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NOTICE TO PURCHASER: LIMITED LICENSE

Use of this product is covered by one or more of the following US patents and corresponding patent claims outside
the US: 5,079,352, 5,789,224, 5,618,711, 6,127,155 and claims outside the US corresponding to US Patent No.
4,889,818. The purchase of this product includes a limited, non-transferable immunity from suit under the foregoing
patent claims for using only this amount of product for the purchaser’s own internal research. No right under any other
patent claim (such as the patented 5’ Nuclease Process claims in US Patents Nos. 5,210,015 and 5,487,972), no
right to perform any patented method, and no right to perform commercial services of any kind, including without
limitation reporting the results of purchaser's activities for a fee or other commercial consideration, is conveyed
expressly, by implication, or by estoppel. This product is for research use only. Diagnostic uses under Roche patents
require a separate license from Roche. Further information on purchasing licenses may be obtained by contacting the
Director of Licensing, Applied Biosystems, 850 Lincoln Centre Drive, Foster City, California 94404, USA.

The use of betaine in DNA polymerase reactions is covered by intellectual property, including U.S. Patent No.
6,270,962 and related patents issued or pending in other countries ("I.P."), exclusively licensed to EPICENTRE
Technologies Corporation, 726 Post Road, Madison, WI 53713, USA ("EPICENTRE"). The right to use betaine in
conjunction with KOD DNA Polymerase in PCR is sublicensed by EPICENTRE to TOYOBO Co., Ltd. solely for
research purposes. The purchase of this product conveys to the buyer a limited, non-exclusive, non-transferable right
under the I.P. to use the purchased product containing betaine and KOD DNA Polymerase in PCR solely for research
purposes. No rights are granted to resell, repackage, or further sublicense. No other license is granted to the buyer,
whether expressly, by implication, by estoppel or otherwise.



[1] &

APE AR A YE PCR M KOD DNA Polymerase Al FITF & E% - mffr ik
Long PCR Mif, 7EBGA L A7 TRELMED LAS, JE R TALRM T, T 8%,
PArSEd ), fERFF PCR SEIG T il 13 RIS A M4 R teoh, AlgrhidiE & 7
Polymerase it 5 3'>5" Exonuclease Wi VEIK] 2 Pl wofEfiiR, Al fai{l b4 T m s S eI

Hot start PCR,

& R
$E IR 2 A

SEFRIN 45 KW, 75 KOD FX ff) PCR A2, Fe A pli 3L el e R (55K ) 144,535

APEEERACK 19 4, HIEAT L, KOD FX IR E 1 /& Tagq DNA Polymerase i HAh 2y
H] Long PCR M4 11 %,
e )

PL A DNA JytiitR ] DLy 38 H 40kb, PLAJERZH DNA SYERR ]334 ) 24kb, DL cDNA

JFEAR g 13.5kb,
BRI Y IR
5 PFER PCR BAHEL, 5% K0EEE S, DR R R AR AR /Dt ] 34T 1,

E A EEYE (PCRETIH)
Xt GC &M H A By AiliE ) Ay, PCR BIIHRARH
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& FERA R
KFX-101(200 7 43) KFX-101B KFX-101C
KOD FX (1.0 U/ i) 2001 x 132
2% R Bulter for KOD 17mix 33| 200 %fyx5 | 200 KAx10
2mM dNTPs Iml x 2 32

* 2x PCR Buffer for KOD FX ZE-20°CRE B IKIKES (FE%HL) ., -20°CULTRTF

INAIReR K4, BARSEWET, HH0ER, Wi, HTREHF o HEEHRER,

& LA BT
A= i RG] o IS0 2T I PRASII A P o A FH A7 fl i 7 A% 38~ S 0 =
B H I, 4. AR, 7l feid & B AT H 6. i 5514
FE A GRS A 2 23 S AN DG TR, JF Sy % GE: - A LA I I A I B B 1 167
M E ORI R, ER LA

& PERE- dh T

=

BT KOD FX LA AFER 4] DNA Mk, X tPA JEIA 1K) 24kb JEATH ™ BEAf I\ SL 50 5

A4, ( tPA: tissue-type plasminogen activator )
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[2] PCR s£i65 18

(1) PCR [ HC
e SR, 15 AR TRAIBR KOD FX (BB LA ER A R4 ilR1E T

SEAMRR I AT
= LR RE
2x PCR buffer for KOD FX 25 ul 1x
2mM dNTPs 10 ul 0.4mM each
10pmol / i | Primer #1 1.5 ul 0.3uM
10pmol / i | Primer #2 1.5 ul 0.3uM
Genomic DNA ~200ng /50 ¢
Template DNA =1 ul { Plasmid DNA ~50ng /50 u|
cDNA ~200ng (RNA#HZ=)/50ul
KOD FX (1.0U/ i) 1 ul 1.0U/50ul
Autoclaved, distilled water up to 50 ul

- KOD FX (MR) WEERBHRM, KRNVi&KiEA Vortex £3 85 E4, spin down FH
24T PCR,
(2) PCR 4
— MG N ISR DL AT . PP R G A R BB I Tm (A
W 73°CHY, AR 0. AN, §THE 10kb LUK R B B BRI, 1

ik Step down PCR,

WA — ik
Predenature : 94°C, 2min. Predenature : 94°C, 2min.
Denature : 98°C, 10sec. 25~40 Denature : 98°C,10sec.
. . . 25~40
Extension : 68°C, 1min. /kb cycles Annealing : (Tm-5)°C, 305eci| cycles
Extension : 68°C, 1min. /kb
Step down
Predenature : 94°C, 2min.
Denature : 98°C, 10sec. +q 5
Extension:  74°C, 1min. /kb—] cycles
Denature : 98°C, 10sec. +7 5
Extension:  72°C, 1min. /kb—  cycles
Denature : 98°C, 10sec. + 5
Extension:  70°C, 1min. /kb —  cycles
Denature:  98°C, 10sec. “7 15~ 25
Extension:  68°C, 1min. /kb— cycles

Extension:  68°C, 7min.
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- FEAI) [A] (Extension) iR ER 1min/kb & E. & 30sec./kb WEE—MRIF R T AL
WA 18, BEENSHNY ISERY BAIEHETHRER (§5EP.9 HFIVHI3)
-BFA-REEHEBMNYT KRR, BEBE25~30MESENAEIFTSHY 8, BMHA

EX B DL 8 D B AT 10kb LA _E B R HE4TPCRINS, 1221830~ 401& ¥4,

(3] BEATSCH HITE = I

1. A TRIUE PCR AT
1) SN LA R A ERE R . IR, 7 PCR NI total 50 i 1,
2) KK 51 S o e UM R AT, SRR S IR S H 5 o
3)ANTPs 1i5 55 WA A i RS B A9 40, B AR 2 ) 8 45 11 TANTPs Mixture(2mM) )
(Code No.:NTP-201),
4) GIWEE ] GC SR AR 22~35mer(Tm {>60°C), [FAIf, BTk 514 E: A%
PR TR ARG ) R AR
5) AT H BT By Wiy, R S o e, ik 25~35mer. Tm fE7E
65°CLL Lo JFIFVER, 7E5II 3" umitd GC rich,
6) Bt DNA 18 54l PCR 45 IRA MR K50 o AR e I o T, i
SEHEAT LUK LA 5

2. PCR /i v b
1) FHAEES 3411 PCR ;=) A b b1 Rt I, X% PCR ;P YIdkAT eI, 52l
FSERERAL I 514, 50K PCR P AR S R A S5 PR EA T AR e e o 04T TA e
B, A A A F K KOD & A TA FilE iR 7 & TArget Clone -Plus-(Code

No.: TAK-201), RIXfARZ 21011 PCR F=4d AT a1 TA Tif%,
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2) X THAEH B PCR™ 4, FIBREITE A VIBEAL R, 8 FZ R AR i kAT ve B I
T AE BRI Py 1) B AL FE R P ) AT 44k, KOD FX(DNA Polymerase) £ 7% B 1) 15
OUR, BT EAT ) 3'—5" Exonuclease i 2k FRBIVE A DI B AL BE b 958 H A S 1) 25
PIG = aiAr, TEORIR TR EL G, AT SBEDTRE , B A2 w) A= (1R F G 2K T DNA

alifb ik 7] - MagExtractor -PCR & Gel Clean up-(Code No.:NPK-601),

(4] PERE%R

1. PRI (GCrich HI B HEERD
B GCrich H B4 1

H] KOD FX "% oAt 2 7] PCR BECVES 19 () GC rich H i v Badt A9 4,

® A\ TGF-B2.3kb O A IGF2RZEFH[NM_000876] 8.9kb

(GCEHRAT0%) (GCEHEZ90%X R HKIMRNA)

MLl 2 3456 7m Mi1 2 3 45 6 M2
M1:1kb DNA Ladder M1:1kb DNA Ladder
1: KOD FX 1: KOD EX
2: KOD -Plus- 2. AAFIE
3: KOD -Plus-+5% DMSO 3. DA
4: A:Atfj% 4: E/A 7 GCrichH i
5: B/AEE@ 5: FA#GCrichH g
6: CavlAl 6: G/ FGCrichH g
M2: A/ Hind 11l digest

MR : A K FIZEDNALONG / 50 u | AR 5 #4 : AcDNA (HeLa Total RNASOng#f4 )/ 50 u IR AR %

W LA O R AT PCR
J1 KOD FX, LAz g#fsh (BEAR) w3 8.5kbs

ML 1 2 3 M2

iR : A2i2 11/ 50 1R Ntk &

M1:1kb DNA Ladder
1: B-globin 1.3kb
2: B-globin 3.6kb
3: B-globin 8.5kb
M2: A/ Hind 1l digest
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2. JHICR

JI KOD FX FI3LAt 2 W] (B HEAT BT DNA SR B0 1l . BL 0.1ng~100ng
[FI3LK2H DNA i, Human B-globin 2.8kb J H KB, 7F 5011 RNAKZEY, H
15pmoles 514). KOD FX 1U. 2 step cycle 1T 30cycle § 34 . £ R al L, 5L
[¥] PCR i J2 HoAth 22 7] 1) PCR BgAHLLAS, H KOD FX nJf3 35 B se B af (ROR, f3K
Wi, DA RIS AR R AR D th T34 T4 1

KOD FX KOD -Plus- AL T BARE CAFIEE Tagq DNA Pol.

M1234M1234MI1234M1234M1234M1234M

AR - ABEFIZIDNA PCRIGIF 41« * oAt 2 ] Bps B
1: 8% E 0.1ng /50 u IR NAER 94°C 2min. PHAT T 30183,
2: 1 ng 98°C 10sec.
3: 10 ng 68° 3min, 30 cycles
4: 100 ng
H 5 B: B-globin 2.8kb M:1kb DNA Ladder

3. FEfRPE (Al REEERD
M KOD FX. LA ADNA JgBiti ] LIy 54 Hi 40kb, LLAFEAIZ] DNA i nr ™5

24kb, DL cDNA NFit af§ 14 4 13.5kb,

F RS 021-5879 4900 6



@Template: 1 DNA @Template: AFEFZDNA

MLl 2 3 4 5 M2 ML 1 2 3 4 5 M2

R : A DNA

it : NEEFIZIDNA
10ng / 50 ¢ IR NiAR &

50~200ng / 50 ¢ IR M AR

M1:1kb DNA Ladder M1:1kb DNA Ladder

1: b5kb 1: B-globin 1.3kb
2: 10kb 2: B-globin 3.6kb
3: 20kb 3: B-globin 8.5kb
4: 30kb 4: B -globin 17.5kb
5: 40kb 5: tPA 24.0kb
M2: A/ Hind 1l digest

M2: A/ Hind Il digest

@Template: ¥ 55 R Mk (cDNA)
Mi 1 2 3 m2

AR - 8% 3% [ 9 ( A cDNA)
total RNA100ng#H / 50 u IR N AR

M1:1kb DNA Ladder

1: Homo sapiens polymerase (DNA directed), epsilon [NM_006231] 6.8kb
2: Homo sapiens insulin-like growth factor 2 receptor [NM_000876] 8.9kb
3: Homo sapiens dystrophin [NM_004006] 13.5kb

M2: A/ Hind Il digest

4. {REE

PLAZEIN ZH DNA J 454, 5 B -globin 2 (K 2.4kb 3H179 14, PCR 7=#) ] TArget Clone
-Plus-(Code No.:TAK-201)i 1T TA . A5, &8 96 DoalEdll)fy, #ilral. 458 n i,
7t KOD FX [f] PCR i #2h, A E s il A2 (i) 144,535 ML A 19 14,

fREVEZ Tag DNA Polymerase J HiAh 23 7] Long PCR F {12 10 fi%,

PCREIR % (4100,000 52 12N 5)

KOD -Plus-

KOD FX

Pfu DNA Polymerase
A2T] Long PCRARA

Taq DNA Polymerase

0 20 40 60 80 100 120 140 160
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5. &
BRI L RIS 2 —

BEAR - 3 EE 3 & M (AcDNA) Human Adult Skeletal Muscle total RNA 100ng#H24 / 50 u | N A &

H ) i B : Homo sapiens dystrophin [NM_004006] 13.5kb

PCRIEFR A :
94°C 2min.
98°C 10sec.

68°C 14min. @30 cycles @ 35 cycles @ 40 cycles

M: A/ Hind 11l digest

W G 2 GRS IR 2

MR : AL FIZHDNA 200ng / 50 ¢ | Ak %
H i A B tPA 24kb

PCRIGF 444

O) @

94°C 2min. 94°C 2min.

98°C 105ec.:| 98°C 103ec.:|

68°C 24min. - 30 Cycles 7400 o4min, 5 cycles
98°C 10sec.
72°C 24min, 35 cycles
98°C 10sec.
70° 24min, 5 cycles
98°C 10sec.
68° 24min. - 20 cycles
68°C 7min.

M: A/ Hind 11l digest

G 021-5879 4900 8



W 5 3 Biki DNA (155 48 i 1a) (R 453+t

@ H ¥ B : B -globin 8.5kb

0

@

1234567 8M

123 456 7 8

M:1kb DNA Ladder

@ E 1) B tPA 24kb

©) @

1234567 8M12345©6738

M: A/ Hind 1l digest

AR : AL RIZIDNA

1:
2: 12ng
3: 25ng
4: 50ng
5:100ng
6: 200ng
7: 400ng
8: 800ng
PCRBEF A :
@ @
94°C 2min.
98°C 10sec.
68°C ﬁmin.j 30 cycles
© @
94°C 2min.
98°C 10sec.
74°C 1lmin:|5cycles
98°C 10sec.
72°C Qmin:|5cycles
98°C 10sec.
70°C Qmin:|5cycles
98°C 10sec.
68°C Qmin.jzo cycles
68°C 7min.

94°C
98°C
68°C

94°C

98°C
74°C
98°C
72°C
98°C
70°C
98°C
68°C
68°C

6ng / 50 u | AR &

2min.
10sec.

9min :l 30 cycles

2min.
10sec.
24min. :l 5 cycles

10sec.
24min. :l 5 cycles

z‘:ﬁ :l 5 cycles
10sec.
24min.
7min.

:l 20 cycles

www.bio—toyobo.cn
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[5] s£KH

W SCIOH 1 FHAREAAIC IR ) B EL AR T 1 451
1 1 24 At 2 T £ 1)/ B B 0.5 |, ELERR INEIPCR & N, L Mouse
membrane glycoprotein(Thy-1) gene(M10246)4 H (B, KAW Pk, 34T 30 MEIRH

b4

MJEE BmmAL)

| <50 mM NaOH 180 |

| Vortex &%

1 95°C, 10 min.ii &

| <1 M Tris-HCI (pH 8.0) 20|

| Vortex &R

| .0 12,000 rpm, 10 min.

i R = H0.5~2u IEINFIS0 4] PCRR N T

SONREEY) A, RN,

ST B, VT R

MALE S, MRS WICT EREE . /N W2 CR AR A,

KA VUK H Proteinase K Hil 1 24f# i HLH: H T"PCR. Proteinase KFISDSXPCRT fig
SAAANLFIFEN, AR, i eaith . WIES AR E AT TPCR, #EXE DL AR
LY R

iRl W, HATEKOD EXIUfELL T, A Bemfih 2 Se iy s 40 i o A ELAE

Proteinase K J7vk, BRZLAIEATAL T /D, ] S8 fai (s gk 4 7 4 55 RIS BRI FE DK 4047 o

Taq based high efficient
PCR enzyme
KOD FX AL BAR]
M M M

26 kb»

L

M: 1 kb Ladder Marker

G 021-5879 4900 10



WK 2 2 R A R )
He BRI T . R LUK ORI S 1), EEEIEIPCR
R, WALy HI B, SRFIPIE%, AT 30 AMRERI 54

W fi# Buffer
R4 (BmmAi A/, Kk —kD) 100mM Tris-HCI (pH9.5)
| —¥%f# Buffer 100 i | 1M KClI
| Vortex 7253 ¥%¥% 10mM EDTA
| 95°C, 10 min.Ja &

| Vortex %4534
i (BiR) = H0.5~2u s3] 50 1| PCR/% N

SHA RIS, MYMAARNS BT B,
¥ Hk: Biotechniques.19:394(1995)

iRk n W, RATEHIKOD FXIITEOL T, P iOAE dh A #l BRI 2 Se i3 8 46

2545 KOD FX, B[R K R AR AL D 20 A (1020 3%

Taq based high efficient
PCR enzyme

ARFRRE BAHE|FHE
PCREE PCRE

KOD FX

12 3 45M1 23 45M1 2 3 45

1: Leaf (Tomato)

2: Leaf (Tebacco)

3: Leaf (Rice)

4: Grain {(Rice)

5: Purified rice leaf DNA

13kb—Rad X T 1}

W I 3 A, RGN, TERESE

40 L) 50 1 | PCR SN ELARE A&, 54T PCR.

- 20f---1~4 ¢l
- BEFRYIRA---~2x10% cells ({5l : BREMTERPMI/L0%FCSHf 1x10% cells/ y 141 Ra B ik 2 1 1)
- BERE - FEEME B FENE] (R ERE PCR, TEB UM EAMRESMREE,)

www.bio—toyobo.cn
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123456 M

34
586:

(6] I &

B: JurksHfil 2X 10°cells / S0pLB Bk &
BHRBE:  Aglobn Kif1.3kbh 36k 8.5b

1.2: B-globm 1.3kb
3.6kb
8.5kb
bz Af Hind 1l digest

i) A fig Jg X
p =20, B FERE ) Tm-10°C,
IR pY $hn 2~5 M, <SFERWE 1>
N » T . E ] g o — - % i o
A B e | 51 D P e N R
Kk D N A 4L - AR D N A 2L Ry ) SE AR 75 42
= e RNA S5 5Y) . — 4B DNA it g,
fif F 3G B AR DNA, <ZH 4861 3>
4 7)&/}\ 2~5 /I\?)Eﬂ:o <§%T§éij1ﬁlj l>
IRt 4T Step down PCR, <ZZ 4R 2>
BN G I 5. — B - FF 5.
WLREL 2437, —
PSR A ) 51 TR A,
B D N A & 1 G B (AR DNA, < ZH #3051 3>
ik Pt 1) A FH B2 B 0.5~0.8U/ 50 1,
(7] A<
e (B RfEil % | Code No.
<R EN: PCR > o
KOD DNA Polymerase 250 Ux1 -20°C KOD-101
<#H B R EE PCR > 200 Ux1 20°C KOD-201
KOD -Plus- (200 Ux1) x5 KOD-201B
R 2L R L 1%
Z.;EA I PCR i (R ECIER R PCR HGL) % 200 Ux1 - KOD-211
KOD -Plus- Ver.2 (200 Ux1) x5 KOD-211B
dNTPs Mixture(2mM) 1ml -20°C NTP-201
e R Il
<KOD & RAmZHE TA wibEil 7 &> 10 %y 20°C TAK-201
TArget Clone -Plus-
< FH ik 414t DNA fragment A5 &> N o
MagExtractor -PCR & Gel Clean up- 200 it i NPK-601

F RS 021-5879 4900
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