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AL —F Standard #6 F1-F4 #14 F4-F6
x0.01
22 E—k
x0.001 Standard #7 G1-G3 #15 G4-G6
FHFaT
NTC #8 H1-H3 #16 H4-H6
AriaMx V7 b7 fHI—F—<=aTI 18
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BEAEEpI1I3NS TS

T IEAT

BRESNRK

mCrEE,

- Reference Dye & L T Rox ##8%E

LT r— b ES

- 2—4w k (GeneA & B2M)

- Standard ;2

/=S54 —D®E

Unknown > FILRD /) —< 54 H—IZE&

vz) ERRLFET,

0 1 2
* ®0, @0
B o .
®0, @0,
. ~
®0, ®0
n

ETTEVIIL (ZDT—RXTIEFNIRF—EVTELEFDB2M D

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I

Add Dyes Targets q
Use Dye Mame  Target Name
Dee_<l o
v [RoK v o
) [Hex v ]
O (Fam -] [}
) (s ~| Bam ]
DG+ 0
Reference Dye F]
Hormalizer [ye
D Mone>
Replicates Oevs
 Manual [N

Assign Replicate [:]HD(
Mumbar DF A

Auto Incraman]

Oevs
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INormalizer Dye] T SYBRIZFz vV %
ANFET,

7T JLAD SYBRDT—71Z INJ
ENFEI,

ERT

®®, ||®®
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Fr ) ITL—5—DHE

Wells

Unknown > FILDd® T1] T2 TILDIILEA T%H
Well Type Calibrator x
” <Blank: [Calibrator] IZEZELFT .

Show RsT Unknown

Well Name
: Standard

NTC

No RT

Biological Repli NAC

Buffer

Sample Name

O 1 7 3 ] 5 [
e 1ET2390 T (COH—RTIE TEAI (Oh)) OH > FIL#1 £#9)
" |®o. ||®0, oo, [ee, |60, |00, DITILEEIRL, DB A T% (Calibrator] [CEBELET,

T RO | BD

Yo TNR—LOKE

RCHTIL, BIZIEH EHO DI TILEERL, BRID/ARILAT TSample] K2 &I v I LET,
[Sample Name] W7V T4 TITlEHDT, CIITHUVTLRBEAVTY MLES, B TILAICE ST,
Unknown & Normalizer WEET 1T S ET,

[Sample] "2 %49 1) w493 %& [Sample Name] & TBiological Replicate ID] 4 > 7y 52 EMNT
TFEY,

Wells

Well Type Unknown -]

o CDT—ATII# EHIIFE LYY TILED T,
Show = Type @ Name [EELG) R | \ || | | |
Well Name ®0, |®0, |®0, (|®0, | &0, (80, :*LE)O)@I)L%J‘E*R L,—C

oo, @0, 90, @9, 00, @9,

sample Name X Oh)] &2 TINEBEMITET,

Biological Replicate ID

NAAATHLLTYr— b+ ID DEE

Biological Replicate ID (&, ) V—XIZEYMEMICRICL LD (EERMICR—. RROMBETHDIE. EEBRANTIL
F—&HTHILSHEE) 20, BRICERINZY O TLTHS. EVWSIERICERELET, AR
FCRBREH T TREEINFALEGEEFD2EDOY IV AOR LHEEMN ST ONT=2 DD cDNAY T,
& WS & 5 %4 — X Biological Replicate & L TERE SfLEJ ., Biological Replicate Z58E L THL &, Yo
TIVEDENFEHNZESEDEICL D BLFREEROEELAILZRET DRICENTT, COREILFEIC
FHFICFASNERA,

AriaMx Y 7 b7 f51—Y—<=a7I)L 20 Agilent



X FTO—T(2& S SNP/IZERKRE (Allele Discrimination/Fluorescence Probe)

KRTYIY

BAEIAN)LTO—T (TagMan probe &) ZRWEEENETSENTEET, HlIZIE. A/IG D SNP &
FTHI2H=2T. AIZHBT B FAM SAULTO—T & GIZHIET S VIC (HEX)ZR)LTO—TZRAWTHRITE
TWET, COKS3HBERIZHENT, Unknown > FILD P =/ 424 F% NTC (No template control)@® Dual
color port HOAMEMN SHIET HD T, NTC DEMIEWETY, £z, TEDILEFTNZTAOT ) IILOBHEIY
FO—LEZFERATEHLZHEOLET, BHROBROBICEATT,

Amplification Plots NTC. B%ll‘i: vrko—j. % LT
o Last Cycle |3 Unknown 4 > ZJLI= DU\ T iBERERARHT
7 ERVET. COEIEHRO Last Cydle
2 2000 )
g (T2 ETRERIFA I, vZa7
: i o, 234 80y
e f— LTEELEL) DEEME. 55U Cq
. \ {EA 5 Dual color plot (ETFK) AEmE
0 p—— hgs—g-o
5 10 15 20 25 30 35
Cycles
Allele Determination
Allele Genotype

@ Allele A ¢ Allele B [l] Heterozygous MHone

2500 4
£ 2000
[V

1500

R last for

< 500
0 (W a1
0 500 1000 1500 2000 2500 2000
AR last for HEX
AriaMx V7 b0z 7 BEHI1—HY—<=aTI 21
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JL— kv F7 v 7 (Allele Discrimination/Fluorescence probe)

(®)  Properties & &
Wells
Well Type Unknown v |
Show Q=g Name | Sample
Jell Name
Sample Name
Add Dyes Targets d
Use Dye Name  Target Name
(] lcvs v | ©
(] (rox v | o
HEX v o
FAM v ©
(#]
O (v v o]
Reference Dye [ <None> =
Allele
Dye/Target Name
Allele A [HEX v|
Allele B [Fam - |
Replicates
 Manual [T
Assign Replicate )
Mumber - 1 &
| Auto Increment | | Clear

AXIEH T )LBR 4 TH Unknown, NTC. Homo Allele A, Homo Allele B, & &
FTaNn, YT/ TFAM & HEX DRBRENHREFEESNTLVET,

U Hetero & 5%

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I 22

)AL TDERE
Wells EH 2 FILIZIE Unknown & RET BRI,
Well Type Unknown || MIFNTCHUTILEHAELNIC LERELE
show ST e ¥, BEaY FO—LABNIE. ThEAD
Vel Hame :Igﬁo Allele A BREFITLET,
Sample Name :g;;?‘jﬁ.llele B

Well Name & Sample Name
WEICIECTA YTy b BT ENAEETT,

Add dyes
BFVIIVZFAM E HEXDF v 7 ANET, £ L FAM & VIC (HEX)LLS+
DEREBROFZEIZIEX. TISHIEL=Dye T3 F v ELVNET,

Targets
Jo—J4%&., BiEFH. SNPELEEZAUTY FTEET,

Reference Dye
ROXZEDY 77 LU ABRE CHADHZEIZERELTLEEL,

Dye/Target Name
ZTNENDTVILIZBR, HEHWVEE—7 Y FEEERETEET,

[ i 3 4 5 8 7 [
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s 7.H—INTOITFAILDOBRESE

TIAILEDY—ZILTOT7AIIE, BREA TIZE>TEE->TLET,

" RUN (SEEXBi#R) & Raw Data Plot

£\ User Defined User Defined DEER % 1 TEEIRT 5 L. BUIEBOF—IIL
TAaJ7ALEBRL, £y b7y TEITSIENTEET,

File Instrument

Experiment Area <

&_Z Setup

Plate Satup

Thermal Profile

@ Run

Run Status

Raws Data Plots

Q

B

?. Experiment Notes

Temperature (°C)

4 [| Y
Bxperiment 1 X FEF—52 X | TEF—F 1. % AdaMx Com. % Experiment7 *.‘/_ﬁ-@" XA (D@

Estimated Runtime: N/A

L

100 —

80 —

-3
o
(|

S
(=3
4 )

20 ~

Select segments to add in desired order.
Click Done when selections are complete, or Start Over to clear selections and re-select.

————

€0:05

—

95°C N ox:10
o
60°C

Amp. 2-Step

03:00
02:00 /9
 sec /
UDG (DNA) Hot Start
o
00:05 00:20 00:20
F\ 00:10 [ 95°C \ 00:30 / 95°C
/ \0o:10 /72°C / g
/ s / 63°C

Amp. 3-Step

| StartQver | | Done

AriaMx V7 b0z 7 BEHI1—HY—<=aTI

23
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Y—ILTAT 7 ILBE

BEBAANTHERCE. TIANL MDY —LTOT7AILHBRICEKRESNTLNET,

TIZRTDIE. PCD AriaMx ¥ 7 k™ =7 T “Quantitative PCR_DNA Binding Dye including Standard Melt” %
BEIRLEBBIZ, T4 RTRRENDY—TILTOT7AILTY,

&' Agilent AriaMx

FRENLRUNIEID SRS NE - b X
RUNRRAG 5 o - n
Experiment 3 X Experiment2 x & l / ned

Lren )

File Instrument

Experiment Area (< | Estimated Runtime: 00:45:03 |

[ Total Data Collection Points: 101/2700 ]

V Setup { . - . "
-mnrmzr o [ ][ sovttcin it
= Plate Setup { -
T 5 Resolution: 0.5°C SoakTime 53
>
100 - 03:00 00:05 00:30 00:30
@ Run 95°C 95°C J
Run Status j.
Raw Data Plots 80 _ /"’

60 —

Temperature (°C)

Data collection marker BRI, W 4 LA

Rtz —5-)
50T BERETRET
SHHTES ) v ST B E TR TE £ ’

% 40~

20 - Segment

v v

FLLvET AV FEEMTEEZY

= Experiment Notes

Add Plateau &2 1 %> “Import Thermal Profile Setup” &Y F7A7 7 A ILEA VR— b TEET,

Remove Plateau

Add Segment

Remove Segment

Ramp Mode

Send Image To PowerPoint
Import Thermal Profile Setup
Restore Default Thermal Profile

 Adapatesu “Amplification” D45 A > kTI&. &2 1) v o> “Touchdown Setting” & Y

Remove Plateau

Add Segment

Remove Segment

Change to Amp. 2-Step
Change to Amp. 3-Step

Send Image To PowerPoint
Import Thermal Profile Setup
Restore Default Thermal Profile

4y F A PCR DREANFETT, =
& Touchdown Settings X|
Touchdown Settings

Time Step (mm:ss) 9 Vi 9’-9“# > PCR i%ij—é t t

B ooioo B3
Temperature Step (‘'C) & 05 &

TJAVREA FLOTFICEE LT
INTGA—INRRENET,

At(s) :0

[ Touchdown settings AT(*C): -0.5

OK Cancel

* BREFIREIERAE
5 A k20, 4 2L 255 (Amplification D& ), Plateau/fRH < —H—**: 20 (£ * > FR)
BRHERA > +: 2700 (FA T 74 ILA)

** version 1.7 ML DIERET T, TNLRID/N—2 3 U TlE, €9 AV FRATOEROBREYT—H—BTE.
BUAYFHAYU PCROBEIITEEH A

AriaMx Y 7 b7 f51—Y—<=a7I)L 24 %ﬁﬁ-ﬂmhm



Raw Data Plot: Y732 A LERXLE=ZY YT
BIRENEYILTOET—ANERIOT S TIZRTENET, YTILDOLIZHA—VILEEHEREHRDY S
HOEIERENFRBETRRINET, Y5 ILELFTLIYvHTEETONRTADERLARETT,

COEEZ PC TYT7ILA A LKTT HITIE. RUN AIZPC A AriaMx RRIZHER S TLWLIRENHY FT,

/" Agilent AriaMx SR
File Instrument Experiment 1 %) FEF—41 %| FEF—F 1. x| AriaMx - Com.. X | Experiment7 X Ma M!X G
Experiment Area (<) Elapsed Time: 00:55:35 Run | |

ez Setup 0o+ 2 3 4 5 & 7 8 % 1w 11 1 Amplification Data

e T .
ow G L

Run Status

Raw Data Plots c

@ Analysis 0

Analysis Criteria

g

Flucrescence Value

g

Graphical Displays E

% Results F e

Generate Report

Export Data

E Experiment Notes

TAAVEI VI IS HERTNEETEET,

FEEE Display Well Types:
oee JZF+R
. rb - )bg /r jﬂ“ ﬁ_r @ Unknown E] Standard @ NTC @ Calibrator

[[] rox (m) B2m

R & Display Targets: £
& S—4v FBIER -

Q. Data Collection Marker: &mplificat on, Piateau 2

£ RELEVBET—H—0ER
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. * .
. . .

I 8 F— S A

Analysis EIE D&

Boht=T—2DFEMEIPCIZTA VA F—=I)LLIzAriaMx VY 7 b2z 7 TITWLWET,

lAnalysis Criteria] (X4 LTzW\H > TILEERT SBE T

[Graphical Displays] THEHZ{TWLET,

BRIF D77 IL I 2‘5&':’&2@“5/%»

& Agilent Arial
. - - A00
File Instrumfent modified_Exp.. % | Experiment? X | ArfaMx - Com.. X | AriaMx-Qua.. X | modified_Ma.. x| O
- .
Experimenj Area (<) amplification Plots ex [® Amplification Plots
Fluorescence o
R | R | 2R
P setu e 3
p= A smoothing [ or
Plate Sefip 5 =
Thermalfprofile Baseline
- Comection  \Adist )
2.0 Crosstalk
i Comection il
Run 8
Run Stat z Threshold Flucrescence:
Raw Dadplots Ll | SYBR B oos B 2o
Background Based Threshold
@ CycleRange [ 5 teu [l 9
Analysis o>
Y > — Sigma Muttiptier [ 10 &3
Analysis Criteria N—
s 0 s 2 2 ) ffResult Table Z 7)
Graphical Displays Cycles -
Well Well Type Target  Res
Standard Curve W0 % Melt Curve - Raw/Derivative Curve mx A Unknown sver 1
ﬁ Results a2 Unknown SYBR 1
= - © Unknown SYER 1
Generate Report 7 SR 5
Export Data & 0 a5 Unknown SYBR 1
_o® % Unknown SYBR 1
£ a7 = o
Soxs o F—3 @%TF\
& w BRENTLEF—2HRTENET.
3 H
= Lo \ A10 Unknown SYBR 1
2 Al Unknown SYBR '
“ o0
- 2 A2 Unknown SYBR 1
008 B Unknavn SYER 1
o [ Unknown SYER 1
B Unknown SYeR 1
3 3 ® % 7 © Py B Unknown SYBR 1
Initial Quantity (copies) Temperature (*C) % = 7
3 Uaknown SYER 1

= Experiment Notes

CEREREID

-

EH |a

r Y

RTREINDT T TOER

Replicate @B/ FF9ZR T DEIR

. &

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I 26
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V4

File Instrument modified_Exp.. X | Experiment2 X | AriaMx - Com... X | ArfaMx - Qua.. X | modified_Ma.. x
. | ’ ¢ ¥ | . .
Experiment Area @) @ 1 2 L & | s JLes L7 | 8 LI . |
| Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown
19.17 18.89 18.76 19.23 19.77 19.27
V Setup A
=
Plate Setup — |
Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown
Thermal Profile g |[5% 18.47 18.87 18.80 19.33 19.35
e Run Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown Unknown
u c 19.13 18.85 18.96 18,58 18.83 18.82 18.94 18.86 18,43 19.38
Run Status
Raw Data Plots | NTC NTC NTC Standard Standard Standard Standard Standard Standard Standard
ih B B B E N E - 3
@ AnalysIs Standard Standard Standard Standard Standard Standard Standard Standard Standard Standard Standard
£ 20.23 2 2 0.07 19.13 18.96 18.23 18.22
Analysis Criteria
|
Graphical Displays
Unknown Unknown Unknown Unknown
I “ “ N
@ Results
Unknown Unknown Unknown Unknown
Generate Report G 20.22 20.07 19.97 20.20
Export Data
H 20.22 \ 0.01 0.27 0.33 0.08 0.28 20.00 F |f |F |F | 20.31

=, Experiment Notes

t

BEETVILIZCqQEEZRTTEEY,

Analysis Criteria

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I 27
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m Amplification plot (MEIEEh#RERHT)

Amplification plot Z:ZEiRT 5 &, BERARICTREARTINET,

® Amplification Plots
Fluorescence R an | ar BN
Term bl
Smoothing - On Off

A
Baseline =
Correction %
Crosstalk
Correction . J
Graph Type ~ Linear | Log
Threshold Fluorescence:
(/] sver B oos B

Background Based Threshold

Cycle Range B O Rt g ? (&

Sigma Multiplier (5| 10 &3

AriaMx Y7 k917 fH1—H—<T=a1T7IL

Fluorescence Term
R: Raw data (&£57—%)
Rn: ROX THWHEL=T—%
AR: R—=X A4 EEDLERT—42 (ROXFHELL)
ARn: ROX THIE®R. N—R 51 v EEHERT—4

ROX #EH L TLWEITNIE, Rn & ARn [IRTREINFEEA,
ROX Z#FEAL TLWADIZRREINGEMEE(E, Plate Setup E
M T Reference Dye MEREZT2>TL &Ly (15R—2),

Baseline Correction
HEI#IZ Adaptive baseline fiETRIRSNTUVET,
[Adjust] Z0 V)WV FTBER—RSAVELEBTZEET,

Graph Type
IRIEERERD Y B % Log RRICEETEEY,

Threshold Fluorescence
BEIZER#R D Threshold line (BA{ERR) ¥ =217/ TERE.
AY99T5IEMTEET,
Threshold line I% Background-based 7 )L I3 1) X AIZ & Y BE)
BESNFT,

Background Based Threshold
BIBHR DNV 2 TS50 RiElE (A VL) MEETE
F9,
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Standard curve (R #& 24— FRh#RARHT)

Standard curve MJ 5 7 %:EIRT 5 &, BERARICTENRTEINET,

(») Standard Curve

Qi

Fluorescence . ;

Term AR w
A

Threshold Fluorescence:

SYBR B oo @™

Level (%) 99

C] Show confidence interval

Target Information Table

Target Efficiency R2 Slope Inte
B SYBR 99.04 0.992 -3.345 314

Level (%)
Confidence interval ({ERE%EIE) D% ZERELFT,

Show confidence interval IZF = v ZAND ET ST EIZR
RENFET,

Fluorescence Term
ROX HIEDEREZEIRTEET,

Threshold Fluorescence
Threshold line DEEMNTEET,

Target Information Table

HIEME, R ZFE. AO—TLRENRTINET,

Standard curve [Z7R&EN 2 m DT A k& Standard., A® 7Oy k& Unknown DH > FILTT,

Standard Curve

1 (BRn)
/

)

Initial Quantity (copies)

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I

~ii- Agilent



Melting curve, Dissociation curve (FEhfZH#RAERZNT)

Melting curve D5 5 7% #iR$ 5 L. BERGREICKRTINET,

()) Melt Curve - Raw/Derivative Curve
Fluorescence ; A
Term R | Rn [REQY-Rn(T)

_~

Savitzky-Golay — Qegls  Off

Points ‘i 7 9 11
Normalization On m

Temperature Range:

Lower ([ 65 &3 Upper [ 9 &

Product Melting Temperature:

Max Number o 4 &8
Min Peak Height - On Off

g coo @M

Temperature Range

T3 I7I2RTYHEERERETEET.

Product Melting Temperature

MARHRBITTISIRTEND TmDHZE

RELFEYS,

Min Peak Height

OnICTHETMERETHE—IUDEED

RIEEZRETEET,

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I

Fluorescence Term

R:Raw data (£7—%)

Rn: ROX THIE L= F—4%

R(T): £ET -2 EZWMABITL T Z#T=T—%
(ROX fHIEZE L)

-Rn’(T): ROX THIER. WOAEM LT #IT-T—4

Savizky-Golay

Savitzky-Golay DB 7 LT Y LN BEE SN TLET,
Points ZKE< 5L K YBONGEH—TITHRYFET,

Normalization

Raw Data @ Y #IZD W T, RIEHAEZ 012, RRHAE
E1ERDEIITHELET,

Melt Curve - Raw/Derivative Curve

30 <% Agilent



g A%t E R AR

) Relative Quantity

Fluorescence : o

\ \V
Term &R m
Chart Type Log2 m
Error Bar On m

A
Amplification Efficiencies:

Target Slope Efficiency(%)
Norm 832950 @ 11158
Target B 3748 B 8589 K

D Apply 5td Curve Efficiencies to CQ Results

Mode AACq (Livak) m

Mode

ACq: / =T ZA Y —TOREZHEDLLGES

Fluorescence Term

ROXHIEDAEERRTEE,

Chart Type
BIZ70T—3DRTIEREBIRTEET,

Error Bar

I53—N—DRTODEEZERTEEY,

Amplification Efficiencies
l'Apply Std Curve Efficiencies to CQ Results] [TF v 7 & A
f% &, Standard curve ST RI—EEBRN TITHN TV 515
&. Standard curve DX A—T, HEIgENEEICA D Ty
FENFET, FxvIENTEI_aT7ITHEEDEEZA T
v hFEIENTEET,

AACq (Livak): / —I 4 H—THIEZ L. HEBighE%L 100% THET 5156
Pfaffl (Efficiency Corrected Method): / —< 54 H—THHIEZ L. EEMNELZTEICNKT 555

X EERFTOESE (Pfaffl DFTER)

(1+Eff)CAsor

Rel. Q to Norm. =

(1+ Eff)Cq Norm

(chalibrator -

(1+Eff) cor

BIENEDEFEAE
Efficiency = [10(-1/Slope)]-1

cqsample)

Rel. Q to Cal. =

(1 +Eff) (cq calibrator ~ Cqsample)

Norm

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I
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-f'- Allele Discrimination (Fluorescence Probe) 47 (SNP f&#7)

Allele Discrimination # #7315 4 (&, #EIZHE#R T Threshold line ZE&E L. Dualcolorplot ¥z / 24 T%
FEZE LA L Last Cycle Z/ET HIDLENHY £9, Cq{ETD Dual color plot DIFE IZIFIEIERER T D
Threshold line DEEXFEDAITLNET,

B HED—BIERLET ., COfFEH TIE Alele A DRI FAM SN JL TagMan 70—TJ %, Allele B D325
[Z VIC (HEX)Z RJL TagMan 7A—JZFMALTLWET, NTC RUBHEI> FA—)LE L TRIBED Allele A
Home, Allele B Homo, Hetero ZFLNTLVET,

3000

2500

‘ Hetero ‘

‘ Homo Allele B

Homo Allele A Y ’f“_/ '

20
Cycles

EXIEXZ DEEDIEIZH RN T, Homo Allele A D5 > FO—
JU. Heterofga > rO—)L. HomoAllele BDB4 Ea > ra—)LIZD
LT, FAMDOEBEHOHAERRTLTWET,

FxyIRLAUFUNTCIZOTF ARG L EHERLET, NTCIC
DOFRH-HmEIF. TO—JTORRELEOHENEZSNET,

F v ERA >k 2: Homo Allele A, Hetero, Homo Allele B (iR
HEZELET, AleleAD FAM SR )LTO—TIE AlleleBIZxLTH.
1IEEDENLIAEVDTELDOEENEZSEENHY I,

Allele A #5289 5 FAM S~ )L TagMan 70— J TO#EiERM#R TIX. Homo Allele B & Hetero D+ IILD
<. Homo Allele B W& LI Threshold line 3% LEJ .

B4EIZ Allele B #3259 % VIC S X)L TagMan 7A— (2D T4 Threshold line MEXTE %1
Threshold line 2<¥ =327/ THRELH

TWET,

. TDHREEOVILET,

O

Fluorescence
Term

Smoothing

Baseline
Correction

Graph Type

HEX
FAM

Cycle Range

Threshold Fluorescence:

Amplification Plots

R Rn - AR ARn

—
a

Adjust

— 58

250

250

Background Based Threshold

B-g@q°8

Sigma Multiplier g 10 3

oK

Threshold line D& &HXED O Y Y
TEAOYY En=RKRETT,

AriaMx YV 7 kY7 HE1—Y—<=27
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QRIZ Dual colorplot #F v LEY,

©) Allele Determination
Display by Cq
Rlast S
Rn last ARn last
R last / R first

Genotype Calls None = Manual m

V'S
Last Cycle & 40 i_.i‘
Rename Genotypes:
Allele A Allele A
Allele B Allele B
Hetero Heterozygous

Allele Genotype
@Allele A @ Allele 8 [l Heterozygous V' None
3000
2500
2000
=
<
5 1500
%
= u
1000 ulg
]
L}
500
. Xl
0 500 1000 1500 2000 2500
DR last for HEX

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I

Display by

fRIT A EHIE (Fluorescence) N CqQETITOSMEEIRLET,
Reference Dye TOENLLMEEIE AR Last, fHEZT 55HE
21 ARn Last #:#IRL £ T,

Genotype Calls

Auto [CERET S & (T4 L) BEMICY I hozT7HAY T/
RATHEIA—ILET, Y=aT7ILTHRE LI=LMEFEIE Manual
ZERLET,

Rename Genotypes
D/ B TRERETEES, TFAMLKR—FILRBEN
E3C

EXI(EHEIME (Fluorescence) THEHT L 1= Dual color plot T3,
S/ RAATDaA—-IIIEEFHTRREINTLET,

Last Cycle

DT/ B4 TDa—)ILEHER LA S Last Cycle DEIEE
TEITDHIEMTEET, Last Cycle [FIEIEHIEDEIY A Y ILE
MDHEIET Dual color plot #RREEDINETRETDHEDTT,

T3LTHEIIYITBHETST
DFTONT A BRRRINET,

Reset Zoom

v Allele A

v AleleB

¥ Hetero

v None
Axis Options 3
Legend Options 3
Grid Options 3

Edit Background Color..
Edit Graph Title...

Print Image...
Save Image As...
Send Image To PowerPoint

Send To Excel

Restore Default Settings
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9 HRM (AR RARR L SR AEHT)

Allele Discrimination — DNA Biniding Dye Experiment Type #=

CDEEEZA T, 4/ LADNA HBU\ME cDNA B> FILDOFEEDBEEZFICDOLT Allele BRI FTS5HICRIAS
nh3d705S5LT, AEE LTIESYBR Green | ¥ EveGreen 5 £ D DNA #E &R HBRZ AL, SR EERMAEZ
H#R (HRM) BHrET0FET,

HRM fZ#7(X. DNA 54 SNP (Single Nucleotide Polymorphism) D&t E, Oz /24 EV I THASL
B2T9=v9TY, £, HRM @R IEOHRIOCEGFERDOR I )—=2 T NTORA TOREZICHAS
nTWEYT, HRM ERICCOERRE A4 TE2FATHEEICE. 1 DORERATRAL TS/ T—Ey FTE2TO
Allele #BIE S, Cho% DNAKEESEEFR (SYBRGreen| *> EvaGreen) AL THRELFET., CDOERER
24 TORMBHEEFTTIE. 2—5 v FEIIPIC1IBEEDEVLSHNIERBHBED/ NI —EbTMICThTE
RENFET, COBTEIERZNNI—VRBTIHELDOT, TAZTIOD Allele DIFMHEDT Y FA—)LAREITT
YFEJ (Homo & Hetero),

HRM Calibration Plate (HCP)

ZDXEERS A FD Thermal profile AD HRM 45 A > L TlE, 0.2°CTOBEFX LRI ELEALY L TILOELE
BIELET, FEICHOIHNGEREEZEZY—TIILTOYIE2TOY T I)LETRET 5 1-OICIXEREGREHIEA
ETY, HCPOBHIEEEVIILDA Ty FEE (FE7I)ILOTm EFEHTMOE) Z5HETSH LT, ¥—<
L0y Y NOBREESOEREICHASAET, COXRBRI A TTIE, AraMx V7 7 HCP O#ER &

ERERZEEMITIAIET. EYIILTEONETMENSA 7Y FEEFRELET, COMEIZE-

T Difference plot > Raw/Derivative melt curve DfEENS < G Y . BIIDEZREICHMN TS5 ENTED LS

2B YZET, HCP TIZA 7ty MEREZHET L=HIZ. ETOIIIIZRALT7UT)aAVhAA-TWEEHED%E
FALET, HCP 252942 LET, BV IO TmABLA, VILIITFIEIOTL—FOEERMNST T
v MNREEEHELES,

HCP (E& L AT LIZHE T HRM BHTDRIIZEHET 2HELAHY ETT, 0O HCP DFER%* HRM it ICFIFETE
FIN, FELGEREX—TI5-OICEIC1RRBEIIHCP 2T 5 2H58HLET,
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HRM Calibration Plate (HCP)®D 5 >
HRM f##7 T Difference Plot f2iT 21T 5811, ZFIA®D AriaMx YA TLTHCP DS V£ L. TOREITHER
=EEM T EIDELRHY FT,

HCP ) #Eff&

- 7oLy FEMIE HCP 2 CRHIADS S
7 2 LY ME#EIED HRM Calibration Plate (HCP)%& ZBEALM=1214E T (part# 5190-7702), 96 9 zLFL
— M7y F)ay, RRA—3 v ARE, EvaGreen BHREN T LI v I R EN=8GFTY, T84t
T IR—UTITHERLEE LY (http://www.agilent.com/chem/genomics:jp) .

s R—LA—FDOHCP JL— +2FAT 55HE
ER AT AriaMx 1—H—< =2 7))L (EFER) £5FICL TS,

HCP DS >

HCP MEME(E PC Mo TIFA L, 9 AriaMx KK (ZyFRY1)—2) hoEBLTLIEZEL,

HCP DFIE

1. AriaMx KKZ v FRH 1) —2OFR—LBEET 'HRM Calibration] 74 a>%9 ) v9 LET,

2. XRDOEMET Open Default Experiment] #%21) v 2 LE9,

T 74 )L k@ HCP experiment AR ZEET, 96 VT /)LETH Unknown, SYBR DR THRESINTLET,
EvaGreen 2% (& SYBR & (ZIXE LIREAGD T FAM/ISYBR OEHERE LGV ET,

3. Thermal Profile BIEIZ##. Run Experiment] 22 v 2 LEY,
T7ANVERETDHRRDA Y E—VRY I RADBHEEFETDOT,. OKEI UV I LET,
COFERHCP 74 LA —IZREFSINFET,

T74A4ILEB%EANL TSave]l 20 ) v LFET, I7M1INRETSHESIUNRBLET,
SURTHR, *vt—CRy I XBEE, HCP O Pass $ 5 LM Failed WRERENFET,

Pass MI5F&(Z(X, HCP 7 7 4 JL%f#HTF PC 2 L HRM S#HTIZFIALE T,
3 L Failed DIFEIEXDT77AILEHCP ELTHBET S EETEFFA, TYVZHILY—ERANTERLE
AW

[ : 7 f —H4—<=a7 5 b i
AiaMx V7 k7 EH1—Y a7 3 iz Agilent



HRM Calibration Plate (HCP)D#55E
Melt curve — Difference plot f##7 #9 HFIZIX. HCP 7 7 4 LDIEENRLETT,
HCP 7 7 A JLIFRTETERE L HCP 771 ILZRAWVET,

HCP 7 7 A LIZUL T OEYUNRDBETT,

1. YATLODREFz Vv % Pass LIz77/4ILTHDHZ &

2. HRMEBREBLIVRTLATHD L

3. HRMERELER—DH—7IILTOT7MI)L CRESEH) THDZ L

HCP DIFE A%

HRM EBRZ1TL. RIAITZDERI 7 A ILERNEEIC, TOAvE—DRY I ANKRTINET,

x

0 Please import an HRM Calibration Plate experiment file in order to perform full HRM analysis.

Import Cancel

1. AytE—YRyYZAAD Mmport] 29 V9o LES. FA470T Ry I ANHEET,
2. TIVHITRRENTIIEEST S HCP 771 JLEZEIRL Openl 20 v I LET,

HCP M#g%E (L. HRM 4 704 S5 LD Graphical Display BEHRD 7 A4 I 7% & A5
BRE LR - IEEDEBRMNTRETT .

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I 36
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HRM 8T FL— bty b7y 7 BESZ#H (Thermal Profile) MERE
HRM T TL—brty b7y THZEIZ. EEPCROTL—rEy b7y THEERZTHEWNIHY FHA,
FEPCRODTL— bty b7y THEESEIZLTLIEEL,

DI AATTaAY FA—ILY U TILDEENDEIZLEY FI,

wells DTILEAL TDERE
Well Type e 'Wells] TIlX. Unknown *> Standard 0 LB A T
Show m Name Sample | ?E&E in-a—o ) )
Well Name NTC BELEWOZILERIRL, TIFI A Z1—h5E
Homo Allele A . .
Sample Name :g;’;?oAu“"LE B Liz24 TEERLTLEELY,
Add Dyes Targets P
Use Dye Name HRM 27 TIZ#EZ D Allele A, Allele B, Hetero a1 > +
[FAM ~ © A—ILY U TILDRENDBETT,
|ROX ~ O
(O |Hex ~| 0
O e -0
O (o3 ~| O
] ©
Reference Dye | ROX -
Replicates
| Manual AN
Assign Replicate —
Number [ﬂ| 1 [|

| Auto Increment | | Clear J

Estimated Runtime: 01:05:52 Run

Thermal Profile M E%E
Thermal Profile AM+t 4 + > k THigh Resolution Melt] (& Resolubon:02°C_ SoakTime: 10

HCP £ —HEIL TLWARENHAIDTEELTLZELY,

100 - 03:00 00:05 00:30 00:30

95°C 95°C

80 -

65°C

60 60°C

Temperature (°C)

40 -

20

W

1 Cyele 40 Cyeles T—
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HRM #&#r5i% - Graphical Display

Amplification Plots.

Cycles

Melt Curve - Raw/Derivative Cu... Melt Curve - Difference Plots

1.0 pe

B 0.10 C

g 5 0.00 |e .
Zoa Z 7
o0z \\ =
\ 0.0
o

74.0 76.0 78.0 74.0 76.0 78.0
Temperature (*C) Temperature (*C)

HRM T M9 5 & IEIRrhiRAEHT. RhAZehiRARAT
(Raw/Derivative Curve), Z57f##1 (Difference Plot) M 3 DD#E
BRBLNET, Difference Plot DEZHTIZ HCP DFERENABRE LAY

9,

IBIRER AR & AR R ORDFZEERES AL, DT vt LR
HBTY, REAZXFAMEBESBICL TS,

Difference Plot [ HRM @ TRIFA S A 7ILT ) XL T,

B [& Raw/Derivative Curve T X Ei[ZEEZRLTWET, FEE
THIEL-RHAEEZ YHIZRRTLTOWET, EH2TILORLEL
BAEZ1EL. REEVHMEEZOEL LT/ —IT54 X LIER
T9,

ClIEIBDHIBEICTDONT, ENM1 DDV U TILERELREL, COEREZTOY FLIZHDTY,

LLTFIZfH & LT, Homo Allele A, Homo Allele B (2 &), Hetero 3 /83— % rRLEJ ., Homo Allele B D
1 AREZH#ELLTEHEEL. HomoAllele A, Homo Allele B. Hetero® 3 2> FA—ILD/INZ—2FRFE L.
EBEOY U TIWNDO /) 34 TEBILTWEET,

Melt Curve - Raw/Derivative Cu... Melt Curve - Difference Plots

0.8

it
o

Fluorescence (Rn)

Homo Allele A \
/ 0.05

| |

e (Rn)

Homo Allele B |7

0.4 &
= -0.05
0.2 -
-0.10 /
o /
74.0 75| Hetero 74.0 76.0 78.0

Temperature (“C)

AriaMx Y7 k917 fH1—H—<T=a1T7IL

Temperature (°C)

%8 Agilent



Melting Curve — Raw/Derivative Curve D& 5E

©) Melt Curve - Raw/Derivative Curve D7 v 4 TORMMBEHIRENT & RRORETT .
iu'?]:escence W~ EOIE HRM #7154 . Temperature Range Z &S 5 FILREICE
— N HEHIZHRTET S & . Difference Plot DRFMNAROFT Y
Savitzky-Golay m Off =Y.
Points 517 ﬁ L
MNormalization m Off
Temperature Range:
tover @ 72 [ verer @ 7 @
Difference Plot DX TE
©) Melt Curve - Difference Plots
Control Target D#55E
Ruorescence (¢ 1SN BRELFREYUTLERELET., a2 bA—ILY U TILA
A DRV TIVEEEL LETH. BEHOD Allele HNEREL T
Control Target: REJUITIWNTLETIZOINBY U TIVERETDHED T/ 24
Well Type | Homo Allele B - TH#HHNLPFTCHBYET,
Vell ID | Well C3 - |
Target [FAM ']

ET—BDOFTYIDT T/ B4 TOIA—ILDORE

FRATEIEICAAIIZ4H % Result Table T, LWL\ TILDAFLEICH—YILEHTS & Difference Plot A
DHELY VTN ERTRRINEY . CORBERTO T/ 24 TERELES. RELEY T/ 24703
—JLiE. HY ) v o> [Apply Call to Current ltem] ™54 > 7y b LET, 3—)LIE Tabular Results (7FX b

—MIZERBRENFT
\s Result Table 2/
* el Well Type Replicate
0 740 75.0 T B3 Homo llele A 1
Temparature (*C)
B4 Homa Allels & 1
Melt Curve - Difference Plots B3 Homa Allele A 1
B4 Homo Allele A 1
B7 Unknosan ]
010 . — -
- Freeze Column '
S o8 2] Unknovwn ]
£ o e tnieem ¢ Check Ttem
g 3 Homo Allele & 2
= Apply Call to Current [tem » Homozygous A
2 005 o Homo Allele B H
= s Homo Allele & 2 Homazygous B
e apply Call to All Checked Ttems
Homo Allele B 1 Heterozygous
015 o7 Unknosan 7 hecked Ttem
2.0 740 750 7.0 770 7S Edit Manual Call Settings... Clear Call
Temparature (*C) B Unkrczen !
2] LUinknevwem 7
L Send To Excel
VA i e Q. % A B |4 | | —
AriaMx V7 b9 z7 fHI—H—<ZaTIL 39
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’ 10. Multiple Experiment Analysis (38 $(=ERfZ4T)

Multiple Experiment Analysis (MEA) #E#HEEBRO 7O ) FMEHR BE

AriaMx V7 bz 7 TlE, EEBI7MILEEDHETHEITHIENTESHEE (Multiple Experiment Analysis
(MEA)) ZBATWET, COBTETOD Y METTE LUV, BT T 7 4 LICITHEEME amxp AT S E
T, AT FRIZT Y TAO—RENFEEEBR I 7AILICDONT, 2—5 Y hEPY U TILEREIZ K B8R %E
FJIL—TE L TOREFMNEEETT,

Multiple Experiment Analysis D7 7)) r—< 3 >

- A EERITOBE
/—RFZAY— (IWIRFX—EVJTEERETFE) LAELEVWI—7y FEGRFEAIOERTIT> 2D %EED
T THNLIZBEEO. EERMEZT LD —F Y MEGRFIZEWT, —ERIELE/ <54 H—0DFE
BiRRzFATHEEICHERATY,

- U TILBNKREDISE
1 EDREERT 96 VT )LEHBZ 5154, Standard curve T 2 & XREETTH T . FIEER THE L 1z Standard
curve ZHEF LEEMNEITI CENTEET,

- JO7x) FEATTORATIE. BROT—2Z2EHETHHALD2D. ALY T bz 7 L TERICHERT
5 EBHRETY,

Multiple Experiment Analysis (MEA) EREIZEEL TOEE R

- LT E—DEBIATTHIVENHY F9, RRI A T(EEERE., 22 N\—FF 5 ENARETT,
F1=. Thermal Profile £ RI—THIMHEMNHY FIH. CNIETEBRRICIEETETFEFLEADT, HohLHE
BELTLEEL,

- Melt Curve — Difference Plots 22UV TI&, MEA TIXfficEE A,

o oo ST
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EERA A TDaVIR— A&

EEREFFMIRT S, EEBRIA TEBIRLETH., BE 1224 TEBIRT L LBHINTELRVEELHY ET,
Multiple Experiment Analysis Di5&. BE5EBRIA T27 v 70— K352 LETEFELEA,

F71=. lQuantitative PCR -Fluorescence Probe] DXEEER 1 T%#:EIRT 5 L. SYBRGreen 7 vt ETRHEL
ELAZERERARAT AN T E420y . TQuantitative PCR Z#IRT 5 & HRAEERMZITVEWVESIC/ —I 54—
Fr)IL—2—ZFDERENTEEEA,

CDESBHBEIT, T—2EMBLIER. ERIATEZEE (AVN—F) $HIEMNTEET,

E,W—mtct-~v WS g uNnN—FLEWDFAILERE,

0 " 12

‘ e : HE lFile] > l'Convert Experiment Type] M5 ZE L1-(VEER4Z 1
i E SERRE 5 EATEET.

Convert Experiment Type

Quantitative PCR - Flucrescence Probe

Print..

Qualifications...

Preferences...

Exit

Multiple Experiment Analysis @ Bith
Multiple Experiment Analysis (MEA) [ [Getting Started] PI® Multiple Experiment Analysis ™ 5B L 9

Getting Started Multiple Experiment Analysis

Mote: The selected experiment flles must have:
-Same Experiment Type

= 5 New -Simillar Thermal Profile (same rumber, type, and order of segments)
:/ Experiment -Same nurber and type of optical modules ) - .
(LAdd Experiment & Add Experlment N5 ﬁ#*ﬁ' L= o774

Filename Run Date Comment

IWEZERL, 7y7Oo—KLZET,

Project

Mattiple
Experiment Analysis

§_E Saved
Recently Opened
Project Name  Project | Create
AriaMx Y7 k917 fHI—F—<=aTFL 41 e
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Multiple Experiment Analysis T D#ax}E B ZHT

EBR1TN\VRX—EVJEGRFETE, ER2 T2 7y MERTFOHERITLIZES. 2 DOEBREEHYE
THRNTS5AEETRLEY,

1. TNew Project] A5 TMultiple Experiment Analysis] 49 ')v o L. B LIE-EBR 7274 ILET7y TO—F
LEJ,
Project Name # AALE Y,
Project BRRENFET,
o mmtment e s s Project ISRREN TV I 7 ALERRT D&
oo 2t TRERDTL— ey bT Y TARE B
H [CRERGNSA—REZHRETEFY, . 7
7AILDAIRR - EBMATEET,

Experiment Area (<) [ 1 z 1

-
w

|E Project ©

=
PN

El 2 |

R A

= = a
@Og-‘ﬂeg-qﬁoss? -

| = = | = | B
i

¥ 1. MEAT - Howse ke )
F] 2 MEAD - Tarzet.. i

L] [] L]
_P_'Setup Qmwﬂﬂa
Plate Setiip Stancard | Calibra_ | Uskriwn | Uinkrown
T+ L Profil c & - . .
&, " L | L |
@ Analysis standard | standard
o e L]
tralysts Critaria @ ||®

£
:
|

Graphical Displays

% Results

Generate Report

Export Data

x

® aun "
Froject Hotes 1 @ Propertie,s ﬁ: Eé
Wells
4. Sample Name DEETE Well Type Standard v

HxtEEHEH TIL. Sample Name DEREMNHETT, Sample Name [ Show | Type | Name |G €—

EOoTEHBD I 7AILAIZHAR—DH U TILE—HSETETT S Well Name
ENRTEET, Sample Name —
Biological Replicate 1D

Add Dyes Targets D
Biological Replicate ID 8% E 95 EMTEET, Use Dye Name

(Fam K
] (Rox B
(] [mex +] O
O [cvs ~| o
() (TExasrD ~]©
(] [wic ~] O
Reference Dye ROX ~

Normalizer Dye | []<None> ~

Replicates

| Manual G
Assign Replicate & I
Number |g, 1 |
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MEA @ ICER I S EIEthiR 2B Z 5

TNENIZKRE T 74 ILEFE. 1EIEH#RD Background & Threshold line #8x %3,
UTFISRIHAMEEBHTE. 1 DOBEEF BIRIENIRF—EVTEEF) I220WTIE1 DOEBRRATER
SNTWET, TD&K 54 —XTIE, Threshold line [(F& BB THRELE T,

Graphical Displays ZB&. BREZ TV -LERZERLET,
e infrumert pert ¥ R ia V! O
Experimient Area (€)  amplification Plots (2. MEAZ - Target gene) ® Amplification Plots
2 Vet © o | e
= Smoothing of o =)
9 1menvoseke @ | 2| - e Threshold line DE&E &
- a
4 2. MEAZ - Target.. [ 2800 . : sl
P i (
' Comoction (Adlust ) Ay
M setup cuon e [ s
Plate Setup Threshold Fluorescence: N
[ Targer [l a2z @ D
Thed | Profils == = —_—
meLTee Backgraund Based Threshold Background ;& Y=—a 7)[/
@ Analysis EN GeleRange  (H] 3 B o [ 5 (2 I .
o sigma muttiplior [ 10 [0 Yy, TiXTE L. Threshold line
Standard Cuflve (2. MEAZ - Tar... Relative Quantity (Z. MEAZ - T... —
Graphical Displays o Result Table =2/ 0) = é ;‘é ;’ii L/ -i —a— o
Mo Name Well Well Typ
Y N g ™ 1 MEAZ - Targst gene A1 Standard %0)?£~ N 7/{ | >§7 U
% Results ‘é 63 1 MEAZ - Target gene A Standard
Gensrate Report % E 47 z MEAZ - Target gene A3 Standard ‘y 7 L/ —C Th reShO|d Ilne 0)
= Y z MEAZ2 - Target gene A7 Calfbrator
Export Data o ; Al —_—
3 By 2 MEAZ - Targat gens AR Unknown %é’&l:l \yo Li—;—o
- 2 MEA? - Targat gene A9 Unknowm
L ——— 2 MEAZ - Targat genc B1 Standard 71 A== - \
X éi@"{:@f"'@ hg"hﬁ,}f’.@ .??:E z MEAZ - Targot genc B2 Standard ﬁ¢*ﬁ _d— 6 %E{K¥ '\ O L —c
Iniffal Qu;nuty (ralative) N FEe l\%ele%{e%‘llgle@. £ SR TEEn e S .f_ L \ 35 T
T MEAZ - Target genc B7 Calfbrator T °
= Project Hotes i I “ EEE {6;\" Qﬁ * G~ —

952L%5 903 BEEAIC Bl (x MEA fi24F.
BHERENNRILLERTEINET, B I2hFhOEBROBRINATEET,

IBIESEDS Ty b+
@ Relative Quantity

Fluorescence N -

Term L ARn |
Chart Type Logz [ZICH
Error Bar On m

-~

Amplification Efficiencies:

Target Slope Efficiency(%)

Target (@36l @ 8402 [

D Apply Std Curve Efficiencies to C

Q Results

Mode AACQ (Livak)m

RERICERALEZTSAI—DBIBEBNEEZA Ty FTHEE. ThThD
ERTITVEY, REAEIBREOHEAEEEDEY b7 v TERKTT,
C CTERE SNI-EIEHERS MEA BT TRIRENFET,

AriaMx V7 b7 fHI—F—<=aTI 43 Cramet”
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MEA )RHR
YI LYz 7EETFEICHS B 7a4avxs Yy L. Bl L4NIEMEABITTY,

ZEE :@ea .« 8l —|B

Compare DERTE
BAEEERO/IARIILNTRRT ST I ERIRTEET,

® Amplification Plots
- Experiment: REEZECRRLET,
Fluorescence R Rn | AR m

Term - Target: Target Z&ICRRLFET,
S i . = —
moothing |y o - Consolidated: EEBRZ&HETRRLET,
Compare Experiment  Target (8GLEIGEL |
AriaMx V7 bz 7 @H1—4H¥—<=a7I) 44
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249> TIV/2—45 v +DOIFE O Multiple Experiment Analysis
YUTILVEMNEL, 1TEDEBRTEEFTAHBIMES. MEAMMERITY, UTICHIZERLET,

1. E<EADYZTIL1
7 8 9 10 1" 12

w
o

BREEER
BREEIER
BEREER

1

Wi}

_
8]
w
N
wn
o
~
o
)
-
=)
=
-
~

i
i
i
T
LEEEER
i

111

2 BENEER% MEA TE 1. Analysis Criteria TRIRLTWET, S TILENEL, 1 BDORBRTIEDY zLH
NRYBWNWT—RTY, LERDOEERTIL Standardcurve 7yt 4 £17oTLET,

Inter-experiment Control I~ & % Threshold line D<= 27 JLEXE

ESDLSIZEBREADEDIZAICIX, Threshold line DE#EZ#H -2 HEMNHY FI, Threshold line IE
FNEFNNDEERT Background based 7L T XLIZK YBRESAhTWETHN, ZDH—X Tl Inter-
experiment Control [Z& > TE#MEZH-EFET. WTIhOERTELEETE Wel E1 ICRI—DY U TILET v
4 L. % Inter-experiment Control & L THIFALEY, WellE1 TH LN S CqENBTRBRT—HI o5
[ Threshold line ZE LAYV 35 &L TERMBICCQENDEBRMELZHFELIZENTEET,

CHDEFIZE->T., 1 EAENDEERD Standard curve 2 2 AIEDEBRTHAT A ENTEET, =L, EE&
B CTHBNRBT A EICEAFEATIRALBROLIEENL L, EHROEBRLARZFIZITHON TS Z ENE
AR EHTT, HABEOCREDLILIIMEAIZTRELEFIT D TITZIEL &L,
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Threshold line D =217 JLERE

File Instrument

Experiment Area (<)

V] 1. E<&AY. @M
2. E<EADY.. [

i Setup

Plate Setup

Thermal Profile

@ Analysis

Analysis Criteria

Graphical Displays

@ Results

Generate Report

Export Data

= Project Notes

L% Project @

| Project 1 x| W

Amplification Plots (1. =< TADY> I 1)

Fluorescence (ARm)

=3

=
]

oy

35

: . e
T ria M @
® Amplification Plots
Fluorescence 5 i
Term i R ] AR
Smoothing m Off
A
Baseline Adjust
Correction - S

@

Threshold Fluorescence:
) sver g oor @ *™

i)

Cycle Range

B-@uvul |

Sigma Multiplier g\ (O -+ |

[+

Result Table 2z /
Well Name Replicate Cq (&Rn

16 20.14
16 20.21
16 20.32
17 19.07
17 18.92
17 19.27
18 18.16
18 1837
s o

| Controt 0 20.37

l CE—

VI rYz7EEFAIZHS B 7qavxzs)ys L, Bl & LTERIZ Threshold line &

Inter-experiment Control &% E LT=H> FIL Cq EZ R L FJ . Results Table N THREY U TILEY Uy

D9 % LIBEHENEFRETRRENET,

[Threshold Fluorescencel @ -
HEUL TR DEERTHEHRIC Control D Cq lEZEFEEL.

Inter-experiment Control 4> )LD CqEMNEI L L L EESITHRELET,

AriaMx V7 b0z 7 BEHI1—HY—<=aTI

46

T7A4aA2%91)vS L Threshold line DEEZ0v4Y LET,
[Threshold Fluorescence] MDHIEZZE L TRI—D

&
]
&

RELFET,
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Graphical Display -

HRORER

Consolidated Amplification Plots

o

Fluorescence (ARn)

b d
o

0.0 p

®

Fluorescence
Term

R

Amplification Plots

AR @

Rn

Compare Experiment | Target
r

Baseline

Cormrection

Graph Type Log

Threshold Fluorescence:

4 sver 0.017 a

Background Based Threshold

Cycle Range 5

Sigma Multiplier 10

Result Table 27
Well Name Replicate Cq (4Rn) Quantity
B23 3 20.31 4.63e+003
B23 23 20.10 5.39e+003
B24 24 20.26 4.820+001
B24 4 20.30 4.67e+001

" o il ’

Control 25 20.35 4.52e+000
Control 20 20.37 4.480+003

AriaMx V7 b0z 7 BEHI1—HY—<=aTI

47

- Compare % [Consolidated] IZ
THET, BHERZEDET
BT TEEY,

Inter-experiment Control (Control)
D CqEMNZFIFRLELGEYET,
Z M Cq fEL Y Standard curve fi#
WERAWVHER (Quantities)& LT
RRSNFT, CqfEZEHLETL
S2DTRERFEDHEREGY F

9, Z 0 Threshold line TitDH >
TILDCqiELBLNEDT, B
DEREEDOETHEMTHI LN
TEEY,
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Generate Report

Export Data

Generate Report
VEGHEB - T—20&REL. LR—FEERLET,

© Report Configuration
Definition [Default -
Report Type [TV PowerPoint
Items

@ Cover Page #

Plate Setup

Thermal Profile

@ Raw Data Plots

@ Analysis Criteria
Amplification Plots
Standard Curve Plots
@ Relative Quantity Plots
@ Consolidated Plots
Tabular Results #
Experiment Notes #

Show Analysis Settings [l Mo

Header & Footer
@ Instrument Name

Instrument Type

Experiment Name
Experiment Type
@ Run Date

Page Number

L Generate Report J

AriaMx V7 bz 7 BH1—Y—<T=ZaT7I

AriaMx T{T>1-EFZ PCR O#ERIZDUL\T,
LR—FMMEREBEIUIT I RER—FEITVET,

Definition
FATRER. LR— A THEDREEZLEEL, T4 b
IERETDHEMTEET,

Report Type
LR— FDORKIE PDF, /AT —7RA > bHERTEET,

ltems

Fryv iy ANEBEALKR— MIEHINET,
WETA3Y & Z0VvITHESHICFEHERLBRED
AHETY

Show Analysis Settings
B DRRICEE LINTA— 2 —DRTFERTIVBIRTEET,

Header & Footer
LIR—bDAYE—ET VR —DRTREERTEET,

Generate Report

COREVED VDT HELR—EAERENET,
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Export Data

BEMEROFERAT -4 )L, XX+, LIMS, RDML*EKXTHATEET,

(») Export Configuration

Sl

Definition [Default - |

File Type - Excel =4 LIMS | RDML

Items

Plate Setup #
Thermal Profile #
Amplification Plots
Relative Quantity Plots
Standard Curve Plots
Tabular Results ¢
Experiment Motes #

§ Export Data J

*RDML 7 7 1 JL

MIQE /4 K54 > TIXQPCRDT—42 %
Language) 7 7 1 WX EZHR L TLET,

Definition
FATRER. 7274V EAATHEDREEEEL, T4 b
ICERETDHEMNTEET,

File Type
I+, TFX b, LIMS, RODML XA & IRTEFET,

Items

I L-BRISF T v EANET,

WETAIY ¢ 29UvoTHESBICHBBREN
THTT

Export Data
COREVED) VI T HET—EANHASINET,

SHXIZIFE T HFE. RDML (Real-time PCR Data Markup

RDML IZ2DW\TOE#MIE. www.rdml.org # ZSBLEELY,

AriaMx Y7 k917 fH1—H—<T=a1T7IL
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Tabular Results
IR LBETT—22HATHEICFALET .

RELICHAHEETAaY £ %) vH 3 5HE Column Options BNERZEFET, REL NS LZRIRLET,
Fl. BHASLEI— T EHIENTEFT, ERONSLTY— T BFBEIE. Shift F—Z] LN SER
LTLEZLY,

Tabular Results @
e Target Replicate Cq (ARn) Quantity (copies) Tm Product 1 (-Rn'(T))
Hrine YBR SYBR 1 19.17 9.40e+003 :
{4
A2 Unknown SYBR SYBR 1 19.06__|1.01e004 |~ oA Options %
A3 Unknown SYBR SYBR 1 18.92 1.11e+004
Select All | | Restore Defaull
A4 Unknown SYBRSYBR 1 18.59  1.40e+004 | Select Columns \Selectal) (Bestore Defaults)
A5 Unknown SYBR SYBR 1 18.94  1.10e+004
e nirows Rl R TP Fwell (OJThreshold (ARn) (JCq Avg. Treated Ind. (ARn)
A7 Unknown SYBRSYBR 1 18.76  1.25e+004 A Well Type ([Baseline Start Cycle (JCq SD Treated Ind. (ARn)
AB  Unknown SYBR SYBR 1 19.23 8.99e+003
A9  Unknown SYBRSYBR 1 19.00  1.06e+004 [JWell Name (JBaseline End Cycle (OMelt Smoothing #
A10 Unknown SYBR SYBR 1 18.92  1.11e+004
Al1_Unknown SYBR SYBR 1 19.77  6.20e+003 (Joye [Acq (4Rn) (OJMelt Norm.
A12 Unknown SYBR SYBR 1 19.27  8.78+003 3 :
Bl  Unknown SYBR SYBR 1 19.05  1.02e+004 (I Target (JFinal Call (ARn) (JTm Product 1 (-Rn'(T))
gi gntnown gzi ::2:: : :ggg :gf:'g AReplicate () Quantity (copies) (JTm Product 2 (-Rn'(T))
nknown ! o +

B4 Unknown SYBRSYBR 1 18.95 1.09e+004 (R Last (JQuantity Avg. (copies) (JTm Product 3 (-Rn'(T))
B5 Unknown SYBRSYBR 1 18.47  1.52e+004
DC  llelmmcn  €UDD CVOD 4 0 a4 « 4nr~.nnu DAR Last [:]Quantity SD (copies) C]Tm Product 4 (-Rn'(T))

(JRn Last (JR? (4Rn) (JTm Product 5 (-Rn'(T))
Date Notes (J4Rn Last (Jslope (ARn) (JTm Product 6 (-Rn'(T))
< no experiment notes > < no experiment notes > 2 i

[JRLast/RFirst [Efficiency (%)

OK* |_Cancel |
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AriaMx Y72 A4 L PCR SIERERVHFERDZCERN

JF7 IR A LPCRA RARA—Z YO XXy b

600882 Brilliant IIl Ultra-Fast SYBR Green QPCR Master Mix 400 Rxn
600892 Brilliant Ill Ultra-Fast SYBR Green QPCR Master Mix, Plus ROX 400 Rxn
600886 Brilliant 11l Ultra-Fast SYBR Green QPCR Master Mix, 1-Step 400 Rxn
600880 Brilliant Il Ultra-Fast QPCR Master Mix 400 Rxn
600890 Brilliant Il Ultra-Fast QPCR Master Mix, Plus ROX 400 Rxn
600884 Brilliant III Ultra-Fast QPCR Master Mix, 1-Step 400 Rxn

HRM Assayf
5190-7862 Brilliant 11l HRM Ultra-Fast Loci Master Mix 200 Rxn

cDNAERFv b+
600559 AffinityScript QPCR cDNA synthesis Kit 50 Rxn

)77 L 2ARNA
750550 QPCR Reference Total RNA, Human 25 g

750600 QPCR Reference Total RNA, Mouse 25 g

QPCRARAZ VA —FFo T L— MESHBIX Y

240205 StrataClone PCR Cloning Kit 20 Rxn

400766 StrataPrep DNA Gel Extraction Kit 50 Rxn

400771 StrataPrep PCR Purification Kit 50 Rxn

400761 StrataPrep Plasmid Miniprep Kit 50 Rxn
AriaMx Y7 bz 7 fHI—Y—<I=aTI 51
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QPCRZMGHIT SRR ZHR5-=-DNEBa > FOo—)L

300600 Alien QRT-PCR Inhibitor Alert 400 Rxn
300602 Alien Reference RNA QRT-PCR Detection Kit (FAM detection) 100 Rxn
300604 Alien Reference RNA QRT-PCR Detection Kit (VIC detection) 100 Rxn

HEM"SDSF 14 LY FQPCR

400917 SideStep Il QRT-PCR Master Mix, 1-Step 400 Rxn
400900 SideStep Lysis and Stabilization Buffer 10 mi
400916 SideStep Il Cell Lysate Analysis Kit 100 Rxn

NGSS A4 IS EERFTY b

G4880A QPCR NGS Library Quant Kit, lllumina GA 1 Kit

)27LURATL—F
5190-7702  HRM AriaMx Calibration Kit 1 Plate

5190-7708 SYBR reference plate 1 Plate

AriaMx ') 7 )LA2 4 LPCRE 7S XAF vV iHESR

401490 AriaMx 96 well plates, Skirted and Low Profile 25 Plates

401491 AriaMx 96 well plates, Skirted and Rigid 25 Plates

401494 AriaMx 96 well plates, Non Skirted Low Profile 25 Plates

401492 AriaMx Adhesive Plate Seals 50 Sheets

401493 AriaMx Tube Strips 120 Strips

401425 Mx3000P Optical Strip Caps 120 Strips
AriaMx Y7 bz 7 fHI—Y—<I=aTI 52
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SEXH

BAEMBEORL—DUT - 7ILTY X L
Savitzky and Golay, Analytical Chemistry, 1964; 36(8): 1627-1639.

HXE=ZE (CQ) EHFICFIAIAST7ILTY) XL
Pfaffle M. W., Nucleic Acids Res. 2001; 29(9): e45.

Multiple Experiment Analysis T® Threshold line DE&EIZ DLV T
Hellemans et. al., Genome Biology, 2007; 8(2): R19.

RDML 7 7 4 LK ICBET HimX
www.rdml.org Nucleic Acids Res., 2009 April; 37(7): 2065-2069.

MIQE: Minimum Information for Publication of Quantitative Real-Time PCR Experiment
www.rdml.org/mige.php

QPCR EEERY—ILE
Primer3Plus

https://primer3plus.com/cqgi-bin/dev/primer3plus.cgi

Primer3 OfELVA (& TV)
https://togotv.dbcls.jp/20110111.html

CMHEEEARRAREE HAT -4 A—2T0Sz b
http://lifesciencedb.jp/

RefSeq (Reference sequence database)

https://www.ncbi.nim.nih.gov/refseq/

Splign (cDNA to genomic alignment tool)

https://www.ncbi.nlm.nih.gov/sutils/splign/splign.cgi

Nucleic Acids Research Group study on Primer and Probe Design
https://abrf.org/sites/default/files/temp/RGs/NARG/assaydesign-primer3.pdf
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https://www.ncbi.nlm.nih.gov/sutils/splign/splign.cgi
https://abrf.org/sites/default/files/temp/RGs/NARG/assaydesign-primer3.pdf

Miscellaneous

Introduction to Quantitative PCR

- Methods and Applications Guide

https://www.agilent.com/cs/library/brochures/Brochure Guide%20t0%20QPCR IN70200C.pdf

Ri& EWl

- EEPC

g Threshold
o Limit of
Detection

Sample 1

‘ Sample 2

Sample 3

Ct1 Ct2 Ci3
Cycle Number

Figure 2
Principles of real-time fluorescence detection and QPCR target using

threshold cycle (Ct). The Ct is inversely proportional to the initial copy number. Only when the DNA
concentration has reached the fluorescence detection threshold can the concentration be reliably

inferred from the fluor
cycle.

SYBR® Green | 7wt A

Unbound SYBR® Green

Fluorescent Bound SYBR® Green

Figure 6

SYBR® Green I d i hanism; double
bound state, SYBR® Green | is 1000-fold more fluorescent than in the unbound state. As PCR
amplification increases the amount of dsDNA present, the fluorescence signal increases
proportionately.
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ded DNA in the reaction is bound by the dye. In the

54

y. A higher initial copy number will correlate to a lower threshold
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Fluorophore Quencher
PCR Primer

TagMan
\ Probe ’
~

PCR Primer

Amplification Assay

Polymerization
—l e @ @ e
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Fluorescence v Probe Displacement
and Cleavage
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Result
v Fluorescence
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PCR Products

Cleavage Products
Figure 7

TagMan® probe chemistry mechanism. These probes rely on the 53" nuclease activity of Tag DNA

huhridi

to the

polymerase to cleave a dual-labeled probe during

y target
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