< Applied Biosystems StepOnePlus ') 77 JL2 1 L PCR ¥ R 7 LDIREHE>
Cycleave Human ALDH2 Typing Probe/Primer Set Ver.2 (83— F CY403)
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(1) Experiment Properties BEIEDEREEIT D,
« Experiment Type : Quantification-Standard Curve

- Reagent : Other
« Include Melt Curve 8 A7,

(2) Plate Setup @ Define Target C Target Name % 2 #&RET %,
Define Targets and Sarnples I Assign Targets and Sarmples L

a Instructions:  Define the targets to quantify and the samples to testin the reaction plate.

Define Targets

| Add Mew Target | Add Saved Target | Save Target | Delete Target |
Target Mame Reporter Quencher | Color
|allele1 (wild) ROK w ||Mone v H. v
|allalez grmutant FAM w |[Mone v”. -

- FAM 1Z58 70— J#& &, Reporter & FAM. Quencher % None
- ROX &5 70— J#&H . Reporter # ROX. Quencher % None
FAME 70—

ROXZ#H SO—7
e dunpi=E - BHEE
G (allele 1) A (allele 2)

(3) Define Sample (T NC. 2 #&5E80D PC £V T IV EHRET 5.

BHIO— RN CY403 @R 7A b3—)b)
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(4) 1ER LTeE&EHZ AW T Plate Layout 58 E T %,
27 1)bIC Allele 1 & Allele 2 M 2 Target =58 E T 5.
£ 1)VICEZET B Sample £5RET 5.
Passive Reference |Z (none) IC9 %,
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(5) Instrument 2 7 & #EIR L. RIGEGEHRET %,
Sample Volume % 25 ul ICEFE T 3,

ey

- #IERZE 4 (Hold)

: Cycle : 1

IERS 95°C 10#

3 step PCR

Cycle : 45

N 95°C 5

55°C 15#%

72°C 20# (7 —2EUS)

6) RISFa—T%x=ty bL, Stat RE2>% V) vy LTRIGERIAT %,

X LUEDRIECRRITINS A — 2 G EDRELEZTTo1 5. Analyze RZ2 V%7 w oL
TLIEEW, BEAHNTON, BEEHNRMEINE T, BREEELIS T Analyze K2 >
27y LEWEEBRRBRENEEA,)

(7) RIS¥&T %, Analysis BIE®D Amplification Plot TiEigrhiR% FEER T %,

(8)Baseline B 7 Z v Mz s K D ITREITIE LT Threshold & FEEFIEICHEL. Manual
THRET 5.
1. View Plate Layout T. NC. alele1 PC. allele2 PC Rt T/V%&RT 3,
2. Amplification Plot B _E&RD Plot Setting IZ& ULNT. Graph Type : Linear, Plot
Color : Sample &R %,
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3. Amplification Plot B FERD Options (35N T Target:allele2(mutant) Z 3R L.
FAM DEIRRNIRZE R T .
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4. Threshold & Auto. & Auto Baseline DA&ENT,
|
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5. Show : [(J Threshold (cA%& AL, BIERHRIC Threshold Z& R %,
ampitictionpit ]
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6. Graph |[CRRE NSz Threshold ICA—V L EHbOE. FZwvJ LahH5 Threshold
ZIEXFD Positive Control (allele1) *D> JF VU EICED K S ICRET 5.
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7. Amplification Plot EIE F&BMD Options ZFHWNT. Target : allelel (wild) ZEER L.
ROX DIEMRREIRZE RS Do
ROX D7 F)UH FAM ITEENES & EN B Tz, Plot Properties & V) Y Axis D
Range BEH L. Scale #EEFHET 5,
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8. FAM L[ERRIC, 4~ 6 LFERRDBRIEZTT D,
EEETIENN  Threshold (. JE % i O Positive

:::h.._; R e S = j Control (allele 2)* D> F )L £
5 ICRET %o

I mn rurart snbage 56 T caraan
* I ERETA
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St B Trambeit = Asaire St SuilS Toge s Boswas S it 8 Lget e

A1 ZINAF (#F) http://www.takara-bio.co.jp/ 4 BMmI— N CY403 (RO ba—Ib)



9. Analyze RZ>%%7 1) w7 L. &E LT Threshold THB#ENRZITD,

Reagents: Other @1

<tRHFI>
7 LIb 1 (ROX) 7 LI 2% (FAM)
Ampsdic abon Pial Aempilie gbian Piok
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#x: 77LJU 1 Positive Control
&F . 7LIJL2 Positive Control
oA\ 0O
% NC
(9) View Well Table 2 7% 2 ) v 7 L, EROT—2%ZBRTES,
View Plate Layout I View Well Table ]
SelectWiells With: |- Select iter - [ | [ Select tem - = |
Show in Table ¥ | Group By ¥ |
# | wan | omt | Fag  [sample .| TargetMa.|  Task Dyes ¢t | orMean crep |
B3 F3 - Sample no.3 Allele] (Aild) UNKNOWN ROX-Mone  27.382 27.382
B4 F3 - Sample no.3 Allele2iiut.. UNKNOWN FAM-None  25.921 26.921
B5 F4 - Sample no.2 Allele] daild) UNKNOWN ROX-MNone  34.500 34.509
BE Fd4 - Sample no.2 Allele2iiut.. UNKNOWN  FAM-None  33.404 33.404
87 F5 - Sample no.1 Alleled dAild) UNKRNOWN ROx-None 42,191 42191
BE F5 r Sample no.1 Allele2iiut.. UNKNOWN FAM-None 40,686 40,686
B FB r Allele2 Allele] faild) UNKNOWN ROX-Mone  Undetermi...
70 FE - Allele2 Allele2iut.. UNKNOWN  FAM-Mone 18,974 16.974
M F7 - Allelet Allele] faild) UNKNOWN  RO¥-None 19,853 19,8563
T2 F7 u Alleled Allele2fiut. UNKMOWN  FAR-Rone  Undetermi..
73 F2 I‘
74 Fg - NG Allele] (i) UNKINOWN  ROX-Mone  Undetermi...
75 Fg - NG Allele2fut.. UNKNOWN  FAM-Mone  Undetermi..

HEAEDFHMIFEBORIRGHAE & CHER < EEL,

[Applied Biosystems7500 Fast Real-Time System Z{#f 9 %1541
Applied Biosystems7500 Fast Real-Time System % £ 535 & (&, StepOnePlus 1) 77 )L 2 A L
PCR Y R 7 LOBER %, BEICTHERALILEL,

<EER>
(5) DRISEHFRE T, HBRFEE 25 ICEELTREL, (72°C. 258)
(8) MigEHEEE|T LT, Threshold. Baseline @ Auto % f#kk L T Threshold % JERIED
Positive Control D 7 F )V EICERE L TLZE L, %, 7500 Fast Real-Time System
TIE.FAM & ROX DY 7 FILHNZIZE CTH BTz, (8) D 7. Sale HEDIREIFAETT,
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