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SYBR® Green | 47
XAAEEYHDNA (Promega,
Madison, WI, USA) , VIl EF£&HE
HEME® (Integrated DNA
Technologies, Coralville, 1A, USA)
F0 SYBR Green | ( Molecular Probes,
Eugene, OR, USA ) #17SYBR Green |
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Factor VIII IE[E3]4:
5'-GACAGTGGAAATGTTACC-3'

Factor VIl &Z[@3]4:
5'-CATCCCAGCATGTAGATG-3'

Reaction components

dNTP (10 mM)

Factor VIII Forward Primer

Factor VIII Reverse Primer

SYBR Green | (1:5K)

10 x HotMaster Tag Buffer with 2.5 nM Mg**
Mg?*(25 mM)

HotMaster Taq Polymerase (5 U/ ul)
MBGW

Template (gDNA)

#1: SYBR® Green | &#7# PCR REZ£A%

Cycle Repeats Dwell time
1 1

2 40

Step
1 1 min
1 20s
2 20s
3 20s

1 1

1 1

80 1

1 1

1 min
2 min
10s

o~ AW

2. SYBR Green | S {EIRE 4

Reaction components

dNTP (10 mM)

GAPDH Forward Primer

GAPDH Reverse Primer

GAPDH Probe (5 uM)

SRY Forward Primer

SRY Reverse Primer

SRY Probe (2.5 uM)

10x HotMaster Taq Puffer with 2.5 mM Mg?*
Mg?®* (25 mM)

HotMaster Tag Polymerase (5 U/ ul)
MBGW

Template (Plasmid)

%3: TagMan ###9 PCR R A5

Cycle Repeats Step
1 1 1
2 50 1
2
3 1 1

®4: TagMan SHHEIRE M

Reaction volume

2ul
1ul
1ul
Sul
5ul
2ul
0.2l
31.8 ul
2ul

Hold

Reaction volume

2ul

1 ul
1ul

1 ul
1ul

1 ul

1 ul
5 ul
5ul
0.4 ul
29.6 ul
2ul

Dwell time
1 min

20s

45s

Temp
95°C
95°C
53°C
68°C
95°C
55°C
55°C
4°C

Hold

Final concentration
400 uM

200 nM

200 nM

1:50K

1x

1 mM

1 Unit

N/A

Various

Melt curve +Temp° C

Final concentration
400 uM
200 nM
200 nM
100 nM
200 nM
200 nM
50 nM
1X
25nM
2 Unit
N/A

Various

Temp° C
95°C
95°C
53°C
4°C

BARRAEREERFHBREA100 ng/ul, RERDTFEDFRANK 10 £
R, REERT 4% AXREEMENR (200 ng, 20 ng, 2 ng, 200 pg MX&

20pg) , EFRFMHAR2,




TagMan® 4> #7

X SRY 0 GAPDH E R R M5 FERE (IDT)
Tk DNA 4R ( SRYAIGAPDH ) #f7TagMan 934, &AL
0% 3 Fiko

TagMan 43475140

GAPDH IE[E5[41: 5'-CATCTTCCAGGAGCGAGA-3'
GAPDH #£%t: 5'-HEX-CCTCACCACCATGGAGAAGGCT-
BHQ-3'

GAPDH R [E5[41: 5'-TGTTGTCATACTTCTCAT-3'

SRY IEEm5|4#: 5'-CGGAGAAGCTCTTcCTT-3'

SRY##%t: 5'-FAM-ACAGTAAAGGCAACGTCCAGGATAGA-
BHQ1-3'

SRYRE5|4): 5'-AGCTGCTTGCTGATCTC-3'

AN T EFRFINK 10 EFHEERR DNA f5775% (1010
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