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PyroMark Q24 Software

1 PyroMark Q24 Software

PyroMark Q24 Software (3. AT D 3 DO@TE— FH'HYW T,

= *'l‘lJ & - »AQ ~
(4 NewAQAssay Ctrl+A p AQ
4 MNew CpG Assay Ctrl+G - CpG
(& New SQA Assay Ctrl+Q P SQA

B AQ: EEMTSIU SNP BT

B CpG : DNA % FJLALLLEARH

B SQA: L 3— FI—UT U@

AQ. CpG. SQA . BILTL— L CHRIFTEETT,

T7AIRERT # VT DIERL

PyroMark Q24 Software T3, 875 —7 Y FBDREZRNT DIEFZREI D7V AT 7M. BLUZ Y
T7AIVIEBD T # I THRITEREFLET,

VIRDITPA VA N—=)LIcAVE1—Y—EICEBDT A NI 2R L THE. MFOFIET, >3 —h
Ny b TSOFEERLTIZE 0,

SB-UDw d oa—Mhy N TSOYEER
. _ B “Add Folder Shortcut’ %2 1) v 27, % L < 13, “Shortcuts” 7 7
Flle  Tools Reports  Window  Helpl ) 51 %2541) w4 LT, "Add Folder Shorteut” % =1 —
[#I- iﬂ Imm&esh ] = J: U ig?RTéo
T B AN EHBRTDEBEEIE. G2) Yo LT “Remove
| :ﬂd :ﬂu&r : | Shortcut” &JEIRT D,
ikl B UALIADBHEETE LB, ERICER L

THIVIDOEET Do

4

Add Folder Shorteut
Add File Shortcut
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2 7Pyta4tybrvT

N SN\ SN\ ™
[T‘ytvrt"y b7y 7°>// Sy bPYT ) Rt > BLAKR—b >
M L

21 AQ7vEA/CpGT7vEA

1. Y—=IbIN—LED = 0V yILT. “New AQ Assay” F7=Id “New CpG Assay” %iEIRT D,
S0 =

L) MNew AQAssay  Ctri+A
4 MNew CpG Assay Ctrl+G
= New SQA Assay Ctrl+Q

HELLKIE. T—YEREITDEDIAINILEEHR Y)Y ILT, “Assay” h'5. “AQ Assay” F7=13 “CpG
Assay” ZEIRT B,
S-OwH
File Tools Reports Window Help
=] Shortcuts
m..

Explore

@ Refresh

&) |E;i e

© NewRun
Remove Shortcut

Properties

2. “Sequence to Andlyze” IC— O I ITSAV—TROBIHAEYZ_17IVTAN. LLLIFOAE—R—
Z2r93,

EFE : Forward 7V tA Thhldtz X$#HODBLY. Reverse 7V A Thhld 7 o F o IHOEBIIZ AL
9,
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SNP X7clE AFILET A bld. C/TC A/CGDEKDICRZ Y ATXEDN. HDUVEIUPAC O— KKRED
(C/TIZY. A/GIER) TANT B,

Sequence to Analyze A /1
B SNP (B3IAHIC 1SNP DADIFH)
GT/ACGTATTTCA SNP(F /", &7z IUPAC O— RTANB
B BESNP (GEEICHEED SNPs 1’ D155E)
GT/ATAG/CAAGTCA FERFIESHWIC. 83D SNPs & A D
m VILFTFJILSNP
GT/A/C/GTACTICA HgEMDHDIEEEZET /" £/FIUPAC I— R TAS
m BA- REBHE
GTIACIGTAGCCG BA/RELTWDIEEEZ “[]” CTHD

IUPAC Codes
Code | Description Code | Description

A Adenine K TorG

C Cytosine w TorA

G Guanine S CorG

T Thymine B C, T, orG (notA)

u Uracil D A, T, orG (notC)

R Purine (A or G) H A, T, orC (notG)

Y Pyrimidine (C or T) \' A, C,orG (notT)

M CorA N Any base (A, C, G, orT)

EE S, B. VENIE CpGE— RTIETS—H T,

E23lfR (. Forward/Reverse BEHTDARBIN DN SKENSNP ZELT7 VA 2T DIBE. Fa2DELDHEIS—H
H2DT. ZDIHBEITAQE—RTEITL TS EE0,

[Eannot resolve sequence direction.

Q

CpG X FIVILEEIRD Forward 7Y A TRIEELEBEF DY —7Y b :
CpG BBz : C/TG
SNPs : A/T, A/G, G/T, A/T/G (CEZZLZEIITERLY)

CpG A F)UILBRITD Reverse 7 v =4 TRIGELBEIRSY —7 Y b :
CpG B8 : CG/A
SNPs : A/T, A/C,C/T, A/T/C (CZEL T EIFTERLY)
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3. “Generate Dispensation Order” %2 ')y 29 % & dNTPs DFNMIEF A EENISRES D,

Generate Dispengzation Order

Dispensation Order DRICIFIBEERMIEFE . EX M S LORIZIT TR/ NS — U hRRENET,
EXNITSLORTEHERENITL—IZBEOTWDEMNY—T Y MIETY ., < E—INEIWEFRIT. =7
T4 732 bO-ILTY . ZNUADE—DIZ5 =7y NEDOEBRERI)/NS—VERLE T,
ATRBICREH $HD15E . Dispensation order DA EIC TS —V—UhRRINET,

[The generated dispensation order contains less reference peaks than required. l

Q

NAO—=O TV ZAETIT BN SY—7 Y MEUDOEDOE—V L &RE 5 B8 QEEMUTORERIY—
B3) (d. VT 7L URAELTREIZRDH. less reference peaks & N\D TS —h'HIHEIE. BFDE
HEBMTANT DI EICELY . BHENET (lack of terminal sequence information & FRRE NI=AFE Bk
BB E S DITBET D).

4. CpG E— FDIFSE. Bisulfite WIEBF T v IRDRHTA 7V MO—IVERET Do
BE CC LEINMESIBEEMRUNTIE. EBEIARD CIEAFILES AL, Bisulfite WEBIZKW TE—D &
LTI ND. IS R AT4 72 bO—-LELTCERMLTE— D BREINENZ L Z2ERT D,
FRRENY — D BREELDIBELN ALV OBORXFTRRENDDT (Forward 7Y A TIE T,
Reverse 7 Y A TIZ ADBRHELD). XFOLETOIYYIL, BIEDESLSICOY PO-IVERAT DN
ZERT D,
R @ Bisulfite SLIEBEF W URICT (Reverse TIEA) ZERAT D155, ZAIC (Reverse TILG) THDZ
EEBRLTLEE W, R ERUY—EMMZFERT 55, RIIDRIFE LIIBEDESSICZC (Reverse
T3 G) H'HoN T, BATDIBEMZERLE T,
Bl ; CCT DIHE before ZERE C 21 A, TCC DIFE after Z#EIRE C 24 A,

] A
| Add Potential Bisulfite Treatment Control Before Dispensation |
Add Potential Bisulfite Treatment Control After Dispensation

Bisulfite SLIBF T v Z D dispense ZHIFR T DI, BBEBOAFODXF LTI Y I%L. “Remove Bisulfite
control” Z3ERL &9,

C e E——

Remove Potential Bisulfite Control ]|

|
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L |

5. Variable Positions %7 7'1C1d Sequence to Analyze FIICE £ 3 SNP. X FILEH A FHRFRES B,

CpG E— RDIFAE. “Methylation Ranges” T. & AFIUEH A FDAFIUERA, BET D AFILEERIY
BONSNDIHBORATRREINDLDICHRECEE I,

O B30T —20%EEid. AFIMEEIBEUTICHD T EERT,
O #mens—2nEEd. AFIEEIBED A FIEEDSEEICHD I EERT,
B E0J)—>0EEiT. AFIMERIEEUFICHDIEERT,

Methylation Ranges D& EF

- S v

Ex1. 100 | 100
w - v
N r

2 0 [ )| e
v v
F S F

B3 30| I
w w
r -_— s,

Ex4. 0 ﬂ I 0
v Sl -

Ex 1. BRSNS A FILE = 100%

Ex 2. BEEND A FILE = 0 ~ 100%

Ex 3. BESN DX FILE = 30 ~ 70% (default)

Ex 4. BEEND A FIALE = 0%

77232 : Methylation Ranges IIIAT DA ETHRETEET,

50. BEAEBODBTIYDADRAVIY—% , ICEXT. EFLE3HICHNEZT DT,
5b. BAFIEEDLUPERTISIDO@EKICHD & CHEEZABLTRET S
2TDAFIVET A S D Methylation Ranges ZBIFFICEE I DEIE. Shift F—ZB LGNS, HFEEEL
9,

6. PYEBATFAIDTELS [ (Save) 20UV ILIT7AINERET S,

N
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21.1 EXRMITSLDOEESDHAE
EAOE—I/NG—UH JAZE—OHMESND I EREICIYTFHERBDIFE. FAOE—I /15— %
EEJHIENTEET,

1. CGrlF—z2BLENSFRANDE—IBERABLEVERMNISLDELEI )Y ITDEE—IBDOHIEEZ
EECTEDRY IZHRHL,

EEITDIE—IUBSDHREZANT S,
Enter R > &#T,

FE CCDAUVICAENCpH DA FIVEREZMBITT 2155, AQE— R TBNI DI LEARETT, CpG
T—RTEMETDIHEEIE. CpHEIZS—7 v bELTRE LKL, Sequence to Analyze |12 YGC &
ANLT GIREAHIKRITDRADUIC. EXNISLOSIHEOKEZERALT. GOFAE—ISE “0”
ICERET DT ETHEMAIEET T,
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22 SQA7vtA

1. Y=IUIN—LE®D 3 91y LT, “New SQA Assay” ZBIRTDH. T—FE2RETDIRODIAINT%E
BUUYILT. “New Assay” H*D. “SQA Assay” %iEIRT D,

~ New Assay P AQ Assay Ctrl+A
U NewRun Ctr+R o CpG Assay Ctrl+G
s Open OwhO  |i.] SOA Assay OtrhQ

2. “Dispensation Order” |CIEEFNMIEFZANT D, EEDIEFDIZEISETIEY IC. 4 FEHED INTP ZIEEIC
AT 2583 EEL O (BEIEF) DEXTANTD,

B 1 : GATC DIE&EZ 5 [ L — 5(GATC)
B2 FHOIIEBDIER (ATACG). ZD# ATGC % 3 [g — ATACG3(ATGC)

B3 MHITTCCA Z 5 [EiBREL . ZDREFIES (GATAGT) — 5(TCGA|GATAGT

3. J—UIVIVITSAY—ETRICRMOEIERINHDIBEI. BIEEELITFSEHICUTZLUZ
ELTABLTHEL (ER),

“Analysis Parameters” ZR\NCEIAEI) LDIEEZ ) v I LE T,

‘Sethhr,s ' Analysis Parameters '
Fesk Height Threshold
Required peak height for passed quality:

Required peak haight for check quality

FParameters
A-pesk reduction fector
Fluz Shift Compensation

Minus Shift Compensation
Stringent Homopolymer Scoring

Known Bases

(=N el ]

G

EBELICERENGFEI DHZLTORMTEELC Enter 2T EFHOE—UB/NEEBOEX NI LL
LTRREINET,

G]ﬂhﬂetueﬂlmfmupmﬁ

Known Bases

Known Bases

4. “Expanded dispensation order” ICIBEFRMIEFEHRTEIND,
5. 2%, [ (Save) 20Uy OL7 VAT 7MINERET Do
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3 SokybrPvT

7vt4tvﬁ%ﬁf::; 5)tvh7v%>> BRAR BT L 7K — b

1. Y=IbN—LED QY &0V V053, £LLIE MLWLWSUT7MIVaERLEW a3 - AY N TSOY
ETHIVYIULTNewRuN" A2 21— BRI D 77 M IVREANUEnter +— T LHLINVS VT 7
1IVEERTDIENTED,

AR URIDOS VT 7AINDORBEBL 7 v A FH (Assay. Sample ID ) TRAIEJ 2HEIE. BHIOD
SV F7AINERY ) yIL “CopyandRerun” ZEIRTDEFLZ 77 A IVAMERESNE T,
2. Run Parameters ZAHN9 D,
WWBANIBEE%#EL £, Plate ID / Barcode / Regent ID ISEET Y,
[WBAEANIEE]
B  Run Name AEDHMNBRES > DEFZEERETAND
B  Instrument Method
=Ky ZDINNIEEHESNTLVD Method Z3EIR

Instrument Method: I =|
Plate |D: Pyrobark (124 Method 007 Rey, A

FRTDH— M) Y DTN T D Method W' EEWNES. TEEDOFIETH LU Method ZEML F 9,
2a. WUFOUITHA b (PyroMark Q24 RRDEERRANR—) H* ST S Parameter 77 A L& T
>O—F93,
http:/ /www.qiagen.com/Products/Catalog/Automated-Solutions/Pyrosequencing /PyroMark-Q24#resources
2b. Fo2O— KL= Method DER 7 7 IVEBRBRLTCIAVELI—F—IZRET D,

= Download Fies f = |
- BT
Pyrollark 024 PrioFius, Pyrollark 096 D PricFius P
RMMLT - ()

Pyrobark G24: Method 0001 - (EN)

Pyroliak C24: Methed 0002 - (EN)

L]

Pyroblark Q24; Method 0003 - (EN)

Pyrobark C24: Method 0004 - (EN)

2c.  “Tool” 1*S “Instrument Method” %iEiR9 B,

|
10 PyroMark Q24 Software 74 w2~ —177)l, 01/2013
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|

2d.  “Import” RY &LV IL. 4 VKR— TS Method 77 1IV%EIRT D,

=
@ Instrument Methods

= —

kstrument Methods
Metheds provided by QIAGEN

PyroMark Q24 Method 001 Rev. A

m Import ..

3. METZIL— DY ;7Y (Assay. Sample ID. Note) Z1TH S, ENS7 Y47 7A)l. Sample ID.
Note Z58E T %,

Plate Setup

3a. PYEBATPAIVERET Do
TEELLIIAR=2DHET well BBIRL T, 7y A EBRELE T,
B “Shortcuts” TAINI—HSBRDT7 YA T 7AILEERL. WRELD well D Assay DI
el AR B

3 | Shortcuts
=) Example Files
{4 080621
. Gontrol Oligo
) Example run -
| KRAS12-13 UL T AINE
*:':.l well Il RS

#-1_) Pyro

BED wel ICBL 7 VA Z2EBET DHEEIE. RICBALT7YEAZ9 D well D Assay DEILZ
BEERLCTHE, BRDT7 v EAZ RSV ILET,

|
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B welzZ50U v oL, XZ1—1'5 “load Assay” ZBIRLTEET Do

# Cut
--------- K Delete

il Gopy as Image
n Pasta
. Load Assay W

Paste Sample Layout
'''''' | Inzert Sample Layout File
‘4 Print

Bwel (TRl ZD7 A ZBELTAEIDIEELABETTY,

3b. SampleID & Note 25892 (T 3V),
B t)L%EERL T Sample ID & Note ZBEEAT
BILORBI. YZATZITANTDLUMNI. RSV T - AE—F22ENFRETT, IE—LEz
BIVEBERL., BIVDOATICVIRARA VY —2BEAE—%DEILETRIVILET,

e
&

AN LTz Sample ID DREDNFHEF THDIHE. UTFDFHET Sample ID DESZEEDHFE
LTADSTEDZENTEETT,
—2D well DEILD Sample ID ZFERL T, UTFDHECRS YT - JE-LF T,
[ #wrEicEsSEEmstdesE
NOARA VI —ERIRLIcEIVDETDOLICEE. Crl F—%HLAEAD. EEEDITD well
ETOVVOLBNSORZYITTD, Vv ozEBLTHD., Cirl +—%8ET,
[ #rEIcESEEmSEdLE
NOARA G —&RIRLIZBILDETDLEIZEE. shift + Cirl F—Z3FLGHD, EEEDIFD
well FTOU YO LBHLS RSV ITTD, )V I%BELTH S, Shift + Cirl +—%BET,
NOADERY B L& SRIMITEIRL - Sample ID DESH HEE LK D> TERLIZEILAIS

ghUElIFoNnEd,
AD Aszay 1 AL Aszay 1 A0 Assay 1 AL Axzap

b {'_fﬁmt > |fotsam1  [AQAwsa
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B TFEINITFPAIDSLATI REAVR—h

Sample ID & Note (&, HONUDEKR L THWN=L AT T T 7AIL (Microsoff® Excel®. Notepad )
HAVIR—MTDIENTEETT, LAT7TRT7AIUIE “Well’. “Sample ID”. “Note” 7£& 2 DI
LOBEHREANDLT, hov,. EIOOVTRYIDLETFINTZ7AIL (dsv. dext &L < .esv) T
RELILEDZEATEZT UF. L1720 DA,

Ed Microsoft Excel - Sample Layout.csy ..=.|H]..?5.i
‘mmwwwwmﬁwm’ =12}

D3E & m ~- ez s4 B0 B

G| =

7N [ T N T (=) =
1 Well Sample ID Mote
2 |A Sanple 1 25ul PCR
3A2 Sample2 50ul PCR
4 A3 Sanple 3 SOulPCR
5 A4 Sampled 25ul PCR -
R
|i€ 4% [il\Sample Layout { Sheetz [ | 4] |
=] ] B ) O

Well DR E /ol d FEEG I VoL, AZ21—h'5 “Insert Sample Layout File” %3EIRL £7,

Cogey Gl
Copy a5 Image
[ =f Load Assay
Paste Sampls Layout
Insert Sample Layout File
4 Print

PyroMark Q24 Software A w2~ —-2177)L 01/2013 13
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B V) UTR— A SETIIFT Sample ID AN
Excel. Word. Notepad % T Sample D DL+ 7D h&ER L &9, Sample ID D&FIE. HEFIdy T
X4, #IIZR—IA TP T,

| I Paste Sample Layout Example.txt - Notepad |Z“§”—E|
Fle Edt Format View Help

323 324 325
326 327

ERLIZL A 70 bEIE— LT RBEURITED well 252 1) W2 L. “Paste Sample Layout” & X —1—
NoEIRL T,

Cut
Delete
opy Cell

Copy &5 Image

Load Assay

Paste Sample Layout -
Insert Sample Layout Filke
4 Prim

1 |

Sample D DLA 7D rHBEUGITONE T,

4, IRTOBEBRODANDRTLES, Y—IbN—LD [ 7A4AVEIIYOTDE. SUT7AIVEERT
BBICEELEZANIAICS V771 IVDREES NS, RESNESVT7AINVEI E1—5—IZEL
AAREUSB AEVICKSYSILTIAE—TS,

5. WELRAEEIX. VIMNIIFPLEDSUT77AIIIHSD “Tools” A= 1—0D “Pre Run Information” H*SHEER
BRI EHTES,

Tools | Reports  Window
Instrument Methods
Pre Run Information |

|
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BEA

4 ERMh

VYA 2 AN AV ' Sty bhTPYT

i ‘ BEAR > BT L R— b
. L .

41 S T77AIVDEERR

1. USB XEVUICRELRS 2T 71 I% PyroMark Q24 Software b4 X h—)bEnTIV\DIVELI—5—D
REITAIVIRICBET D,

2. Ya—brhAYRTSOHIZHBSUIFAN (@) 25T Y Yo LTHEL,
1MOTL— F2EROBFE— RTAELLIES. BIFE— ROBIREAIFRRTENDZDT. AQ (TEME

& KU SNP B247) . CpG (DNA X FILIELEEBEMT) . SQA (—IITVR) DEDE—RFTOTF—5%H
<HhZE&RT D,

EyEBIect Analysiz Mode

A9 | |G| [19n

4. BRI Dwell ZBIRLT. UV ITD,
fnalyze ——

@ 2 well ZRRH (Al
@ SR well 28217 (Selected)

5. BNRRZREFIDICIE. Y—IbN—LD |d 20095,

B E— FOXER

AQ 77 vEA (EEENEIXU SNPEEYT) TRAELLET—FI3 AQ E— FTETSN.CpG 7 VA TAIEL
T—=23 CpGC E—RTESNET, T—RZERT DI V—IL/X—ED "AQ". "CpG". Ezld “SQA”
ZIRDTHEIRLE Y,

o6 ]
B AQ
- CpG
b SOA

R 1 CpG 7y A DEIICE END SNPs B2 3 D553, V—IL/N—LED "AQ" &&EiR% Ol = 0') v
L&,

PyroMark Q24 Software A w2~ —-2177)L 01/2013 15
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Plate Overview DXRTFHE
== mmivi

T Wi

prprppei i1

i Ir‘.ﬁf

well DBII. BITEANENZERLE T,
D Beige = not analyzed (or not used)

D Light blue = analyzed

plate overview Tld. UTDEL DG wellinfo ZR2ZENTEFT,

3 Aaamy - -ﬁ assay name
Hors

ol Ay

e ” sample ID
Kote

= (e l:s] well note
Masan

= Fanges (. | o) T4

[[] Offwhite = SKEEHT

[] Blue = passed RIREZL
RN =N FRNG =2 E—HL. RIFICHER

[ Yellow = check 7—% DR %2
E—2ICIZoDENRONDIBERE

B Red = failed mRHTSREL
E—oh2<{@BHEnE\ E-—IDFANY -V E2BBDIFEERE

Yo BRATERSIFRD T X T D CpG sites D A F ILILEDFLY
- AFL—23VIN—, ZRZRDAFIES A FDAFIULEDL A EFR

Plate Overview D EED T U X KR— b E1RT7E

Plate Overview 252 1) V2oL, XZ1—h'D “Print” &/zld “Copy as Image” %iEIRY D & Plate Overview &
FPRlHDOMNIEGA A—2ELTIE—T2IENTEEY, BEE A A — I3 Enhanced Metafile (EMF) ZH7R—
NFBT7T)Tr—2a IlBUNITDIENTEET,

&l Copy as Image
o4 Prink

16 PyroMark Q24 Software 74 w2~ —177)l, 01/2013



BEA

42 AQ 74/ CpG 7 A DR

Plate Overview |C$ D well Z8IRTDE. NAOATS L (BAE—UDRF/NNY—2) hiREnNEd, Bf5—
2y NEFT (AQ/CpG) DE—2 DEBEIES L —. Bisulfite MBI FO—ILDE—2 (CpG DF) DS
IIEBT/N\M1Z14 hENET,

4.2.1 NAOTS5 LD

NAOTZLTI TS UMTFOBEBARRSNTINE T,
B well DR EBRITT DEINE EICKRTR

B XFIUERDFERN CpG 1 hDEICKTR

B AFIEROBRE. BROIA )T A Z2RT

||lrrwvrl;5m\'v:-w.ﬁ V Well S5 LU Al |

5L
saf Bisulfite #L32 ‘
> hA—IL&Err
st \
a o— A
s ¢ 4 t t ¥ 4 5 ¥ & ¥
5

[ mwsy—4 v hEF |

B SMOTSLOTFEICE. FAOE—D/IF—2 R NI T LDING — 2V TRR

05 T * T z o T [ Y
5

[E—Zo®m @FRE+/7+ 73> FO— |

AR Ml "'RARSNEBEIR E—ONBNWE T I DREDIOICEN TERh 2l EZBRLE T,

E—ODERICA—VILZEDEDLE—UBLANIL RW) HRRENET,

AR CpG/AQE— RTIE, 1HREHWDEETH 20RWU A EHD & Passed ¥
ESN. BIATRET T, JWUERIVESHEEERODEEENZ I DIHEEHRETS/N%E
FIFBRENHDIHEIF. 1 BEEHZWUDSETH 40RW L EICED L DIC PCR
EMELZRAR IO EAEHELET,

PyroMark Q24 Software 74—~ —-2177)l 01/2013 17
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B NAOTSLEEEDVIVYILTAZI—OAD “Show Histogram” ZERT DL, FRHDODEX NI Z A
(FJL—) BE—JIZERTRENET,

]

BB TTYGTSETGYETYSTT
LLLY

S0F-

| —— |

-39

£ t 2 t ¥ 5 & ¥ % ¥
FAE—DTEEANTSLDER Y DEWEPIMEHTELIEEIE. FAERMDOT—INEDTIVERENT E
NEZLNE T,

422 NAMOJSLBRAERDORSE

Analyze BEBADT T 7AIARIC. “Well Information” ARSI FE T, ERD
@J HIFEA' “Passed” TIIEMEEIL. Warning DIRICEAABBELEDTINNDH
O

]

EHINhTWET,
| Well Information B Failed due to high peak height deviation at dispensation: XX.
HEDES XX DE—T /X7 —Uh TRl & R—H

A2
Assay: KRAS 12+13 B Failed bisulfite conversion at dispensation: XX.
rogmtiii Bisulfite MBI RO— VDR AT 4 TE—0HHTING (/1 XE—
Warnings INHTNDRITDBELH DN BENICTE-IMESLEOTISD
Position 1 15513 Bisulfite SLIBN S > )L = BRAR)
aFll_ed due to high peak heght
;““;;::;“P'“"m": - B Uncertain due to low signal-to-noise ratio
os
Faied due Io high peak height 2RICE—THYELY () ; PCR RFZRETH PCR EMEZIEYY)
deviation st dispensation: 2
Position 3 B Wide Peaks
Sovition s Gagobean 2 SHICE— B (B PR EMEEAST)

18 PyroMark Q24 Software 74 w2~ —177)l, 01/2013



BEA

¥EDE—2 % Reference B S5H 9 75%
Warning Messages D55, HEDHESDE—I/NF—UNFHAE—HLTWENI EICKY . 2EMNEHERO
OA)T A TFHDTINBIBE. BEHTD Reference H'HNT Z EHFIBET T,

NAOTSLEEEFED ) YO LT, AZ1—OHD “Show Reference Peaks” &BIRT D E. BFTD I AT AIC
REEENTL D Reference E—2 (BBIFDEEERKDY—5Y NEBOE—D) BT —DERTRRINE T,
Bisulfite MIBO I hO—)UId. E—0DLIZAL VCOEFTY—UNET,

Reference E—UZZ&E ()T 7L VZHHHAT) TBICF. UTOFIEZTEHENET,

B Reference 'S4 L7zl Reference E—20 %2 1) w7 LT, Reference E—U DV —0%ZAKEICLTRRS
5,

B (OIS LDELEDFIVY BB YIT B,

[AE TTYOTRETE GTRETTT

g;

7725
LizhE—o%ZB%k
Elclrfes, 2%
PN RN

Apply Analysis Setup ¥4 POTHRRENET, BLT7VEAT7AIVTHELIEZTD well IZHWNTEAT D
Sald. oAl 20y oL&ET, BRLTD well ICOABERAT D1HEF. “To Selected” 201 v I LET,

(& Apply Anaiysis Setup ek

Changes can be appled to wels wih the same
assay name and dispensation order

[ ToSelected | [~ Toall | [ Gancel |
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BRDIA)T 1%V 1P I TEETDHE

AFILEDHERE D) Y2 L. “Passed’. “Checked” &2\ “Failed” #20') vILTAZI—HN5EIRT
BEZEAFIVETA MDA TABEETDHIENTEEZT, I—H—IZELD2TIF Y T 1 HRESNIIBE.
AFIMERFEROBY ARG TEZN IR . &7 Plate overview Dwell DFRICEBND=/A |\ H'RRSNET,

H12 : TYGATATGGTTYGGTTGGGTTYGTGTT T‘r'GTTEGTTTTGGEYETT.ﬁ.GTME‘:’GYGGE TYGGGYGG
o%| 3% 3% 3% 4% 0%

P11 PR e PN ey SO e S PO e =T

Y0 ) PR OO (Y- SRR | W ek B 8.0 2.0

LT IO RO Y | SO O Y 1 Faled  |oofeodonmn.

100
sof---

[i]

Lol iilioi0 )it iosiin)ii0asia0uiaus)iiost o0 i000ienniinaiinatinntl
ESGTOGATATAGTOGT AGTCGTAGTTOGTGT TAGTOG TAGCTATGT CAGT CTGTCAGTCGECTCACTA
5 1 15 20 25 30 3% 40 45 S50 55 60 &5

NAOTSLEEGELTRET D5

NAOTSLE N OTSLTITPEED )Y, AZ1—hm5 “Copy as Image” ZEIRT DI ET.

[EfES
ARX=DELTOV Y TR=RIOAE=F2IENTEEY,

Q

Zoom Qut

=

Copy as Image

m

Show Histogram

Show Reference Peaks

BITRGZEEROBRD I 72 LEETDHEIEL W 27 VI LTS,
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BEA

423 NAOTS LD
BEONAOQTSLEZMD/INAOTSLELBTBICIE. MTOHEENHFT,
1. HBB&ULEWL—D. F=IEEHD well Z2:8IR9 3,

)y LTwell ZBRLE T, LATID well BRI DEEIS, Shit F—ZHSALBHADS RS VI,
BENTL\DHEHD well ZBIRTDEEIZ. Crl F—ZIBLAH O well 2D )V O LET,

2. well Z2BIRLES . HEIYYILT. AZ1—h"5 “Open in Lower Area” ZEIRT S (—BTERICKRTIND),

Faa i T- T8 1 B 1l |

3. WRELEwllDNAOTSLED) YO LTERTS (FRRRICRREIND),

BE. TERICER well ZERL IS, NMOT S LOARICZR7O—ILIN—1KRRENE T, /N—Z LTI
AT RSEBBIET, /M OTSLERRSEDIENTEXT,

pa cTeirhlacCing

T
B o
T ]
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424 FBEMFRGEOEE
Analysis Parameters Tab TEECTEDFHIF. UTDELWUTT,

Variable Positions | Analysis Paiameters

Urnisucesssiul Baullie Trestment
Allowed percentage for passed quality 5.0 =
Allowed percentage for check quaty: 70 -
Peak Height Threshold
Required peak: height for passed quality 20 =
Fiequeed pesk height for check qually: n 10 -
Shangency Levek
Paltem devistion in vaiable posiions: :

H Low Memal  High
Sum devialion in variable posiions J

Low Hoemal High
Pt asnetens
A-paak reduction facton n 0,30 <
b
RevetoDelsd | | Savedsssy | Apply |

1. Plate EOBMFGEZEE LI well 23EIRT B,

Il Unsuccessful Bisulfite Tretment
Bisulfite F TV VRHDE—UWEHEIND EBROI AT AICHELE T, "Passed” F/zld “check”
EHESNDBislite FTYIBADOE—IRHEEE (%) DLEERZIZTRELEY (Allowed
Percentage for passed quality & /= (3 Allowed Percentage for check quality (ZZNZNEEZANTEET),
FIHINTIE. 5%UTTHNIE “passed”. 7.0% U T ThHNIT “check” LHIEINE T, =/l
“Passed” D EMRMEIS “check” D ERELIELTDILIITEIEA

E1  Peak Height Threshold
E—08MBEWERRDIFAITAICEELE T, “passed” F/zld “check” ¥IEESND 1 E—2
NDESSDTRRMEZIZTRELZT (Required peak height for passed quality & /= |3 Required peak
height for check quality [CZNZNEEZANTEZT),
T 774 h Tl passed: 20(CpG/AQ). Check: 10(CpG/AQ) DL DICEEESNTILNVE T,

El Stringency Levels
AFINEHTA MIBITDE—ODRIBEDHEICEZDEELNIVERDDZENTEET, “low’.
“Normal”. “High” DEETZEZoNETAH. "High” ICTDEHBTHENKLBUET,
B Pattern deviation in variable position : &5 —47"Y hf A MIBITDE—TD/NG— B FR/N S —

VERBDIBE. HEICEADFEDLNIVERELET,
B Sum deviation in variable position : &5 —7"Y hF A MIBITDE—IDHSOENTFHERR
255, HEICSEZADHEDLNIVERELE T,

1 Parameters
A-peak reduction factor : /XA O —TJ TV ZRAEICANOND JATP (ZEEFSNT IS/, AE—D
EtBDIBEEICENTHINE—IN B BUE T, ZITADE—VIZIFHENANNTONE T T T #
)L b DfEIE 0.9 TT,

2. BNETIEAREDEERE. “Apply” 20V 0T B,
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BEA

3. Apply Andlysis Setup 4 7O THRRENDDT, AL7ZVEAT7AINTAELEZTD well IZH T
BRTDHEIE.“TOAIl’ 20 v 093, BRLTID well IZOHBRAT HI5EIS. “To Selected” 01w
9%,

Fﬁ Apply Analysis Setup W

"l

ER UL RDOEEEEIG. BLT7 YA T 740 (dispensation order) THh D well IZDHERFICERE
TEET,

425 7IEAT7AINDEEDRE

Analysis Setup ¥ T CTEB UBNRMAIT. PyEAT77MIUIIRBRENTWE A, BELLCEBNTRGZRE
T2BEE. UTOHBEDN B I T,

B BRRGZEZEELL well Z3FIRL. “Save Assay” Z201) v,

B YATOTRYIIANKRRENDDT, BEDT7 VA T 7MIETLEEESTONH LT 7MILETRE
RSl

ReverttoDefaut | [  SaveAssay
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4.3 SQA 7Yt A DEER

2TO well ZHE T DIBEIE “Analyze” D “Analyze All Wells” . 385 L 7z well DAEHIE T DIHEIE “Analyze
Selected Wells” 220 1) Y 0§ DEUTDLSBEHEMT 1> RONEBEEINET,

4.3.1 NAOT S LD

B EIINAOTSLDOLEEICRTEND. NAOTSLHRDODE-DZT )y IT2E EOE—IHED
BEICHL TN EHERT DI ENTED,

5 | | EET TR i el

it bk A § rpt
i s {aslsian
Assay! CTGexs
GT TTTGAAGAATAMAA TGGOCGACGOCAGAGACC O Samplell: =T
Blata:
Cl
|||||||||||||| i LAl 1 i e T " i e o B e
ESCTGAC TGACTGACTGACTGACTGACTGACTGACTGACTGAC TOAC TGACTGACT GA
5 1] 15 I % W 3 40 45 50 55
|
[~ Note =
8 CTGACTCACTRACTGACTGACTCACTGACTGACTGACTGACTGAC ACTGACTGA

B MOSLEEGVUYOLTAZ2—DHD “Show Histogram” ZEIRTDE. FHINDEHR LD
EXNISLHE-—DEERDTIL—TERREND, FTORICIF. VIS I T7HBELEBDOE—D
NG —=UNRREND,
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R=Z2A=Y 2 ID=HDE—D LRIV BB DRT S X
NAOTSLETHZ) YT L. “Show Peak Llevels” Z#EIRL F9,

L5

CTGACTOGACT GACTGACTGACTGACTGACTGACTGACTGACTGACTGACTGACTGA

5 10 15 0 25 30 % Al a5 S0 55

!

EBONAOTZ LOMEEMEIL. Peak Levels (E—2 L NILHEIIR) DI FIVEEZRLTEY. TERD
ERX RIS LOMEEEIS. REONA OIS LHENSEIMIE—IBERLTID,

BIFDOOAY T4 &2V _1FITEETDIHE

N=XOA—=JLLEBINDIF ) T4 ZZE(TId. “Passed’. “Check”. “Failed” THIES /=T 7 EDiIFIC
YIZADKRA VI —%HBE, EAICIF ) TAZZEBLEWEINEBEZ TENT EIA )T A 2EBEITDEN
TEEY,

AATAGGACCACGCGCTTCATGGTGTGTGGTGGAAAG

BB HRDEESE
N—=RO=)VUEIIEHREEE T DICIT. BELLVWEINIZGI )Y ILT, BIIBHREZEEL T,

T |
OCTTCATGGTGTGTGGTGGAAAG
| crease Selected
Insert Before b ] sert T
.| Insert After S
Delete Selected .
............. i ————

Increased Selected : 5E DIBEAIIDEZEIEDPT
Insert Before : I8 DIREBFDAEIICEIZ AT D
Insert After | IEEDIREIIDEICEIIEANT D
Delete Selected : EE NIRRT ZHIFR T D
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432 MTRMHDEE (SQA)

. Plate EOBAFHEEELL well ZEIRT B,
2. “Settings Tab” Tld. “Quality Control Window” (3 20 IBRICE>TL\SNDT, RETHNIIHEELZEET D,
T— %t 71% Quality Control Window THEE L TIV\DIEEMICIRE T S Z & H AT AE,

Selther | Anshris Paramaters |

Doty
Cruslity Control Window (Mamber of Bases) 20

i

Analysis Parameters Tab TEECTED5FMII. UTFDESWUTY,

Sattngs | Ansipsis Parameters

Peak Height Threshold
Fequired peak heighl for passed quality 10

Required peak height for oheck quality n 5

LA

Parmime larg
ﬂ A-paak reduciion fustor: s -
Bﬂluﬂluh'l Compasneation =
n Minus Shifl Compensution &l
B Shringunt Homopolymar Soorsg &

Exown Bwes

Ravart bo Dafult I S Assay

Il Peak Height Threshold
E—0DSEhMBEWERRDOI AT T A4ICEELF T, Passed £/zld check EHIEEND 1 E—05H
DEEIDTREEZZTRELE T, 774 MTIE. passed: 10(SQA). check: 5(SQA) ICERESINT
A=K

F1  A-peak reduction factor
NAO—0 TV ZAEICANS NS JATP IFEEE N TS/, 0D dNTPs ICLEXNTHIAICE—
IhELBUET, ZCTADE—VIZIZHELNNTONE T, 774 MIF0.9TY,

UFOE~HBofic v BEnTdE. ZNZENOERNERB SN LTREEBTLET,

El  Plus Shift Compensation
FICARMENIIBEND Apyrase BBRICK WU REICHEINTULVEWMES. E—IDFHDOMEBL A
BHENnEd,

1 Minus Shift Compensation
RERIT—ELTHRENEET DB, RUAS—EOBRENRTHERDIENHY. E—INH
FRDMELWEICRESNE T,

E Stringent Homopolymer Scoring
RERIT—EADIERIIDONTHEICEADFEERLET,

3. BETOBARMGDEER. “Apply” 20UV 095,

.
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BEA

4. Apply Andlysis Setup 51 7O THRRENDDT. ALZ YV EAT7AITAELEZTD well IZH T
BRTDHEIE.“TOAIl’ 20 v 093, BRLTID well IZOHBRAT HI5EIS. “To Selected” 01w
9%,

Fi Apply Analysis Sstup “

ToSelected || ToAll | [ GCancel |
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5 BEHLER—-b

VYA cie (s AN N A

Reports menu for CpG runs

[ Reports [ Window Help

CpG Analysis Statistics
CpG Anslysis Results

CpG Pyrogram Report
CpG Full Report

Reports menu for AQ runs

| Reports | Window  Help

A0 Analysis Statistics
A0 Analysis Results

AQ Pyrogram Report
A0 Full Repaort

SNP Analysis Results
ShP Pyrogram Report
ShP Full Report

SNP Overview Report

Reports menu for SQA runs

Reports | Window Help

504 Analyziz Fesults
S04 Pyrogram Report

S04 Full Report

Sveyb7PYvT > BRh

' N

RRHT LK — b >

/ L

PyroMark Q24 Software T3 A TDEDICLR—bELTHAATEETT,

Analysis Statistics Report

BR well (Fzl32 well) ICBTDMETT—FEHHLET,
Pyrogram Report

ER well (F7zid2 well) IZBFDNAMOTSLT—5E2HALET,
Analysis Results Report

EiRwell (i3 wel) IZBTDTFIST—FEEHLET,

Full Report

BERwell (F7z1d £ well) (23172 run parameters. run log. well
information, T+ NTF—=F NAOTSLT—52HHLET,

SNP Overview Report

SNP genotypes EHERD T 7 1) T 1 % plate overviews DFZXTHAIL
ENERS

3EE  Full Report. Pyrogram Report &5 & U° SNP Overview Report & R % 7=
& Id. Adobe® Acrobat® Reader h' A E T 9, Adobe Acrobat Reader |
www.adobe.com 'S5 AFAEET T,

B Pyrogram Report : £TD well %2 WMIERLU Iz well D/XAOT S LBHALET, LR—MIPDFELT
RESNET, CIT/NAOTSLEENRTDZELAHETT,

| Reports | Window _ Help

AQ Analysis Statist
A0 Analysis Results

AQ Pyrogram Report

A Ful Report

SNP Analysis Results
SNP Pyrogram Report

ShP Full Report
SHNP Overview Report

| Reports | Window _Help | Reports | Window _Help
AQ Analysis Statistics CpG Analysis Statistics
AQ Analysis Results CpG Analysis Results
&) Pyrogram Report Cpis Pyrogram Report
AQ Full Report | CpG Ful Report
SNP Pyrogram Report |
SNP Full Report
SNP Crverview Report

| Reports | Window _Help

_] SQA Analysis Results

! SOA Pyrogram Report

] S0A Full Report

28
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BT LR— b

B Pyrogram Report ¥4 POJ TIEMTDF T 3 VHRETEE T,

"9 CpG Pyrogram Report -
Selection

@ All wells

" Selected wells

Layourt
Humber of rows: 3 b

Mumber of columns: ! 4 1
| Sortby: b Fow 1

Orientation
m @ Portrait m Landscape

Options
7 Highlight varisbls regions

Paper size: [ -

| Preview || Save || Cancel |

— ——aal

All wells/Selected wells : £TD well F7=1%. BIRL7= well DX OF S LAEEH
Number of rows/columns : — 8D — MMIANDIT (rows) HELUFIE (columns)
Sort by rows/columns : 7—%5 %"/ — 9 D5ME. #5E (rows) MEASE (columns)
Portrait/Landscape : #8DHEEEMREE (Portrait) IZT DN HEEE (Landscape)
Highlight vaiable regions : #1111 hHY JL—DEFRET/\154 hEhd

B Analysis Results Report : 2T D well 5D WNFTBIRU wel IZBITDTHFI S TF—5ZHALET, LIR—bH

3TFARNT7AI (tsv DT csv) THRELTLES L Excel T. X0V AV TRHELIET—
SEREEIDIENTEET,

@ CpG Analysis Results Report ]

Selection Sort By
@ Al wellz @ Row
7 Selected wells 7 Column

[ Advanced | | Preview | | Save || Gancel |

Options |
| [V] Note column
i [] Warnings column :
[ ] Analysis version column
| | Position name column
[v] Quality column

[] Original quality column

=
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B SQA D Andlysis Results Tld. A )T 4 DRBEICE D TEANTETFI N TF—FDEHELZERT D&

L ABETY,
.) SQA Analysizs Results Report ri
Salection
Wells Sort By
(%) All wells @Hnw
() Selected wells () Column
Included Sequence
@ All
() Passed
O Passed + Check
() Only Quality Window
| o Advanced | | Preview | | Sewe | | Cancel |

Excel ZIiIBEIFTRELIETFIANT7ZAIL (tsv HDUMS csv) ZREE T,

P ===
@'D-[-i‘zabwj , »[4 |l FROrsTORR ]
BiE - FLLT AL~ =~ i @&
(] Microsoft Excel = B | Adobe Acrobat Decument i
(x =k 1uke
L BEETELEN L 1ssks ' :
G Lirari | '_‘II %, CpG Analysit Statistics Repart
& #220-F (L2 |Emnpiemmr
el ) [ 7] Microsoft Excel Comma Eepur..._ £
. CYPprimertxt
5 4TS | 7ERP Faxt
3 Efaxsb ol
; w CYP2D6 100CT BioEdit.bat
: Bare ~ | FEAR FEaAh .
=t L

FFAILE(N): CpG Analysis Statistics Rept - l!‘&‘[mir-ﬂh {2} -rj

v-n) ~ [ <o) M [ #een |
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hov. YTTRY2=7—% (deliminated) EIELFT,

S22 TrAL S F=E-1/3 [

LT - IR TR OENTLe S,
Ciad 0D EM, E T - A0 EREL TR,
TRl -t
F =i R TR
& AT R O L L T P H T WU -5
A=A TR AL ER R 0 - R P72

IRBMRLHE 1 S RATPIMG: | Windows (ANSD =l

7 Jb C¥Users¥shimadar¥Desk lophCpG Anslysis Statistics Report Example runcev (07 12—

tRun: Exampls run
rowp By Assay@walities Imoleded: Passed

psa: LINL=1 X
Pae. 1iPer. 2iPer. §:
;R AR TS, TECE0, 40

-

¥

ewdn | | eoo | CEaaer) [®ETE |

EIOOVZRYUXFELTERI D E, SEEMN IS NDDTERAINES T,

FEAR DTN D4¥-K-2/3 | % i

=N FOE R FERELTUED, F-207 - £2 -] Rl EMIDEFE TN Y,
EwmxT

VL0 AN LA D | TFLTENE)
iﬁm:: ..”'f{ﬁ, JFIS IR [+]
] F0(0)

F=ha7 LE1-B)

um: Exsmple rn
reup by: Assavbual ities ineluded: Pussed

sxay. LIME=1
an: &2 F5TA po.do

[ #etn | [ cmam | e | [ ®7E© |

A

B SNP Overview report : SNP genotypes EFERD V71 ) T 1 % plate overviews DIERX THAL &,
[ Reports | window _Helo

A0 Analysis Statistics

AQ Analysis Results

AQ Pyrogram Repart

AQ Full Report

SMP Analysis Results

SMP Pyrogram Report

SNP Full Report

SMP Crverview Report
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BT LR— b
L |

Z well DRI DO AT« LEBFICKRRALE T, BB, Genotypes |, ZNZENDRI L 3 BIC—DI D
R"RLET,

Position 4

CT | CT | T

LAMG LAG LAG LAG LGIC LAG
crler|exrler|er|en|en

Position 5

PyroMark Q24 77 A IV DINY O 7y T

PyroMark Q24 Software TIEREN/=T—Fd. RDOKXDGILRFEZFH D77 A IVELTPCIZRESNE T,

B *.pyrorun (277 A))

B *.pyrosetup (7VEAT7AI)

F—HDINY O Ty TIEEATE TR E N, F—FD/\Y 277 T3 PyroMark Q24 77 )L (*.pyrorun
B KU *.pyrosetup) AZRIDIBFAICIE—F DI ETREETY . MOWIE RS A TPRXRAEREREICREI DL
£ TEEY,

INYOTY I DEMIE. AT LABEEICABLEDEL S,

AV Z 27 )iF QIAGEN # D PyroMark Q24 2 2 7 L\ THERT D PyroMark Q24 Software DER /5% % S M
ICRERTDEDTYT, EABEDHEMIZ. VI MDIT7ETF Ry VAEBLULBRICHE TS User Manual 22
SRS,

.
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