAZ =27t qic,

Alul s
TCIGA
HEH H|Z=A TaKaRa Code = 714
Alul TKR 1004A 500U 103,000&
Al TKR 1004B (Ax5) 2,500U 463,0008
nsE 10 U/u

Aori3H | (BspM Il, Acclll)  fegegs

pKF3 Cloning Test

HEH HIZEAL TaKaRa Code 2 74
Aor13H | BspM II, Acc Il TKR 1224A 1,000U 194,000&
Aor13H | (BspM II, Acc Il TKR 1224B (Ax5) 5,000U 873,000

sk 10 U/u
n e . SHMEH buffer : K-BSA

= Methyizlo| 45k CG methylase?| 9&t2 gt=c},
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Aor51H | (Eco47 1)

AGC|IGCT

Genome DNA Analysis pKF3 Cloning Test

TCGICGA
H= HZAL TaKaRa Code a2 74
Aor51H | (Eco 47 1ll) TKR 1118A 400 U 138,000¢!
Aor51H | (Eco 47 1ll) TKR 1118B (Ax5) 2,000U 621,000&
w10 U/m = Methyldje| &t CG methylaseQ| 2istS HH=C},
nHE . SMEH buffer : M
mHS 20 1 37C
A I GGGCC|C
pa cCCCGGG
= HZAL TaKaRa Code = 714
Apal TKR 1005A 10,000 U 138,000€!
Apal (1= HE) TKR 1005AH 10,000 U 138,000& F'a
Apal TKR 1005B (Ax5) 50,000 U 621,000&
Apal (T=E HE) TKR 1005BH (AH x 5) 50,000U 621,000 o
=
w15 U/u (DSE 50 U/u) u Methyls}o| gk OlAIM o oIFst Mo 2t dem methylase, CG methylasel| fot
s Y - 2HEF buffer: L ggks e 427 qlot
nHS 20 1 37
A paL I GITGCAC
CACGTIG
T RIZAH TaKaRa Code 2% 71
Apal| TKR 1237A 600 U 89,000¥
Apal | TKR 1237B (Ax5) 3,000U 400,000
nx 10 U/u = Methylsto| 45t CIAIM| 1T Mo w2t CG methylase?| HakS Bh= ATt
nHE . SMEY buffer: L Qict
nH2 2L 37

B I I TGGCCA
a ACCIGGT pKF3 Cloning Test
HEY HIZEAL TaKaRa Code 2 1A
Ball TKR 1009A 20U 98,000
Ball TKR 1009B (Ax5) 100U 441,0008]
n=E 2 U/u = Methyisto| &g ela Mol eIet MEol| mat dom methylase?| HLS Wi &2
s A= . SMEH puffer : Ball Buffer + BSA 7} it

nHIS2LC : 37¢

m pBR3222| ATt

AJEkS]= pBR322Z Ball 21AIA ™ TGGCCAS| C
olsh methyls} =[0f 2A0{ FTts|7| ofFCt,

= dem methylaseoy|
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BamH I pKF3 Cloning Test

GGATCC
CCTAGG

HE HIZAL TaKaRa Code 22 714
BamH | TKR 1010A 10,000 U 69,000&
BamH | (ISE=HE) TKR 1010AH 10,000 U 69,000%
BamH | TKR 1010B (Ax5) 50,000 U 310,000
BamH | (ISEHE) TKR 1010BH (AH x5) 50,000 U 310,0008

#5515 U/m (RBE: 60 U/u)
A . SNEN puffer : K

ndS 25 30C

IR Ban i (Hg 1)

= Methylsfo] o5t

= Star M

= AjR 4] Fo|

dam methylase, dem methylase 2! CG methylase®|

ol'—|:|.

LS

TS glycerol, Mz ZXf, XHo| =

ol4o| Mst=l=

7t AT

U3rg wr

Z71 BH0IAf 2l4iAZO| S

37c BHES0ME SSet ¢4 S LEfLLL 30 ol Hlsh =24m9] oFY

4o == Zojct,

A TS
Glg GClg|C

cl(glca(lla

pKF3 Cloning Test

101 HEY HIZ=AL TaKaRa Code 2 71
| Ban ll (Hgi I) TKR 1012A 2,000U 163,000
=3 Ban ll (Hgi I) TKR 1012B (Ax5) 10,000 U 733,0002
nst 10 U/u = Methyl3}o| sk CG methylaseQ| 95t HbX| ob=r},
AL . SMEX buffer : H = Star &4 AFE glycerol, X0l2 Sk ZXSIOIA Q1AM HL] S0l40] X5t
w220 37¢ E|= 227t qdot

A
cc|(7 GG
BciT130 | (EcoR I, Mval)
GG [, [CcC
= HMZAL TaKaRa Code 2 1A
Beim130 1 (EcoR I, MVA ) TKR 1232A 2,000U 160,000€!
BciT130 | (EcoR I, MVA ) TKR 1232B (AX5) 10,000 U 720,000
BsE10U/M = Methyl&o| 245t dommethylase®| 5tS WX| GH=Ct
sEZE:-20C
m 24 puffer : K
C.
Ben | (Cau ll) cofs oo
GG (g |cc
HEY HIZEAL TaKaRa Code 22 714
Bonl (Caull) TKR 1019A 1,000U 116,0008!
Benl (Caull) TKR 1019B (Ax5) 5,000 U 502,0008]
sz 10U/u m | igation-Recutting Test 0| 271 HChst DNA CHH2 T 9t 47| eo| dstoZ 79| ligation
s XS . SMEH puffer : Ben | Buffer + BSA =|X| &=L} (Janulatis personal communication),
w220 37C Circular ligation #FS0{| DNA Ligation Kit Ver2 12 ALEg A< overnight
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GCCNNNN|NGGC
Bgl I CGG NWIN CCG Genome DNA Analysis

= HMZAL TaKaRa Code 2 74
Ball TKR 1020A 1,000U 66,0002
Bgll TKR 1020B (Ax5) 5,000U 297,000
"= 10 U = Methylsto] o4t OlAIM || Q1T B M 0] 2} CG methylase?| Yk BH= A2}
s MY . SIM=H buffer : Bgl | Buffer QiCt,

n 220 37
 Star 24 ROl 2 SE5{01Af 2IAIAZo] SolAo] Hofa 4= et

Bgl I I ?% Z pKF3 Cloning Test

HEH H|Z=A TaKaRa Code 22 714
Bglll TKR 1021A 2,000U 83,000
Blll(M=EHE) TKR 1021AH 2,000U 83,0008!
Bglll TKR 10218 10,000U 373,000
Byl (ISENHE) TKR 1021BH (AHx5) 10,000 U 373,000
_>'|..
o5l St [ _OF
T = Methyizto] i3t dam methylase®| &3S WA ett P
nHE - HMEH buffer : H is
wHI2200 1 37¢

Bln I (A VI' I I) g%g Genome DNA Analysis

HEY AL TaKaRa Code 2at I+
Binl (Avrll) TKR 1022A 400U 116,000¢
Binl(Avrll) TKR 1022B (Ax5) 2,000U 522,000
.=C 10 U/u = Ligation-Recutting Test 0| EA0| oJsff M7l SSUCLS ABIXO| 4 27| E& LTt HS
e
wEE . BMEN puffer : K 2 80| QofZICt, m2tA W] ligation BHEZA0AM HHEAIZ
8225 137 2eotan

BmeT110 | (Aval)

HEY R Z=AL TaKaRa Code 2 74
BmeT1101 (Aval) TKR 1207A 500U 100,000&
BmeT110 | (Ava ) TKR 1207B (Ax5) 2,500 U 450,0008

"5 10 U/m u Methyls}o| &t CG methylase®| st YHX| Q4=C}

s HE . SMEF buffer: K
mHI22C : 37C u Star 2y DMSO Zxi sloflME elaiM el Soldgol BojE 4= ATt

www.takara.co.kr




BmgT120 1 (Cfr13 |, Asu )

HEY

GIGNCC
CCNG|G

HZA} TaKaRa Code a2 74

BmgT120 | (Ci131, Asu ) TKR 1231A 1,000 U 141,000€

Bmgr1201(Cf13 1, Asu ) TKR 1231B (Ax5) 5,000U 634,000
sz 10U/u u Methyls}o| &t olAIM o oIFsH A Mol 2} dem methylase, CG methylase
nXME . SMEX puffer : H 2

w220 37¢

Bpul1102 | (Esp )

x.“ uud

HIZEAL

4315 2 Z 20} C

GCTNAGC
CGANTICG

TaKaRa Code 22 1A
Bput1021 (Espl) TKR 1023A 150U 163,000€!
Boul102 | (Esp ) TKR 10238 (Ax5) 750U 733,0008!
nsk 10 U/u = Ligation-Recutting Test 0| E20f ofsff A4ZI %%%“FJ 2 dMEl= 3997
n 35 . BAMEH buffer : Bpu1102 1 Buffer +BSA £Z YT Hls 280 - metd geatel
RHlS 2 1 37 ligation BHSZ710{A{ BHSA| 7t 2
A
GC [c \ c
Bsp1286 | (Sdu ) r
‘T T
c ‘c ‘ CG ‘ G
L A A
HE= HIZ=A TaKaRa Code 22 714
Bsp1286 | (Sau ) TKR 1024A 500 U 69,0008
Bsp1286 1 (Scu) TKR 1024B (Ax5) 2500 U 310,0008
w510 U/u n Methylslo| &t CG methylase?| &t HHX| QH=LC}
s ME . BMEN pyffer: L
nH32E 1 30C u ALZAO| F0 0| 24 3[A5H SUNSIEE YUCE AL
x 2 HES olststoiao| S5 MZEZ Ut
Bsp1407 | T%GTACA
p ACATG|T
HEY HIZA TaKaRa Code 22 714
Bsp1407 | TKR 1107A 300U 116,0008
Bsp1407 | TKR 1107B (Ax5) 1,500 U 522,0008!
nzE 10 U/u
s HE . SMEH buffer : T+BSA
nHI22L0 1 37¢
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BspT1 04 I (Asu " y Nsp V) Z Z%? "? Genome DNA Analysis pKF3 Cloning Test

H= HIZ=AL TaKaRa Code 22 7
BspT104 | (Asulll, Nsp V) TKR 1225A 2,500U 98,0008
BspT104 | (Asull, Nsp V) TKR 12258 (Ax5) 12,500 U 441,0008

wi5E 10 U/m = Methyi2fo| &g CG methylase®| &ats =Lt

nHE . SMEXN pbuffer: L

nHI220 1 37¢

sleif §cc

BspT107 | (Hgi C 1)

c CIG (Tagla

\

= HMZAL TaKaRa Code S 714
BspT107 | (HgC ) TKR 1223A 1,000U 98,0008
BspT107 | (HgC ) TKR 1223B (Ax5) 5000U 441,000
nx=C 10 U/u =
n YL . SMEH puffer: K
"SR 1 37C o
rot
ot
>

BssH Il (BseP 1)

GlICGCGC
CGCGCIG

Genome DNA Analysis

HEY HIZAL TaKaRa Code 2 74
BssH Il (BseP 1) TKR 1119A 300U 98,0008
BssH Il (BseP ) TKR 11198 (Ax5) 1500 U 441,000
w10 Ufm = Methylsto] oI5t CG methylaseQ| ¥&+S HH=Ct,
nHE . SMEXN byffer : M

nHI220

50c

Bst1107 | (Sna | bt @
CATIATG Genome DNA Analysis pKF3 Cloning Test
A= HIZAL TaKaRa Code 2 714
Bst1107 1 (Snal) TKR 1028A 150U 228,0002
Bst1107 | (Snal) TKR 1028B (Ax5) 750U 1,026,000¢
sk 10 U/u = Methyllo| it QIAER(0f It Mof w2t CG methylase?| dats e &
m XHE . SMEHN puffer : K QlCt,
HIS 2% :37C
u Star &4 0|2 oA olAl o] EolAo| AfslE 4= Qi
BstP | (BstE Il, EcoO65 | caINAse
y CCANTGIG pKF3 Cloning Test
H= HIZAL TaKaRa Code s 74
BstP | (BstE Il, EcoO65 ) TKR 1025A 2,000U 138,000&
BstP | (BstE I, EcoO65 ) TKR 1025B (Ax5) 10,000 U 621,000

a5k

nXE .

nHi220

10U/u
EHMEH buffer : H
:60¢C

= Methyislo| A5t CG methylase?| 2

«Q«

u Star &M i
7

Sk
=)
oT

www.takara.co.kr
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BsiX |

CCANNNNN|NTGG
GGTNNNNNNACC

. Genome DNA Analysis

pKF3 Cloning Test

HEY HZAL TaKaRa Code 22 7t
BsiX| TKR 1027A 1,000 U 83,0008
BsiX| TKR 1027B (Ax5) 5,000U 373,0008
= 10 U/m
s M . SMEH puffer : H
nHIS2T 450
A (T
Cfr10| sfoaale
c)GGCClg)
HEH H|Z=A TaKaRa Code 22 714
F_a Cf01 TKR 1120A 200 U 116,000¢
Cf01 TKR 1120B (Ax5) 1,000U 522,000
< 51o| of3| of oi5tS Hb=
iEL "= 10 U/u u Methyis}o| A&t CG methylaseQ| Y&t gh=r}
= = &5 . BMEA buffer: G0 | Buffer
nHI220 1 37¢
Clal
a AGCITA Genome DNA Analysis pKF3 Cloning Test
= HMZAL TaKaRa Code = 714
Clal TKR 1034A 1,000 U 106,0008
Clal(@sEHE) TKR 1034AH 1,000U 106,000¢
Clal TKR 1034B (Ax5) 5,000U 477,0008
Cal (I=ZHE) TKR 1034BH (AH x5) 5000U 477,000
w10 U/u = Methyl3lo| it CG methylase®| 95+S HH=C} L olAlEe|of OIF3H 247 |A o]
(== 50 Ufu) a2t dam methylasel| AstS = A& ULt
nXME . SIMEXN byffer : M
sHIS2E 1 30 = AFEAO| O 37¢c BEUME SET 5L S LIEPHD

Cpo | (Rsrl)

Genome DNA Analysis

= HMZAL TaKaRa Code 2 1A
Cpol (Rsr 1) TKR 1035A 400U 131,000&
Cpol (Rsr 1) TKR 1035B (Ax5) 2,000U 589,000
" S 10U/u = Methylsto] &% CG methylaseo| ¥t wH=C},
nME . SMEY pyffer : K
gS2E:30¢ = ALE40| F9| 0| E2oE 3|AoHH SQNSIER RIHOZ ALES A,
37c BSOS EAEM2 50%= HO{ZICt &, BHZHo|| BSAS

ZEsE 0.01%7} ==

120%, 25¢ HFSHAM= 1

E MIISIK| o™ 25¢ B

www.takara.co.kr

£ HUIstH, duigdo] 30t HoME
60% ™= AHSSICH J2|1 BHSH0)| BSA

HHSOIA MTHEE 2 120% Y= M58l



CHs

I
Dpn | .
CTIAG
C'H / Genome DNA Analysis
I3
A= HMZAL TaKaRa Code 2 1A
Dpnl TKR 1235A 1000 U 66,0008
Dpnl TKR 1235B (Ax5) 5000 U 297,000&
a0 U/u u Methyl3}e| 2d8F G ATC(methylEHEl Aj= MEHSHX|SH GATC (methylsts|X| 22 A= Mt
)z
nHE . SMEH buffer: T ;Z;j—ﬂh AH 0l EH’é C(;iam*?t:)l W:‘:OP" E}NAO} HChstx|gh
nElS2E 37 =2 ZHSHA| =t dam methylaseo| & | t
Dra (Aha lll R el -
AAAITTT Genome DNA Analysis
b HIZAL TaKaRa Code 2% 7t4
Dral (Aha lll) TKR 1037A 4,000U 131,000¢!
Dral (Ahall) (T=EHE) TKR 1037AH 4,000U 131,0008!
Dral (Ahalll) TKR 1037B (Ax5) 20,000 U 589,0002
Dral (Ahall) (IS =M Z) TKR 1037BH (AHx5) 20,000 U 589,00094
nsE 15 U/u
(s 50 Ufu)
s ¥S . M EH buffer : M
nHI220C : 37¢
TH A
Eael (Cfr) cleecels
@\CCGG%\
HE HIZAL TaKaRa Code 22t 714
Eael (Cfr|) TKR 1128A 200U 116,000€
Eael (Cfr)) TKR 1123B (Ax5) 1,000U 522,0002
s 10 U/u = Methylslo| 3& CIAIE2(0f CIFEE 7| Mo k2t dem methylase, CG methylase 2|
s ME . BSMEXN byffer : M des ehe ERIH U

Eami1105 |

GACNNgNNGTC
N

CTGNNINNNCAG
HZE HIZAL TaKaRa Code s 71
Eam1051 TKR 1124A 100U 116,000¢
Eam11051 TKR 1124B (Ax5) 500 U 522,000
nsk 10U/ u Ligation-Recutting Test o] A0 ofsh M7l EEULL ligation 80| HC}, w2fA] Hatat
n ME . SMEX puffer : Fam1105 | Buffer o] ligation BF2ZZH0||A] B2 AIZ 227} ULt

nHS 20 1 37C

= Methyito| &%

u Star &M

CG methylase?| 2i&+S BHX| gb=C},

= Sl E

1T glycerol, 2ZHE| pH, 0|2 5= olAlM i)

Soldo| 2ojE 4= AL,

www.takara.co.kr




Eco52 | (Xma lll el
GCCGGIC Genome DNA Analysis pKF3 Cloning Test
HEH HIZAL TaKaRa Code 2 7+
Ecob2 | (Xmalll) TKR 1039A 200U 116,000€
Ecob2 | (Xmalll) TKR 1039B (Ax5) 1,000 U 522 000&
ns 10 U/u u Methyislo] 245t CG methylase®| ¥aks Bh=Ct,
s ME . SIMEXN pbyffer : £co52 | Buffer + BSA
nHIS20C : 37¢
Eco81 | (Saul) ComTNAGE
GGANTCC
HEH HIZAL TaKaRa Code 2 7+
Eco811(Saul) TKR 1131A 500U 116,000€
F-a Ecod1 | (Saul) TKR 1131B (Ax5) 2,500 U 522,0002]

Y s 10U/m
iEL nHE . SMEN buffer: M
= 22 137

Eco065 | (BstE Il, BstP I)

= Ligation-Recutting Test 0| -2 HTHeE DNA EHE2 19| ligation=|A| 5=, 0] 2= 37,5'-
exonuclease, phosphatase S 2t K| 2t 1 24212 DNA tHH
UCH AT7|M Lol ofst HoE MZIEIC} (Janulaitis personal

communication), Circular ligation2 DNA Kit Ligation Ver 1 Ee= Ver2 12

9

0[23}0{ overnight £+20| 2 4},

pKF3 Cloning Test

GGTNACC
CCANTG|G

= HMZAL TaKaRa Code 2 1A
Eco065 | (BstE Il, BstP |) TKR 1135A 1,000U 91,0008
TKR 1135B (Ax5) 5,000U 409,000

EcoOB5 | (BstE Il, BstP 1)

n 5L 10 U/u
s M2 - SMEH puffer : H+BSA

nHIS2C : 37¢

u Methyls}o| sk CG methylase®| ¥stS BHX| Q=L

 Star 24 X0[2 SEEZ SH0|ME el4ix gl Solol Hofd 4 et

(Adanceo(g

Eco0109 | (Dra ll) T i
(¢ CONGG(g
Pt HZAL TaKaRa Code = 714
EcoO0109 | (Drall) TKR 1043A 2,000U 69,0008
EcoO0109 | (Drall) TKR 1043B (Ax5) 10,000 U 310,000
"5z 15 Uu = Methylto] @33 SlAlsSlof oIFEH HoIAol mat dom methylased] RS
" ES . HYEM buffer: L W 22t et

nHIS 2L 1 37C

www.takara.co.kr



GAATTC
ECOR I C\m‘G pKF3 Cloning Test

HEY HIZ=AL TaKaRa Code 2 71
EcoR| TKR 1040A 10,000 U 66,0008
EcoR | (ASEHZE) TKR 1040AH 10,000 U 66,000%
EcoR | TKR 1040B (Ax5) 50,000 U 297,000&
EcoR | (ASE=HZ) TKR 1040BH (AH x 5) 50,000 U 297,000&
nSL15U/u = Methyizle| ¥& CIAI (o] QI Bt 7| MGl w2t CG methylasel| Haks Bh= 4
(DEE: 50 U/u) 27} 9ict.
n M - SMEY puffer : H
mEISRE :37C = Star 24 1S glycerol, Mn** Z1, X0|2 == StoME A g9
£0|Mo| Ho{& &= ULt EE ¢HSH0l| spermine (0.2 mM HE)2 &
Vo2 M2 20~30% ZASHX|TH Star 249l £ S
30~50%= AM|E 4= QU
EcoR V el e
CTATAG
HEH H|Z=A TaKaRa Code 22 714
EcoRV TKR 1042A 3,000U 79,000&
EcRV TKR 1042AH (I SEH|1E) 3,000U 79,0008
EcoRV TKR 1042B (Ax5) 15,000 U 355,0008
EcoRV TKR 1042BH (AHx 5) (X SENIE) 15,000 U 355,0008

=15 U/u = Methyislo| i3k CG methylaseQ| Q5+ HEX| oH=C}|,
(Ds5: 50 U/m)
s ME . SHM=H buffer . H

[=]
nHIS 2L 1 37C

EcoT14 | (Sty )

pKF3 Cloning Test

= HZAL TaKaRa Code e 714
EcoT141(Styl) TKR 1038A 3,000U 83,000&!
EcoT141(Styl) TKR 1038B (Ax5) 15,000 U 373,000

5T 10U/
n M2 - SMEH buffer : H
Bt 2E 1 37C

EcoT22 | (Ava lll) Aracar

HEY HIZAL TaKaRa Code 22 714
Ecot22 | (Avalll) TKR 1125A 2,000U 138,000¢
EcoT22 | (Avall) TKR 1125B (Ax5) 10,000 U 621,00024

m=E 10 U/u = Star £ 2-mercaptoethanol ZXf, X0|2 =& ZZ SlofAl= elAlM Yol
nHE . SMEH puffer : H Solado] o = UL,
n IS 20 37¢C

www.takara.co.kr




Fbal (Bcl e
a C ACTAGIT pKF3 Cloning Test
HEH H|Z=A TaKaRa Code 22 714
Fbal (Bcll) TKR 1045A 500 U 66,0002
Fbal (Bcll) TKR 1045B (Ax5) 2,500 U 297,000
sk 12U/u = Methylsfo| 2%t cammethylase2| QeSS EH=C) W2bA LEPHQI ChE T 22| DNAS
R FHE - HAET puffer : K HCHSIR| Qb=Ct,
nHtS 2L 37C
u Star 24 1= glycerol, 22| pH, M0|2 = = Sl elAAM P S0

Fok |

GGATGNNNNNNNNN
CCTACNNNNNNNNN

4o HojE = qlch

NNNN

HEY HIZ=AL TaKaRa Code 2 71
F -a Fokl TKR 1046A 1,000 U 69,0008
Fokl TKR 1046B (Ax5) 5,000U 310,0008
fo]l =T 10 U/u = Methylste| gi&t CG methylaseQ| A&+ x| oh=C
Tod s A . SMEH pyffer : M+BSA
= nHlSeE 370
A T
Hae Il e e
T A
I\C»‘ CGCG I\GJ
M=y H|Z=A TaKaRa Code 2zt 7+
Haell TKR 1052A 100U 141,000&
Haell TKR 1052B (Ax5) 500 U 634,500
msh 10 U/u u Methyls}o| &t CG methylase?| Y&ts Hh=Ct,
s M2 . SMEN puffer : M
nHS20: :37C
Hae lll g
CCIGG
HEY HIZAL TaKaRa Code 22 714
Haelll TKR 1051A 4,000U 83,0008
Haell ( ISEHME) TKR 1051AH 4,000U 83,000&
Haelll TKR 1051B 20,000 U 373,0008
Hae ll @=CHZ) TKR 1051BH (AH x 5) 20,000U 373,0008)

n=E 10 U/u
(D=E: 50 U/u)
SN EH buffer : M

nHIS20C : 37¢

e
nyE

= Methyisto] &

u Star &M

& CG methylase2| &

1S5 glycerol XY

www.takara.co.kr
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Hapl (Hpall, Mspl) ~ Sese

e HZAL TaKaRa Code 2% 7tA

Hap Il (Hpalll, Msp ) TKR 1053A 2,000U 83,0008

Hap Il (Hpall, Msp ) (15 =H1Z) TKR 1053AH 2,000 U 83,0002

Hap |l (Hpa ll, Msp ) TKR 1053B (Ax5) 10,000 U 373,0002]

Hapll (Hpall, Msp ) (15 =H1Z) TKR 1053BH (AH x5) 10,000 U 373,000
n s 10U/u u Methyls}o| H&t CG methylase?| Y&tS Hh=C},

(DEE: 50 U/m)
s ME . SM=H buffer: L

w220 37¢

Hha

GCG|C
CIGCG

HEY AL TaKaRa Code 2at I
Hhal TKR 1056A 2,000U 71,0008
Hhal TKR 1056B (Ax5) 10,000 U 319,000&
n Sk 10 U/u = Methyls}o| i3t CG methylaseQ| st gh=Ct.
s HE . SMEHN puffer : M
RHISRE 370  Star &4 D5 glycerol EXYEHOAE PI4IAI] Sol40| HofE £ 9ict.

Him | (Acy |, Bbill)

A T
Gl |C Glc C

ciilaclaa

A= HMZAL TaKaRa Code 2 1A

Hinl | (Acy |, Bbill) TKR 1057A 300 U 116,000€

Himl 1 (Acy |, Bbill) TKR 1057B (Ax5) 1,500 U 522 0008
a0 U/u u Methyls}o| sk CG methylase?| Y&tS Hh=Ct,

s M2 . BSMEN pyffer : M+BSA
ntHlS20 1 37¢

Hinc I (Hind )

TiT |14 ne

A
CAlg| |\C/\TG

HEY HMZEAL TaKaRa Code s 7t

Hinc Il (Hind Il TKR 1059A 1,000U 69,0002

Hinc Il (Hind Il) (TS X Z) TKR 1059AH 1,000 U 69,0002

Hinc Il (Hind Il TKR 1059B (Ax5) 5,000 U 310,000

Hinc Il (Hind |l) (1S EHE) TKR 1059BH (AH x 5) 5,000 U 310,00094
s 10U/u u Methylsfo| &t CG methylase2| YstS HIX| =L}

(IS 50 U/m)

s M2 - 2MEH buffer: M
o
o

www.takara.co.kr
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Hinf |

GIANTC
CTNAI|G

HEY HIZEAL TaKaRa Code 2 71
Hinf | TKR 1238A 6,000 U 131,000¢!
Hif | (@==HE) TKR 1238AH 6,000 U 131,000%
Hirf 1 TKR 1238B (Ax5) 30,000 U 589,000&
Hinf | (SEXE) TKR 1238BH (AH x 5) 30,000 U 589,000¢

sz 10U/u
(DS 50 U/u)
s XE . SIMEXN pyffer : H

ntHI220C : 37¢

Hind 1lI

= Methyisfo| &g

AIAGCTT
TTCGAIA

CG methylase?| 25k

2 x| gtct

= LS

pKF3 Cloning Test

HEY HIZAL TaKaRa Code 22 714
F -a Hind lll TKR 1060A 10,000 U 66,0008
Hind Il ( X S=HE) TKR 1060AH 10,000 U 66,0008
Hind Il TKR 10608 (Ax5) 50,000 U 297,0008!
foj{ Hind Il (D= EHE) TKR 1060BH (AH x5) 50,000 U 297,0008!
jod
=3 nsC15U/u u Star &4 Mn> ZXf stofl M= lAM POl S0|4M0] HOo{H 4= UL,

(EE: 50 U/u)

H a I GTTIAAC
p CAATTG pKF3 Cloning Test
HZE HIZAL TaKaRa Code s 71
Hpal TKR 1064A 500U 69,000¢!
Hpal TKR 10648 (Ax5) 2500U 310,000
n5E:10U/m = Star &4 &L= glycerol ZXY StoflAs 1AM | Sol4g0] HolE = Qi

s HE . SMEH buffer: K

nd220C 1 37C

Kpn |

GGTAC|C
CICATGG

pKF3 Cloning Test

HEY HIZEAL TaKaRa Code 22 714

Kpn | TKR 1068A 5000U 79,000
Kon | (@sErE) TKR 1068AH 5,000U 79,000
Kon | TKR 1068B (Ax5) 25,000U 355,0008
Kon [(D=EH=) TKR 1068BH (AH x5) 25,000 U 355,000

nst 10 U/u = Methylgjo| &t CG methylase?| 915+ utx| oh=r},

(DEE: 50 U/u)
nHE . ZMEH buffer: L m ALBALO| 0| Star 20| HEY| #/2 20|22 Ze o|M0] §4E 0|85}0]
S RE 37T TAZHEISAIZ|= 22 Tsict

www.takara.co.kr



Mbo | (SauBA |)

GATC
CTAG

pEY HZAL TaKaRa Code e 714

Mbo| (SauBA |) TKR 1069A 1,000 U 163,000€

Mbo| (SauBA |) TKR 1069B (Ax5) 5,000U 733,000&
sk 10 U/u u Methylslo| 5t dam methylaseQ| Q&2 HtoL} CG methylaseQ| &k HHX| O

s HE . SMEY buffer: K

nE220C 1 37C

Mbo i

=

(e}
—_ o
L} M2t LeXol thahr Faie DNAE = 5= gic,

m | icense Notice M1]

GAAGANNNNNNN#
CTTCTNNNNNNN

HEY HIZAL TaKaRa Code 2 7+
Mboll TKR 1145A 400U 91,0008
Mboll TKR 1145B (Ax5) 2,000U 409,0008 F-a
S 10U/m u Ligation-Recutting Test

s M . SMEH buffer: L

nHIS20C : 37C

Mfl1 (Xho Il

O] Z2n0f ofal M7l SELT2 ligation 20| HCf, W2tA Bt &

—_
o] ligation BHSZZ40(A] HHSAIZ =27} Qlct,

TBisly

= Methylsto| igt SlAIM AT} QIFEH AT Mo mats dam methylaseQ| Hsts &t
OLY, CG methylasel| @gk2 BFX| Q=LY

I I

GlsaTec

‘T ‘A
lc CTAG| g
HEY HIZEAL TaKaRa Code 2 1A
M1 (Xho) TKR 1070A 500 U 116,0002!
M (Xho ) TKR 1070B (Ax5) 2,500 U 522,0008]
s 10U/u u Methyisie| ik dam methylase2| 9stS Hh=C} watM AeiXol R K)o

DNAZ= Zttet & gict,

Miu |

U TGCGC|A Genome DNA Analysis pKF3 Cloning Test
HEY HIZEAL TaKaRa Code 22 714

M| TKR 1071A 1,000U 69,0008

Mul (ISEHE) TKR 1071AH 1,000 U 69,0008

Miul TKR 1071B (Ax5) 5,000U 310,000

M| (TsEHZ) TKR 1071BH (AHx5) 5,000 U 310,0008

s 10 U/u
(s 50 U/u)
s HE . SHMEXN buffer : H

mHl22c : 37C

u Methyls}o| &k CG methylase®| 2sts Bh=Ct,
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Msp | (Hpa ll, Hap Il) el
J GGC|C
= HMZAL TaKaRa Code 2 1A
Msp | (Hpall, Hap ) TKR 1150A 3,000U 138,00084
Msp| (Hpall, Hap ll) (1==H|E) TKR 1150AH 3,000V 138,0008
Msp | (Hpall, Hap ) TKR 1150B (Ax5) 15,000 U 621,00024
Msp | (Hpall, Hap l) (T==AZ) TKR 1150BH (AH x 5) 15,000 U 621,00024
nz 10 U/u u Methyls}o| A&k CG methylase®| ¥t YHX| Q=L
(s 50 Ufu)
nXME . SMEH puffer : T+BSA
nHt2S 20 1 37¢C
F-a
<q
1o
Tod
=
Mun | (Mfel i
Un ( e ) GTTAAIC Genome DNA Analysis
Pt HZAL TaKaRa Code = 713
Mun| (Mfe ) TKR 1153A 150U 138,000¢
Mun| (Mfe) TKR 1153B (Ax5) 750 U 621,0008!
n 10 U/u u Star &M 15k glycerol £2Xf, X0|2 sExA stoM= ClAM Yol Eo0|M
s e . SMEH puffer : M+BSA o| Ho{& == ik,
mHI22C 1 37C
N I GCC|GGC
ae CGGCCG Genome DNA Analysis
= HZAL TaKaRa Code = 714
Nael TKR 11556A 500 U 69,0008
Nae | TKR 1155B (Ax5) 2,500U 310,000&
nsT 10 U/u » Methylslo| st CG methylase?| ¥&+S k=,

s ML - ZMEH buffer: L

w220 : 37¢

x bR 40| 70|

pBR3220{= 4 74| HEtM ol 2L} position No, 12832] HEtE

2= EH=D] ofgoh
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Nco |

CICATGG
GGTAC|C pKF3 Cloning Test

HEY HIZEAL TaKaRa Code 22 714
Neol TKR 1160A 500 U 105,0008
Neol TKR 1160B (Ax5) 2,500U 472 0008
Noo | (ISEH|E) TKR 1160BH 2,500U 47200084
"5 10 U/u = Star g4 TS gyoerol ZX stoflAfi elAlMel Sojdo| Boj 4= Urt,
(DS 50 U/um)
s HE . SHMEX buffer : K+BSA
220 1 37¢
Nde I CATATG
GTATIAC pKF3 Cloning Test
HEY HIZEAL TaKaRa Code 22 714
Ndel TKR 1161A 400U 79,000
Ndel TKR 1161B (Ax5) 2,000U 355,000&
=
of
s 10 U/u u Ligation-Recutting Test 0| 240 Qo M7l SEUCI2 M OoZ HME|= 287| =&Y r'a'
s . M= buffer : H Chol| t|sl E20| Ho{TIC}, b WEUEo| ligation BHSZZ10)A] b

nHIS 2L 1 37C

Nhe |

HISAIZ BR7} ct,

=
ol
12
=2
=
3
=l
>
=
o
o
B
O
o
H
o
<
*
Hu
o
N
ol
rl:l
0z
=
Mk
0x
o

GICTAGC
CGATCIG

Genome DNA Analysis

HEY HIZAL TaKaRa Code 2 71
Nhel TKR 1241A 700U 104,000&
Nhel TKR 1241B (Ax5) 3,500U 468,0008)
a0 U/u n Methyisle| Hgt ClAIE (o] oIFE AU Mo w2t CG methylase?| Yats =
s M2 . S2MEH buffer: M 4L Qlot,
nHl22c : 37C
u Star M =T glycerol, YZH2| pH, 0|2 SEXZ0AM= ClAIM Yol E

Not |

ol4o| o1& = Qict.

GC|GGCCGC
cGCcCcGGICG

Genome DNA Analysis pKF3 Cloning Test

HEY HIZAL TaKaRa Code 22 1
Not| TKR 1166A 500 U 91,0002
Not| TKR 1166B (Ax5) 2,500 U 409,0008!
Not| (D= R E) TKR 1166BH 2,500 U 409,0008]

ns: 10U/u
(DSE: 50 Ufu)
SM=H buffer : H+BSA+Triton X-100
w225 ;37

S
LESEg

u Methyls}o| &k CG methylaseQ| 25t Hh=Ct,
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Nru |

TCGCGA

Genome DNA Analysis

AGC|IGCT
HEY HIZAL TaKaRa Code 22 714
Nrul TKR 1168A 1,000 U 71,0008
Nrul TKR 1168B (Ax5) 5,000U 319,000&
a0 U/u u Methyls}o| st CG methylase®| 2atS Bh=C} EE| lAIE2(0f 0|0{X|= AT|A
s M2 . BMEX pyffer : Nru | Buffer + BSA 20| 2} dam methylase®| WskS Hh=C},
w220 : 37¢
Nsb | (Avi ll, Mst ) N
y ACGICGT Genome DNA Analysis pKF3 Cloning Test
HEY HIZAb TaKaRa Code 22 74
Nsb | (Avill, Mst ) TKR 1226A 200 U 98,000
Nsb | (Avill, Mst ) TKR 1226B (Ax5) 1,000 U 441,00084
F-a
nsE:10U/u = Methyls}e| 5k CG methylaseQ| d&tg gh=C}
<4 s L . 2MEY buffer : T+BSA
j—c% mBERE 37T u Star 4 Mn® ZX{stolA] elAlM o] £o0l4o] HO{F = Qlct,
=
PmaC | oo e
GTGICAC
= HMZAL TaKaRa Code 2 1A
PmaC | TKR T177A 500 U 69,0008
PmaC TKR 1177B (Ax5) 2,500U 310,000
liE 10 U/#l [ ] Methy|9_|-9_| %} CG methylase | Oosok% |:|'E|:|'
nXE . SIMEHN pbyffer : L
mHIS 2L 1 37C
PShAI GACNN|NNGTC
CTGNN|NNCAG
= HMZAL TaKaRa Code a2 74
PshA | TKR 1074A 200U 80,0008
PshA | TKR 1074B (Ax5) 1,000 U 360,000&
ns 10 U/u = Methylsto| o3&t olAl= ool oIX B 27| A Lo 2} CG methylase?| YstS dh=
nXE . M= buffer : K .
HI22LC :37¢
A2 A9 Fo| 2 34F 3MoH SQERIEZ /WS IUZ ALEstodof
8iCt BH20Hof BSAZS ABSE 0.01%2 E7tetH AtHEAol

ME 140%, 30c BHSOME 220%™ = ASFict,
S0l BSAZ &7toHX| 222 30c oM 180% A5

FII'
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PshB | (Vsp )

Genome DNA Analysis pKF3 Cloning Test

ATITAAT
TAAT|ITA

H= HMZAL TaKaRa Code a2 74

PshB1(Vsp|) TKR 1109A 1,000 U 83,0008

PstB I (Vsp ) TKR 1109B (Ax5) 5,000 U 373,000
BsE10U/u m Star &4 52 pHOlM = elAlM el SolMo| oiE 4= Qlrt,

s M2 . SMEN pbyffer : Psh B | Buffer
nHIS2C 1 37¢

Psp1406 | (Acl 1)

AAICGTT
TTGCIAA

Genome DNA Analysis

HEY HIZ=A TaKaRa Code 2 74
Psp1406 | (Acll) TKR 1108A 200U 138,000&
Pspl406 | (Acll) TKR 1108B (Ax5) 1,000U 621,0008!

a5 10U/u u Methyls}o] st CG methylaseo| YstS Eh=C}
n YL . M =Hpuffer : T+BSA
nHS 20 137

Pst |

CTGCA|G
GIACGTC

pKF3 Cloning Test

HEY HIZEAL TaKaRa Code 22 714
Pst| TKR 1073A 10,000 U 79,0008
Pst| (IS EHE) TKR 1073AH 10,000 U 79,0008
Pst| TKR 1073B (Ax5) 50,000U 355,00084
Pst | (IS EH|Z) TKR 1073BH (AH x 5) 50,000 U 355,000
nsk 15U/ = Star &M T glycerol ZXY stofMe= elAlM ol SolAMo| HolE
(REE: 50 U/sm) QiCt
s HE . SMEX buffer : H
nHIS2LC : 37¢

Pwvu |

GAT|C /
CITAGC Genome DNA Analysis pKF3 Cloning Test

HEY HIZ=AL TaKaRa Code 2 71

Pwl TKR 1242A 400U 178,0002
Pwl TKR 1242B (Ax5) 2,000U 801,000&!
nsC 10 U/u m Ligation-Recutting Test 200 Ofsl M7l SELUCHS Autxol 2 ¥ SEUTH Ert

s ME . SMEH puffer : K+BSA Ilgatlon 20| YojZICt, watr WEYCt ligationn} 22 g2

wHl22c : 37C

ZZH0JAf 8128 Zat Jict,

= Methyl&te| &gt CG methylase®| 2&tS HtoL} dam methylaseQ| 2atS Y|

Of— E_l.

LS
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PVU I I CAGICTG
GTCIGAC pKF3 Cloning Test
HEY HIZEAL TaKaRa Code 2 714
Pwll TKR 1243A 4,000U 125,0009]
Pwll (ISEME) TKR 1243AH 4,000 U 125,0008
Pull TKR 1243B (Ax5) 20,000 U 702,0008
Pwll (DsEHE) TKR 1243BH (AH % 5) 20,000 U 702,0008
nzk15U/u m Star &4 IS glycerol ZXf stoflAM= 1AM Po] S0]40] HoE = Qlot,

(D= 50 U/wm)
s XE . SMEHN puffer : M

mHt22E : 37¢C

Sac |

GAGCT|C
CITCGAG pKF3 Cloning Test

HEH HIZAL TaKaRa Code 22 71
Sacl TKR 1078A 2,000U 71,0008
Sacl (TEERZ) TKR 1078AH 2,000U 71,0002
Sacl TKR 1078B (Ax5) 10,000 U 319,000
Sacl (TEERZ) TKR 1078BH (AH < 5) 10,000 U 319,000

T 10 U/u
(SE: 50 U/u)
s ME . SM=H buffer: L

mHS 20 1 37C

Sac ll

= Methylzo| 948t OG methylasee| ¥&tS gHx| ob=r}

m Star 24 25 glycerol ZXY LM E lAA 2Ol

Sol40] HofE 4 ict.

CCGCIGG
GGICGCC Genome DNA Analysis pKF3 Cloning Test

HEY HIZAL TaKaRa Code 22 714

Sacll TKR 1079A 1,000 U 66,0008

Sacll TKR 1079B (Ax5) 5,000U 297,000¥
s 15 U/u u Methylg}o| 248k CG methylase2| QstS Hh=rC},

s HE . ZSMEH puffer : T+BSA
I S2E 1 37C

= A[2AkO| FO| A DNAO[= 4 7o) MER=E2|7} ZX|5iL} position No, 403862| HEHES|=

2T TIT
25t ofgot.

S a l I GITCGAC
CAGCTIG Genome DNA Analysis PpKF3 Cloning Test
HEY R Z=AL TaKaRa Code 2 714
Sall TKR 1080A 3,000U 79,000
Sall (Ms=HE) TKR 1080AH 3,000U 79,0008
Sall TKR 1080B (Ax5) 15,000 U 355,0008
Sall @sEHE) TKR 1080BH (AH x 5) 15,000 U 355,00094

sk 15U/u
(D= 50 U/wm)

s ME . SHM=EH buffer : H
—_

u Methyl3o] @&k CG methylase2| ¥atS Hh=C},

= Star &4 IELE glycerol ZXY SloflME elaMEe| S0|do| BOiE 4= AT,

www.takara.co.kr



SaudA | (Mbo )

GATC
CTAG

H= HMZAL TaKaRa Code a2 74
SauBA | (Mbo ) TKR 1082A 200U 69,000
SauBA | (Mbo ) TKR 1082B (Ax5) 1,000U 310,000%
SawBA | (Mbo|) (A SE=X|E) TKR 1082BH 1,000U 310,000
a1 U = Methyisto| &2 el 2o einet HyIM o w2t CG methylaseo| Hets W
=Ct. dam methylaseQ| QaH2 BHX| RL=C},

(D= 50 U/wm)

n M . SMEH puffer : H
[

nHl2 25 37¢ u Ster g4 S glycerol ZXf stoM = elalMdol Sol4o] HolE 5
91'1}.

Sca I AGTIACT

TCAITGA
= HZAL TaKaRa Code = 714
Scal TKR 1084A 1,500 U 91,0008
Scal TKR 1084B (Ax5) 7,500U 409,000
BsE 10 U/m u Star &4 Mn* Zxf, 2Ziz] pH, X0|2 SEXZAME el4M el 50|

s yHE - Y=Y buffer - H 40| HolZ == qlrt,
H22L0 : 37C
= AIS49| 2|

GGCCNNNNNGGCC

CCGGNNNNNCCGG

B gaE 3|A51H SRS 2 YUS 2 ALSslof 3
C}, BF2Hof BSAZ % Z=E 001%2 & 745HH, 37¢ Ht=20)|
A1 c % M= ATHEN S 120%, 25¢C

.—"rlIO

ol

BiE, %OHon s
3R] eEC

VSR o™ 25COoME SN2

Genome DNA Analysis

HEY HIZEAL TaKaRa Code 22 1A
Sfil TKR 1244A 1,000 U 259,000&
S TKR 1244B (Ax5) 5,000 U 1,165,0008
s 10 U/u = Star &4 Mnee ZXY StoflM lAA ol Sol4o] Hofd = Ut
n 2 . SMEH buffer : M
S R2E 1 50C
Small coclaac @
GGG|CCC Genome DNA Analysis pKF3 Cloning Test
H= HMZAL TaKaRa Code a2 74
Smal TKR 1085A 2,000U 69,0008
Smal (ASE=HE) TKR 1085AH 2,000U 69,000&
Smal TKR 1085B (Ax5) 10,000 U 310,000&
Smal (AS=HZE) TKR 1085BH (AH x 5) 10,000 U 310,000&

nx=E10U/u
(X 50 U/m)

n &2, M= puffer : T+HBSA
H}=.
o

= Methyisto| 3%t

nALge)

CG methylase®| stS Hh=C}|,

Fo 37¢c EIS0ME SS8t 222 S LEHHL, 30T 2t H| WS
A

www.takara.co.kr
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Smil (Swal SN Ralaayl
TAAA | TTTA Genome DNA Analysis
HEY HZAF TaKaRa Code 22 71
Smil (Swa) TKR 1111A 200U 156,00084
Smil (Swal) TKR 1111B (Ax5) 1,000U 702,0002)
S5 :10U/u m Star &4 glycerolo|Lt DMSO7} T2 EXfsH= 4, pH7F 2Ziz|Aol 4= Mn+ 0]
= M2 . SMEH buffer : H 20| NSz MIHE 0= elalM el So0|4o| Hofd 4= qlCt,
m HIS20 : 30C
S n a B I TACGTA
ATGICAT Genome DNA Analysis
Mz HIZA} TaKaRa Code g2 7t
SnaB | TKR 1245A 200 U 119,0008
SnaB | TKR 1245B (Ax5) 1,000U 535,000¢
= ST 10U/m u Methyls}o| &t CG methylase?| ggtg Bh=C},
s M2 . SMEHN puffer : SnaB | Buffer + BSA
mUSEY 1 37C
<
ol
fod
=

Spe |

Genome DNA Analysis

AICTAGT
TGATC|A

HEY R Z=AL TaKaRa Code 2 74
Spel TKR 1086A 300U 66,0008
Spell TKR 10868 (Ax5) 1,500 U 297,0008!
nSE 10 U/m u Stargy No|2 SEZANAM = lAMEe| So(M0o| Ho{E &= UL,
s E . SMEX buffer : M
nHIS20C : 37¢
S h I GCATG|C
p CGTACG pKF3 Cloning Test
Mz HIZA} TaKaRa Code g2 7t
Sphl TKR 1246A 600 U 178,000&
Sphl TKR 1246B (Ax5) 3,000U 801,000
w510 U/u u Methyld}e| &8} CG methylase2| AdstS EHR| Q=Ct,
s ME . SM=H buffer : H

nHS20 1 37C

SseB8387 |

CCTGCA|GG
GGIACGTCC

Genome DNA Analysis pKF3 Cloning Test

HEY HIZAL TaKaRa Code 22 714
Sse8387 | TKR 1183A 400U 116,000&
SseB8387 | TKR 1183B (Ax5) 2,000U 522,000
5568387 | (T=EME) TKR 1083BH 2,000U 522,0008]

sk 10 U/u u Star &4 Mol2 SEZANME elAM | SolMo| Hold 4= QUCH

(X 50 U/m)
- M ER buffer : M+BSA
2L :37C

S
LE=ES
=3
o

=
wit

mLicense Notice ~ [M4]
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SS I AATATT
p TTATAA Genome DNA Analysis
HEH HIZAL TaKaRa Code 2 7+
Sspl TKR 1185A 500U 80,0008
Sspl TKR 1185B (Ax5) 2,500U 360,0008
nsC 10 U/u = Star &4 AEE glycerol, 22| pH, 0|2 SEZH oAl 2lAME
s ME . SMEX buffer : Sspl Buffer E0|M0| Ho{X|= 727} QUL
wHI22L0 : 37¢
St I AGGICCT
u TCClgG A pKF3 Cloning Test
= HMZAL TaKaRa Code 2 714
Stul TKR 1088A 500 U 66,0008
Stul TKR 1088B (Ax5) 2,500U 297,000
nsT:10U/u u Methyl}o| st olAIR ol OIFEH AT |MYol w2t dem methylaseQ| 25k
wEE . BMEX puffer: M 2h= Tt ALt
HI220 1 37C
Taq | (TthHBS )
AGCI|T
= HZAL TaKaRa Code = 714
Taq | (TthHBS |) TKR 1189A 2,000U 83,0008
Taq | (TthHB8 ) TKR 1189B (Ax5) 10,000 U 373,000&
s 10 U/u u Methyls}o| I8k olAlElof oISt 7 |MAo| 2t = dem methylase2| gk
s H5 . BMEX puffer : Tag | Buffer + BSA 2 2oL}, CG methylase?| dek2 EA| gh=Ct,
nHiS20C 1 65C
n Star 24 IS glycerol, 22| pH, 0|2 SE=ZAHNME lAM Lol
S0[40| HoiH = Ut
Tth111| GACNNNGTC
CTGNNNCAG
HEY HIZAL TaKaRa Code a2 7+
Tth111 | TKR 1090A 500 U 327,0008
Tth111 1 TKR 1090B (Ax5) 2,500U 1,471,000€
nsE 12U/u m Ligation-Recutting Test B2 a0 os M7l SEUCH2 ligation 80| S} mEtM H
s ME - M buffer: K ZHTHO| ligation BHSZEZIOA BHSAIZ 2T} Lt

nES20C 1 65C

= Star &4 Mt EXY, 2zkz| pH ZZ0M= elAM el So|4o| HoE
= Qlch
Van91 | (PfIM 1) CCAN%NNNNTGG
GGTNNNNNACC
HEH H|Z=A TaKaRa Code 22 714
Vard1 1 (PAIM ) TKR 1193A 300U 138,000¢
Var91 | (PAM) TKR 1193B (Ax5) 1,500 U 621,000
nst 10 U/u = Methyl}o| st olal=olof QIFEH UMl 2}t dom methylaseC| K&tS Ht
s HE . ZMEH buffer : K = g7t it
HIS20 1 37C

= Star 24 s
ol
AL

www.takara.co.kr
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VpaK11B | (Ava ll)

pKF3 Cloning Test

HEH HIZAL TaKaRa Code 2 7+
VpaK11B | (Avall) TKR 1196A 300U 83,0008
VpaK11B 1 (Avall TKR 1196B (Ax5) 1,500U 373,0008

s 10 U/u = Methylste| gt clAlEelof oI™Eh HU|MEo met dem methylase, CG
s HE . SMEH puffer : VpaKIIB | Buffer methylaseQ| Q¥skS dh= A 27} QUL
mHE220 : 30C
n Star &4 1T glycerol, 0|2 Sk, 2Z2| pH SHoME 21AIMEL]
Soldo] HofE == ULt
Xba e
AGATCIT Genome DNA Analysis pKF3 Cloning Test

P HZAL TaKaRa Code = 714
Xbal TKR 1093A 3,000 U 79,0008
Xba | (DSEHE) TKR 1093AH 3,000U 79,0008
Xba | TKR 1093B (Ax5) 15,000 U 355,0008
Xba | (T=EHE) TKR 1093BH (AH x 5) 15,000U 355,0008

nsk15U/u = Methylzlo| ik CIAIE 20l IMEH HI|M Lo w2t dom methylasel| Pt
(D= 50 U/u) = A2} 9t
s XE . SIMEH pyffer : M + BSA
mEIS2E 1 37C = Star g4 TS glycerol ZXf slofME elAAM gl SojMo] HoE 5
UL,
Xhol o raeTlo
O GAGCTIC Genome DNA Analysis pKF3 Cloning Test
HEY HIZEAL TaKaRa Code 22 714
Xhol TKR 1094A 5,000U 79,0008
Xho| (DS =HZ) TKR 1094AH 5,000 U 79,0008
Xhol TKR 1094B (Ax5) 25,000U 355,000%
Xho| (=EH|E) TKR 1094BH (AH % 5) 25,000U 365,0008
S 10U/m u | igation-Recutting Test 2 S40 o5 M7l SEUCS AHINMOZ HME|E 4%87| =
(D=5 50 Ufu) SUCo| Hol &80| HO{TIC mats L] ligation Bt
SZUNM ErSAIZ H2Tt qlct

s HE . SHMEXN buffer : H
=3
o

HI22r : 37¢

)

u Methyls}o| &t CG methylase®| Y&tS Eh=C}
Xsp | (Bfal, Mael) o
p ’ GAT|C
HEY HIZEAL TaKaRa Code 2 714
Xspl (Bfal, Mae ) TKR 1095A 500 U 98,0008
Xsp| (Bfal, Mae ) TKR 10958 (Ax5) 2500U 441,002
nsk 10 U/u u Ligation-Recutting Test B 0] oo M7l SEUTR PN oz HME=4 QY|
mXE . BMEN puffer : K E2ctol| vlsh E=20| HoZTICH matM HaZEtol ligation B
S RE 37T SZUNAM EHEAIZ =Tt Qlct
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mRNA Interferase

THalbe} RNAS A Q 5ol 402 dushs Bk

MRNA Interferase® - MazF

HEH H|Z=A TaKaRa Code = 714

mRNA Interferase - MazF TKR 2415A 1,000 U 538,000&
s E m HEMY

mMRNA Interferase-MazF (20 U/ ) 1,000 U MazFE E, cole] 4 St=4 2EQ| S4 CHHAIZ CHITIEt RNAZO| ACA

5x MazF buffer 14 Mg olAls| E0|MoZ MTksh= endorbonuclease M S 74X {Uct 2

m HE -20c

m 5x MazF buffer=A

200 mM Sodium phosphate (pH7 5)
0.05% Tween 20

HZ2 E.coli chaperone HHEHZIO| trigger factor®} £, coli MazF2| &8} HHeHZA!

HEZ MSE 1 et

= 53

1,2 §4E Chylet RNAZC| ACA BiO| 5 sideS S0[XMO2 Httsi=
endoribonuclease 0|C},

2.2 52 OIS71E RNA, 0IF 715 DNA 3 EHd7I5t DNAE TS| B
ct.

3. 2 525 0|8l HUTIE RNAS M So|xoz HEre 4= Ut

n 8
CHA7IE RNAC| MY S0|& ATt
m FO| AlE
1,2 &4 Bhol7ieh RNA Z0| ACA A 20| A AS| 5 side= S0 oz
HCtot= SA0|X|CH KM AQ| 3 sidedf M HEtsh= A0t EnE|n
olct, EE, ZH| M o] mEtM= AC MUO| 5 sidedf|M HEtel= AL B
=1 ct ACA H{O| 5" A7t 5 sided|A] 5 base O|LHOY| Q1oM HEts|
x| b= 47t At
2 2 4= Chalgich RNA Z NACA A{20] ACA A{219| 5 sideZ 0|
2 HCBX|2H N2 RNAY 27t A= B, FH MY BIEA| RNAY
Q& gicts E17t Qict
.2 224F 0|57 RNAE HEFsHA| 27| 2o, RNAS| 1X} fLx0|
Soi| olsh, RNA 52| 2E ACA ML S FEI6HX| 22 &= Qlct
CE 540 ot "EL2 3, 3 - cyclic phosphate & 5 - OHZ |22, Jrj
Z RNA ligaseZ ligation & 4= QiCt.
5 SZ 83lE 253 Utst 2ol SSE 242 FAIetD UAUCE
n ALEAO| F9|
SPP A|AEI2 New Jersey 2|obx|nicstnt SR kS | Zstof Ci7t2tHlo|
2F)olAM M= F Eofet JIEUHCH 2 MES o7 SH=ZT AIS S{7IE
HEULC 2 HE 22 2 MES 0|8 MZs A2 4Nl SOz A
ST ER0= U= 4 0|8H2S M ZaHof UL, E3 2 HEe 74
2&2 =22 1 A  0|HSS 0l&st0] MZES A M| 3RolAH| L= (R2
B2, Eof)e = ety
HEZ T Aol ZEst 2loldA SoMo| ZeF Algs 7|glet F& Al
AR Che|F™of MIZsl FHAIL, 2 S2M 7t HEE(R| §i2 dR0= HES
E518 5= Q12 UslstA7| HIFLICH 2tolMAof| 25t 2ol= St ZIY

ZOISHAZ| BT

|0

e

3

w
ol

0!

~

= |icense Notice : [L13b, L20]
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of

In vitro Labeling Ligation ) Muta- | cDNA
f=d ey Mapping
< DNA RNA N

genesis |Synthesis

@)
>
]
=
>

N |

Aga

©

Internal
Internal
1st Stand cDNA
DNA Sequencing
Single - stranded

O | O |Cohesive - ended ds
Single - stranded
Structural
Transcript
Footprint
Restriction

O | O |Oligomer
1st Strand
2nd Strand
In vitro Transcription
Tailing
Duplex Shortening
Blunting Ends
RNA Structure Probing
cDNA Cloning
Digestion of Nucleic Acids

315 3 5

O |Blunt - ended ds

O |Misrepair

T4 DNA Ligase, cloned

DNA
O

E. coliDNA Ligase, cloned

Ligases

T4 RNA Ligase O O O O

h
(¢}
RNA

T4 Polynucleotide Kinase, cloned O O

Polynucleotide
Kinases

Alkaline Phosphatase (E. coli C75) O @]

Akaline Phosphatase (Shrimp) O O

Alkaline
Phosphatases

Alkaline Phosphatase (Calf Intestine) O O

DNA Polymerase | (E. col), cloned O O

Klenow Fragment, cloned O O O O O O

T4 DNA Polymerase, cloned O O

PrimeScript Reverse Transcriptase O OO

DNA

©]

Reverse Transcriptase XL (AMV) O O

O NONNORNORNG)

Reverse Transcriptase (M-MLV) O o0

Polymerases

0|0 0|0

Terminal Deoxynucleotid Transferase | O O

SP6 RNA Polymerase, cloned O O

RNA

T7 RNA Polymerase, cloned O O

Poly(A) Polymerase O O

S1 Nuclease OO0 OO

Mung Bean Nuclease 010 O |0

DNA-RNA

Micrococcal Nuclease O

BAL 31 Nuclease O

Exonuclease | O

DNA

Exonuclease ll, cloned O O O O O

Nucleases

Recombinant DNase | (RNase-fres) O O O O

Restriction Endonucleases O O

<

Z | Ribonuciease H, coned O OO0

DNA Topoisomerase | O

Ribonuclease Inhibitor O O O

Methylases O O
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AL O|E|-
IE =0
2 FAZAO| S O LIEHHRACH 2 S40% Of2fEo| 7|XHEl 2 templateS ZAIEl Z740{M BHS3t0{= DNA (RNA) T7|HE ThEf #3517t glon] 2522 &M S =telstalct,
Endo-, Exo-Nuclease &4 Endonuclease, Nicking &4 RNase & J|eH
a2t template(1 )1 =4 | 7|EF | &A% | template (1) | = | 7|E} | &A% | template (1 ), =2 | 7|E}
| ADNA- I 37¢ | I closed circular | 37%¢ | I 1 g 16S | 37¢ |
T4 DNA Ligase 2000U ! Hindll ! ! 2,000U ! (RF) ! ! 2000U | EE= ! !
| mge |16 | pBR322DNA | 16412 | 23SmNA | 1612
| ey I | | | | |
| ADNA- | g7¢ | | cosedcicular | g7q | L1165 | oo
E coli DNA Ligase 860U | HdIl sy 360U | (RF) oAzt | 360U | EE Pyt
= = = | PBR322 DNA | al | 23SMRNA | <
I JDNA- | .| ! ! ! ' 1 g 16S [
T4 RNA Ligase 100U | Hndi 1500 1 1 1 100U | E= o ! g
| = | Zt | | | a,
I o= I 1 I I I 1 235 rRNA 1 1
| - | | | | | | | |
T4 Polynucleotide 10U ; ﬁ/%NdAl” } 37¢ : } } : 5U : ;E;ﬁ 16S : 37 }
Kinase ! 212 ! 16 AlZH ! ! ! ! ! 23S rRNA ! 16 AlZH !
Alkaline Phosphatase | /| ﬁ%‘l\l‘l ! 37c | | ! ! o 1u16S g7 |
(E. coliC79) - 1 1 1 | 23SANA | 16
T T T T T T T T T
Alkaline Phosphatase | | ﬁDr:j‘AII_I | 37c | } | | su | 14165 1 g7g |
(shrimp) R L1 AIZE | | [ I 5ag 1 AIRZE
| == | | | | | | 23S TRNA | |
T ] T T . T T T T T
Alkaline Phosphatase L DNAC L g7c | closedaircular 1 g7 P 1 16S g7
St 80U 1 Hm SO0 30U 1 (RF)) Byt 18U 1 Ee= 16 A2t
(CTilhttesing) | e 11642 | pBR322DNA | TAIZHY | 235mNA 16
DNA Polymerase | } } } 1 closed circular } 37¢c } } } 1
£ col | | | 10U 1 (RF) Ve | | |
15 ey l ! 1 | PBR322 DNA L | | | >
Klenow Fragment } I I | closed circular } 37 } ! ! } ikt
(Large Fragment £, col | ! | 10U | (RF)) IO | | | [
DNA Polymerase ) ! | i | pBR322 DNA A | | ! b
| | | I closed circular | 471 | | | |
T4 DNA Polymerase | I | 2U | (RF)) | ¢ | | | |
| | | | pBR322 DNA 124 AlZh | | |
! ! ! ‘ ! ! ! ! !

N N | - | i | | |
PrimeScript ‘ 200U | ﬁ%Al” | 87c i 200U | (céc;ssd cireular ! 37¢c ! 200 U i ;.Eﬁ 168 i 37¢c !
Reversellianscrptass L By AR | PBRS22DNA 1 TAIZH | 23SMRNA 1 AR

- ! ADNA- | ! ! closed circular ! o ' 1ug 16S ! o
F,ijv&rﬁ“'a”sc”ptase 200U | Hndm | 870 200U | (@F)) ! 131; ! 200U | e ! 13/7\07} !
(M-MLV) L mae A | pBR322DNA 1 TAIZE | 23SmANA 1 1A
Terminal ! ADNA- | ! I closed circular ! S I 2ug | o |
Deoxynucleotidyl 1BU | HdI 27/\07}} 15U | (RF) ! 121%} ! 15U | 5STRNA | 531071 !
Transferase oBde IZh | pBR322 DNA i 12h, | | SAZE,

I ADNA- | oo | closed circular | no.. | I 1ug16S 1 ape |
SP6 RNA Polymerase| 500U | Ml 1 37 500U | (RF)) i | 500U | = e
| EsE 1 1BAT | pBR322DNA | 4AZH | 23SmNA | 1BAZH
T T T N T T T T T
| ADNA- ! o | closed circular | S . 2ug 16S | o
T7 ANA Polymerase | 250U | Hindll | 121‘37}\ 250U | (AF)) | 4313 | 250U | Ee= | 53/7\‘;} |
| majz 164D | pBR322DNA | 4AIZ | 23SmNA | oA
I | | T | I "1 g 165 | ]
Poly(A) Polymerase | | | | | | 2u | L= | 37/\07l |
! | ! ! ! ! | 23SiANA | 1OAIRE)
|
| ) | | | |
pBR322 | ! | |
S1 Nuclease 10U | DNA-Pwll 1 87C | j l j | j 1
I Hi= 11022, I | I | | I
| = = ! L | Il | L L |
I ADNA- l87c | | | | | | |
Mung Bean Nuclease| 30U | Hind Il 110 22| | | | | | |
| 22 } | | | | | | |
| ADNA- oo | closed circular | qoe. L 1ug 165 1 aren
Exonuciease | 250 | Hmll 1800 25U | @F) a2 | U Es A
|2 = | pBR322 DNA ! s | 23SRNA | ZH
| pBR322 | 37 | | closed circular | a7c | | | }
Exonuclease Il 50U 1 DNA-Pstl } 30 =7} I 50U 1 (RF) | 1A | I I |
Loeee  OED | pBR322DNA | 1A ! ! !
Micrococeal Nuclease | | ) | | | | | | 3
| f I | 0~ |
Recombinant DNase | ! ! j ! 1 ! 10U | 1168 5}1705 !
I I I EE I .
(RNase-free) ! ! ! ! ! ! | 23SANA 1 4 At
| ,
ot | oy | B o | o | g we | oo 1 e
| | 7 | -
(FiNEse ) | Eag 16MZ | PBR322DNA 1 Azt 1 | 2sSANA 1 A
DNA Topoisomerase | | ! | I | 4 | | |
; ; ‘ ‘ ; ; ; ;

: | ADNA- [ o | I closed circular I o | I I |
Ribonuclease | ” 1 37¢c | 37c |
paae 00U | Hndll LS 300U ! (RF)) A | ! ! !

| =dE : | PBRI2ZDNA ! | | 1

T 20U §29 6 12| ADNA-Hind lll £31S = 6 1O ADNA-Pst | 25122 377, 24 AlZH S AI7AE 2t DNA= T4 DNA ligaseoi| 2ls 90% 0|4t ligation E|0f, 1 & 100%7} 242t Hind Il =
Pst| 2 R{EE EICt

20 25U 2291 42| single-strand M13mp18 DNAZ 377, 16 A|ZH 2 A|7AE DNA F7|HE TiEiof B30} gict

9 50U Z2A0H 1| ADNAZ H5HE A HHSH (H buffer)oflA 371, 10 27} BHS A|7{& DNA M7|HSTE of Hi5}7} iCt SDS 7| US| M= 95% 0|A =22 Ho{ZC,

“ 24U F2905 u closed circular (RF 1) pBR322 DNAZ 37, 24 A|ZH 125104 EtBr ZXj 52| DNA M7|2S THE{of 37} Qict
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2MQ A /Ligases

m T4 DNA Ligase®} E. coli DNA Ligase2| EAM H|1t

T4 DNA Ligase E. coli DNA Ligase
2xizk 2k 62,000 oF 77,000
X pH 72~78 75~80
Z g2 (coenzyme) ATP NAD
A g2 22
BEUH o7 7 £715 (+PEGE 715)
S5l oiZ s s

# HISS b A

Cloned
T4 DNA Ligase
HEY HIZEAL TaKaRa Code 22 1A
T4 DNA Ligase TKR 2011A 25,000 U 75,0008
T4 DNA Ligase TKR 2011B (Ax5) 125,000 U 337,0008
nzT 350 U/u 2

n HEY
10 mM Tris-HCI (pH7 5)
50 mM KCl
10 mM 2-Mercaptoethanol
0.1 mM EDTA
50% Glycerol
nEHZE -20C
n &2 Buffer =M (10x)
660 mM Tris-HCl (pH7 6)
66 mM MgClz
100 mM DTT
1mM ATP
|8l

Escherichia coli carrying the plasmid that enables high expression of T4 DNA
ligase gene

nHEMY
= 4= oIFEH DNA 7hete| 5-P ZEtn) 3'-OH LTS phosphodiester 24t
OF 9iAsH= SA0|Ct BEQIXIE ATPE 2761, B2 E7H2E enzyme-
ATP complex7} ZHSO{X|0{ 0|Z{0] DNAO| 228ict 2 S4E SELUHTH H
S9iCtS oiZdSiCt Bt DNAQ| 5-P LEtnl RNAS| 3-OH 2T RNAQ| 5-P 2
EH3} DNAS] 3-OH Lol o1z ay J2|n Jo| e ANA et 20| oiEg

ST K

« Insert DNA2} vector DNAS| 01

« DNA EHE 1} finker EE= adaptor DNA2IS| o4

nAFgALe| Fo

Ligation HS2 LT 7|MA0| ZR0f ma} $HSHLy| CHEC}, Yetyoz
Ci2np 22 dgko| Ut

sauct

Hind Il > Pst1 > EcoR | > BamH | > Sall
(Hind ll site= Sal | site Lt 10~40 HY 127 ligationgtC)

Haelll >Alul > Hinc Il > Smal
(Haelll site= Sma | site 2t 5~10 HY W8} =H| ligationgHC})
EcoRV > Scal > Proll >N |

m UM E

DNA Ligation Kit Ver,1, Ver 2 1
DNA Ligation Kit (Mighty Mix)
TaKaRa DNA Ligation Kit LONG

(Code 6021, 6022)
(Code 6023)
(Code 6024)
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E' coli DNA Ligase

= HMZAL TaKaRa Code 2 713
E. coli DNA Ligase TKR 2160A 1,000U 89,0002
E. coliDNA Ligase TKR 2160B (Ax5) 5,000 U 400,0008!
sSE 50~100U/m 25
m SIAH Okayama-Bergg{ 2} Gubler-Hoffmani{of| 2|8+ cDNA §H A|2] second strand
S q Lo of | 4
10mM  Potassium Phosphate (pH7 5) 9| ;r;k O(Ciliayama Berg&{olA{2] ARZ2H2 2t 50 U, Gubler-Hoffmani o] A12]
50mM KOl g2 et1.5U0lct)
imM  DTT
1mM  EDTA m AF2ALO| F 9|
0,
50% - Giycerol 2 5= CjmEo| HMM NEEFRRE HHsl0 2a8S ol Zatl
s EE -20¢ A %= OFF =2 &0 MZ0|C} M2t TSE0|X|2 SR ALE5I0i=

=78l 5 EH7t eict.

Escherichia coli UT 481 carrying the plasmid encoding the ligase

n | ZEAD

2 S24F QI EH DNA 7fEte] 5 -P 2Eat 3 -OH ZetS phosphodiester Z
8lo=Z oiZsl= S0 EXQIXEM NADE Qs 2 s4= S5Y

E|2|o] HZErSE JhSSiLY, PEGE E25=0| 171 o2 EXf stollke N
Yadts sk Y8 JHssirt DNA2| & -P &ttt RNASJ 8'-OH & j>
Tt 2|1 RNAZ|2|2) p1Z 2 ET1S3it |';°>}
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T4 RNA Ligase

= HMZAL TaKaRa Code 2 713

T4 RNA Ligase TKR 2050A 1,000 U 180,000¢

T4 RNA Ligase TKR 2050B (Ax5) 5,000U 810,000
sk 10~50 U/n 2

Al

LN

og

20mM  Tris-HCl (oH7.5)

50 mM NaCl
5mM 2-Mercaptoethanol
0.1 mM EDTA

50% Glycerol
sHZE -20°C
=
]

Buffer =4 (10x)

=
500 mM Tris-HCI (pH7 5)
100 mM MgClz
100 mM DTT
10mM ATP

01%  BSA [’
*BSAT} S 2247} 00 52 - S JHS 8 Tls FUAIL,

7|

Escherichia coli B infected with T4 am N82

» HEAY

2 g4 ATPE AMPEL PRIZ 235510 1 oL X|2 5 -P ko] oligonu
cleotide®@} 3" -OH ZEHO| oligonuceotideES ZEHA|I7 [= 240]|C},

%2 template2 NpNpNOH (3" -OH oligomer, $&4|), pNp (5, 3’ DP
monomer S04A|)0|C}, ligation & &2 Acceptor, S0{A| Zt2t2| &7 |of Asks
grond, ARIHOZ +ZH|0|= purines, S0iAl= pyrimidineg Z&sk= 2
0| 80| ZC}, DNAE RNAEL} AEs| 2 80| HoiX|1, £XXoZ 3 Lt
off 7t P LEHS 2= RNAT 220| £X| 2204, 3 - uridine oligomer EE
o +EH|ZH RRESICE, 3 84|29 2= BAPAzZ|0| 2lstol 2 &S =Y
= UL,

5, 3 DP monomer SO{HZEM=C > U > A > GO 2% =2 222
ZFR| 2 @ik,

« ssSRNAQ} ssDNAQ| 3" -OH ZHcto| FAl
- ssDNA oligo RNA, ssDNA2| &Had
« Full-length cDNA &4

n

+ 100 US| 2 842} 1 12| A DNA-Hind Il 28§22 37¢, 24 A2} BHESSl
DNAQ| M7 | A S ThEofl H15k7} QiCt,

<100 U9 & 2494 1 19| 16S2} 23S rRNAZ 377, 24 AlZt IS5t
RNAS| H7| Q= THEA Ol #1547} Qict,

« 20 US| 2 49} 6 ug 2| A DNA-Hind Il £3HE EE= 6 1 Q| A DNA-Pst | £
SIE= 37°C, 24 AlZ BH2510{= 2 DNAE= T4 DNA ligasedi| 2Jsl 90%0]|
AbdZED T F 100%7} 2424 Hind Il EE= Pst o] O5H iR THEICt

m ALZAtO| FO|

«4c O[5t BE0fA 2k 1 147t oFY3iCt

« 27} ligatione| Z|XMEHS 2= 5~15C 2 1 0[A =OFK|H AX|EICH

« PEG 3Z slof|M gHS2 1=, BHEE0|Mofi= #1517} Qict,

- pigeksel §88 =0/7| flshiME EosEes =1 ATP SE&= template
SEE J2fsto] 7kt 7 sk Zdo] Lt

« HE51 10x bufferof| 0.1% BSAZ XA &7|61H Chzko|
2 ¢3S TN E te S M2 AlUS HIISIC)

dHe0 — 10 x buffer — 0,1% BSA — template RNA K= DNA

HHMXITIO| M7|2

=T

L ESin|
VYeast tRNA"Z templateZ 31312 i, Ab7| #FS0H Zof 50 U9 2 42
5, 16 A|ZH %2515 80% 0| A RNA™2| 3 ZUTho| FAIEICH
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N

Cloned % HFSE B A2 (2l

/Polynucleotide Kinases

T4 Polynucleotide Kinase

H= HMZAL TaKaRa Code a2 74

T4 Polynucleotide Kinase TKR 2021A 1,000U 80,0008

T4 Polynucleotide Kinase TKR 2021B (Ax5) 5,000U 360,0008
nsT 10U/m 2

« DNAQ} RNAQ| 5" 24Ho| A
« A DNA linker2| 5" ZEHO| Ol Ats}

n SHEY
50 mM Tris-HCI (pH7 5) _
w 2EHE
50 mM KClI oo
1M DTT MEGALABEL (Code 6070)
01«  ATP
50% Glycerol
4
s HZE -20¢ JIE.
b
b

s X & Buffer =M (10x)
500 MM Tris-HCI (pH8.0)
100 mM MgClz
50mM  DTT
HEAISHA] g1 oltel HISS MAE o
ATPE EH7Ial| FAUAIR.
o 2 20| ATPE ER=|0f AX| §h&H T

2HSeol| Es5E 1 mMo| HES

rir

gl
Escherichia coli carrying the high expression system of T4 pseT gene

nHEAMY

= 22 DNA EE= RNAQ| 5 ZThof| ATPS| y 2IX[Q] Q1A |1E EHolsle =&
2:0|Ct, ATP ZX stol|lM= 5 -OH RiEO| olMa} BEE (2l4ke} FMo|BHE)0] &
O{LX|2} 5" -P LEto| template@l Z< ADP7} Zxf5tH 2det20| 2ofLt 5
Thol| Ereldtsl Hh30| LojiLiCt, o, EAIBHATPE EJIsHA QI4FMO| H
SE SAlOl| LojLt & YEto] FEAIE 240t WEo] LOj AT (WEHES),
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A9 A /Alkaline Phosphatases

m Alkaline Phosphatase2| EA H|1 I 1 BAPQ} CIAPS| EA H|
BAP CIAP
Alkaline phosphatasedil= CHEHT 722 S (BAP)2F SOK| 2% Fei Hxiat 2k 80,000 2k 100,000
9| 4 (Calf Intestinal Alkaline Phosphatase, CIAP)7} S22 2}2t9| Subunit 2 2
S¢S Hlwstort. 250[2 Zne Zne
=2 gig IS
& pH 80 938
[ESE¥)] ( 1 M Tris-HCl ) ( 1 M diethanolamine
1 mM pNPP 15 mM pNPP )
Tris £ Qs 1M 100% 100%
01M 35% 25%
001 M 21% 14%
20| o5k 25¢c 100% 100%
37¢c 140% 135%
50c 222% 139%
56Cc 282% 182%
F-c 65c 412% 129%°
LOrH A (65%C) Active (ZHMZHE) 30 2oz Ag
< pPNPP : p-nitrophenyl phosphate
iof 1242t SAEN EYEA (2 MBQ HE MHEH AX)S 100%2 5lof Tris =0| dsks &
<r
<F Hstodct,

&= v T3}, 1027 wSAlo) B0l 98S ZEsi
|

o]
CHESAIZE S0 H

wHISR
Al

E. coli C75

Alkaline Phosphatase (BAP)

HEH H|Z=A TaKaRa Code 2zt 7t
Alkaline Phosphatase (BAP) TKR 2120A 50U 75,0008
Alkaline Phosphatase (BAP) TKR 2120B (Ax5) 250U 337,0008

st 083~06U/u nZL

« 2 DNAQ| 5 &t FAIS 67| 2|8t MAE| EE= self-ligationS 27| {8t

n
vector DNA CHHO| EbolAts] x{2|

og

Ab

50mM  Tris-HCI (pH8.0)

100mM  KCI m AFRALO| =0
1mM - MgSO: 0} QFRIel E42 100 Jelof YAIHOZ HElsR|Dt 420 FOB §
50%  Glycerol 0| FlAOIIEE IS E2 & H0o{% 2 5] phenol M2[sH= 20| BRsic

mEHZE -20°C
£ Buffer =M (10x)

500 mM Tris-HCI (pH9.0)
10 mM MgCle

Lk

Escherichia coli 75

™ x.” -uA-I |:|:|

= §AE DE OIM monoester2 7155 IX|QEH 014t diestert Q14
tnester,_ 25}|5HK| 24=Ct. ATP £ pyrophosphate ZEHS 2sfiEiCt.
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Cloned

Alkaline Phosphatase (Calf intestine) (CIAP)

HEY HIZAL TaKaRa Code 22 714
Alkaline Phosphatase (Calf intestine) TKR 2250A 1,000 U 83,0008
Alkaline Phosphatase (Calf intestine) TKR 2250B (Ax5) 5,000 U 373,0008

=SE 10~-30U/u n | EMY
uSAH =2 A A Feie 242 20| 72| EE 2IM monoesterE 2ali5HA|
oo
10mM Tris-HCl (oH8.0) D,_l_OItl diester@} 1At triester= 26li5HX| Z=LCt ATP 52| pyrophosphate
Zete| fe et
50 mM KCl
1mM MgCle
2
01mM  ZnCh " 3T

50% Glycerol
sHE -20°C
£ Buffer ZM (10 x)

500 mM Tris-HCI (pH9.0)
10mM MgClz

|8l
Calf intestine

DNA ul-r:}0| o|A}7|§ AI_-|E -Ig; Jéﬂ:d

m AF2AO| =0
2 gAt HE THAME 0fR o™ SIX|2t chelateX] ZXHSI0A 65C, 30 &
9| %‘HEIE 99% O|&e] MOl H7}AUNM O Z MEHSICE T ARSZEZ0|| 2t
1'— ojlZotez 2SS AL U2 E s A&k 2= phenol FH|st
= 740| BJ2IZI5IC}

Alkaline Phosphatase (Shrimp) (SAP)

HEY HIZA TaKaRa Code 2 7+
Alkaline Phosphatase (Shrimp) TKR 2660A 300U 117,000¢€!
Alkaline Phosphatase (Shrimp) TKR 2660B (Ax5) 1,500 U 526,0008

szt 1U/m u | EMY
n &AM = 9_’:“_: CiZbE Refel &40 20| 7ol 2= °._Iﬂ monoesterS 2afi51X|
2%5mM  TrisHOI (pH7 6, 4°c) gk QI diester@t QI triester= Eali6HA| 24=Ct &, i RelieCiE &
M Mo 4ot EUsH| 657, 15 27} Axf2|oiE eis| AR it
01mM  ZnCl 2c
50%  Glycerol "5
DNA 5" ZEto| Etol kst X2|
sHE -20°C
u &2 Buffer ZM(10x)
500mM  Tris-HCI (pH9.0, 37¢)
50 mM MgCl2
7|Q

Shrimp (Pandalus borealis)
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A2 2 /DNA Polymerase

m DNA Polymerase EAH| DNA Polymerase | T4 DNA
Klenow Fragment
(E. col) Polymerase
2y
DNA Polymerase 5 — 3 + + +
Exonuclease
dsDNA S — & + — —
ssDNAZ — & + + +++
dsDNAZ — & +1 +0 +
RNase H + - —
template
Single-Stranded DNA + + +
Single-Stranded RNA +2 +2 —
A 109,000 68,000 114,000
Z| & pHY 74 74 8.8
2 0l2 Mg?* Mg Mg
F-c Processivity” 10~50 base 10~50 base ni.
Elongation &&= 20~30 base/s 20~30 base/s 100 base/s
Y ddNTP2] templates} = s ni.
i_dr Vortex ko] oisk =2 =0k =or
<
<+ (n. i. = no information)
Z1)ssDNA 3 ﬂ5 exonucleaseo]| 2|t 12l Bt20]| 210] 20| ST}
F2) AT g0l ZHEF (poly AN ChE ZH&o] AR H O RNAC CHEH 242 Lot
Z3) Polymeraseol M™ pHel 3&5H= exonucleasel| MA pHE 2HEAM Ol 5489 | pHQ} Ct=ct
F4) 227} templated]] QIF Bt (1 attack) Z7HK| Eadoh= Z0|.
F5)ddNTP2| Z¢lo| X2 A= AMad =7t Hrhe A4S 2ol

T4 DNA Polymerase2| 2 exonuclease?}t ZshM 2AXMEE £X517| of#Ct,

Cloned
DNA Polymerase I (E coli)
= HMZAL TaKaRa Code 2 1A
DNA Polymerase | (E, col) TKR 2130A 500 U 71,0008
DNA Polymerase | (E, col)) TKR 2130B (Ax5) 2,500U 319,000&
n5T 3-6U/m LR=1
uSAH - DNase | (Code 2210)zt2| -0 2|5t nick translation
oo

- Okayama-Bergoi] 210{A{ second strand®| §HMH+S2 (DNA polymerase |

50 mM Potassium Phosphate (pH6.5) :
0.3 w2 22,5 Uoj Alesich),

10 mM 2-Mercaptoethanol
50% Glycerol
&=  -20C
£ Buffer ZM (10 x)
500 mM Tris-HCI (pH7.8)
100 mM MgClz
1mM DTT

250 ug/ml BSA*
BIVI EITE 2247} 900 S- sk 7453wt

m Al2Abo| Z 0|
- M7 BEZZOIM 6 7HE 0fA st S|Aof| o5t EM X sl oK
ool MsiA wikstH Mgt .
EStsla QX 2oBZ HH=EOZE 79| nick translation
ch.

Ho

=y

- EndonucleaseE *g

: DNAsz} kol 21| t420] 2122 AIBSHE1 aggregaiono] LolLf #H2
ol
AN

Lk

Escherichia coli carrying the plasmid which encodes the gene of Pol |

n | EAY

2 g4 = template, primer (DNA, RNA 25 74s)&X| 5olA dNTPE 7|12
2 5l0q, templated]| AEZX QI DNAS 5 — 3 EfstoZ SHMSICt 0| 7IEt E
0|X 5 — 3 exonuclease &4 2! ttal7lEt £0|% 3’ — 5 exonuclease &4
=g
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Cloned

T4 DNA Polymerase

= HMZAL TaKaRa Code 2 1A
T4 DNA Polymerase TKR 2040A 100U 80,0008
T4 DNA Polymerase TKR 2040B (Ax5) 500 U 360,000&
szt 2-5U/u 2
u EA - 225t 3 — 5 exonuclease M-S 0|26t replacement synthesisol| 2|t
Clz{ 0| R’ Ot=bo| Al
200mM  Potassium Phosphate (pH6 5) DNA ‘E—:J_L‘—jgl SE(‘)—}‘_L;:
10mM  2-Mercaptoethanol - DNA Ehiof 2etol gds
50% Glycerol
RHE _00°C = A4 F9|
m &5 Buffer ZA (10x) - pH7.5 2k pHY 70i|M = 50%2] &S LIERHCY,

330mM  Tris-acetate (pH7.9)

660 MM  CHsCOOK

100mM  (CHsCOO)}Mg

5mM DTT
0.1% BSA (%)

7|3
Escherichia coli carrying the plasmid containing phage T4 DNA polymerase
gene
s HEMY
& S+ template DNA2} primer Z&5}H0H|A] templatedi|] AH=2 X2l nucleotide
£ primer?| 3" - OH YThof| &AM o2 Botsh= g2 ZolEict
2 g4& Klenow Fragmentof| H|5}0f 2F 100~1,000 HY 25+ EHATIEH DNA
£0|A 3 — 5 exonuclease &M S 2t QOL}E 5 — 3 exonuclease EM2
2+ QUX| @it 8 — 5 exonuclease &AM polymerase HA0| 2F 3 HY
turnover numberZ 2t Q10| SAH0| ZZ0fA 0|7}t DNA ZEto| 2=
7kssitt. dNTPZL Zxfiohs S&9] ZAH0AME polymerase 24 S LIERHLY,
UL & B2 =, NTP7} DZE Aol DNAS| Zafi# S o2 HRICY,
3 — 5 Exonuclease &A0]| oI5t EH2 71 DNAS| Ea&tM 2 Al&o| Zolof
o|Z=sl0d, Z10[7} 10 BHEZ =™ (0] : 300 — 3,000 bp) Esil&E= 1/1000] =
C}. E coliDNA polymerase 12} &2| nick@Z £E{2| stM e 271=351X|0H T4
gene 32 &H=2 HII6HH 7HSSICt (MO0l k). Polymerase 2H440f| H|s}od
exonuclease 242 HM 20| YEe Wz FHUESE2 MRo|M TA|
2t 5t= 20| £Cf, 2 845 DNA 2 A} 70| Ysk2 7| £11 T4 gene 32
A29] E200l= 2 A 15 HoM Al Sdoty| offC), B2 St
2R gdo| =M O 2R0fM Er20| Wets] FA|sh= Aoz L
QACE,

M £0fX| EM DNAZS template /primer M A}2310{ 37¢, pHB.8 =
oA 30 & St 2= 10 nmolQ| nucleotideE A2 EA &l =
templateZ Al2st= AS 228N 1 USZ sict,

>
THO
0

- Mg?' g @tein, Z|thEHM 2 LIEKKT| 2lshA = SH &Ml E @8t

- IS MA|Q| 0|25 E7H 100 MME & oM X =Ict,

- template DNAQ| TR} 10| k2 Hh| &l T4 gene 32 AE0of| 2l
polymerase A2 S{X{5| &AM S}IE|X|TH 3 5 exonuclease M 24X
5| Msfelct,

- EE8H10x buffer 0.1% BSAS 2T H7IotH Cizko| BHA ZIF0| A47|2
2 gh3s THE = 32 &M E Al2t2 &TFsich
dH20 — 10 x buffer — 0,1% BSA — template DNA

>
ikt
fot
m A E >

DNA Blunting Kit (Code 6025)
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Cloned

KlenOW F]_’a_g' ment (Large Fragment E, coli DNA Polymerase I)

(2140AK / BKoi| EHat)

HEY HIZAL TaKaRa Code 22k 714

Klenow Fragment (Large Fragment E, coli DNA Polymerase I) TKR 2140A 200U 80,0008
Klenow Fragment (Large Fragment E, coli DNA Polymerase |) TKR 2140B (Ax5) 1,000U 360,000
Klenow Fragment (Large Fragment E, coli DNA Polymerase |) (2 U/#) TKR 2140AK 200U 80,0008
Klenow Fragment (Large Fragment E, coli DNA Polymerase |) (2 U/#) TKR 2140BK (AKx 5) 1,000 U 360,000&

L 25

2~5U/u (Code 2140A, 2140B) - Dideoxygiol| oJ&t &47|M & 23 (sequencing, Sangertt)

2 U/m (Code 2140AK, 2140BK) - 0| 7}=t DNA 2o Zsts)

- Oligonucleotide directed mutagenesisofl 2{0{1A{ 0|5 71=t DNAQ| St

=N .
- Random primerS Al25}0{ DNA FAl

(Code 2140A, 2140B)
50 mM Potassium Phosphate (pH6.5)

10mM 2-Mercaptoethanol m Al2Abo| Z 0|
50%  Giycerol - BIA0f lallMfi= WEkE|R| Stout AlSA Deksiet M 4 girt,
(Code 2140AK, 2140BK) - 5 — 3 Exonuclease &A0| Z&t=|0f QK| %O T nick translation EHAS
50mM  Potassium Phosphate (pH6.5) LERLHA| S4=Ct 12|22 0|5712F DNA ZEHT} gape| $20f M2tsict,
F-c 10mM - 2-Mercaptosthanol - DNA polymerase | I} 20| ddNTPZ A3li210] template® AFEBIC}
50%  Ethylene Glycol - T4 DNA polymeraseoi| B3, template DNAQ| TX}ZZ0] 3t A{&HA0| &=
sEHZE  _20°C CHRRTZO| g8k2 o Bh=r)),
<A e - DNA cist Z=tdo] 23 S ARZsIT aggregationo| 474 0]
{gr u M & Buffer T (10x) HMaEtS 4 9irt
F (Code 2140A, 2140B) - 5 UCo| SAlof ARSI, filing S0 1 ¢7|E of20R 2Ilsl= A2}
100mM  Tris-HCI (pH7 5) =
70 mM MgCl2
imM  DTT

F9]]

Code 2140AK, 2140BKof|= $HS& buffer7t M5 =|0f QUX| 2t&LCH

Lk

Escherichia coli carrying the plasmid which encodes the gene of Klenow
fragment

nHE MY

= gA = template, primer (DNA, RNA 25 J1s) ZXi510|Al ANTPS
templateZ 5}0, templatedi| AHEZX{ I DNAS 5" — 3’ 2fekOo 2 SHAIBICY

2 §4= E coli DNA Polymerase 10f DNA 2Z 3}0jlA{ subtiising 2|5}
5 — 3 exonuclease M S 2= N-2CH Raff 2X12F 35,0009] ACHHD} 5 —
3’ DNA polymerase 2! 3'— 5" exonuclease &M 2= C-UCt f2f EXj2¢
68,0002 2 fragmento| EMEICt 0] 2 fragmentZ} Klenow Fragmento|Ct,
TakaraQ| Klenow Fragment7} CHZ& 2| DNA polymerase 12] T2 XX} pol
A NZESZRE 51F0]| 2 1,000 bp7t ZAE CHES ChEhZof 2245}
0 MAFSED QUCH M2FM3 — 5 exonuclease &AM ZsksiL 5 — 37
exonuclease A2 I8I6HA| =L}

EESH Code 2140AK, 2140BKE Kilo-Sequence2 Deletion Kit (Code 6030)&
O SEE XNt o2, HA ZMo| AHE glycerolofA{ ethylene glycol2
2 HJ?0{ sequence gel T7|FS Al HISOIZO| gl0| MRet I YSS &2
T UEE 5 Aol
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Terminal Deoxynucleotidyl Transferase

HEY HZ=AL TaKaRa Code 22t 74
Terminal Deoxynucleotidyl Transferase TKR 2230A 300 U 80,0008
Terminal Deoxynucleotidyl Transferase TKR 2230B (Ax5) 1,500 U 360,000

szt 715U/ s H|EM

nsia
60 mM Potassium Phosphate (pH7 2)
150 mM KCl
1mM 2-Mercaptoethanol
50% Glycerol
mEHZE -20C
n M2 Buffer =M (5x)
500 mM HEPES (pH7 2)
40 mM MgClz
05mM DTT
01% BSA (E&)

2 3aE '.='_PSO{| templateE ZRE 51X 1, CHAJIE tE= 0|5 71 DNA
9] 3 -OH ZfThof| deoxynucleotideE E&tote BH2S E0HSHCL primer7t £l=
Z|X| 3247| 0|4k oligonucleotide7} E Q5}Ct,

TdTE o|&%t &
1. 8t6k= %17|_| Eh

A ZEH2 BItEIS e

(dATP, dTTP, dGTP, dCTP)

2. buffer £9| 2 7} 0|22] ZF (Mn**, Co**, Mg?")

3. 27l=|= DNAC| E‘”:*:r‘-u( £ 3 -OH TTh Hadt gt 3 -OH 2t
S2| Y HY| 2 of Aol w2t ™ol Z71g Fotof i,

L p=r
- Okayama-Berg of] 2|8t vector-cDNAG| AHEX{ 0| £l S6HA| £}
- HALANTP EE= ddNTPO| 2|5 DNAQS| 3" Lt Al
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A9 2 [Reverse Transcriptase

x HE22 buffer 5 (1st-strand cDNA gHAdEt

PrimeScript® Reverse Transcriptase

HEY HIZAL TaKaRa Code 2t 7+
PrimeScript Reverse Transcriptase TKR 2680A 10,000 U 198,000€!
PrimeScript Reverse Transcriptase TKR 2680B (Ax4) 40,000 U 712,000&

= =5 200U/m n 2
. A - 1st-strand cDNA &HA
20mM  Tris-HCI (pH7 8) * ODNA probe
100mM  NaCl - RT-PCR
imM  EDTA
1mM DTT
50%  Glycerol (v/v) = 1st-strand cDNA SHMAIH

. EE 206 EZ protocolo] 2t mouse A& F22] total RNA 500 ngS templateS2

m 5 x PrimeScript Buffer (cDNA A &)

250 mM Tris-HCI (pH8.3)
375 mM KCl
15 mM MgClz

= X EAMY

2 HE2 M-MLV (Moloney Murine Leukemia Virus) 72§28 Reverse
TranscriptaseE 7|22 5t0f CIF 217t SAIEOZ Jhedst Al AXAL g4
olct 2 ME2 MEAMo| of < Fojut ZI cDNAS §HA gt 4= QlCt. &, GCrich
S1} 20| cDNA 40| 01242 RNAM| CHA = RNAZ} 23iE 2217} U=
120|Mol BHE22 o] §1, EFE ATALBIE 2 (42¢)0M EEH2
2 cDNA gtM S & = olct 2 24 71 oDNAQ| ZX|Lt full length cDNAC|
H| 20| =2 library M| Ztol| Z[&o|C},

J

= PrimeScript RTaseS 0| 23101 42¢¢ B2 2, backgroundZ} =
2 1EZ 9| cDNA gt 7ts

20—

10—

1 : PrimeScript 200 U

5:CAl &2
2 : PrimeScript 100 U 6: DAl @2
3:AAL B 7:EAF B4
4:BAl 22 8:FAl &2

RNA Ladder (1~12 kb}Z template©2, PrimeScript 2! EfA} RTase= 0|&310§ 24RIA} &t

504 Oligo dT primer 50 pmol & & 4100 U 0|&3}0{ 42¢oflM 30 2
2t 1st-strand cDNA &HM Bt2S SiCt 0] cDNA 2SS template 22
PCR 5}0{ agarose gelol| T7| Q=6 Z} 12 kbo| size 9|X|0l|A] Z&tst uh

=& golsict,

T

1,200 U9 2 29 1 42| A DNA-HInd Il 23S S 37°c, 1 A[ZHEFZAIFE
DNA Z7| 2= TiEof| 13171 LO{LtR| Q=L

2.200 US| E 2429} 1 12 supercoiled pBR322 DNAS 37¢, 1 A|lZh Bt
AlI{&= DNA 7| 4F SR off 44517} A0{LHR| §h=Ct.

3.200 US| 2 242} 1 2] 23S & 16S rRNA ZEISS 377, 1 AlZHEFSA|
A= RNA 7| F TiEol| #3171 LOjLtR| §be=Lt,

‘ ‘ ‘ ‘ ‘
PrimeScript h | | | |
‘ | | | |
_ ‘ ‘ | | |
AAL 42 ] ! !
_ | l l | |
AAL B2 | ! !
‘ ‘ ‘ | |
_ ‘ ‘ ‘ ‘ ‘
CAb =& I
| | | | |

0% 0.002% 0.004% 0.006% 0.008% 0.010% 0.012%
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x HES-2 buffer 25 (1st-strand cDNA &+

Reverse Transcriptase XL (AMV)

= HMZAL TaKaRa Code 2 1A
Reverse Transcriptase XL (AMV) LSl 2620A 500 U 290,000&

=S 15~40U/M

gy
200 mM Potassium Phosphate (pH7.2)
2mM DTT
02%  Triton X-100
50% Glycerol
n =

-+ 80°C SZEE (SZ8dl =0 HE &
- E|Ziel - 20c o BE Uts.

» M= Buffer A1 (cDNA BHME, 10%/5x)

0x

dXShs eleH TSt et mE A)

250 mM Tris-HCI (pH8.3)

500 mM KCl
20 mM DTT
50 mM MgCle

*Full length cDNA B4 Alofl= 22 HEHE 1/102 3|A{5}0] ALZSIM K.
"7lgl

Avian myeloblastosis virus (AMV)

= HEEY

2 M E2 AMVEEE 152 FHSH Z40|ct, 2F 10 kb2l ZI RNA (Poly(A)-
tailed RNA Ladder (1.4~9 5 kb))Z template2 2 5H= cDNA Bl HH27| 0| A
40~70% O|Ak0| ATAI=|0f 1 = 55~80%7} full length cDNA SHAdsH= 28
O17{0f|Af &toIH3ICt 2 MZE second strand A XsHM|2M actinomycin
D 0[2|di|, 4 mM2] sodium pyrophosphate®= A& 4= QU= M, KLt HES %]
HNemyts2 HolM MMLY R2{2| 94FAF 249} C=r

nEL

- 1st strand cDNA2| &M
- BRNA-PCR

- cDNA probe =

Reverse Transcriptase XL (AMYV) for RT-PCR Kit

HEH H|Z=A TaKaRa Code 2zt 7t
Reverse Transcriptase XL (AMV) for RT-PCR Kit LS| 2630A 250U 200,0008
St 5U/u | EMY
m S AF = HZ2 Avian Myeroblastosis Virus (AMV)22E{ 1E2 MH|5t Z{0|c},
oo

200 mM Potassium Phosphate (pH7 2)
2mM DTT
02%  Triton X-100
50 % Glycerol

n =
-80c SZEE (EZSolel Bi=0l| E &4 Xoh= glott 712 1
B2l 2= - 20¢ o EE7ts.

o

)

N

TaKaRaof|A{ Eofst Q1= RNA PCR Kit AMV RTase?} 242 sk (5 U/u)2
ZF3t Aolct,

RNA Poly(A)-tailed RNA Ladder (1,4~9.5 kb)E template2Z st= cDNAEHY
Ht27| template®| 40~70%7} AT AL=[0] 11 =2| 55~80%7} full length

oDNAZ 81443t %2 Selsigict.

£ 2 NE2 ol E7|st MEo| £&El AMV Reverse Transcriptase XLz}
Ssict

- TaKaRa RNA PCR Kit (AMV) Ver, 2,1 (Code RRO19A/B)

- TaKaRa RNA LA PCR Kit (AMV) Ver 1.1 (Code RR012A)

- TaKaRa One Step RNA PCR Kit (AMV) (Code RR024A/B)

- mRNA Selective PCR Kit Ver 1.1 (Code RR025A/B)

- 8 - Full RACE Core Set (Code 6121)

- 5 - Full RACE Core Seta Code 6122)

- Enzyme Set-FDD (Code RO25A/B)

- Enzyme Set-DD (Code R024A/B)
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RNA PCR Kit2] Component

Reverse Transcriptase M-MLV (RNaseH free)

= HMZAL TaKaRa Code 2 1A

Reverse Transcriptase M-MLV (RNaseH free) TKR 2640A 10,000 U 297,000&

Reverse Transcriptase M-MLV (RNaseH free) TKR 2640B (Ax5) 50,000U 1,336,000&
s 200U/m n =AM

g4
20mM  Tris-HCl (pH7. 5)
200 mM NaCl
01 mMm EDTA
1.0mM DTT
0.01 % Nonidet P-40
50 % Glycerol (v/v)
s HZE - -20¢
m 5 x Buffer A (cDNA EMd-&, 1 ml)
250 mM Tris-HCI (pH8.3)
375 mM KCl
50 mM DTT
15 mM MgClz

SRS S 9J3t Primer

Reverse Transcriptase M-MLV (Moloney Murine Leukemia Virus)= O} &4
o Hio|2{A Faiel AdTIAF 242 RNA dependent DNA Polymerase £
2} DNA dependent DNA polymerase &M 2 Zt=Ct &= M-MLVE= RNase H
&M = RNA/DNA hybrid2| Al Z0i| RNA 71=H2 endonucleolytic SEfZ 2
o= eMe 7}7<|_Tl_ 01 1st-strand cDNA &4 2+S Z0f| RNA/DNA hybrid
AlES 2olig 7ks4o| qlct

2 HME2 point mutanonoll OJsf RNaseH A2 MAHsI22 wild type2
RTase M-MLV2} 7{2| =58 DNA polymerase €M S FX|5}t1 deletion type
9| RTase M-MLV (RNaseH free)ol| H|3 StAls2i0| 5iC}, template
mMRNAZ £5l{51X| 27| Wi=20f 21 cDNA2| Z=A|Lt full length cDNA H|E0| =
2 library A#{of| Z|Xo|ct

HEY HIZAL TaKaRa Code 22 714
Random Primers (6 mers : pd (N)6) TKR 3801 80 nmol 129,000€!
Random Primers (9 mers : pd (N)9) TKR 3802 50 nmol 129,0002
Oligo(dT)15 Primer TKR 3805 8 nmol 129,0008!

nHA SEATE =1
nEE - MRNAZEE| cDNAZ &M e i oligo dTL primer CHES 2 AFSSICY
ITA

Random Primer -20c, A24+2&

Oligo(dT)is Primer -20°c

nHEMY

Random Primer

Randomgt &7|MHS 2= 6 mer EE= 9 merQ| deoxyribonucleotide
mixture (4674 EE= 497H2] M 0| THS)2 5 LUEt0| QlakEtE|of QICt

pd(N)s 80 nmol2 2F 150 wg, 2F 5 OD7} EIC},

pd(N)e 50 nmol2 2f 150 «g, 2F 5 OD7} EICt,

Oligo(dT)is Primer
15712| T2 =|0{U= oligonucleatide
8 nmol2 2t 1 OD7} EIC},

- A dCTPete] Z=&tof| CJ5H nick translationtd 22| DNA
A28 4= UL} prodeM| 2t £ ICHZ hybridization= 7Fs3ICt,
- RT-PCRQ| 1st strand &t primerZ A}FZ8IC},

EAgoR

m Al2Abo| F 0|

2 H|Z (Code 3801)2 RNase free dH:0 4 m of| 28list 4 (FESSE 20 4M)

EE= MZ (Code 3802)2 RNase free dH.O 1m 0off 23l{5t A (FS=k 50 ¢
M)2 TaKaRa RNA PCR Kit X|Z0i| M&8t 4= QIC},

Oligo(dT)s Primer(Code 3805)= Code 6110A, 6210A, RRO14A, RRO37AM|

E5Hz|0f = Oligo(dT) Primer@b= A{ 40| CI=C},
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A9 2 /RNA Polymerase

Cloned
SP6 RNA Polymerase
HZEH HIZ=A TaKaRa Code 2 74
SP6 RNA Polymerase TKR 2520A 3,000U 189,000&
SP6 RNA Polymerase TKR 2520B (Ax5) 15,000 U 850,0008
msE 10~50 U/u 2T
u SIAH - Northem hybridizationz} Southemn hybridizationZ22] 4! RNA probe2| H|Z}
o o

- RNA splicing #+22| 7142 &=t

10mM Potassium Phosphate (pH7 9]
phete (pH7.9) - Cap analogZ primer2 AF2%} capped mRNAS| | =+

1mM DTT
0.1 mM EDTA
150 mM NaCl u AFRALO| X0

0,
50%  Glycerol - &M pHE 7.5, Mg o 81X S 7611, BSAR} spermidinee]| &7tof| 2|

s HE  -20¢ off 2dakEic)
X & Buffer ZA (10x) - ARSAL HE Biufof BHE=A| DTTRF BSAS &JtE 2. OIS S 2R3l 32

400mM  Tris-HCI (pH7 5) B Sasisizl BE 2271 A, 4>

60 MM MgClz - A 2= 40C (37¢2] 2 1830%)2, 2422 300 U/mIZHK|, template2t JIEF
20mM  Spermidine (template DNA)Z 100 ug/m 7HX|= gHZHO]| E} H(+) &2 2AZ HEfH B>

Ch 2hSAIZI01 1 AlZHE Zitsh= E2E 37 ¢t HiZHASiT

100 mM DTT [=&]
01%  BSA [ - £ gonie| AR ES £017] flsiME 1 F49| 510l template DNA
S g w5 S2UTEoR Tekls 20| Bt
|8l
Escherichia coli carrying the plasmid containing phage SP6 RNA polymerase
gene
nHEMY
=2 §4= 5 — 3 RNA polymerase M& JIX|0{ SP6 promoter2 Egtsi=
dsDNAS template2Z 510{ NTPS templateZ promoter SlF72| THITIE!
DNAO|| AHEX 0l RNAS EHAISICt SP6 promoter M0 =2 £0|M S LIE}
LH11, CIE ME F212| promoter= CIAIGIK| =Lt
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Cloned

T7 RNA Polymerase

= HMZAL TaKaRa Code 2 713
T7 RNA Polymerase TKR 2540A 5,000U 80,0008
T7 RNA Polymerase TKR 2540B (Ax5) 25,000U 360,000

st 10~50 U/m

0]
20 mM Potassium Phosphate (pH7.9)
1mM DTT
01mM  EDTA
100mM  NaCl
50% Glycerol
sHZE -20¢
n & & Buffer =AM (10x)
400 mM Tris-HCI (pH8.0)
80mM  MgCl
20 mM Spermidine
50mM  DTT (&%)
I

Escherichia coli carrying the plasmid containing phage T7 RNA polymerase
gene

s EMY

5 — 3 RNA polymerase®| &M 7IX|04 T7 promoter MES Z&l5t= 0|5
7=t DNAE template, NTPE 7|22 5}0i, promoter StFA{ €| Ch7|ct
DNAO]| A=Al RNAS SHMEICE T7 promoter off =2 S04 S LIERHT,
7|EtCHE MZ Fef2f promotere= CIAIGHR| Bh=Ct,

2T

- Northern hybridizationz} Southern hybridization&2| 4| RNA probe2| | &
- RNA splicing B+22] 4|2 H| %

- Cap analogueZ primer2 AFZ28t capped mRNAL| | =}

- EHUTIE RNA 2

- siRNA precuser M=

Poly (A) Polymerase

HEH H|Z=A TaKaRa Code 22 714
Poly (A) Polymerase TKR 2180A 20U 98,0008
Poly (A) Polymerase TKR 2180B (Ax5) 100U 441,000

mst 02~20U/m

4
25 mM Tris-HCl(pH7 9)
500 mM NaCl
1mM EDTA
01 mM DTT
50 % Glycerol
nEHZE -20¢
7|g

Escherichia coliB

nHEMY

2 45 ZHE polynuceotide®| 3 UTtof adenylZV|E F&tets 40|t
CHATtet RNAE primer2 ARSE = 1oLt 0|F 7t RNA, 84 poly
nucleotide, 2 oligo nuclcotide S2 primer7| &|7| O{ZCt, DNA= primerZ
MEsIX| Z=Ct 0| 22 AMP Z7|E FE6IX(CH 7|ZZM = ATPEHS 0]
235122, ADP, dATP= 7|Zl0| 2 = gict, &t UTP, CTP2| template 0| 282
ATP2| 5% 0|3to|1, GTP= £8tst 4= gict.

L R=r
- RNAO{|2| poly (A) tailo] £}

- RNAQ| 3" UG 4]
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2A 9 2 /Nucleases

Nucleasel| EM H|

S1 Nuclease Mung Bean Nuclease BAL31 Nuclease Exonuclease | Exonuclease Il
Endonuclease
ule EolM Endonuclease Endonuclease ssDNA Exonuclease Exonuclease
2 Sold sSDNA, ssRNA ssDNA, ssRNA Exonuclease 3" — 5 dsDNA 3" — 5 dsDNA
53,3 — 5 ssDNA
5" -P mononucleotide 5" -P mononucleotide ) ' ssDNA
XZE MAME } : : : - - .
1S da= 5" -P oligonucleotide 5" -P oligonucleotide 5'-P mononucleotide & -P mononucleotide 5" -P mononucleotide
2X}zt 32,000 39,000 73,000~83,000 52,000 28,000
| pH 45 50 8.1 95 80
.::.‘-’—‘7-0|§ 7n2* 7n2t CaQA, Mg“ Mgp Mg2+
Ribonuclease H Micrococcal Nuclease Recombinant DNase |
RNA-DNA Hybrid £0|A Endonuclease Endonuclease
H2 £0|A | Endonuclease SSDNA, dsDNA, ssDNA, dsDNA 4
RNA =
SS| 'O}
DNA 3-P leotid i
ss " -P mononucleotide ) )
ESEP = -
IS 482 5’ -P oligonucleotide 3’ -P oligonucleotide 5'-P oligonucleotioe
2 21,000 16,800 39,000
Z|& pH 8.0 92 70~80
asole Mg, Mn** Ca** Mg?*, Mré-
HSE T H5
S1 Nuclease
HEY HZEAL TaKaRa Code 22 714
S1 Nuclease TKR 2410A 20,000 U 80,0008
S1 Nuclease TKR 2410B (Ax5) 100,000 U 360,000&
= =T 100~200 U/m nZC
mSIAF - DNA-DNA2} DNA-RNA hybrid & SHU 71t HE x| 74
10mM  CH:COONa (pH4.6) - dsDNA 2ol st
150mM  NaCl + S1 mapping
0.05 mM ZnS04
50% Glycerol
mEHZE -20C
u &2 Buffer =M (10x)
300 mM CHsCOONa (pH4 6)
2,800 mM NaCl
10 mM ZnS04
Lk
Aspergillus oryzae

s EMY

2 goes thelylctof E0|XM o2 R25H= endonucleaseZ4 DNA, RNA 2
= AMII2M 5 -P nucleotide® Eafisim, £ ZM2Z 90% 0|A+ 5 - monon
ucleotideZ2 2l EIC OIF 71 idt £0| TrAviet SR 22sl0f 2l
=
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Mung Bean Nuclease

HEY HZ=AL TaKaRa Code 22 74
Mung Bean Nuclease TKR 2420A 2,000U 92,0008
Mung Bean Nuclease TKR 2420B (Ax5) 10,000 U 414,000
msT 10~50 U/u 2T
n &AL - Hybridization2] mapping (S1 mapping)
10mM Tris-HCI (pH7.5) S3| 2 22 81 nuclease?} H|ustod 2i2x3t (nibbling)shR| 2ot Fetket
01mM  (CHsCOQ)RZn SHES S MBI}
50%  Glycerol - OsDNA 2ito| met gicts) (T Hakslo| 82 UM oEs 2z
REHE 20 o )
n M E o ZA(10x)
300mM  CHsCOONa (oH5.0) mALZ Aol F9|
1,000mM  NaCl - O|E7e} AlSE2 7| Mo ofEsta lof, HEE ez A pNat T(U)
10mM  (CH3COO)zZn LpN & MBIt S5| A pAE &i8ls] EelistA|Tt Gt Cof MES 79|
50%  Glycerol 2oli5tx| =Ct,
7|2l - S1 Nuclease®t E2], nicko| EHLHE 1= HEISHA] BH=C,
Mung bean sprouts
F-c IEEEEL

2 g4E CHIJIE £0|F{Q1 endonucleaseZ 4 5 -P UEHS ZH= mono S

oligonuclectideS A4A8tCt, nj2k (1,0006)0] 245 AFZTHH, oligomer: 7
ﬂ = mononucleotide?} EICt 01F7}=H DNA2F RNA, EE= DNA-RNAQ| hybrid
T off CHaAM= CHFe| 242 ASSHR| 2oM Rofi=|X| =Lt 0| 2= AT-
<k rich dods MEXo=z Relgict, A pN, T pN siteS M=sl, 31 A pN

site= 100% =35l{51x|2F C | pC, C | pG site= 2ali517| O{ECt.

5 122 ) A

O =

BAL 31 Nuclease

HEH H|Z=A TaKaRa Code 22 714
BAL 31 Nuclease TKR 2510A 50U 98,0008
BAL 31 Nuclease TKR 25108 (Ax5) 250U 441,000¢
n=L 1-3U/u L=
n &M - DNA EHEO| Qtatthof MRE{ ] SHE el (Z A2 H|Z)
20mM  Tris-HCI (pH8.0) (ZAlo] ZI0|7H,000 7| HEJ} MTksict, 1 9|0 A= Exonuclease i
100 mM NaCl 9} S1 nuclease®| Z§toZ 5H= Zi0| ZC})
5mM CaCl
5mM MgClz
imM  EDTA m AJ2ALO| Z 0
50%  Glycerol - Ef2l7j=t DNA endonuclease A4S BISRES 30 — 20¢ 2 SHEH 1/10
sEHE  _00¢ M)LK Go{X|Lt, dsDNA exonuclease £H40| ZHES 1/3 HE0|C},
m &5 Buffer =4 (5x) - Endonuclease %éj% AT 0| USHEX| koLt exonuclease M2 2z
40mM  Tris-HCI (oH8.0) =7t =2F Nolait
1,200mM  NaCl - Trimming 2-49| 21X Hsk= 200 MM NaCl £Z222 0|20t ol 24t
24mM  CaCl QMoo= Eafjst 4 qlrt,
24mM  MgCh - A e @dy(of thEh o|FEA0| =1 GC-ichel H (E3], Smal site)2
2mM  EDTA E2oi=(7| of2{ RO LT KBHE L steS MEIE L 2T} QUrt,
7|2 - BIZ2 distributive §4 SO 2EA0| =11 3|Aof| CHalf AMA A2
Afteromones espejiana BAL31 HEIR| 2o, §48HS0| 1T #HE A2E 34%S 0l AErk= ¢t
R EA S REE WEE Zo| igAlsiot,

- 2 S0 O A7 UHe| HEslg: 10% MEE W, ligaton 22

= B4 st MZ A espeiana BAL17 24| 9J2 Alatsle Tielvet . ( gal
24= M Mt A espejlana BALS1Z} A 9= UHSHE HAH 0[] SJ3#M= T4 DNA polymeraseoi |3t 2iEto] 40| ZLR3ic,

DNA £0|& ¢l endonuclease0|X|TH EtI7t=t DNAZ} 9o 0|S71= DNA
off ZEato] & YEZ=RE| A0 Esfisk= 5 — 37, 3'— 5 exonuclease
S (timming M) LEPACE %F M=2 5 -P mononucleotideO|Ct, &£
FoE 2R 2 83 kDal| (F&a 2x12F & 73 kDa2| (S)E0| Exfsin,
[F) o] exo/endo®| &M 0] H|7} 10~208f =L}, & &0jl= exonulcease £
O] HOiMoZ CHE A 2of BEx7 S2| Ao|= &el=|X| §h=Ct BAL312
FH S F25k= S nuclease2}2| mixtureO|Ct,
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Cloned

Exonuclease I

= HMZAL TaKaRa Code 2 1A

Exonuclease | TKR 2650A 750U 64,0008

Exonuclease | TKR 2650B (Ax5) 3,750 U 288,000
== 5U/u n HEMY

u SIAH =2 g4= DNAQ| phosphodiester Zeto] 71+-=3HE Z0ietoZM ssDNA2|

3 -OH &to 2 HE| 5 -mononucleotideE F2|A|I7|= 3 — 5 exonuclease
O|C} &2 34= ssDNAO]| gt £0[|AM0| 0§ =1 dsDNALt RNAS £5l{5HX|
S=rt 2 2= 80c, 15 22 @x2(oto] AEAIZ &

20mM  Tris-HCI (pH7 5)
05mM EDTA
5mM 2-Mercaptoethanol
50% Glycerol

[ R=
=2 200 - EHSeHollA sSDNAS) F|7]
= M5 Buffer =4 (10 x ) - PCRELS = ZHE primer2] Z3i
670 mM Glycine-KOH (pH9.5)
100 mM 2-Mercaptoethanol
67 mM MgCl2
CRE
Escherichia coli JM109 carrying plasmids encoding the gene for E.coli
exonuclease |
£
fot
b

Cloned  HISE H MR

Exonuclease III

HEY HIZAL TaKaRa Code 2 7+
Exonuclease Il TKR 2170A 5,000U 66,0008
Exonuclease |l TKR 2170B (Ax5) 25,000U 297,000&

=5 100~300 U/m 2
n A - dsDNA tHe 2225 0f 0|5t DNA polymerase?| template7} == & ss
DNAQ| MA (MAEI DNA= dideoxyi{of O/t DNA2S| 17|M < ZHof| ALE

25mM  Tris-HCl (pH8.0)
50 mM KClI
05mM DTT

50% Glycerol

0| 7}s3ich)

- ssDNA £0|& nuclease (S1 E= Mung Bean Nuclease)2te| Hi g0l 2|5t
DNAZHH Z 4 x| =
= A dsDNAY| &9 E0|ME 210 S22 dsDNA HEHCH (S

= 2E 200 S FooR -Pst | )0l LA, 812 (EcoR | Zjglofufalel 24 A
(B7HE olake| AT |EEL| = -80C oM SEEE) xbst 4 9irt
= &% Buffer Z4 (10x) - DNA- Eleimlo| 45 Zo) sha{= DNAS| 7| S TiElol isp} gict,
500mM  Tris-HCI (pH8.0)
50mM  MgCl

n ALE Y| FoAlt

100 mM 2-Mercaptoethanol . P _
- 30| MZA DNA 20| 3 S2E02IE 1 Tl H4ah Mol w2ty

=2l template Ealsl= 27} 9ict

Escherichia coli BE 257/pSGR 3 (B. WeissEIALZEE] Z0d) S5z 70| BH0IE| K3ha A HCHaTiol of

sl EMY 17| 258 (Eam 1051 5)

= 545 DNAQ| phosphodiester Z8to| J7H4231S Z0jstoz M 0|=7} 297 =&Y (Pwl, Sacll )

= DNAQ| 3-OH 2ttoZ EEf 5'-mononuclectideE |e|Al7|= 3 —5 3| EEY (51 5)

exonuclease0|Ct, DNA2| 3 tto| OHJ} ol A= 3'-phosphatase2 4 47| EEY (Apa| Tt LT 2=z 40| 2el=|of UL,
A, apurinic acid, apyrimidic acid /0| CHsi A= phosphodiester Zete I Banlll, BstX 1= M o] 2tM= 2ol 7ks40] U

ACISH= AP endonucleaseZ2A 2256111, RNaseHO| &AM = ZH=C}

= 4= dsDNAY| Cist E0|Ao| 25| £, WatAtt 3'-recessed end,
2|3 nicking site22E 237} 71S5IX(2 3-SEULS 2alisiX| 2=
Ct (Ak2 4ol Fof X)), matA, CIE UHE HMol= HEteazE 25 HEt
(double digestion)st2ZM §H Histo 2 BE{9| 237} J7155ict,

£ Z MME2 dsDNA2| At DNA2} 5'-P mononucleotide O|C},

2 49| o9J|MYg E0|ME BAL31 nucleased]| H|5t0{ SX|2FH GC rich
site0fl A BI20| MX|sh= HIE 7 & 7| m20f DNAZS| deletion | Ztol| H2|s}
ct.
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# HISS b A

Micrococcal Nuclease

= HMZAL TaKaRa Code 2 1A
Micrococcal Nuclease TKR 2910A 15,000 U 261,000
T 15-30 U/u 2
nSAl - ME FEH FO| HAMME T2l
== . =) 5171 9|5 A3
50mM  TrisHO (pHB.0) Nucleosome2 ZH|57| ¢/st AZ20IEl A5}
10mM  2-Mercaptoethanol mALEAO F9|
50mM  NaCl 2 200 #Me Cavof| X2 O|ESIC), EDTA 2= EGTAZ BHEE J
50% Glycerol x|t 2= Qict.
n &2 Buffer =M (10x)
200 mM Tris-HCI (pH8.0)
50 mM NaCl
25 mM CaCl2
= EHZE -20C
w7lgl
F-c Staphylococcus aureus bl 2F AlZol
n K| ELY
<q = §4LE endonuclease2M CH7IEtn) 0| 71eto| siAtg| Rt2st0] 3 -
{Zdr phosphate ZEhs HAISHCE THATHE} atof CHstod BHEA40] Zatil DNA &
<k = RNAQS| AT-EE= AU-rich X|2ig E5| & 2alisict 2 24s 240 Mg E

ZR2 5X| §41 Ca 0|22 222 it

-]
Recombinant DNase I (RNase-free)

H= HZAL TaKaRa Code 3 714
Recombinant DNase | (RNase-free) TKR 2270A 1,000 U 117,000€
Recombinant DNase | (RNase-free) TKR 2270B (AX5) 5,000 U 526,00084

B 5L 5U/u 7|2
» A 2> %% DNase | AL HIS2Y SF0M LSHAIZ
20mM  Tris-HCI, pH7 5 (4C) n 2
50 mM NaCl « RT-PCRZ CHA|0f|Af genome DNA M| 7{0f| AL
0.1 mM CaCl2 « DNA Polymerase | (Code 2130)zt EH4| nick translationof| A2
50%  Glycerol « Mn?* ZxY 5}0f|A{ shot gun sequencing2 2|3+ DNA library ®|ZHof| A2
" BE 200 + DNA-EHHEO| Ao 222 ZAFSH= footprintE ol AL
« T7 &2 SP6 RNA PolymeraseZ 0|23} in vitro transcriptionof| 2|5t RNAg}
m X5 Buffer 4 (10 x DNase | H{I{) N5 WHZ Wasix| 2T template DNAZ 25i5H=0] Al
400 mM Tris-HCI, pH7 5
80mM  MgCl
50mM  DTT

= HEFLY

Recombinant DNase | (RNase-free)2 2~ #|&F2i2| DNase | FHAIS Led -
Hr|s Az F CHHER s, ds DNAS 228 0= FA2| Eafjstol 5 - P LT
S ZtE oligonucleotideZ A4A15H= endodeoxyribonucleaseo|Ct, Mg ZX| 5t
oflM= dsDNAO] R2t2{H o2 nickS SHEX|2H Mn* ZXY StoflM= FIHet

SAlof ZEtstod DNAS THESBICE

2 84 A4 ZM7t =|X| 2= EIHA| protease 3 RNaseE M| 7511
U7| 2ol 4 oM o| eFYAo| SHAE|0f RNA ZEX| Al oA 018

EREE]

=
=
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Ribonuclease H (RNase H)

HEY HIZAL TaKaRa Code 22 714
Ribonuclease H (RNase H) TKR 2150A 1,000 U 98,0008
Ribonuclease H (RNase H) TKR 2150B (Ax5) 5,000 U 441,0008]

=T 20~60 U/m 2T
u 5iAL - Okayama-Bergi{of| 2|3+ cDNA cloning
. - i iES
25mM  Tris-HCI (oH7 5) DNA-RNA hybride] 21
30mM  NaCl - Oligo(dT) ZX}5t0i|A mRNA2| Poly(A) ZHEt X[ 74
0.5mM EDTA

5mM 2-Mercaptoethanol
50% Glycerol

= HZE -20¢
HE]
Escherichia coli HB101 containing E, coli rnh plasmid (pKH11) and regulator
plasmid (pNT203)
s HEMY
= 54= RNA-DNA hybrid2| RNA 7}=ts S0|M o2 2alish= &20]ct,

Aol el gole] s Al 7o} 4ol 2t slat

Cryonase™ Cold-active Nuclease

HEH HIZAL TaKaRa Code 8t 71
Cryonase Cold-active Nuclease TKR 2670A 10,000 U 98,0008
Cryonase Cold-active Nuclease TKR 2670B 50,000 U 441,00084

nsE 20U/m nHELY
u 3AL Cryonase Cold-active Nucleasee= XM2@ Shewanella sp fz2i2
10mM  Tris-HCI, pH7 5 enodnucleaseS gt CHETOIA LEd- HAEH A= 2= DNA I RNA
20mM  NaCl 7|&(single strand, double strand, linear form, circular form)& X 20|A At
omM  MgCl stsaiEt ) B
50%  Glycerol AZ UM E 2HS I-PE['-H7| af=oll, A S Hoj %‘?_@?J %’_é!% =5t
B ME B9l siits Zolie ol REsict 2 ME2 = i Bist el
2E -200c o Af7| OIZE ZHIA| DES0| 91T IE 0| 25 01 70j s LS HE
n7|& OF, 2hAL7} Shewanella livingstonensis A0z 2| MBS 2ol Al siM S
RZ= 8t CHE oAl 2 A Al5to] M ZSRAC,
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DNA Topoisomerase I

e HZAL TaKaRa Code 3 714

DNA Topoisomerase | TKR 2240A 100U 98,0008

DNA Topoisomerase | TKR 2240B (Ax5) 500 U 441,000&
s 5-20U/u 2T

.éé}\l-

o
20 mM Potassium Phosphate (pH7 2)
50 mM KCl
0.056 mM EDTA
5mM 2- Mercaptoethanol
0.02% BSA
50% Glycerol

mEHZE -20¢C
=
=]

n &2 M ZM(10x)
350mM  Tris-HCI (pH8.0)
720mM KClI
50 mM MgCl2
50 mM DTT
50 mM Spermidine
0.1% BSA (&)
7|Q
Calf thymus
R EMY

2 805 T2 HEfH 4 3R BIES Z0ish= 220}, S0 S
2 220t 4ol ©ef, Mg* o] EXfoHR| ot 2
2/ A= 0| DNA Topoisomerase 10| (-)2] supercoil £Xtof|2t

HOIZE AAUE 7

LIEFACE =
St “FOH k=

. Supercoil 0|2t

S}

- DiS(knot) H&

3. gtal Sote 2AtE A

>

stal SOt 2RIl

12 mjo :IO

= (+), ()2 supercoll XIS o|2te 5= QUCt (A ).
\
O -&0
CREICORL®,
OO -

12! DNA Topoisomerase 10| Z05H= HHS

1. DNAQ| supercoil AlEHE 0|2t

2.ss DNA 2%t Liof DNA Ztte] oiES BHS7{Lt (knotting), SRERZ O
(unknotting)

3, AEXOl H7|MLE ZH= ssDNAZEE] ds closed circular DNA 2X1E &M sh=
g2

4.5 ds circular DNA £%}9| 0= $HZ0|| nick0] ZX{E 22 &

(catenation) EE= 238+ (decatenation)S Z0i

0|0

xjo| oizigig

AL
ol

- DNA conformation®| £4&tn} 5f{44

m ALEALS| 9|

- A= Hi20lof|l= spermidine (X|E =X 5 mM)0| &71=[0] QICH Spermidine
S HIIHK| %= 22 20| 1/208 =2 X5te = QICt, SpermidineS &

7F8t = HCIZ pHB 02 =X 5H0] AF=SH 2.

- pBR322 DNAR} ¢ X174 DNAS| RF | (supercoil XS DNA Topoisomerase |
O HIZeh 2, EtBro| Z2|0f U= gelof T7|FScHA T | S HHES| 9|
X|of| B30} Lo{LR] =L} 0]Zd2 DNA Topoisomerase 101 |5l relaxed
forme 2 H#stst DNAZ} EtBro] 6sto 2 CHA| supercoill AE|Z H5H B{2|7|
mj2olct,
j2tA] DNA Topoisomerase st Ij&= EtBro| ZetE|X| e
agarose gelojlM 7| PUSS AA|3HCH2 EiBr2 QAE ZQ7} UL},

- 10x bufferof] 0.1% BSAZ Al 7|51 Clzko| BHAH XIX0| M7 |22 BtS
WS ZHe = Ch2el =M Z Bich
dH20 — 10 x buffer — 0,1% BSA — template DNA

SIMS =X
=0 E _—|

- B 2AE R2|H Z2tAE0] tistod Aol 222 Ehed = BSA

(Bovine Serum Albumin)2 &7}sk= 240 BIZHE|SICE
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Ribonuclease Inhibitor (Porcine Liver)

= HMZAL TaKaRa Code 2 1A
Ribonuclease Inhibitor (Porcine Liver 2H) TKR 2311A 5,000U 129,000&
Ribonuclease Inhibitor (Porcine Liver 2H) TKR 2311B (Ax5) 25,000U 580,00084
mEC 40U/m L=
u EA - cDNA gtAHE2 (Ribonuclease inhibitor 0.5 U/« reaction)

- Polysome isolation (Ribonuclease inhibitor 1,000 U/ml reaction)
- In vitro translation (Ribonuclease inhibitor 1 U/« reaction)
- In vitro transcription with cell-free extract
(Ribonuclease inhibitor 20 U/« reaction)
- In vitro transcription with SP6 or T7 RNA polymerase
=HZE -20¢ (Ribonuclease inhibitor 1 U/ reaction)

20mM  HEPES-KOH (pH7 5)
50mM  KCI

5mM  DTT

50 % Glycerol

nH| MY

= g4 Hx| 2ol TAE} RNase A Z2S 0|8310] affintty A3 20| R s

Ct, RNaseA2} 1:1 SIS @M sto ribonuclease ZHE0]| Cisto] =2 H|2E SN2 E2 pH FA0f|A LIEHD pH7~80]A] Z|CHoi| 0|2},
Xafl (Porcine Liver gefl : Ki=4x 10" M)E LIEPACE 2L} o] HHES2 71

0|82, Urea = sulthydryl Al2ko] o|al 28HH|Z slz|AlZIoM

ribonuclease &A10| =|&tOPACt 0] 2 inhibitor= H|7IM o2 Algtz|nf,

Zajo| ZskA M3l (nucleotideR, 7| QIARR)QM= Sha| CiI0|OR B 1>
HZEE phenolX{2| 2 2HEHs] RI7{E 4= it Jﬁ
513 RNase H 2HA12 R{3li51X| oH=c} k>

Recombinant RNase Inhibitor

HEH H|Z=A TaKaRa Code 2zt 7t
Recombinant RNase Inhibitor TKR 2313A 5,000U 117,000&
Recombinant RNase Inhibitor TKR 2313B (Ax5) 25,000U 526,0008

= =T 40 U/u " 25

- cDNA g4 2+2 (Ribonuclease Inhibitor, 0.5 U/« reaction)

- in vitro translation (Ribonuclease Inhibitor, 1 U/« reaction)

- in vitro transcription with cell-free extract (Ribonuclease Inhibitor, 20 U/
#1 reaction)

- in vitro transcription with SP6 or T7 RNA polymerase (Ribonuclease
Inhibitor, 1 U/# reaction)

= HE -20¢ - Polysome isolation (Ribonuclease Inhibitor, 1,000 U/at reaction)

. A
20mM  HEPES-KOH (pH7.5)
50mM  KClI

5mM  DTT
50% Glycerol

.7l
= x| Z+2| Ribonuclease Inhibitor M XIS E, coli Of| A & Al

= A EMY

Recombinant RNase Inhibitor= =HX| 7+ F2i2| RNase InhibitorS CHEH
ST L, affinity 23 S2 ol2sto] S RHZ=§H CHEAo|CH 17k
EfEto|Lt B4X| ZHollA I ZA|EH RNase inhibitore} T4 AR MRS
7tX|0{ RNase A2} 1:1 Z&HH|E &AM 5109 ribonuclease X201 CHaH X3l
S LIEFACY,

0| U2 2 J19M0|E 2, urea = sulfhydryl A|2F0]| 95 SIS 2| Al
ZIo 2 M ribonuclease Z20| =|AHOR-IC} 0] 2, inhibitor= H|7}3& o
2 MatE|n, 7|Z0| ZEH XA (nucleotideR, F7|QIAR)SK= S|
SHZ0|2 2 phenol Mz|2 BHSH MM ZHEts| ®MAE 4= UCH EFL
RNase H 242 X{sl{otXx| 4=Ct.

=2 HE2 oA et Feiet X 7 722l RNase inhibitork{ 2] AL 4
QAct,
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Linkers & Adaptors

-]
Phosphorylated Linkers

H|ZE HIZA} TaKaRa Code = I
pEcoR | pd(GGAAT TCC) TKR 4640P 5,000 pmol 193,000
pHind 1lI pd (CAAGC TTG) TKR 4660P 5,000 pmol 193,0008
pNot | pd(AGCGG CCGCT) TKR 4967P 5,000 pmol 193,0008!
pSall pd(GGTCG ACC) TKR 4680P 5,000 pmol 193,0002
pSma | pd (CCCGG G) TKR 4585P 5,000 pmol 193,0008]
i BHAZE R Er

R EZE  _20¢, AR s - 5 Cto| OlAkS} £|0f Rl 22 TR ligation HH20H| AFRE 4= QUC},

' - 8 mer, 10 mer, 12 merQ| linkerE TLE5}0{ AlREOZM REESTXIO
frameS %3201 vectoro]| 2|2 FFXIE cloninggt 4= QUCY,
= ALEAEO| F9|
F-c - = HZ2 single strand oligonuclectideo|C},

- M5t 9 (100 mM Tris-HCl (pH7 6), 5 mM MgClz, 300 mM NaCl S)of|
<4 23}510] 70c oA 10 27+ B2 & MAM3| H2Hsi0{ annealingstod CHS
iof BHSo|| ARl
<r
<k

Bt E EEUTo T W3
Adaptors
HIZE HZAL TaKaRa Code Rat 71
Linker, pSma | phosphorylated (6mer)  pd(CCCGG  G) TKR 4585P 5,000 pmol 193,000€
Rl sZUzE u AFRALO| Z0)
EE _20c A24a Code 45012 Byl ll AlO|E0| AFRSH= 29} Code 45032 Hind Il AFO|E
' Ol ALS SIS = MEtE A ALO|ETE AAEICE
2T

B E
MEGALABEL (Code 6070)
DNA Ligation Kits (Code 6021/6022/6023)

yacts sautos wal

= Adaptors (Code 4501~4503, 4505)= pSma | Linker (TakaRa Code
4585P)2} annealing 5101 Sma | AlO|ES THS0{ AF28iC}

Double strand adaptor

EcoR I-Not I-BamH I Adaptor

HEY HIZ=A TaKaRa Code b1 7+

Adaptor, EcoRI-Not-BanH TKR 4510 1,000 pmol 239,000
nHA SZAZE L

REZE -00c, AR4s latatst Zint elMEIsHR| Bl A, 25R2| AP |a2H0|X| 42 oligonuclec-

tideZ &M=l 0|F7|=Ho| adaptorZ EcoR | AFO|E 2| LU0 Not |, BamH |
= A ALO|EZ Zt71 Qict, O|2] annealingst AlE0|22 JCHE x4 = TE
5" HO-AATTCGGCGGCCGCGGATCC buffero] 23f|510{ Al28t 2= QJC}.

GCCGCCGGCGCCTAGG - p&y =T
L R

= adaptore= LIS Not |, BamH | AO|ES 74X| 11 Q222 EcoR | 0]2]of|
0|Z Mgte L2 vectorof =JAIZI CHHS A2t & QICH 3], Not 12 8
47| lAlZ AR vector DNALL =2/ DNA CHEZO 0 ALO|EV} ZRYE &t

20| 02 540} F2IAZI DNA THHIS 2173t el ol 5 9= S 7E
40| Ot S4t0| lnkerZ ALZE 22, vector 0] DNA BHEIE a1el8t 22
E27 Zthol] ofAto| M7 MRl TS vectorZ RE| ZElE 5 Ql= 22
7} oL}, & adaptor £ AF2SHH QHZO| Not | AJO|EL} BamH | AIO|ES

0I3t0f lelchHS Hajus o,
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w22 2Ef°|E & 7]E DNA

1
Deoxyribonucleoside 5" -Triphosphates

HEY HIZAL TaKaRa Code 22 714

dATP TKR 4026 100 # mol 176,000&
dGTP TKR 4027 100 # mol 176,000&
dcTP TKR 4028 100 # mol 176,000&
dTTP TKR 4029 100 # mol 176,000&
dutp TKR 4020 40 ¢ mol 126,000¢

=zt 100mM T

RHY  $BY (IEE ) pHT 59 w0

Lex o0 RN

HEZ o2 XA st bufferd]| 5|A15}04

dNTP Mixture

A= HZAL TaKaRa Code = 714
dNTP Mixture TKR 4030 2t 3.2 1 mol/1.28 ml 80,000¢!
skt Z25mM T
= 98% O|At
nSA 220 Z 9i) pH7~9
< TEUHEEHP PCR H120]| (04 Y58t SZ0| AojietS Helsfzict
"HE 200 RNase7} 225101 /x| 2423 glelatsict

Exl

7(10| A

AT O |.

- PCR £+30] ?A'Ow
200 #M)O|Et,

Ribonucleoside 5" -Triphosphates

= HZAL TaKaRa Code 3 714
ATP TKR 4041 25 ¢ mol 132,0009!
GTP TKR 4042 25 ¢ mol 132,0009!
CTP TKR 4043 25 ¢ mol 132,000%!
UTP TKR 4044 25 ¢ mol 130,0009!

=T 100 mM T

= 2% 250 u 96% olet

B, n Ex|
=ga pH70 o o o
2 H|Z2 RNase free2 RNAQ| in vitro transcriptiondf| Z|X{0|C},
mEHZE -20C
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h
o

Protease (OF0]:z At A& SljA)

Protease (O] LAt M S[jA)

#9123 o A

Pfu N-acetyl Deblocking Aminopeptidase(Ac-DAP)

0.5 mM CoClkg e-73t= 250 mM N-ethylmorpholine-acetate (pH8.0) : 1 ml

s EE 200 (B3 F 4coM 2E)

g, HE HHE S F 4cofM 34 o

K| EEY

Pfu N-Acetyl Deblocking Aminopeptidase (Ac-DAP)= DAP CHHZITL HIELO|
=0 milistil7|£ ghget N-ZH =41 ojd| =7 |QF O & 22|9] ojo|eMS
TANOE FE[sls 220[Ch JEL(E 712 tish Soldg #1 len
N-ZHEto] =A=|0f 2l0f XIS7HX| siAjo| 2BHRIT 0|2k THHHA N-Ztho|Lt
N-Zeh 220| ofo| .= ot M P S 7 shiAeh 4= ot

2 HE2 70 SEA 7|g o2 DAPS| N-LTo|| otiE7|E =2l5tod 23
AtEdtz Edman o2& 2 §40| ol it MES s E 4= gict 2 52
= 22/7|F E/S H)=1/2~1/1 Y=ol H|EZ AlZstoix stz THHE D H
E}0|=9] MUE protein sequencerE &1 11 ZH-ksHA| siAEE 4= QJCt,

N 2} Pyroglutamate ] X181 77 o]

HEH H|Z=A TaKaRa Code 2zt 7t
Pfu N-acetyl Deblocking Aminopeptidase (Ac-DAP) TKR 7340 50 ug 257,0008
s HE HE =4 (5%) LR

Pyrococcus furiosus 32| DAPE RMAL RIS 7| &2 S 20| A AAH
k3

CHHA | HELO|=0| N-LUTHOM exoHAISE acyl® N -t +=AI7[Q} CHZof
AIAE[0UE OlO| = itE TAN SR Fal3ich X-Pro Zgh2 7h-28l six|
11 Co* 0|20 2fsl| s1x{s| A3t E=Ct,

= 40| 5ol

o

75T, pHB.00A 1 22+ 1xmolQ] leucine-p-nitroaniideS £dfist= g42F
1USE st}

m Specific Activity

8~10 U/mg Protein

T

SDS-PAGEO||A{ CHlEH=

™ 34A|-

50 mM N-ethylmorpholine-acetate (pH8.0)0f| £3l{3t & =
. AI.RAI- =o|

2 Z0E DNTZE KA ©
Ht= A| Carboxymethylationg} S9 | 5_}
=2 3= PVDF membrane ${2| SieH

=4 (iE 1 mg/ml)

ﬂghsr | 27| 2ol A2 Tl
#oz HAA|IZ T} Qict &=

HpH O
o
01IE B3R fET

A _|o||

m License Notice : [L10]

Pfu Pyroglutamate Aminopeptidase

mEHZE -20C (83 2 4cHM BEE 7tS)

s HEMY

Z124 Mzl Pyrococcus furiosus G| ZLHEN A2 120| el
HMEZ0)M N-ZEto| pyroglutamateZ blockingE!l HIELO|= ! CHERIZE
B =2 282 pyroglutamateE [/t

= 2}

Pyrococeus furiosus ; STX} K8t 7| =2 CHEHTOI|A] AUAL

e HMZAL TaKaRa Code s 74
Pfu Pyroglutamate Aminopeptidase TKR 7334 10mU (37°¢c SAX]) 277,000
s HE HHZEM (5x) kS
50 mM DTT, 5 mM EDTAE &t76H= 250 mM Sodium phosphate N-2H=Ho| pyroglutamate @l HIELO|= 4l CHHAIZ HE| pyroglutamateS F2|
buffer (pH7.0) 1 ml st

= 240/ Hol
Pyroglutamate-p-nitroanilideS templateZ 5104, pH7.0, 37 oAl 12 Sot
1 gmolQ| p-nitroaniineS MASHE AN S 1 USE sict,

m Specific Activity
15.4 U/ mg protein (37°cOllM EX, CHEA|Z 2MX
100 U/ mg protein (75clA £, CHEA|R BAIX

N
)

SDS-PAGEX|IM &= 90% 0|4}, 7|E} proteasel| a2 LIEFLX| Q4=Ct,

= License Notice : [L10, M33]

www.takara.co.kr




N 2t methionine2] A€} A A

Pfu Methionine Aminopeptidase

HEY HZ=AL TaKaRa Code 22t 74

Pfu Methionine Aminopeptidase TKR 7335 20 mU (37°c EMR|) 252,000

mHZE -20¢ m Specific Activity

» R ZA 1,0 U/ mg protein (37°c OllA] X, CHEA|Z M%)

2 5a= 12N M0l Pyrococous furiosus S20] ELjSIA BAZ i 10.8 U/ mg protein (75 0f|Af é’éi, HEAIZ 24R])

A, HERO|=9] N-2UEt methionine £7|E #elsiCh S| KM AIZE 7| =

2 ghoiEl CHEEIZ N-ZHCH methionine ZE71Q] MEVA X717} 2ot HS & 0.01% Tween 20, 0.1 mM CoClZ &tg:sH= 10 mM Tris-HCl buffer (pH7 5)

of| FEsict, e

» 32
Pyrococeus furiosus; SRR RZEL 7|2 CHERZFOIA AAH

S

N-ZEH ofo| .= Mt0| methionine®l HEIO|E U CHEHAIZEE N-ZHCH
methionine 27|22 E0|M o2 {F2|8iCt,

m 2A0| ®O|

Met-Pro-Ala-Ala-GlyS template2 5104 pH7 5, 37°coAf 1 St 1 xmol2|
MetE R2lsle 8408ME 1 USZE Bict

SDS-PAGEO|A THIEHE T 9|9] proteasel| EHA 2 Ekolg|X| QH=C

m template£0|A

Met Ct20i| 4ZEl ofa|i=gto| Ala, Gly, Ser, Thr, Pro, Val & 202k 25t
n Al.RAI-o| |

CHHAIS A|Z2 sH= Z <2 carboxymethylation 59| 31515 Hig{o| {A0| &
QCt,

m License Notice : [L10]

Pfu Protease S

A= HMZAL TaKaRa Code 2 1A
Pfu Protease S TKR 7339 500U 285,000
nHE 4¢ m 2ol Mo
= Suc-AAPF-pNA* £ 7|22, 957, pH7 00|A 1252t 1 tmolQ| p-nitroaniline
= S MMSI= EAEINS 5
Pyrococcus furiosus protease FMAE AP stz ZERIAOIES #1 e S YdolE aLEdS 1 U B,

Bacillus species

S

BT 3 oHYEEel HEto|= ZRE JiEsiske endod serine
protease. J_E_l LMo s oft MK LHA S 7HX|0 templateS0[40] 5
ch

o]-'—‘ _,_LH pz| }\5] a4

NZtho 2 HE exoFHE ofu] = AkS-

Suc-AAPF-pNA : N-succinyl Ala-Ala-Pro-Phe p-nitroanilide

m Specific Activity

9.5U/mg (95c CYIEA|Z EMR|)

A

25% ethanol &-7st= 25mM Tris-HCI (pH7 6) &4
[ i

SDS-PAGEO|AM HHIEHE
= License Notice : [L10, M36]

Pfu Aminopeptidase I

HEE HIZEAL TaKaRa Code 2a It

Pfu Aminopeptidase | TKR 7336 05mg 151,000¢

mEE -20C F5, 4C O[5 AZT Alej m Specific Activity

n Sf 40,2 U/mg pftein

o x|l =L - s

Pyrococcus furiosus ; SRXF KIZ St 7|22 CHARZOI|A] AlAt (20 M Co** & 5} ; 2121 U/mg protein)

nuls nE

CHHZIO| N-ZTtO 2 HE| ex03AICZ o0 AFS F2|5ICt H2 7|AS0|M SHAZE [50 MM Tris-HCI B (pHB.0) 2 0.5 ml SAAZ]

2 7IX2 U2 prolineQ| «-amino?| Zo| HELO|E ZEt2 Jt-=alistA| Lt

F$ict Co?rol20f 2fsh siXs| ZAo| Z7IEICt

m 2A0| ®O|

75, pHB.00|lM 1 252+ 1 xmolQ| Leucine-p-nitroaniideS 2slich= g A2¢
2 1USz it

SDS-PAGEOI|A] CrsHe
mALEA O

CHHEIS A|R2 Sl= 4 carboxymethylation 59| s}&HA iHOZ H{MO|
Zsict, PVDF 2} 9{o| citEofl= 2 851A| 2h=Ct,

m License Notice : [L10]

www.takara.co.kr
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T
o

Protease (OF0]:z At A& SljA)

-Asn-X- 2

Asparaginylendopeptidase

= HMZAL TaKaRa Code 2 1A
Asparaginylendopeptidase TKR 7319 02muU 441,0008

s HE HE &Y (5x)
50 mM DTT, 5 mM EDTAZ &t5h= 250 mM sodium acetate buffer (pH5.0)
1ml

mEHZE -20C

= 22l

Jack Bean

m g

Chz T} BEfO|=0| OFATIRIZ] Fhy|Q) | 2EAY| Zo| HElO|S ZEe

ojxo= Hetsict,

dm

Arg-X A Aol

Arginylendopeptidase (Mouse Submandibular Protease)

240 Ho)
DNP-Pro-Glu-Ala-Asn-NH2E 7|22 5to pH5.0, 37 ¢oflA 1 & St 1 zmol
9| DNP-Pro-Glu-Ala-AsnS MAMste @ AEMS 1 USRE it

=D

50% glycerol, 1 mM DTT, 1 mM EDTA, 0.005% Brij 355 &tzst= 20 mM
sodium acetate buffer (pH5.0)

[ it

CHE protease 242 LIEHX| 222 (SDS-PAGEO|A THUHHEE OfL|CH)

m ALEYO| F9|

m |icense Notice : [M32]

HEH HIZAL TaKaRa Code 2 7+
Arginylendopeptidase TKR 7308 05mg 239,0008

n HE HI{ =M (5x)

250 mM sodium phosphate buffer (pH8,0) ; 1 m!

sHZE -20¢

nlg

Bz} HEfo|=0| of27|H A|o Fl2EAy| Zof HEfo|= ZBlg Sol
Moz Mot

e

Mouse E{2l4Y ReiZ Levy S0| 215t SHS A Dof| siEBICH FrE20
TPCK, TLCKE Xz2|5}Rict,

-X-Asp(Cys)-Z2 g+ Acto]

EREET
Bz-DL-Arg-p-nitroanilide (BAPA)S 7|ZZ &tof pH8.0, 37 oA 1 22Zt0]
1 gmol2| p-nitroaniineS MASHE A S 1 U siCt

m Specific Activity

0.8 U/mg protein (CHEA|Z 2420

=N

50% glycerolg &-7sh= 5 mM phosphate buffer (pH7 2)

nT

SDS-PAGEO|AM THHHE

= ALZ ALY o)

EHES AIE2 3h= Z% carboxymethylationst SO SIEHY o2 HY

ol Zesirt.

Endoproteinase Asp-N

HEY R Z=AL TaKaRa Code 2 74
Endoproteinase Asp-N TKR 7329 2 ug 193,000&

s YR HE = (5x)
250 mM sodium phosphate buffer (pH8,0) ; 1 m!

nEE 20T 5, 4 05} HZMEZ 2E

n 22

Pseudomonas fragi #10|3

n S

CHEHADE HEL0|=0| ofAmbatzl B A|AH|QI ZH7[2| ofn|keT| & EEtO|=
Z3S SojxoZ MEsict J2Lt S-S Zatoll BEis AlREl ZlE R
CHe 4= glch

= 240 Yo
Caseing 7|22 310 pHB0, 37ColA 1 2 S92t 280 nmofjA{e] SZES
0.001 E7IA7|= 2488 E 1 USE sict

m Specific Activity

20 U/ug O &+

Al

=]

HZE [(10 mM Tris-HCI 26524 (pH7 5) 50 # & SAAUZ]

M o9k

|
=
o
nT

SDS-PAGEO|AM &fol.

" AFgALe| Fo

CHEEIS A2 2 st= Z<S carboxymethylations} S2| sl5tA o= 81y

ol 223t

www.takara.co.kr




