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[1]1 A

KOD -Plus- Neo J&7ERIE T )L 5 5 /NE B IS i AL 43 55 H R 1 8 g A 5 46 B
Thermococcus kodakaraensis KOD1 #kff] KOD DNA Polymerase™? {37t |- JF % ] PCR
Fili, - T- KOD DNA Polymerase H 5% /11#) 3"—5 Exonuclease i1t (Proofreading i
PE), AIRBUHR SR M, RIEH TR H I PCR. I A ™ il id /£ KOD DNA
Polymerase H s IIAA I AE G 58577, 7EORFFER ™ i KOD -Plus- (Code No. KOD-201) .,
KOD -Plus- Ver.2 (Code No. KOD-211) i REIIREME (L4174 Taq ¥ 80 £%) HIFIRS, 471
EAIERPER R T2 E IR,

Ak, SEARES R AESRET 1 min./ kb 455 2] 30 sec./ kb, K K% 7 PCR A T [A],

ABHE A T 04 Polymerase 7514 Al 3—5’ Exonuclease i M ) 9 F 5 5 g HifA, 7]
{8 M 3L 47 ks 5 14 ) Hot start PCR,

FFAE

® THNHERIGHTRRE - FMEAKT Y

KOD -Plus- Neo H#sIN 1A 22 R AT (U REAR 1G9 70>, RIS A2 Rl AR thn] X H (2 Al ik
ITRRE - SRR . AR RENEL )Y Taq 19 80 £, ] X% ULECREAR (1) H 1Y)
H DRIREAT DR FLE RO 1

*KOD DNA polymerase %5 & {5 2.1 PCR Jig £ g | KOD-Plus-Neo ﬁ@ﬁﬁﬂ
20~30 SRR, A IIY MERFSn 2 |
PR G>, TR TR A<EN S, § DL PCRES
R ?:OJH:,,X‘@E‘%\/ 14 :—E—E\H
RRIEA, B RIS, kiR E [ A S—

BE TR G PR

0 10 20 30 40

@ LI T RS ME R KA
T BERIGH % . 20mer PL BRI (Tm H*>63°C) AlJes%ik 2 ik, BHREERK
PEAEH I

FEHEF Y

20merbL k- | 2wiisi | -——| stepDowntisf | *51Y Tm (B ¥ v 54 £l dee 4R 3 vk

Eff)‘zzmer | Tm>63C (Nearest Neighbor method) . 41t
| I i BRI 51 9 Tm A 7E 50 mM Na'
| | WO 5 05uM 3 & H R
| ' (Oligonucleotide) &% % {4~ i+ 501
L SRR RS P T ~

Tm < 63°C

1 http://www.bio-toyobo.cn
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® GET M (KM BENE)
SEAR AR 6 1 min./ Kb 4 K5 30 sec. kb, TH2H TAEMME, AT EIRMHERHK
FBEATS 4

® TIXTFA H ) BT

MEC MR dhf iy 1 fE, Al M H A Bre CFARIXT 17.5 kb AR
DNA BRI TH 1 IEAh, 1ERBLRI MO® R 2 mM 4 4F T, T3 24.0 kb A
S [H41 DNA BEAR AT 1 o

L JaarTiEAENo'
KOD-401 (200 U x 1) KOD-401B
KOD -Plus- Neo (1.0 U/ u 1) 200 1x1
10 x PCR Buffer for KOD -Plus- Neo Imix1
(KOD-401) x5
25 mM MgSOq, Imix1
2 mM dNTPs Imix1
& 74 FIE RS

A7 G ORI R IEZMERC T I ARAS GRS o A5 A7 i A% 18 < S
BRI, e, MR, AR B N E R
S5 R M I 70 S M OTE S, R sy %% (308 - 2 FL U B A A6 U 9 13
e, AR ENRSHE, TE24e,

& PERE - TR
A5 KOD -Plus- Neo 5+ A JE K41 DNA ik 8 -globin J£K Y 17.5 kb Fr BT
PN SR S A

i) G 021-58794900 2
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[2] PCR SZRB IR

1.

1t

- EREMH 22~35mer (Tm {E*>63°C) 514,
- GC &I 1IN 45~60%, FHiHHIN GC AL E (W), GC anfEir 3w, MK

S BTRE. SR, (5% 55— M A 60~70%, 33— 1) 40~50%fH| /&
PLc A )

- 3KRum B G B C Al g 51 V) SRR 4 5 ReR . (HATRTANA, Wik GC i Tk

i, WAL HBIREL AW ERNR, HER

- HERAEE I T A SR S RREILR
- TR B, WA 25~35mer . Tm {E>N 65°CLL R 514, i 25mer

PAE (TmE=265°C) K5I MIRTh & E .

- TR AR (inosine acid) 514,

*514) T 8 1) 5158 4R (Nearest Neighbor method) , A {5 B 5

B #1514 Tm {E&7E 50 mM Na %5 0.5 4 M % ® (Oligonucleotide)
WA P E A,

2. PCR S e il
P S ST, T8 7R IR A B aln . RES I RGRIE 58 AR S T

Components Volume  Final Concentration

Autoclaved, distilled water (33 - X) ul

10 x PCR Buffer for KOD -Plus- Neo 5 ul 1x

2 mM dNTPs 5 ul 0.2 mM each

25 mM MgSOq, 3 ul 1.5mM

5% (10 4 M each) 1.5 yl  0.3uMeach
Genomic DNA ~200 ng/50 ¢ |

BEAR X ul {Plasmid DNA ~50 ng/50 ¢ |
cDNA ~200 ng/50 i |

KOD -Plus- Neo (1 U/ ul) 1 ul 1U/B0ul

Total 50 ul

- BT WARRINCLG , 5 VortexZ: 78018 24), Hi#4TPCR.

- —fEE S FMOP IR EEE L5 mM (2R )

- KBy ey, BREIa R .

- RE H A BRI, AT RE S B E s nBuffer i S 2] 58 F1E B .

- DLW SR S MO EAR (I, 0 S e B Rtk B FIRNA S I HIPC RV
PCRJ B4 5 950 w 1B I8 0 ()i i s e N i, 1 561 221 ARNA = 950 ng (F
Total RNAL g, 7E20 u 1% & PTG s OV, BURMNIEL ) A

- BRI E S| [3] 1 (P.6)

3 http://www.bio-toyobo.cn
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3. PCREM#M [EEHEM]

Jefe Ry 1

20mer bl E 2B \|| ———»| Step Downf&¥f
(& lF22mer

Bl E) | Tm>63°C

Ty

 c—_———

. L IEIR =B KR FE B A I TmAE

Tm = 63°C

®KOD -Plus- Neo FIfEM %A, LA IR N FEATE, AR AR {E. X T
Tm (HEARI 519, W Tm E&T 63°C, —MBOB KRN 68°C, il
IO PN

1) Wbk
SIWIH Tm B = T 63°CHIIE M T, 1P,

(SRR
Predenature : 94°C, 2 min.

) o 25~45
Denature : 98°C, 10 sec. :l oveles
Extension : 68°C, 30 sec./ kb y

- WA E R B DD, B B, 15 221K30~457F3

- JEff (Extension) H[H]i%% 30 sec./ kb &,

- HE B I b, 80H B BOEBEE10 Kb LR, ZE AR [E] ZE K 91 min./
kbo [RIE, HSRAE R R Mo ik B2 ¥ 2 mMIU AT i 1 &,

- {EDNAZEME (Denature) % ~494°C-15 sec., AJ3hnH K ERHIY &, GC rich
(1) B i B AR PE 2411 % 998°C - 10 sec..

- A INDMSONY, i =2, Bifif125~35mer. Tm{E68°CLL EI5I4. 51K
TmEKT68°CHITHM F, PP iER DMSORI I EIETE2% L T,

i) G 021-58794900 4
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2) HARpEHA

SIYR) T B AE 63°CLLT, B E AN B I, il =205, tAh,
3G DA BORE , i22 Step down,

=k

Predenature : 94°C, 2 min.

Denature : 98°C, 10 sec. 2545
Annealing : (Tm)°C, 30 sec. cycles
Extension : 68°C, 30 sec./ kb

- B KR BOE N S I TmAE

Step down

Predenature : 94°C, 2 min.

Denature : 98°C, 10 sec. 5
Extension:  74°C, 30 sec./ k cycles
Denature : 98°C, 10 sec. 5
Extension:  72°C, 30 sec./ k cycles
Denature : 98°C, 10 sec. 5
Extension :  70°C, 30 sec./ kb cycles
Denature:  98°C, 10 sec. 15~ 30
Extension:  68°C, 30 sec./ kb__| cycles
Extension:  68°C, 7 min.

& =0, Step down & FH 1 R i
- HEH B DL, B5H R BOEIE 10 Kb s L T, B [E] 2E KA1 min./
kbo [RIN, HSRAE R R Mo ik B2 ¥ 2 mMIUaT S 4 1 &,
- JEDNAZ:ME (Denature) #494°C-15 sec., AN H i H BM$ 1 &, GCrich
(7 H i B AR M 261115 15 998°C - 10 sec..

S http://www.bio-toyobo.cn
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(31 BHATSERHERFM

1. 47 fRIE PCR IR #EAT
& TR
- BRETE ST (PCRIRMAKZR NS0 1 Ii) o

— RO AR
Genomic DNA E FLAZ A1 K JEDNA 5~200 ng 50 ng
JR A% 40 Bk JEDNA 0.1~100 ng 10 ng
Plasmid DNA 10 pg~50 ng 1ng
cDNA ~200 ng (RNAHH Y i) 50 ng (RNAF %4 &)
A DNA 10 pg~10 ng 1ng

- BUR MK E S 4T PCR W45 AR BIRERBIIE T, EEHEL
HEAT HEK DARIA L S 5 . AR IR N Z RNA B, 280 PCR .

o DU SR S SO ABAR I, T8 S S SR RO R RNA 4101 PCR M. [H] 50
U I PCR SR A N0 3 55 S RIS, B 5, 1 5e 50 50 ng & RNA (H Total
RNA1uQ, 720 u| itk & M7, BURMNE 1 ul) .

- AN A R M E IR

L S SemNyipil
- SR g s EN GC rich B B BOf AT R, 1R Z&KREE 2~5%i4% i1 DMSO,
AT A F . (HAFTE 51 DMSO 2 FEAIK 519 S 45 & I R0CR o R n
DMSO, iEH fefdm 31 SR A SRR =08k, 8 25~35mer. Tm N
68°CLL LIS, I Tm (AT 68°CHIME L K, Pibikit DMSO MR &E ik
7E 2%ULL T,
& H Aty B FH I
- RN EOVEER B . RN, #EE PCR XM total 50 ¢ 1.
- KBRS SIE S R M RS, BRI SIS A 5E
- dNTPs & 55 & ff A & b i B 0 41 5y, 8 A 2 & 58S 5 1 TANTPs
Mixture(2mM)] (Code No.:NTP-201).

2. PCR =il

- ARG 1) PCR FWIRIR b A I K. Bk, X% PCR P4t AT bR, &
T FH SRR AL I 514, 50K PCR 7= 1) A ity 0 B8 14 J T A7 P38 A i ) 9 P o
BT TA TERERT, MHRHIAA TR KOD DNA Polymerase & TA Tolidilé

[TArget Clone -Plus- (Code No. TAK-201) 1, MR %} K& 44k PCR P4t 1T

fRIH ) TA Tak%

- 0T RIAREEY 361 PCR =4, FHBRMIVEN VIRGALEE, FHHI SR R b AT k%
B, 757 B ) P DDA B R 3 R kAT A
DNA Polymerase A7 % # KI1E AL T, ABgHr A 3—5 Exonuclease &2 14 R
iV N DI BEAL 2R P R S R 0 2 o B IR AL, TESRIRIE LB S, AT &
BEYUE, B AN A A2 R I REER Y DNA 264657 & TMagExtractor -PCR &
Gel Clean up- (Code No. NPK-601) ]

i) G 021-58794900 6
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[4) PEEEEEE

1. fREME
PANEEFIZH DNA 95, %f B -globin 2 (2.7 kb) #4743, PCR =41 TArget

Clone -Plus- (Code No. TAK-201) #4T TA &, A5, WEdF 96 D relEil T,
iNTH, 45580 L, KOD -Plus- Neo A5 KOD -Plus-, KOD -Plus- Ver.2 [d]
SR, ZIREPEZ N Tag DNA Polymerase 1) 80 1%, JL %A K PCR ¥
S T VRN PR R TR O B S o

| KOD -Plus- Neo |
KOD -Plus- Ver. 2
KOD -Plus-

KOD FX F

Pfu DNA Polymerase
AAT] Long PCRAIRE F ! ,
Taq DNA Polymerase ‘ ‘ ‘ .

00 250 500 75.0 1000 125.0 150.0
Mutation frequency (100,0008%3EPCREL {2 %)

2. PHBCR - ik
Fi KOD -Plus- Neo /% LA PCR i, LAAZEKIZ] DNA AR, S8 Fi FER B
-globin JERBHATY 1S, M%7 PCR BEHOHERES1E, #4777 30 MER, 4R T
~, HAHH KOD -Plus- Neo FIfEHL T, 17.5 kb [ 5 BLRERA IS I 2RI 461
iMH, 17.5kb LA B, ] KOD -Plus- Neo HIf3 R B =154,

KOD -Plus- KOD -Plus- AAT BAH]

Neo ver2  gftims  mifgpmy  [KOD-Plus-Neof it
M 12 3 45123 4512345123475 94°C;2min.

98°C, 10 sec. ‘_‘l 30 cvcles
68°C, 30 sec./ kb 4

5: Step down{E¥

1: Human B -globin (1.3 kb)
2: Human S -globin (2.7 kb)
3: Human B -globin (3.6 kb)
4: Human B -globin (8.5 kb)
5: Human B -globin (17.5 kb)

M: 1 kb DNA Ladder

<FEAHEF [E]> 30 sec./ kb 1 min./ kb 1min./kb 30 sec./ kb

7 http://www.bio-toyobo.cn
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3. TUEMR Y AR
LA Hela 2>k J5 1 Total RNA #7515 2] cDNA (Total RNA 0.5 ng #H%4) A
WM, H3 4 FhAER, B AR, RVIZ#% PCR BEMHERE 2614, #4171 40
MER, R ER, HfH KOD -Plus- Neo [ITEHL TR, 4 FhILPE A #gemiiAE 3

FEIFHIA I
KOD -Plus- KOD -Plus- AR B/
Neo Ver. 2 = R L = TR LA
M 1 2 3 4 1 2 3 4 1 2 3 4 1 2 3 4 LKOD-Plus-NeoHfE3]

94°C, 2 min.
98°C, 10 sec. j
68°C, 30 sec./ kb __| 40 cycles

1: Human transferrin receptor (3.5 kb)
2: Human Tuberous scleosis (5.3 kb)
3: Human adaptin (5.7 kb)

4: Human polymerase ¢ (6.8 kb)

X M: 1 kb DNA Ladder
<JEMHESE> 30 sec./ kb 1 min./ kb 1 min./ kb 30 sec./ kb

4. FEFESE
PANEEHZH DNA (50 ng) AfAR, AP ALy (5] %) B -globin &[5 (3.6 kb) it
TP, G580, ] KOD -Plus- Neo, 1R %8 ) 4E s 7] -t BERfAIA B B 7 1 2615 o
[Rlt, A4 KOD -Plus- Neo [ ZE{#ES [E] 132 € A 30 sec./ kb,

KOD -Plus- Ver.2 KOD -Plus- Neo

[ MEfEFF]
M 1234M 1234 gi0s5mn

98°C, 10 sec.
68°C, X :l 30 cycles

ST AT T X

1: 36 sec. (10 sec./ kb)
2: 54 sec. (15 sec./ kb)
3: 108 sec. (30 sec./ kb)
4: 216 sec. (60 sec./ kb)

M: 1 kb DNA Ladder

3.6 kbmmp

i) G 021-58794900 8
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[5] sS4

(5234 1] Total RNA HI&FrEE 4K ORF M3
PL Hela 4 a5 1) Total RNA %% 5% 515 2] cDNA (Total RNA 50 ng #H4) AR,
e

Sof - Fh (BB Y ORF (open reading frame) 4Ky 1, S NRYES PCR B HER %
34T 7 30 MEH . ZRAT W, HAF KOD -Plus- Neo I1EHL T, BT HIREK# HE1S 5

MBI ) o
KOD -Plus- Neo AAFIRRER BA A IR EEE [KOD -Plus- NeoHI{&E¥]
94°C, 2 min.
M1 2 3 456 7M1 2 3 456 7 M1 2 3 45 6 7 08°C. 10 65, :|30|
68°C, 30 sec./ kb cycles

1: Human brk Tyrosine kinase (1.6 kb)

2: Human rac protein kinase-alpha (1.7 kb)
3: Human 63kDa protein kinase (2.0 kb)

4: Human c-syn protooncogene (2.2 kb)

5: Human FER Tyrosine kinase (2.7 kb)

6: Human cell adhesion kinase beta (3.2 kb)
7: Human Jak2 kinase (3.6 kb)

M: 1 kb DNA Ladder

<FiE {8 s} ] > 30 sec./ kb 1 min./ kb 30 sec./ kb

(230 2] K& B 1A By 141
PLAZERZL DNA (200 ng) AR 24384 tPA (Human tissue-type plasminogen activator)
FER (24.0kb) HEATY . ZEHAT L, SEEEKE SR Mo® R EE TR EEE] 2 mM BT A] I A
K H B BCHEATY 1 (6 10 Kb BA_E A A B, B 3K S S Mg® vk FE T 3 31 2 mM,
AIBGEY ) .

M 1 2 3

[KOD -Plus- Neo1{E#F]

Step down cycle

1: 3EAHET[A] 30 sec./ kb, MgIRFE 1.5 mM (ZHiR )
2: SEMFETTE] 1 min./ kb, Mgk 1.5 mM (223K %)
3: JEMATA] 30 sec./ kb, MgIRE 2 mM(Z&IKEE)

M: A/Hind II digest

24.0 kb w=p

9 http://www.bio-toyobo.cn
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[6]1 & WIaR&

i) 7l

Xf R

H AR - bRt

AR %A

K AR [ SEK Y 1 min./ kb

#hn 2~5 MEIR,

=5k,
=08 KR BB N Tm-5~Tm-10°C,

H Step down 7EFF (R &5t 10 kb BA_E
FIKEE H B R BA XD,

PReS T NN ER T

A8 MgSO, K

MARHERT 1.5 mM #2552 2.0 mM - (R 2
X 10 kb LA FKEE H A BEE R0 o

GCrich HF Bk MARHER) 1.5 mM &
2] 1.0 mM,

FIFIRA

AL BB R A B (R
BB IAEBGE T8 RNA 255

26

AR

AR o

D> RNA HER IR, 982> cDNA
ARLEe

AR BN 25 RNA,

A 510 00 5

FUFACH] . A5,

HHH 5,

S hn e ) £ FH £ MARTER 1 U #8n%] 1.5~2.0 U,
AN o Y 28R 2~5%¥ I DMSO,[iE 275 5.(b))]
JE 25 3 R Mk 2 5,
BRI SR JE 5 2 B 2O Step down 3,
> 2~5 NMEFEL
B#AK MgSO, e JE o MFRHERT 1.5 mM FEE2] 1.0 mM,
HILTREL, A4, B P AR o D RAR B

BRI (51 0 ECD i I

FUBACH . &P,

FHB 51 (SIS B AR A T
PRoREL. 225

ol D5 i A

MERHER) 1 U F#IKF] 0.5~0.8 U,

ToIEREAT TA TfE .

il & F Al e

HAEHEHM TA wERF&E T TArget
Clone -Plus- (Code No. TAK-201) J,
<KOD -Plus- Neo (148 r=4) A v 4% 7
o >

i) G 021-58794900
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[8] HHK=H

o % 38 Code.No.
<@ fREM PCR fg> 200U x1 KOD-201
KOD -Plus- (200Ux1)x5 KOD-201B
<@ fREM PCR i (B R BRI R PCR BRIIZE UP)> 200U Xx1 KOD-211
KOD -Plus- Ver.2 (200U Xx 1) x5 KOD-211B
<@ I PCR fg> 200U Xx1 KFX-101
KOD FX (200U Xx 1) x5 KFX-101B
<KOD DNA Polymerase &R0 TA T RA &> .

™ 10 A TAK-201
TArget Clone ™ -Plus-
<ERCREERA &> 750 ulx1
o ] LGK-201
Ligation high Ver.2 (100 &)
<FlI I HEEk 44k DNA fragment %7 &>
) 200 Yt NPK-601

MagExtractor -PCR & Gel Clean up-

11
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