Real-time PCR -l
SYBR Green kit # i L) = Real-time PCR 2014.8 ver. 1

by M. Furuoka
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Takara Thermal Cycler Dice Real Time System Lite: FEAEYS R & + + - 25 ul
BRI S+ + - 20 UL

&% [Duplicate (2 sHY ) F721% Triplicate (3 E0) THIET 5, ]

SYBR Premix Ex Taq (*1) 125 uLL
Primer Forward (10 M) 1.0 uLL 230 uL
Primer Reverse (10 xM) 1.0 uL
MQW (*2) 8.5 uL
Template cDNA (10 {47 8) (*3) 2.0 uL
Total 250 uL  /well

*1: Takara #RR820B SYBR Premix Ex Taq II (Tli RNaseH Plus)
#2: MQW I3 LWb D& HT 5,
*3 FRRIIS BN U TEET D,

W7 VS (Primer 3 2 >~ b, Template 2 f%H, Duplicate DH5)

« SOGHE © 4 Primer & > MZO &, <2 (temp) x 2 (well) + 1 =5>H > 74y, FHfl4 5,

SYBR Premix Ex Taq 125x5=625uL
Primer Forward (10 xM) 1.0x5=50uL
Primer Reverse (10 xM) 1.0x5=50uL
MQW (*2) 85x5=42.5uL
Total 1150 uL 230 L x 5)

i

« Template (10 & AR DAY : <3 (primer) x 2 (well) + 1 =7>H 7y AT 5,
Template 1.4 uL
MQW 12.6 uLL
Total  14.0 uL (2.0 uLx 7)
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i)
PC ®»&EJH ON — [TaKaRa DiceRealTime~ | % o)
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EEZEJ:@D %7 Vw7, F7ld File — New experiment % [ <
| Experiment Type —RQ
| UserID — Cell Regulation (FH#& TRFIZT 7% H#) T OFF)
L oK
l
Plate Setup
(. Target List &in 14 % A7)
Type — WTEME = > kB —/LiX REF, % Ofh Target Gene |3 TOI
< Dye — FAM
* Sample List > 7 v4 % AJ)
Type — UNKN
. Calibrator — fHXIH27Z 7T [1 ] L3 ¥ 70T yes, i no
— Update
— Plate D& > +7 v 7 (Target & Sample DAL & % 5% iE )
l
Thermal Profile Setup
Hold (#JHAZE1E)
95C 10 sec
2 Step PCR : 40 cycles
95C 5 sec
60°C  20-30 sec

X IR SO SN MBS U CAETE T 5,
K EFELIIWEXIIEE LW E2E TN v 735,

— 2stepPCR D% 7 %N L, FO Pattern ® U A k7> 5 Dissociation % BN



— Add Pattern.
Dissociation
95C
60°C 30sec
95C

15sec

15sec
i)
IO STANBY 28547 LTW\WD Z & Z /8 L. [Start Run]

— File ZfRfF LIZ B RUSH IS D,

@fiFEHT
Filter - FAM 7 1 v 7
Selector — Well % 2R
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Dissociation Curve : Fifif g (FEL T TE—27BRE U THD Z & 2 EiR)
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Relative Quantity Chart: fHxE&ERD 7 T 7,

Temperature

Text Report: AACt Rel. Qty(CP)ICF = v 7 & A, £E LTERIHED,
— £ ETHZ U7 — Export Data — Excel T7 —# Z 0 H7,

HY H L7z Excel 7 — % % PC L TR &, AACtRel.Qty D74 2B —F 5,
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FH 5 711X AACE method % 3R,
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XooNa T 7K 1000 B CAZ AR 2 2 D,
% Plate setup 3 & O Thermal Profile Setup @ Load Template TLLRTOEREZXFIHTE 5,

[2%] AACtiE

ACt control — Ct GOI_control — ACt REF_control
ACt sample — Ct GOI_sample — ACt REF_sample
A(ACt) = ACt sample — AC? control

¥

sy = —ACH

[AEH =2 Fr— 3Bl = control, X5 = sample
(&) BRDOEIE T =GOI (Gene of Interest), U 7 7 L' Ai&{nF =REF (Reference Gene)



