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FATTH 77 5 2 X HyPerFUsion® High-Fidelity Master Mix A& 4 k303 PCR N FH [ I 4k vy . 2L
Pk, SR B BE RSP Y BA3 8 . HyPerFUsion DNA 2B A5 i1 Pyrococcus FEAS IEZE &
fili 55 DNA S5 G Il &5 T . HARR 454, —Mopr Y Pyrococcus #1: 5 FAT G 95 5 1
RE A et &, G0 7 ORELERIH L . =R L AE43 HyPerFUsion DNA SRl K 73 1
ot B A 5 22 Y A% $f . HyPerFUsion DNA 5752 H A 1y IO PR ECE ) DNA 2B
Bl —Ay, HASNRZ L Tag DNA ZE S BHIE 50 1%, LE Pyrococcus Furious DNA ZE 5 I 6
o

HyPerFUsion DNA SRl HAT 5—3' B S EEE RN 3' >S5 ShUIRGTE Ik o & ey 39 7= P i =
Ao, MRAH A RHEA REE NI Tag RGBT SEGH 7 Hd) . 7R3 h 3ATHY
HyPerFUsion SRl RENS Y 1Kk 10 kb 197 Bt 71 PCR .1, HyPerFUsion®DNA 25 il 1)
FEAIEZE L2 15-30 sec / kb(HU T FE A (1952 %) o

2 X HyPerFUsion® High-Fidelity Master Mix »& PRI 2 2 X TR, b0 35 S5, dNTP,
Moabm gt R£4¢.

7= i B T

Component Size
2 X HyPerFUsion® High-Fidelity Master Mix 1ml
2 X HyPerFUsion® High-Fidelity Master Mix 5ml
2 X HyPerFUsion® High-Fidelity Master Mix 10 ml

¥ master mix A7 T-20° C.

F= i AE

R B —LE Taq BiF ) 50 1%; EE Pfu DNA SR A TR 6 1%
B8 P R — S D [ S 8 SR IO R /D (R I 0
Pem N RN TR 2 =)

PR P Rl B T TR KA I A0V SRR S I i)

fia] BT (R R FH 28 PCR mix

Protocol

1. A
FATTH 7= i 2xHyPerFUsion® High-Fidelity Master Mix AE% 4 K34 PCR W ] I AL i AR L
P, SRS G BE ) A PRI 8954 % . HyPerFUsion DNA 8 &l Hi Pyrococcus FERZIEZR &
fl; 5 DNA &5 Gkl & I . HARF 45K, — M Pyrococcus FHEBE 55 FLAT G 545 B
REJI IS SRl G, 9N T ORITSEFH L o i IR ELFE A3 HyPerFUsion DNA SR-& 1k 431
e B A 5 2 Y L6 $E . HyPerFUsion DNA 58 5t HAT B g IO PR ECE 1Y DNA 2B
Bl —Ay, HANRZ L Tag DNA 2S5 MHE 50 £%, b Pyrococcus Furious DNA 2B &I 6

e
(7.
1 o

HyPerFUsion DNA SR B AT 553 G BHE A 3' S5 AMIERENE. &S Ed 1Y) v =
AP, A A RIA RBEE AN Tag RA MY IEGH 7 Y)r) . R85 Th AT
HyPerFUsion & BFRENS Y 1Kk 10 kb 197 Bt 1 PCR X1, HyPerFUsion®DNA 25 il 1)
GEMIE ALy 15-30 sec / kb (B T3 R 1 5 2% 1) o
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2xHyPerFUsion® High-Fidelity Master Mix & — R H Y 2x Ty, Hh &R A0, dNTP,
MO EZ M R4 .

2. BAETRE

2.1. FEOK BT SO 3RAE
PATRVCKE A RN 73 TEAEUK o AT TF i JE BN i, LA ORI — 1.
T R AT 3' 5" RAMI R, 7Esh = dNTP (s 00 T VR T BEREAAR S 14, DRI
2 X HyPerFUsion® High-Fidelity Master Mix N B JG Vs N2 PCR R 54 .
H T HyPerFUsion DNA ZEA B PE T, 157 E =8 F HyPerFUsion DNA 2 A5l (1 S 56 A
f5rd, nReE AR SR r AR

COMPONENT 20 ul REACTION 50 ul REACTION FINAL
CONCENTRATION
ddH20 add to 20 L add to 50 pL
10 uM Forward Primer 0.8 puL 2 uL 0.4 uM
10 uM Reverse Primer 0.8 puL 2 uL 0.4 uM
Template variable variable <250 ng
2 X HyPerFUsion® 10puL 25 uL
High-Fidelity Master Mix

A. HEFF RS YR E A 0.4 uM, {HE[LAZE 0.2-1.0 uM «BEIW/E%, fas ] DU IR
— ML AL TR 5 | W) K P 1 20-40 bp 22 [7], PRARH) GC &k 40-60% .

B. i FH i B 24K ) DNA B AT LUK iy PCR M (1) . XFTR 245 DNA ({3
WIBEHKE, %3, A2 BACDNA) , DNA BIH =] LLZERE 50 ul N AAFH 1pg-10ng Z [H]. X
TR RSB RI4 DNA, % 50 pL VAR DNA Bt &NV 4 50-250 ng. W1 A cDNA
B USRS DNA,  TUIASEAR PRI A FAAS I 1o 55 2% PCR s BV ARAR 1) 10%

2.2. BRRMBORNAER, HEEOHHFEL.

SEIGE NV A SO PCR A, B AR REERE B ARG E (98°C) ¥ PCR
NS

W PCR A G, THE N YImE A .

2.3. PCR {E¥ &4

Temperature Time Cycles
Initial denaturation 98°C 1min 1
Denaturation 98°C 15sec
Annealing 55-58°C (1] i) 15sec 25-35 {ffj¥(variable)
Extension 72°C 15-30sec per kb
Final extension 72°C 2min 1
Hold 4°C + 1

a. AT RZHBUR, RATEVE 98" C FULT 1 4 BIRTIAEE. — LR Al % 1K
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FRARPEI IR), AR 18] (R ) DUEKGE 3 738

HyPerFUsion DNA S84 il 1) 5 AR KL RE T BE 5 25 T Taq M 3R 4 1 W i AN [7] - HyPerFUsion
DNA A H A F0E 5 [ W)-BR LA (I fE ). Il 3 I3AE 55-58° C FIiE-kK 10 - 30 #F. U
IRACZIR LT A RS AL = sl &, VS0 FH i R S DA B AR - 5 | o) 4 5 4 2
o AR KRS

b. FEM R TP 1 IR BRI etk . X TARE 241 DNA (Bl BobE, JREE, Aok
BACDNA) , f 1kb ffTH 15 FPIIEAHIN TA] o X T AR FE BRI DNA, @A 1 kb 30
Fho XL cDNA B, SEAHINS[A) i) DA N34 1kb 40 F2,  DIgRAF B4
S RE AR, 4 1 kb 20 BATLUMEH

2.4. H¥k
IR T ES PCR P AT B IR b I H vk, FRATTA 77 i SYBR Safe DNA Gel Stain( Cat: A8743)
CIRESS7 TN

3. HEM
a. HyPerFUsion Z& {5 IR G FE AN R TV 25 ILIY) DNA S5 (W1 Tag DNA G « A X
TR KRR (P, BATIHERE 55-58°C o WIRTEZIEAE F, B ICIEIRIFRO BLAR I SE 56
iR, LSRR E AR IR GRS, DAL SE &1
b.ff1FH 15-30 sec / kb [F M AL . AEGEIL 1 40481/ kb
c. HyPerFUsion DNA 55 il 7= 4= ~F- K ¥ii; DNA 7=
d. HyPerFUsion Miff 1 26 & RE DB, SO 7E PCR SN SOOI FE HPal e UK R38R, & 0N=
BT, AR R GTE R Y R, SRS, PCR ARG SRR,
e.fif i HyPerFUsion DNA & ligr= 2 1) PCR P2 AT P K uig. WR R0 i f, At
A FH P e e o WAL IES I EEIERE T/ A s fE, FBA DNA WAXTE A S I ANTT 4tk (AT fe e 42
] HyPerFUsion DNA 245 BpKs B i A S8, PR 253 )« 1] LA Taq DNA 55 51 Klenow
exo-MENINTCAM T A RH . SEEFH R DAAE 10 v L RNIREDIHFH 1x Taq L2409, 2.5mM
MgCl2, 0.2mM dATP #l 1U Taq DNA -4 HE/E 72°CHE R 30 2041
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