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PC VYersion

e ‘Windows 2000 SP4 or later
Windows XP 32-bit
Windows Server 2003 SP1 #
Windows Vista 32-hitt
Windows Vista X641t
Windows P X641t

e Pentium III 1.5 GHz or higher (Pentium IV 2.0 GHZ or higher recommended
o 1GBRAM(Z GB recommended for high density (183K, 244K or higher)

e 20 GB availlable disk spacee

o 1024 % 768 display

* Feature Extraction software will run under Terminal Services but only 1 user will be allowed to run FE at any given time,

f Feature Extraction zoftware installs under these operating systerns, but currently QCChantTool and Examplelmages do not
install,

f Feature Extraction software will not install under IA-64 Itaniurm Architectures, only 64-bit x86 (KE4) architectures,

AdministratorQH#ERTOT 12T HLERHYET
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Quick, Skart Guide

Reference Guide

Technical Support

Feature Extraction on the \Web

Agilent @17\75\654'&);(#'_%:&-&?% | Agilent License
https://software.business.agilent.com ===

5L & Feature Extraction @ Help > Agilent License Z:2iR3 3O T HILET

FAL I RAXT—DBREFICIZLUTOLO N NE
» Order Number

Feature ExtractionV b0z 7251t X#EFIFIAE (G2566-60000)(ZF0E;
> Certificate Number

Feature ExtractionV b0 x7251 > X#EFIFIAE (G2566-60000)(-F0E;
> Host ID

RAZAFSHR

> A—J)LT7RLR
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ser Guide

Quick, Skark Guide

1. Feature Extraction /> X+—JL Reference Guids

Technical Support

2. Help > About AnaIYSiS é%*ﬁ Feature Extraction on the Wweb — »

Agilent License

Memorwstatus, ..

3. About Analysis V1 FOfER R ok

About FE X
Agilent Feature Extraction 9.1.1.1 < N S__ oS
(Jun 12 2006 11:49:18) /7""7170)/\ v/

Reqistered User

Owner:  Klgglat]

AR Host ID
(MAC/ Ethernet address)

Current License
Type:  annual Wersion/Expire Date:  18-jun-2007

License File:  C:\Program Files) AgilentiMicrodrr aviFeatureExtractiondiInternal_Use_Cnly_-_FES.5_158

Produck System
DE Connection:  SERWER=BIO-ANDONAGTFEDE; DATABASE=FETESTDE;

CE Schema Yersion: 9.1

Syt Module Mame Wersion -
AgtCommondGIUL. dll a1
AgtCommonltils.dll a1
AgtOyvetormEditor. dil a1.1.1
AgEFE . exe 2.1.1.1
AgtFE AnalysisProc.dil a1.1.1
AgtFEDatanccess. dl 9.1.1.1 -

Copyright {C) 1999-2006 Agilent Technologies
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FA o RX—DHRE

« T4 RF¥x—: .lic
« ARV ARAF—IIUTOTALIMIZRTF
Program Files¥Agilent¥MicroArray

=10l x]

J File Edit ‘Miew Favorites Tools  Help ﬁ
J smBack « = - | @Search L Folders @HiStDW ||ﬁ x>
J.ﬁ.ddress 1 C:\Program Files\AgilentiMicrodrr ay j f'{)GD
Falders » || Mame ¢ | Size | Type il
=1-_"] Program Files ;| @ BSPspotData,dil 449,,, &pplication E

{:l ACcessaries @ CFx32, o0x S07...  Activex Conl

{:l Adapkec — @ Commiaraphi, dil 573... Application E—I

-] Adobe %] DOMSUppart. dl 43 KE  Application E

-] Aglent #| feature_extraction.ic  1KE LIC File

- B0 Examplelmages | |[»] FEGridLib.d 556... Application E

%] FTPOLL. I 28 KE  Application BT
4] 1 3
|T~;.-'|:ue: LI File Size: 600 bytes |6EIEI bytes |E My Computer J,.-;_j

INVOTPITELTSAERAX—IXRDBFRIZHLFEEL TS
(0S DEAUVAM—ILDBIZSA o RAX—HI GG REERHYET)
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Feature Extraction Vo r9x742{EHAT 5

A2 A—=IL . AT RAT—F

it OMBENHYET

1. A A—=2074IVEFRITS

2. FLEXIm License Finder
4k
Specify the License File
ZER

3. UTFOTALIMIIZRTELTE
T4 A X—%FER

Program Files¥Agilent¥MicroArray

FE version 9.5 TR JPN

FLEXIm License Finder x|

'our application was not able to obtain a licenze
because the FLEXIm license manager could not
determine where ta find the licenzing data it
needs. Pleaze chooze one of the following:

¥ Specify the License Server
" Specify the License File

Copgright (2] 1993, 2003

x|

FLEXIm License Finder x|

'aur application was not able ta find a license

file or server for the FLEXIm Licensze Manager.
Cancel Choosze the filename you want to uze for a

[ licenze file.

The FLE*Im licenze finder
has completed.

Prezz Finigh to return to the
application.

Cancel | <Back | Finizh I

Agilent Technologies

Browse |

<Back | Mext: I
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Feature Extraction Z{#>-7L 1 f&#

A A— SRR

‘ E
In ed: 1140.0172, Green; 79,9325
Rl Log Rakio: 0.2728

QCLR—Fk

(version 8&Y))
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RAOAT7 LA DA A= TR

« [A—TDEPRT—IVELEE

+ AA=TDOIVyT &EER (I fER-HEE)

- ERNT S L. TZATAYEDIER

« T4—FEO—HILINVITSURD IS HER
- IMH/ATFLAEDT)YRRE
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ARYMEETTESZE(T)
BARYNT4—F )DL F MBS LUHRRLEE

. Place Grid
YPINOY b4

« Find and Measure Spots
PLBEDRE ST —F v EA—NILAVIT SUREBORE—
EJEILLANILDIZT - T FIVEERER

« Flag Outliers
T4—FxEQA—NILINVITSURD IS D1+

« Correct Background and Signal Biases
INVIDTSUREEES T FILDOFEMRTE

« Correct Dye Biases
BRENATABED-ODT4—FviE UV ELMIE

« Compute Ratios and Errors
0%tk (Cyanine 5 / Cyanine 3) B&XUIS—I{E. PlEDFE
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ARYMUELTTES2E(2)

ARYMEFTEZEDQCLAR—F

QC Report Header ‘ ‘ X X
BRAL=N\YOT SV A/ BRMEE. IN\VIT U/ AX BRHERE

Spot Finding of Four Corners
FLAOHEED T )y EHEERELI-RIDAIEZAIHRERR

Number and Spatial Distribution of
Outliers and Up- / Down- Regulated Features

%Zb%ﬁﬁ&lﬁ%ﬁ%@&é?«r—%vwﬁs BEUVINLD I —F¥DFLALT

Net Signal Statistics and Local Background Inliers
F4—FrBLUA—AIWNINVI TSRO T FIVEDHE

Foregournd Surface Fit ‘
IxT7TIVEDRBUYBR(TPLAREDI49vT427)

Plot : FR&EZD/INVITSURHIEL Y FIL. M-AT YR

LogRatio? 2 3 {E &£ A {E.
INYDTSUREIED T FILD%CV (RILI414Y)
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Feature Extraction®&/\— 3> TCOEE R

1.)y T4 7 fEER L
2. Agilent Bz FHBFEIEET —2DHIEIL AT HE
3.7 ) r—a30 T EMQCLR—RERL
4. Agilent2 &% T —2 DAxonER $E L el BE
5.#7L L Additive Detrending® & A

Option: > Range®Feature%{#>
6.FLWNTH AU T7A )L EFeArrayh b A F o[ RE
7.FE®command line versionZH1R—k

1.MRNAZ Ao 07 LA DEIEIL A EIRE
2.QCLR—FAPDF 7ML KIZEE
3.RIVFILIIRTLADT T4V FEERL
4. £ THAgilentIZH LTH VYR T ATV T RE
5.Dye Norm files#zL 2k &dye norm Editord®E
6.Agilent optimized QC metric sets® & A

LAgilentEZE~Ao707 L1 DB ATEE

2.Agilenty /o 7L A DT )y T4 T EER L

3.AgilentR v FDXDRAF v THI-EERT
MoHIEIL AT EE

4.Agilentv /OB 7L 1A DEELERER L

5.1 D MFeature Extraction protocol T,
ETHDI+—T D EILATHE

6.CompactDTF AT 7A )L H HAgE

7.QC chart toolME A &. QC metrics®FERT®D

{52 FA AT RE

1.7—3R—XIT % MSDEM B
SQL Express~ZEH

2.Windows installer® 7y 77 —kI2&kY.
Windows Server 2003, Windows XP 64-bit,
Windows Vista, Windows Vista 64-bit CEj{E

3.Windows Terminal ServicesCTOFE®D & A%
HlR D EF THAR—k

4.QCLR—FD K%, HTMLEPDFAN S E IR AT BE

5.FE 9.5.3 O NEIEILFE 9.5.1&F—
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TOVIIrDERMNORITET

TTL

ARV NUEIE D/ TFE

FE Project & Extraction Set

1 70zoh- 2 FOPHk
Start I74ILD DFa8F4
Here! A—7> (&ﬁ?_?’r
IVE) DERTE
1 FJovzyk —
ph Setupand [ Eomty
D B
®fT run existing 775&%’ ®
image files
* h
6 7’I:III~_:|)l« 14—-;,— _?'U“JP 44 E}troal)cﬁ%(%Set
DFeER- ToIL— g
%E FO)EEEE- (E ﬂ:n\)
gl

--EB FE Project1

= B Human_2a4k_ciH

B Furan_zsk_cam o Image File

E C14534 O 20060504 )

7] CGH-va_o5_Fehor ———— Grid Template
= B Man_Agilent T

B man_tailent - Protocol

B e Grid File

) GE2-NomAT_B5_Feb(?

(Standard Project)

FE version 9.5 TR JPN
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Standard 7O x5k vs. On-Time 7O x5k

StandardZ7O0o x4k On-TimeZ7Oo ok

AX v DT LEE#MDTIFFA A | RE¥vZLENS AR NMERT

— S (MR ITA—TYRE) E—D (“On-the-fly”) —RXFwo M ARyE
D70 YA THEET fRITETEEEEE
—>ELAFHIZIZ/NN—a—FEFRANE

— 2% BB ZIncoming ImageZ 4 LA
EResUtTA LA EEET BT

B =
Vser Vser Vser Vser
B = BN = BN = BN
Slide 1 ‘ Slide 2 ‘ Slide 3 y Slide 4

Stide 3 || 4

Confoion 0 Sida1 | | Sido2| | 4

Report on-the-fly !
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A A— EHTE EH —— Ay I EALE E
(FEFOSTIR)

AA—EEAD

* Agilent Feature Extraction - C:Mata\Feature Extraction\Extraction Sets\hgilent 22k\Human_27K_expressian. Hif MG ES t L — > L

Fie Wew Edt  Colr Took  Feature Extradion  Wihoow  Help I -I- Ib ﬂ ) K (3 ))

DE EES hE @ % / iage 0 ar\
=] e —

s - &, q, | %
E 1y &l channsk @ M Ao Cobr Scaing

= = 1. Y= ILIN—D A A —
_ e SIOFANA—TUkA
FE Project T ED)vIERIE

BJ:U oizrss D oitte: File > Open > Image

WorkArea § = 7 [eerotocol Bromser
s L T

A A—D BT 9 2. TIFFA A— %) —
] HIYTIZRSYY

3. Project Explorer®
Extraction SetdDTIFFA A
—

FAAVEFT IV
v
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H0vJE—K,.Zoom In & Out
,1

B &l Channels

+ Agilent Feature Extraction - C:¥Toshiki Documents¥To

Ele | wiew | Edit Color Tools  Feature Extraction Wi

‘k@ ®a | Auto Color Scaling

mﬁ | 200
E Entire Irnage

Entire Hiskagram...

Select Row or Column,.,

Extraction Results

g Image File Info...

Status Bar
Grid Template Browser
FE Prokocol Browser

»
100 %

1000 %
Q00 %
800 %
00 %
&00 %
500 %
400 %
300 %

200 %

50%
40 %

30 %

29
"

Ay TE—KON > A= 0ayTHIZHLWV Y 4RO TRER
90y TE—FROFF > A= IOy TRICEOREZIIZHHETOAURDEFILK

o QX

o I 3—hA

al fE/h

e View > Zoom

“J"

Ctrl + (EXTILY)vD)

a] 100% (PCIZ&->TELZYET)

TN
ERN

FE version 9.5 TR JPN

Ctrl + (BZTILY)vD)
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¢ Image Analysis Tool - C:¥Documents and Se

E AT7r—ILOEE (J)=7/8%) S

Use Log Color Scale

i C: ¥Docun 0
v False Color
E= b= |
EI % Gray Scale s|mj _

Reverse Gray Scale -
Image |nfa | False Color wy White BG

B &l Channels v @ S @ "L | Auko Color Scaling v 1 '_ ; E@: i | = | BH .
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+ Agilent Feature Extraction - C:¥Toshiki Documents¥

' 5 Y File Wiew Edit | Color | Tools  Feature Extrackion W
- -
. y ' ) L E 8l Eﬁ = |r. Set Calar Display Range. ..

B &l Charn = UseLog Calor Scale

False Calor

BFYoRILDTF IV EER

False Calar wi White BG

" . 7 i — . - *
E all Channels @\ @L@utn Calor Scaling 1 ; 29 =

S s S e i = R b i Set Image Color Display Ranges x|
e e A e : Fied Green

P irirnLri: |44— |28
Maximum:lm Iﬁ

All walues lezs than the minimunn value wil
be clipped to the minimunm walue. Al values
greater than the masimum value will be
clipped to the maximum value.

Low Percent High Percent
Auta Scale Image W |1 IEIEI

Qg I Canicel |

Set Image Color Display Ranges ND#{EFE - ZEHEIAHLET,
AA—DRTEEEAHE

FE version 9.5 TR JPN Agilent Technologies
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"'*:l n| S1o70vk

BELESAVTOYT FILIEZHER

&) all Chanmels v @ @ @ " auto Color Scaling , 1 |-= '_A. - EEE .

W US225026368_16011521021786_S01.TIF: Channel Re =] S|
=l E M E =

D:\US22502638_16011521021786_S01.TIF
Channel Red & Green Row 1682 (min=39, max=1637)

CCCCCC

Select Row/Col |
KERR =2 HAWNIEFTILIYY
i
Elﬁﬁ |+| ™ &l Frows or Columns &6(,\(&6@7)[,7'} “J7
k| Cancel |

EE IOV YHTIAoTOvhEHRT 54,
o0y JE—FIXOFFIZLET
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B EXANTS L

FEREEDE /L ZFEL ERNT SLZIER
F By | all Channels [H] & e @ % st Color Scaing -[=] « ) - [ [ =] am

9y TE—F%0FFIZ3 5%

o EIRFGH=IEF (FLAEHFLLE)
B0V)vIRSYYT T7LA DEFETER

Irtensity [Bin size = 700]

o EIRFGHEH=NE (ELKODRAKRYE)
M EH)ysL BY)YIRSYS TRARY R EEEEZZER

70

, ,..||I|III||
0 760 1160 1560 1960

FE version 9.5 TR JPN Agilent Technologies

5250 6650 8050 9450
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e — * Image Analysis Tool - [C:¥Documents :
K /J\ ’ ' J d) &jLE | File Wiew Edit | Color Tools  Feakure Extrack
Ii’vl El % Set Data Range. ..
= s IUze Log Color Scale
B = 8§

False Color
Image |nfo | Gray Scale
v Reverse Gray Scale
False Calar wi White BG

Irnane laeAbiny

2 ZDMHAT—RADER

(N

+ Agilent Feature Extraction - C:¥Ty

ile Wiew Edit Color Tools  Fe

e Y IE: 1/
= Red Channel | i ( 5% )
Red Channel

areen Channel

(N

N

18
(#%
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+ Agilent Feature Extraction - C:¥Toshiki Documents¥Toshiki_Pilot¥Rice44¥2005

TOO I S )( — 1L Fle Wiew Edit Color

2 =HlE

Feature Extraction  ‘Window  Help

Flip Upper Left to Lower Right (Landscape/Portraik) ||

Flip Upper Left to Lower Right Preferences...

TLAA A= %R0, ftHELE A A= T )y NEXRE FEZO
CIHMNEE BRRBA—Y—FEMN
A BE

Preference Settings x|
F=3 Preference Setlings B Color Palette
[ General Cne image Reverse Gray
g g Two image False Color
% General E Color Scale
Custom Color Rar Use Log Color Scale False
L1 Graph Yiswing [ Auto Scale True
[Z1 Grid E diting 3 Scale Setting
L1 FE Project Laws Percent 1
| High Percent 99
| [ Others
Start with crop mode True

Ratio of window size to Feature cross For 10

< | B

15 : Agilent 7 LA 15 : Agilent 7 LA o6 ] cowd el

DNAE@E M5 &HAEY DNAZRE M5 &HAEY
BE./\——FE& #HtE . /N\——KTF
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34 Image File Info

o AXvURMDIEH

(Date&Time. Operator. R¥+F DIKEE
o TNDM/N—I—FIBEHR. M A—DIFHREHER

Scan Image Properties

General | Versions | Scan Geometry | Scan Statistics | q
E File Info

Filz name J522502699_251210613965_501 . LF

File location C:¥Toshiki Documents¥ Toshiki_Pilot¥Riced4¥200
E Scan Info

Date and time 2005:06:02 10:03:37 +—

Operator unknown

Description unknown

Stakus Scan successful, 0O

E Array Info

Identifier {derived From the barcode) 251210613965
Is Agilent barcode True
E Image Info
Mumber of images z
Image size: (in pixel) &100 % 2160
| Channel{s)
Image 1 -
Image 2 -
Image orientation Landscape

Image size {in pizel)

FE version 9.5 TR JPN

Apply

Close | y

Agilent Technologies

+ Agilent Feature Extraction - C:¥Tos

Edit Color  Tools  Feah

Filalulj} F

Entire Image
Entire Histogram...

Seleck Bow ar Calumn, ..

Extraction Resulks 3

Image File Info. .. I

]

Page 27
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Feature Extraction #{E{t ETDORTYVT

Agilent 7L 4

. Feature Extraction

Project =17

Non-Agilent 7L 1

[
»

G)yR{E%E

FE version 9.5 TR JPN

. Feature Extraction

Project =17
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Non-Agilent 7LAJVvrEX . EEDES

Input 7714JL

Gene List

WES
J1)yk

Output Z7714JL
SY)yRIT7ALIL
T4—F¥IT714I)L

FE version 9.5 TR JPN

7LADTIERRUOT /T—a idlh s 5
ShTLBYRE
(A—Y—ER., BUEERTICERICH D> TULS1ER)

7ULAEDARYRRILIEDRTE

AMTVIR YT T YE DA ERR

HILA—FrDHERRET /T—3 VER
(TR 74 VR ICBEIMICERSN D)
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Non Agilent 7L 1 O#{E{L%H N

3. YT T VIR BEDFRE

" Agilent Grid File [ *_grid.csv | —

[ )
" GAL Format File [ #.gal ) L4 | B I‘ ® I. e
.:

= Agilent Design File [ #=ml ]

1. )k o274 ILDERL
{£ B9 5Gene List?):EIR

— Gene list type:

" Tab TestFile[%%]
" No Gene List X

4. Ry MIE D R EE

y

XX = | X|X

2. ATV IR IE DR

l

F e - v 5. 7 )yRI7 4L DIRTE

o ‘o e % !

6. Feature Extractor O =17
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1) yRE—FEN
+  Agilent R X vFTAA—T %A E -7 non-Agilent v1/07L A

ZHIEE

o RRYMIBREY—ILIZES>T. PLLIEDRARYMEHRB LIV ESR
BEifH

« GenelList DX (FLALAT Ik, T/T7—231FR)

> Agilent JUyrI771IL .csv file
> GAL 774l (GenePix Array Layout) .gal file
> Agilent T/ T771)L xml file
> BITRYYTERRI7ZAIL txt file

<}3FEB> Agilent X v FIIRASAFITSRAODER NSRS T LA EHRAFMYET
LUTORENR—BLTNAZEEHHEND TS

o BIEFUALDITIE
o A= DHRAMYME
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&l suvrnERk

o

non-Agilent7 LA ZHUEIL T BIZIXT VIR E LV T —F v I7 A IWAEE BB E

1. Grid Mode On/Off Z51)v o LT )YyFE—FIZT S iE:|

Create/Edit Grid X

it Gri =AY S
2 L] C rea te/ E d It G rl d E E -t: Fleaze select the type of gene list that applies to thiz
- > methes ths gom ot ot A
Gene List D21 7%#E R "’ '

Current Image Origntation:  Landscape

MOTE: gal and tab text files are likely specified for
portrait images. Agilent design files are always

- o = specified for landzcape images.
+ Gene List "HB5E:
" Agilent Grid File [ *_anid.cav |

_grid.csv, gal, xml, tab text " GAL Fomat Fie *ga
o N " Tab TextFile [*)
0) L\T*Lh\élg*ﬁ f* Grid Template

" Agilent Design File [ *xml )

Ly " NoGene List
"

¢ Gene LiSt 75§7‘;L\i§é / T;:t:colforﬁridhdode:
No Gene List Z:EIR I

44k_CGH
Maondgilent

v
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o

&l suvrnERK

3. {TAFEHZLEIC. FIEEEDN
Geometry Information

V4VEIICBEBANSNS

« Gene List "HHGEITFDT
7ALILDIEHRELHEIC

« Gene List G WNGEEIET7LA
A A—T i HER

« =SELELNEELIDOEERTH
[EDZEE(LTRE

4. Auto Fit E£7zIZX Manual Fit %
21)9%9

FE version 9.5 TR JPN -8,

Geometry Information

Dimenzions
Columns:
R owes:

— Main grid / Arrap geometmy

—
—

|

MHaominal zpacing between subgridz

Caolumn [in pixels): I2F".39
Row [in pizels]: ISD.DB

Total number of subgridz: 14 [estimated)

Dimenzsions
Calurnnz:
R owes:

— Subgnd geometry

.
—

|

Mominal zpacing between zpots

Colurnn [in pixels]: |1 454
Foww [in piels): 15.025

Horizontal:

— Morninal zpat diameter [in pixels]

IS.SS

Wertical: 319

r— Maximumn fit mowvements

Subgrid [in pixels]
Harizontal:
Yertical

—
o

[ Mo limit for subgrid adjustment

[~ Mo limit for spot adjustment
|'S|:|ot lozation [in pisels]

Haorizantal: IS
Wertical: I'I a

Agilent Technologies

Reset

Aubo Fit

b4 arwal Fit

CEEE

Cancel



vVINOEEE

Color > Use Log Color Scale %L \% =] #:&RLT
AA—TFAJRTRL, ARVPEREZEL LT DKROIEHR

Oy K=
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AT)yREDEFE  Adjust Main Grid

Adjust Main Grid #21)v% Adjust Main Grid

o b TUVFOMBRE
> Main Grid View
> Main Grid Corner View

Grid h—YILEFE-TITYIRER
B E 7R

oo |EES| | E .

Main Grid

o | HUYRDEER
> Main Grid Corner View

Y O)REZTLADBIZEL-TULNE,
Rotate H—VILTALL T ) YKE
[B] &5 SR .
Main Grid Corner
T View
W7 Rotate
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$IHYEDFEE  Adjust Sub Grid ~ El

21 Adjust SubGrid Z%'J% Adjust Subgrid Skew Subgrid

- BIJ)yEDAIEFRE

- - iz oEs %R e.
> Subgrid View e
> Subgrid Corner View .

cccccc

Grid h—)LEE->TI ) ‘yl~€—$§ ‘‘‘‘‘ ;
BLAIEZ s

Subgrid View |

& YIUVFORAEEE
> Subgrid Corner View

Skew 7(a2%&J)yIL. FLAD
BRICt-TWEAEZEE

rai s farat] faee

: | o
e a et ol N bg rid Corner
BB o eirion (8] Grid Adustment: VIeW

W _# Skew
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Ay MILE 0) 5 2

E| Adjust Spot =)y

« "+ RRYE D RINITLBD K IFRE

. _| &3 | %414 L. Feature Extraction /%

EDRMBEZARYMRILDEEL TEHT
h\ﬁnu‘.\

« ARy R, Grid Adjustment 270
(285 Ignore =Fxv/IL
True Z:EIR

— COARYMIBELTRIELLFHE I
HNIZLY

FE version 9.5 TR JPN

Adjust Spot

Adjust Spot

<)

i

Preview Spot Centroids

nnnnnnnn

[[[[[

uuuuuuuu

EEEEEEE

uuuuuuuuuu
VVVVVV

00000000

aaaaaaaa

PPPPPPP

FFFFF

Spot View

gggggg

Preview Spot Centroids | = ]
& QW

@

&

Agilent Technologies

o &

Zoomed Spot
View

R &
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J)yRI7714ILDRTE

ARV FINERAIELLERE SN T=5 Save Grid R2E91)voILT
T7AIETIFFA A—J ERILTAHILE IR TE

J1)yRIT74IL _grid.csv EL T—F¥T7714)L _feat.csv BMEFESINS

savens 2l x|
Save in: Ia FE result j = % Eg-

File name: IN:::n-’-‘-.giIentE warnple_501_A01_grid.cav Save I
Save as type: Iﬁgilent Grid Files [*.cav] j Cancel |

&

FCIZBELEITSHBAIZIL. Grid Mode On/Off Avd
1) yRE—F %KL . Feature Extractor 21T
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Tab Text File T? Gene List £k : N EIEH

UTDLAT IO T/T7—aV gl E

- Grid index (F71=1& SubGridRow/SubGridCol ) A

- SpotRow ..
- WHAZRIAH
- SpotCol
- GeneName F7-[J Probename (AL W52 EHTTRE)
== > AN
- Control HHEANTTRE - ------- - - FTiav
A | B | e | F | 6 | H | v | J | K | L | M | N |

1 1 1 1 1F3 Forssman glycolipid synthetase, may be enzymatically inactive; canine homaolog FS produces Fors:
2 1 1 1 2/nfa n'a

3 1 1 1 3 AMSH Associated molecule with the SH3 dormain of STAM, a protein invalved in cytokine signaling that ass
4 1 1 1 4/nfa n'a

5 | 1 1 1 5 11100727 Pratein with high similarity to rat CIZ, which is a nucleocytoplasmic shuttling protein that activates rr
B 1 1 1 B nia n/a

7 1 1 1 7 IMAC Amiloride-sensitive sodium channel (intesting), a member of the DEG/ENaC superfamily of sodium c
= 1 1 1 8 3-Apr Protein of unknown function

9 1 1 1 9 GUCYZF Guanylyl cyclase F, a membrane-bound guanylyl cyclase that converts GTP to eGMP in the retina ¢
10| 1 1 1 1011 932068 Member of the tetraspanin family, has low similarity to kangai 1 (human KA, which acts as an act
1 1 1 1 11 FADST Fatty acid desaturase 1 (delta 5 desaturase), catalyzes the desaturation of eicosatriencic acid to ar:
2 1 1 1 12|FLJZ0E24 Hypothetical protein FLJ20624 (PAK/PLC-interacting protein 1), contains five G protein beta-like WD
13 1 1 1 13 STIGALYI AlphaZ-3-sialyltransferase, an enzyme that sialylates glycoproteins and glycolipids, involved in the b
4 1 1 1 14|AMY1A  Salivary amylase alpha 14, 1 4-alpha-D-glucan glucanohydrolase which degrades starch to glucose

15 1 1 1 1R NRG1 Nevalnamentally reanlated GTR-hinding nrntrin 1 meoral nrecnrsnre cell penressed develnnmeantally o

FE version 9.5 TR JPN

Agilent Technologies
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O hO—)LIER

Control Type
Name AAQ3—F * BUELShERICEENDA,
Probe 0 BRNATAGEDHEIZIZFER
Positive 1 oy (v (A
Negative = o MIEIRTDI T BRI

E 1T ~ B <

Not Probe* -20,000 SNt
Ignore** -30,000
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Tab Text File "D 5T JyR4ERK

Create/Edit Grid Vs> Foh 5 Tab Text File

ZER

FEHBEDORAMMLZEIEELT OK

=01)99

» Gene List DIFHEHEIZT )UK

ZHETEm

« D XTv7TIEL No Gene List @

Create/Edit Grid |

Flease select the type of gene list that applies to this
image and make sure that the image arientation
matches the gene list orientation

Current Image Drientation:  Landscape

MOTE: gal and tab text files are likely specified for
portrait images. Agilent design files are abways
specified for landscape images.

— Gene list type:
& Agilent Grid File [ *_grid.csv )
" GAL Format Fils [ *.gal )

€ Agilent Desian File [ *#ml ]

P Tah TextFile[=*]
Mo Gene List

ok I Cancel

Tab Text Grid File Preview : x|

E¥2 DNA_anay¥09 Customer_Training$02_FE trainingé01_PC_MaterialsN nnAﬂerlEmnple_'li’ abT et bt

i

Subgrid Fov| Subgrid Col | Spot Row | Spot Col

= |w|m|~|om o] = ra|—

FFERIFRICT ) YRGB DREBEZEITS

FE version 9.5 TR JPN

| -

|| Gene Name :

L e = T

Subagrid #
Subgrid Col
Subgrid R
Spot Col

Spoat Row

Frobe Mame

Syst, Mame

Gene Name

Oligo Seq,
Dezcription
Accession

0|Seq. Start

Contral
Species

Forssman glycélipid synthetaze, may be
nfa
Associated mojecule wath the SH3 dam.
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HEEE

AMITSUOIZHE-2TWBTZLADT ) ykHhtE

TS DEMNVIENGEE TSV 0DHMEWNGEE
=] gzlzt location adjustment : 7“ IJ ‘y Pj?’r)b&if{lﬁjﬁ
Colurnn 1 S — o o
i Fosurc Nuber 1 TA—F¥I7AILDDT I RRYk
: E #5£6 "1 (ignore)” &LI87E
i 9
= DiameFers {in pixels)

e : a [ ®r [ s [ 71 T U ]
EroEeh Probe_t e feature nu no spot | user ignore | control ty) prg
GEnE Name

8] 1 8] 0 0Fs

_ | 8] 2 o] 8] 0 ne

» RY — 0 4 0 0 0 I"IJ/EI

9 U:‘JI‘VEE‘ZE#(» 0 5 0 0 0L11

Xz‘ll_l':‘y I~§_ 1 23 D" Ignore” & ° ° : o e
HE (HTHd)
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HEEEH

E(REFIEL ssvromnsnse

24—F ¥ I7MILDRES L

1. No Gene List ZZERLTT VIR I7MILEERK

in-zone column

in-zone column

=2 123456789..... 14

(@] 1 re L 4

- 2 e o °

v 3 o0 o

c 2 ° e o

O g ®

N Gle ee

£ 7

S 1| e P

o 2 ° °
3 o0 o

L 3 e o

S 5 ° q

N 6|le ee

! 7

=

123456789..... 14
@ \ 4
e o [ ]
[ ] [ X NN )
° o o L "
o o l TS0 DUE:
in-zone column 8 — 14
- " in-zone row 6 - 7
... [ ] .l
e o
[ ]
[ ] [ X ]

AR IIVIDMEBEARARYNHAERELTT IYRIT7AILHMER

FE version 9.5 TR JPN
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E(REFIE2 ss5vrnmnsnss

2. ERSNf=D4—F¥I7MILZERK
N

HEEEH

| A | B8 | ¢ | o T e | F T & | H
l_zone zone colu zone row | global cole glokal row in—zone o in—zone o grid X 1
L2 2
| 3 | 1 1 1 1 1 1 1 128 3 1 1 i 1 £ 1 1 12
| 4 | 1 1 1 2 1 2 1 27t 4 1 1 1 2 1 2 1 27
| 5 | 1 1 1 3 1 3 1 4t 5 1 1 1 3 1 3 1 411
| 6 | 1 1 1 4 1 4 1 L 6 1 1 1 4 i 4 1 56
7 1 1 1 5 1 5 1 708 > i 1 1 1 5 1 5 1 o
| 8 | 1 1 1 g 1 5} 1 g5¢ 8 1 1 il G 1 3] 1 a5
| & | 1 1 1 7 1 7 1 99¢ 9 1 1 1 i 1 7 1 99!
[ 10 ] 1 1 1 8 1 8 1 1148 10 1 1 i g 1 g 1 114
[ 11 | 1 1 1 S 1 9 1 1280 11 1 1 il g il a 1 129
|12 | 1 1 1 10 1 10 1 143% 12 1 1 1 10 1 10 1143
113 | 1 1 1 1 11 1 1580 13 1 1 1 11 1 1 1 153
14 1 1 1 1 12 1 172€ 14 1 1 1 12 1 12 1 172

3. A=a1—/\—0) Data>Sort 251y

Sort by “zone” T Ascending (RIE) 2Fzv’
sort

My list has “Header row” [ZFxv%

Tools | Data | Window Help

24| sort...
D Filker 3 !F— -
lobal ” Fzone
| L !

FE version 9.5 TR JPN

U—bELEDTZUIDEIV(EERBEIDFREE)ES)YILT,

Agilent Technologies

2 x|
Sart by
Izone 'I * Ascending
" Descending
Then by
I vI &+ Ascending
" Descending
Then by
I vI ' ascending
" Descending
My list has
~ e ¢~ No header rove
Options,.. | | QK I Cancel |

U—r &z ER
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RN YA

B3 Jsvonmrnzngs

4. A—a1—/\—0) Data>Filter>AutoFilter %)%

Tools I Diata | Window  Help
8l sort...
5 - -
- _-m AukoFler
global | P I E |
1 1 T I
2 1 2 1

HEEH

5. “in-zone column” O Vv#%%')v-LT. Option %:ER
T50012H->TWAST5)yFRA® Column FESEA N

(Al S

aTuE ID...i

+

1

SR I R

F
in-zone cu:ulum6 - ’n-znne row =| grid

FE version 9.5 TR JPN

Custom AutoFilter e |
G Shaow rows where!
in-zone colurnn
1 1 Iis greater than or equal ko j IB LI
1 2 & and ar
1 -
. ] ||s less than or equal ko j |14| LI
17 _
1 q Use ? to represent any single characker
. d Use * ko represent any series of characters
a4 I Cancel |

in-zone row

Agilent Technologies

NoOuThWN =

in-zone column

123456789 ... 14
o *

Column 8 - 14
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HEEH

E(RIEFEA ss5vrnmnsnss

6. [+ “in-zone row” M V¥%%51)vy4oL T, OptionZEiR
IS5 91205->TWAS YT TR AD Row FEFSEAN

Custom AutoFilter 21xl
Show roves where

nnnnnnnn ]

I greater than or equal b j |6 LI

' and g

I less than or equal b j |?| LI
Use ? to rep t any single charact

i to repl t any series of charact

ok | |

in-zone row

in-zone column

123456789 ... 14

1 4

2 e o o

3 o0 O

4 [ J o ©o

5 [ J [ J

cle ee | Rowé6-7

7. TANEB—ENTITIUIDRARICDHEEREDT-&.
“userignore” # 0 — 1L H

FE version 9.5 TR JPN

T

user ignore |

bolo oo 4a

T

user ignore |

e | = = s

Agilent Technologies



HEEH

E(KBITEZFES ssvrnmnsnse

8. A—a1—/\—@ Data > Filter > AutoFilter ZEES)v4H
T4 E3—% KGR T —F v I7MILERE

9. MEL=T)IRIT7ZAIL, T4—F%I7A4ILE{ELY Feature

Extractor #=£17

—@ ®
o o
oo O
o e o
o o
o 00 O0000O

o 00 O0000O

e o
00 O00000

User Ignore At 1 [25-TLB R Ry ) FHELERICIZEERERA

FE version 9.5 TR JPN
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Jasxok JYyvkELuZaka)lL EEDERA

Froge
Pane S B

[t taphorer 0 || e P Froparsen Y Exhusction Sef Cartiganatien |

Project Explorer | "™ ] ] e Do e St | 157

Grid Template
s o Browser Pane

5 A2 — I iBA D Design File,
Fol3Cd FileD WA F/TTH

mmmmmmmmmmmm

Project Work
Window '\
\
= FE Protocol
Browser Pane
Javz gk JYyEEEU7TakajL
«  Project « Grid Template

1~100MDTIFFA A—C D —3E
HMEIEOTAEX (T7AILIRTE)

Project Properties &0
Extraction Set Configuration

FTADERENDE (k)

THAID7AIL(TOLURTLA)
BXRT)YRT7ALIL

Protocol
BEILDOERATYTOT7ILIA)X A
DEFHIERTE

FE version 9.5 TR JPN
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Feature Extraction #{E{LIZHELZLD

@ Agilent R & ¥FTHAR>T= TIFF 1 A—2 (V0T OHERL)
@ Grid Template - THA 2V I7AMIVE =TT VIR BE LV T4 —F ¥ IT7AIL

> Agilent LA DBE
THAI774IL (xml)

e WAOTT7LAFxvk CD
« Agilent Dz MRERFA V2 O—RETBE

> Non-Agilent 7L 1A DI5&
ERRLI=T VYR 27 ILE LU T —F v IT7A(IL
(_grid.csv, _feat.csv)

3 Protocol - #{E{LD=sbDTAraJL
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SyRFoJL—hEBLUTOrIJILDZEEEM
ATV DICTHER -8 & AYJyITEM

¢ Agilent Feature Extraction Tool

Agilent

A ryorssgL—r website
mol (AVAR—ILEHDTHFAL TR, Microarray Kits webpage
piree ﬂﬂ*i?l/«ra)v‘-“b““«rvar)b’é%%m) Technical Support
v T » Search Gene List

012097_D_20050310
012106 p_20031020 N o o L ey

+ Download Gene List

012391_D_20050310 J‘E 1]” ............

012600_D_20050211 P . .
012694.0_20050310 : 4—| +JDownload Design Files
: 'y i 01209? N :

2756 o 20041020 011521.D_. U11866.D_...

4

012795_D_20041102 Feature Extraction
Software webpage

Technical Support
* Freguently Asked
Zlestions

44k CGH OR05 = Specifications

+ Download Softiare

013162_D_20050217

H|THAITFAIL
(FPOLURTLA)

H7oran

annlnad
F'rntnu:u:ula

(ol = 5510, row = 10} Red =57, Gresn = 29

/

BEO“TArIL DINTA—2% F7OraLEEmMU-YBRFEQ IO SR

L1 4

ZTHELTHDEZRITREFET S OLNEEBLTRAAMEEATRELRS e S -

NHEFEFT . FTILY)vILTIN B WS TEITHA (TR T7AIL o e ot rows 1

FA—BEEFERK., “Saveas +-"T ATy LT, “Properties” (B R L

{&1F9 % &. Protocol Browser| 218 X|) ®’Default Protocol"%ZE R A& T =

mEnxEd, T. 7O ETH AU T7AILEB o 22k' =
EwyFoy f%é otol BmYES, g
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JACz O I7ALILDYERK

(1)File>New>Standard Project Z < (BrfR{ERL)

% avdare Pt Proseat - CasbisHadell

T G Taraplatee
| [ oi s
|| - otrra e nsaase

(2) Project PropertiesZ &% 5E

@& Project Properties | 1] Extraction Set Configuration |

El General
Opsrator Unknown
Bl Output Folder
Same As Image v
Results Foldsr
B Outputs
GEML
MAGE
FEG
TEST v
visual Results v
Grid
v
Bl Automatic Pratacol Assignment
Highest Priority Default Protocol Grid Templats
Default Protocol
Bl Automatic Grid Template Assignment
v
El Other
External Dyshiorm List Flle
Overrits Previous Reslts
Send FTP Resuts
FTP Setting

FE version 9.5 TR JPN

(3) Extraction set configuration2 7 ZBLVNT. CCItiffERSv4

|| €& Project Properties I*tra:t\un Set Configuration | 4B
Grid [ Protocol| Output Name

ll 012097_D_20050310 SDE1 US14702375_251209741291

pz%7E_251209741292_501 012097_D_20050310 SD81  US14702375_251209741292_

HE14702375_251209741293 501 012037_D_20050310 5081 US14702375_251209741293

US14702375_251209741234_501 012097_D_20050310 SDB1  US14702375_251209741294

(4)Grid& & UProtocollZ[F/N\—a—F BB ZTICBEI THAA
EN-RENADL, 2T CEIREHAIHE

ﬂi Project Properties ﬂ Extraction Set Configuration |

Extraction Set Mame '\_| Grid | F'mtocol| Output M
1JS14702375_251209741291_501 :IZ SDET  US14702375 2512097
US14702375_251209741292_501 012097_D_20050310 SDE1 US14702375 2512097
US14702375_251209741293_501 M12097_D_20050310 SDE1 US14702375 2512097
US14702375_251209741294_501 0M12037_D_ 20050310 SDE1 US14702375 2512097

Agilent Technologies Page 53



Feature Extraction O FE7 O I vhT74IL

o« TEXT
BIYTXANT+—T vk (Excel ¥°GeneSpring7%i& T A#A AIHE)

. Geneview(miRNAND #.)
miRNAZUE L5 R (Excel °GeneSpring”i & TiHAAH [ EE)

« JPEG
A A—DFEHEIF7AIL GEE:IPEG 274 RBYREIE{L ARl EE)
« MAGE

MicroArray Gene Expression Markup Language 7+—<Jk

o Visual Result
TIFFAA—VICERTISTBEREHETES 774

« QC Report
1ROT7LADHEILFERDOLER—#EHEHRS LUV TAYE)
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MAGE [ZDL\T

o XMLEFEZRN—RELTHF
e Rosetta 11? Resolver VIt 172 /2 7R—b A EE
o VAHYOFLAIZEETAIEROFEMOEIE., EEDE=HIZTHFIU SN

r-EE

o IAUOTFLATHA AL, BLEHR. RRERE .. REREFIFER. Ei5F
REBET 2. T ABNTEROFMZ R AT RE

e ArrayExpress (EBI), GEO (NCBI) %> CIBEX (DDBJ) iz D4
MR ORT7LAT—AR—XATCHERAIN TS I+—T vk
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IL

Oz I77/4I)LORUN (/N F LB D BIIR)

. . = N . -
(8)Project > Start Extraction THil#a (6)Extractionh¥§84>>7=5, Project Explorer®*J!)—

+ Agilent Feature Extraction Tool - [C:¥Documents and Settings¥jp453 E:L_O)t;b\ 75\6 . 7_70)77411/%9*7‘}1/7 IJ \yb'g'
Ele View Edt | Project | Tooks iindow Heb AEHEEOETEAS
o
A @ E| Setetetng |l 9
’ﬁ t Explorer | Project Properties ) Extrd + Agilent Feature Extraction Tool - [C:¥Documents and Settings¥jp4
= i'.gj u51-|?nz37'-'!'5 N Extraction Set Name o File Wiew Edit Project  Tools  Window  Help
2 = = =] 2 R i ) ’
% B Us14702375 251205741292 501 ||| US14702375_251209741291_50 S =EE B &P .
@ WY US14702375_251209741293_501 | || US14702375_251209741292_S0 [Project Erplorer 8 %[ @ Froject Properties
&5 Us14702375_251209741294_501 | || US14702375 251209741293 S0 = G FE TRProjectl

Estraction Set Mame

US14702375_251209741294_501 =B US14702375 251200741291 5011
B (1514702575, 251200741201 5 || 1514702375 251203741231
012097 _D_20050310 US14702375_251209741292)
ﬂ sDe1 J514702375_251208741253
w8 US14702375_251209741292 501 ||| |19 4702375_251209741294
-8 US14702375_251209741293_501
B US14702375_251200741284_501

+ Aglent Feature Extraction Tool llZUI:I(-(uﬂ'ﬂ“ud54.".P.InnﬂtﬂEBf(lBKlﬂ!ﬁ-‘i«l!‘lﬂlﬂ‘mnkWEP!nOmm[Emﬂﬂm-m‘.'. ell
D ¥ew Edt Broject Iods Window el
Al FRE bR DA 7.

| Praject Faplorer B % || € Proect Progerties | IC) Extraction Set Confoution B Sunmary Rizport |
Bl FE Progect3] 3
# W] US4z Zmizoersnsne 0l Project Run Summary

{Project started on Wed, Mar 30, 2005 o 174047

I amd ings] Z I PalaAlta TR & 4702375_2512097409
[Wed Mar 30 17:40:47 2005

(e
o
(nFo:
(o o:

+ Agilent Feature Extraction Tool - [C:¥Documents and Settings¥ip45

R - L Eile Wiew Edit Color Tools | Feabure Exkraction t Window Help

8 *&75‘\% ﬁ‘éhi?o Create & New FE Project

{Frnjacs finishen an Wed, Mar

i all Channels UE aling
M | Load Visual Resul =
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Resolver ~ND 774 JLE5%

FTP &5 071
° MAGE B FTP Setting

Result Type

+ TIFF %50 (& JPEG E1{& achne bestination

User Name
Password

FTP &% Cie =
- Destination
- FTP port
- User name

- Password

FE version 9.5 TR JPN Agilent Technologies

True

fdaE
JPEG

at

resolverftp
*******

mage
mage
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JAav oM

Project

EITDIEER

Project Explorer /

=-@# FE Projectl -
-8

. Human_22K_expression, tF

Ej Human_d44k_CGH

- B Human_44K_CGH.LF
Bl 012750_D_zonso3is
0 44k_CaH

=) Extraction Set

—— Image File

Bl 012097_D_20050310 \

™ Grid Template (Grid File)

™~ Protocol

FE Project name_
YYYYMMDDHHMM.rtf

Running Monitor

[Running Monitar 1

Extractian: Human_22_expression (Human_22¥_expresson.of)

==> OullierFlagger: Creating Probe List

==> OutlierFlagger: Population Outliers Color 1
==> QuilierFlanger: Population Outliers Color 2
== OullierFlagger; Calc. background outliers

=»> BG Subtraction: Calculating Baclq]lnund Statistics [Green Channel]
==3 BG Subtraction: Spatial Detrending of Low Signals [Green Channel]
==3> STEP: Dye Normalization
==> Dye Norm: Removing Dye Bias

i ==> Extracting in progress......

ﬁ} Project Propertios | M) Extraction Set Canfiguration Summary Repoet

qdb

roject Run Summary
Project started on ¥Wed, Jun 01, 2005 at 133654

Proceeding with 2 parallel execution threads

Wed Jun 01 13:36:54 2005
INE O Grid inuss: 012750_D_20050315.

FE version 9.5 TR JPN

INE O Frotocol inuse: 44k CCH.

INF & 9 (Red) and 18 (Green) Featise non-uniformaty eutliess

INF O 30 (Red) and 37 (Creen) festure populstion eutliers

INF & 7 (Red) and 3 (Greer]) background pon-uniformily cutliers
INF O 2278 (Red) and 2113 (Greeri) background population outliers

Agilent Technologies

C:\Program Files\Agilent\WlhicroArray\ FeatureExtraction8' ExampleImage s\ Human_44F_CG
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Visual Results TO 7S5 R

View > Extraction Results

- View Results
- View Outlier Only
- Hide Outer Local BG Ring

Use Simple Colors

Help >
Feature Extraction Output
Quick Reference

¢ 777 Wéo)ﬁﬁn-n\

FE version 9.5 TR JPN

Image Analysis Tool - [C:,Program Files' Agilent', ExampleImages)
| Filz | Wiews Edit Color Tools Featurs Extraction  ‘Window Help

Bﬂ-l n Zoam 4

n| E Find Feature. .. Ctrl+F

25| =] & 2]s

Entire Image
Image Entite Histogram

Select Elliptical Area

Select Row or Column |

I'I Extraction Resulks

4 ' Yiew Results
v Tool Wigw Outliers Only

| neibar v Hide Duter Local BG Ring
» Sbaktus Bar ’

| Use Simple Colars

FileInfa Chr+l |

Feature Extraction Help

— Feature position and outlers

X Feature pazition found using feature intensity

(Feature Fourd) -|- Grid location for found features

b4 Feature position is estimated based on the

pozitions of the bright features [feature not
faund)

O Walid feature O Feature norn-uniformity outher

Population autlier

Olutlier feature

. O Feature Population outlier
[zimple colorz)

Feature non-unifarmity and

— Backaground and backaraund outlier

Mate: background iz showan with

. : Both non-uniformity and population outlier
walid feature and ouber ring on O 4 (5L

background

W alid background region Mor-uniformity outlier background
Outlier background region _ _
O [simple colors) @ Population outlier background

Agilent Technologies
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Feature Extraction 7 X MM R4

BRERE —

et —

—

T—3 ——

TYPE text text text text text integer  integer  float float float float float text float float float
FEPARAN FeatureEx FeatureEx FeatureEx SpotFindel SpotFindel SpotFindel SpotFindel SpotFindel SpotFindel SpotFinder SpotFindel SpotFindel Corneriet| SpotFindel SpotFindel CormerUL_x
DATA, uytruong  UYTRUONWednesda 14{32760-1ersion A. 105 215 4 2500001 21.47232 B.75 6.75 Auta Find 03 0.5 101.31925
TYPE float float float integer  float float float integer  integer  float float integer  float float integer  integer
STATS  gDarkOffse nDark Offse gDark Offse gDark Offse rDarkOffse rDark Offse rDarkOffse rDark Offse ghlum SatF glocalB Gl glocalBGI1 glocalBGI gGlobalBE gislobalBE gGlobalBG lum3atFe
DATA, 353.968 354 452991 1000 326662 326 10.5443 1000 0 375762 0602773 21111 375.762| 0602773 211 30
THRE e e e et et et et e e rewt et et et freret freret freret
FEATURE FeatureMNu Row Cal ug mi LocusLink gb ProbeUID  ControlTyp ProbeMam GenelMarme Systemati Descriptiof Position | Position | LogRatio
DATA, 1 1 1 0 1 [(HProZ5G-Pro2sG  Pro2aiG 101.385 &7.6783 -2.00E+HI0
DATA, 2 1 2 1 -11(-)3xSLv1  MegativeCcNegative Control 122204 874314 224E-00
DATA, 3 1 3 Wm 2287 | 1347009 26442 NM_01195 2 0 A BS_PODPsmad  LOZE7ECY-proteasorn 143681 879431 9.2VEOY
DATA, 4 1 4 W 19345 101200 17387 Mh_00560 3 0 A GBS PODMmpld  US4354.1 matrix met 165472 868924 -3.62E-01
DATA, g 1 4 hlm. 1571 9517 12552 MW_00956 4 0A_B5_POGiCdh11 H3149F09- cadherin 1) 186.246 §7.9051 -1.13E+H10
DATA, G 1 G M. 256353 BEEZY 5 0 A BS_PORZ2N041700CO152HOS- RIKEM DI 20755 879296 3.90E-01
DATA, 7 1 7 5 1 [(HProZ5G-Pro2sG  Pro2aiG 229961 875539 -2.00E+HI0
DATA, g 1 g him. 2218359 7 0 A_B5_P0O1 LO951FO09- LODS1FOS- ESTs 250,832 &7.9951 -Za2E-02
DATA, 9 1 A M. 173571 g 0 A _BS_PO1H30ESE10-H3065B10-ESTs, We 271,327 831006 -9.895E-0X
DATA, 10 1 10 a 0 A _BS_PO1ICO267B04. CO267 BO4- MA 292344 882031 -7.75E-02
DATA, 11 1 11 Wim. 4557 | 1346023 24086 ARD14529 10 0 A _Bs_PO1.TIKZ H3103006- tousled-lik 313.6) §7.8855 G.40E-02
DATA, 12 1 12 W 86287 1340029 17771 MW_01034 1 0 A _B5_POT:MiIS H3158G12 metallothic  334.645 83.2625 -5.90E-02
DATA, 13 1 13 12 0 A_BS_PONJ1002005- J1002005- KA 356.082 887195 -237E02
DATA, 14 1 14 B 1 (HProZ5G Pro2sG  Pro2als 375222 §8.9569 -2.00E+HID
DATA, 15 1 15 W 207020 13 0 A _BS_POMLO2E3B01- LOZ53B01-ESTs 3971260 898382 J12E04
DATA, 16 1 16 M. 222562 14 0 A _BS_PO1CO1EZEDS: CO162E08-ESTs, Higl 418.386) 827211 1.37E-O1
DATA, 17 1 17 Wim. 217306 14 0 A_BS_POAKOST5HT1- KDS15H11-ESTs 43311 B017EE -3.43E-02
DATA, 18 1 18 Mrm.50610 215114 16 0 A _BS_PO2 MGCZIE1EKDF10004- hypothetic. 460,634 821902 -5.85E-01
DATA, 19 1 19 W 133186 214133 MM _14525 17 0 A _BS_POZMGCE738E HI046H03 hypothetic. 481,957 89,953 -1.85E-01
DATA, 20 1 20 M. 172752 975659 18 0 A _BS_POZCTRE01  JOOBEHOS- expressed 502844 900417 -9.79E-0Z
DATA, 2 1 2 5 1 (HProZ5G-Pro2sG  Pro2ai 524333 899036 -2.00E+HID
DATA, 22 1 22 Mrn. 216206 105645 19 0 A_BS_PO2AWDA7EEZ KO345005- expressed 545652 2000807 2 24E-02
DATA, 23 1 23 20 0 A_BS_PO2J0450H10- JO4E0HTO- 1A o66.969 906743 -5.94E-03
DATA, 2 1 24 Mrn. 172684 97144 XM _16100: 21 0 A BS_POACYEIZE  H303RCOY-expressed  588.085) 903663 G.4E-OY
DATA, 25 1 25 M. 42027 108426 16561 22 0 A GBS _POZKiflh LO517F11- kinesin fan 609346 908823 -4.87E-02
DATA, 2B 1 2 2327598 XM_13313 23 0 A_BS_POZXYI30175N0KO322H0S hypathetic. 63052 905406 277E0Z
DATA, 2 1 27 Mrn.38450 1358222 53560 MM_01733 24 0A_B5_PO2 3-Sep LOZZGECDZ- septin 9 B51.296 91.2936 3.20E-M
DATA, 28 1 25 5 1 [(HProZ5G-Pro2sG  Pro2aiG G73.73 50.813% -2.00E+HI0
DATA, 28 1 2 25 0 A _BS_PO3 CO401E10-CO401E10- MA B53.949 91.2493 5.B6E-02

> Output

FE version 9.5 TR JPN

Packages% 7 T. Full KU CompactZER A] gt

- Agilent Technologies Page 60




JPEGIZ9 55

JPEG TIFF

JPEG — TIFF LLEEXL T, SEBEEHEL
JPEG »\5 Feature Extraction (RARwr#{EL) (XEITTEALY
XTIFF (T3 RELTHL
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Grid Template
Grid File
FE Protocol

TIFFE[{&

AgilentA % v CHRAHAAT
Agilentf & Unon-Agilentv1oO70L A

GenePix 2+ THARAL
Agilent4/ /0704

*Gene Pix 4000BR X F TiEAHAAT:
TIFFE{&(Z IR

FE version 9.5 TR JPN

ARy MR H \
F4—F v &NV YT SUFHEBDRE
DT FIVRE % #hH
: INYDTSURHIE
}F\e?::::;fl:g?::smwam @i*ﬁ IE
FELLEE

~4.% Agilent Technologies
"% @ Agilent Technalogies

Feature Extraction

(gt 2b2x7)
e = QC Report
Grid
T Import Shape

GeneSpring

y

MAGE-ML
.GEML

< i
AN {JPEG

ROSE i
.Tl]}'i!]l'ﬂ i o Feature Extraction

Febret ExpraLzcn,

g Bt TIONTIRIT7PAIL

Dty Arakie Syrier,

Rt/ b7
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Feature Extraction
7ZILaYX L
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MBI (R Y EST) DR

1. 2h5—H&E
7|_\“J|‘1_L o)*ﬁﬂj ........................................................................ B ZRYRDEIE (i) Z45F \
v
T4—F v &A—HILINYITSHUK ||| s
SEis D3R T 7«Ir: ?’-(;V&El AIVINVD T Sk
v
Dﬁ‘f)bﬁﬁfid)?ﬂiﬂj ________________________________________________________________________ :/7“7-)[&@-;'-0)51.%:‘ ;7%1@0);}#
l BR-20545
:/b“j-)l/*ﬁIE ,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,, INYITSHURELS = EMDEIR
! Multiplicative Detrending
@,%*ﬁIE ............................................................................................................ :I?/|~EI—)I/7°EI—7‘0)E$R, *ﬁIE{%
HOEH
G+ 33= ] gy O I EERR— \\CyS/ Cy3 DHFBELEE /
2735— D H
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Feature Extraction 774/)LED T ORIl s s

11k
it 4
44k

44k _CGH
Nonagilent

Agilent > X T LZFEAL-EDOHELE

> FTIVT—2av[Z&-THREIELD
(Gene Expression, CGH, miRNA)

> Gene Expressionff( 18, 2&/A)

Non-Agilent: 7L A - AT LDIFEE. /A7 LA DIEE LN
IEFEDENVEZRELEEENDE

Feature ExtractionZ7ArIJLI77AILDAE Y A—FKHY Ak

Download Feature Extraction Protocols
Keep up to date on current Feature Extraction analysis protocols, Download the current wersion of protocols below,

Fi ction
4, Goto the Tools menu, FE protocol submenu, Import submenu.
5. Select the unzipped protocal files to import.

http://www.chem.agilent.com/scripts/generic.asp?lpage=35952&indcol=Y&prodcol=Y
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BRE. WebhoForO—ragem7orajL
(20074 A B7#E)

:- Agilent Technologies

Select a Country ar

Products & Senvices Technical Support “ About Agilent I

Home = DMN& Microarrays

Download Feature Extraction Protocols
Keep up to date on current Feature Extraction protocols, Download the current version of pro

Current Protocols - Version 9.5 X%Pl’OtOCO'O)E*%H“i\ Protocol USG(:EEﬁ

. Complete set of protocols (83 KBytes) Protocol Use

Literature Library

Technical Support

Education & Events

Complete set of protocols now include:
CGH-v4 95 Feb07 (11 KBytes)
CGH-v4 95 Tecan_ Feb07 (11 KBytes)

GE1- VS_QS_FEED?_IIIEI kKBytes) .
GE1-v1_95_Fehn7 Em KBytes) Current Protocols — Version 9.5

GE2-v5_95_Feb07 (11 KBytes)
GE2-v4_05 _Feb07 (11 KBytes) -Complete set of protocols
GE2-SSPE_S95_Feb07 (11 KBytes)

GE2-MonAT_95_Feb07 (10 KBytes)

Prior Protocols — Version 9.1
-Complete set of protocols
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«  Reference Guide 88

Agilent Feature Extraction Software
Reference Guide

1
Default Protocol Settings

Default protocol settings—an introduction 12
Tables of Default Protocol Settings 14
Differences in protocol settings based on each step 45

When the software assigns a protocol to an extraction set, the
software loads a set of protocol parameter values and settings
that affect the process and results for Feature Extraction.

See Chapter 4, “Changing Protocol ~ Parameter values in the protocol depend on the microarray type
Settings”in the User Guide tolearn  and your experiment. The following pages list the defanlt

the purpose of all the parameters settings for each of the protocol templates shipped with the
and settings and how to modify software. Each protoeol template represents a different
them. microarray type. You can view these settings and values when

you open the Protocol Editor for each of the protocol templates.

FE version 9.5 TR JPN

B B FHRBFIEBED
Jakai

1 Default Protocol Settings

Tables of Default Protocol Settings

GE1-v1_95 protocol

This is a 1-eolor gene expression protocol for use with the Gene
Expression Analysis lab protocol (version 1-publication number
G4140-90040).

Table2  Default settings for GE1-w1_95 protocaol

Protocol Step Parameter Default Setting/Value (v.0.5)
Place Grid Array Format For any format automatically Automatically Detarmine
determinad or selected by you. tha [Recognized formats: Single
software uses the default Density {11k 22k). 25k Double
Placement Method listed below. Density {44k), 95k, 185k (5 .and 10
u). 244k (5 and 10 u) and Third
Party]
Placement Method ~ The parameters and values for Allow Some Distortion
placing the grid differ depending on
the format, but you can't see the
differences bacause the values are
hidden.
Find Spots Spot Format Depending on the format selected  Automatically Determine

by the software or by you the
default settings for this step
chanpe. See the rows below for the
default values for finding spats.

|Recognized formats: sama as

those listed abave]

Usze the Nominal Diameter from the  True (A& Formats)
Grid Template
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MBI (R Y EST) DR

1. 2h5— &
7'—\“}'\1_1_ @*ﬁllill ,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,, /%ZTR“JFODEZE(EPID)E##E \
2
— — X\ > = s ,KREe
I4—F ¥ &0 jJ)lf/:HJOO TV (|| R S
BORE DX+
v
yﬁ‘j_)bgﬁgw:}muj ___________________________________________________________ o :/7“7-)[4@-;'-0)51.%:‘ E"%"{EO)HIE
Bx-03545
v
:/b“j-)l/*ﬁIE ,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,, 1 NwHHFSHURELS|IEEDEIR
' Multiplicative Detrending
@,%*ﬁIE ........................................................................................................... :I?/I~EI—)I/7°EI—7‘0)E$R, *ﬁIE{%\
HOEH
G- 3= gy O N SR— \Cy 5/ Cy3 DFELEHE /
25— DH
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W& Place Grid ') yFDO#E1E (EEh)

Protocol Properties

1. 7\\ I J v PO) ﬂ¥ Zﬁ II:I:II L, Protocol Steps

|8 Place Giid
-ﬁ} Find and keasure Spats

7“ S=-, 7" :
IJ \\J I\ T l/_ I\ Flag Outliers
[™ Conect Bkod and Signal Biases

( _’\\-U=\,r>77,r)b) B Comect Dye Biases
%ﬁ L \ g EJ l:lll.a\ l:l % Compute F!atm.s and Errors

8 Calculate Metrics
B Generate Results

2. Placement Method (B2 & /53%) -

e Allow Some Distortion (Default)
J4—F¥/ YT )y DK
BEUAELEEZHA

e Place And Rotate Only
Ty O EEREIE D #HZEEFA

FE version 9.5 TR JPN

lare
| General - 011447_D_20050208
| B Settings - 011472_D_20050310
Allows Some Diskortion - --011521_D_20050310
--011839_D_20050208
Place And Rotate Onl -~ 011842_D_20030502

- 011868_D_20050310
- 011871_D_20050310
- 011978_D_20050310
- 012097_D_20050310
- 012106_D_20031020
- 012391_D_20050310
- 012600_D_20050211
- 012694_D_20050310
- D12750_D_20050315
- D12756_D_20041028
- 012795_D_20041102
- 012863_D_20041112
- 012864_D_20041112
_D_20050217

EECFEVS KUFPTLURNTLADT )y
FO#MEIEZILTYX LNERIZHRYE
Lfze TIFFA A—% 90y T4 A0E
ZHYETA, PILT)XLDOEE(Z{E
Ly ARy RRIDGLE A (- R 5515
ERHYET(RESR),
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£% Find and Measure Spots

FZILdYVXLDFN
1. @ TORRYFRDLEIEORE

e BBLRAMyR X
HY IR SMEEELT
2Ry BE R E

e MLRARYE X
)R EIFRNSPIDCIBEERE

Frotocol Properties

Frotocol Steps

M Place Grid

Flag Outliers
™ Compute Bkod, Bias and Eror
ﬂ Calculate Metrics

£ Generate Results
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£% Find and Measure Spots

FILTV X LDEN (FEE)

J4—F iR TE O—AJLINvH S SR BEEE )L HERKR
PEIBRTE

—>

" ANEEFEOEVLIIL
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£% Find and Measure Spots

T24—F ¥\ OISO REBOESE

Cookie Cutter i% Whole Spot ;%
ARy E AL AEREE ARYEEKRIZEHET
J4—F Y EBZERE J4—F X EBZERE

Edge of spot-black contour

- e Edge of spot-black circla -

Featura—entire spot
Cookie or featura—green circle in middle /
Exclusion zone—area between edge of

[
Exclusion zone—ring area between featura 1 featura (spot) and blue dashed zircla

i
L, v oF and blue dashed circle outside of spot \Q Nutside of spot
’\ ) L ocal background-area batween blue
;“;IEa':fkglrm'"g'”g%Eriﬂl:'e“_'"'"?mm”E Radius to define local daghed circle and red dashed circle
i i ashed circle and red dashed circle
Ll dEfIﬂE.ID[:e"II background perimater
background parimetar

Local background radius
from spot centroid to edge
of red circle
\

[ 1 Nominal radius — |
4 ==
(Y } from spot centroid / 1% 0) E %
\ 7 4 toedge of spot /
s/
Cookie radius — from center of  Exclusion zone radius — from centroid of
spot to edge of green circle spot to edge of blue-dashed line.
egte® . =
FE version 9.5 TR JPN -%,2-- Agilent Technologies
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£} Find and Measure Spots  Spot Deviation Limit

GJVIFEHEMSDTNDFBEH

PIHAE TEfE - 1.5 (Agilent Oligo Microarray)
aA—H—ER5E: ZEERER)ICRITHEEZERTE

> Dev Limit #/hN&<{F %

ARy IO R BELE L IRLED D T, ARy ABIRICT W TS5
B AR RDIFIZLLES

> DevLimtZzXE{¥%
HEELTWARRYEHAINIEAZRZBHT AAIREENH D

X RBOAKIM T FUDSBESOROHE
.',’ K( Dev Limit ':J:é—d:ho)gq:?ég%ﬁ
’ + JV)YRESHRISDHTEL-RARYMIE
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£% Find and Measure Spots
T4—F ¥ EO—HILI\YI TS REEBDERTE

Pratocal Froperties
Pratocal St =
rocol JEps El Spat Farmat ThirdParty
& Place Gnd Use The Mominal Diameter From GridTemplate® True
Spot Deviation Limit 100
4 Find Spots Bl Calculation of Spot Statiztics Method -
_ i Cookie Percentage 0.650
Flag Outlers Exclusion Zone Percentage (0
N te Bkad. i JE futo Estimate the Local Radius
I ez Bl Bie w4 B Pixel Outlier Rejection Method Inter Cluartile Region
B Corect Dye Biases RejectlRFeat 142
_ FejectlORBG 142
® Compute Fatios Statiztical Method for Spot Walue from Pixels Use Mean / Standard Deviation
. P4 » N — -~ — Y -~
i Caloulate Metrics % E 1%&7 U “JI\Tjjol/—IN (T'U:¢f/77/r)l,)
% Generate Resultz if: 'j:

HYyRBETIILTUX LSRG

|Cookie E7=IZWhole Spot %:&iR

« Cookie Cutter #:®#iRL71-15 4 . Cookie Percentage %% ARt

« Exclusion Zone Percentage ZEXFEAlfE - MIMERTENE: 1.2 (FOLUETLA)

e True MIE&ILSelf R BEETE (T2 F)}«H
« False OE &I EEX AN

A—AINYDTSURDFEEDBEFTE (True / False TEIR)

100
FE version 9.5 TR JPN Agilent Technologies
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£+ Find and Measure Spots
O—AILINV DTSV DFEDIRTE

R/ANDO—HILINY YT SRR ZIE (SelfE, TI4ILF)

0.6 x Scan Resolution x [Max (Interspot spacing, Interspot spacing )]

ZEAREGA—HILNV YT SUNEEE (RAn = 4)

Scan Resolution x (\/ (n.6x Interspot spacing, ) + (1.6 x Interspot spacing )* )

 ZRY BB ENCHVDHEEERETHH n TRE

s A—H—RETARELE N : 1~4 24 nearest
n = 1 ChHNlL, SORRYMESTEETY 7Mo% @EEE  Neighbors™
n= 2 THNIL 240 RRMERCERTIT A OEEERE D)
n = 3THNIL, BOARYMEELEETYTHSLEEHYE
n =4 THNIX, SODARYNEESEETITHIOFEBREHE
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% Find and Measure Spots

EREV I OHBREDERTE

Frotocol Properties | General
Protocol Steps | B Settings - - =
Use The Mominal Diameter From GridTemplate True

# Place Grid
‘ﬂ} P ayid [zariie £l Bl Calculation of Spat Statistics Method IUse Cookie
Flag Outliers Cookie Percentage 0.650
) ; Exclusion Zone Percentage 1.200
[ Conect Bkgd and Signal Biases Auko Estimate the Local Radius True

B Conect Dye Biases
% Compute Ratios and Erars

ﬁ Calculate Metrics

& Generate Results

EEEVILOHRRE

Standard Deviation

‘Inker Cuarkie B

EVIVHEREZEDRTE

T 74ILE:10RE
(RejectlQRFeat/BG=1.42)

FE version 9.5 TR JPN

& Pixel Qutlier Rejection Method

I0R ;’i RejectIQRFeat

RejectIQREG

Inker Quartile Region
1.42
1.42

Pixel Outler Rejection Method

s D 5£ Feature 5D

Background S0

Standard Deviation
2.0
2.0

Agilent Technologies
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BEEEOILEIRETST DEWNHE)

Find and Flag Outliers (# 1)
Measure Spots T4—F ¥ EA—NILINVITSURDTSY

EREVILHERR
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£# Find and Measure Spots Z=E5+4 )LDk

HRE (SD)

—

T4—Fx&O—HILINyH 5 S REEE
NOEEEIILEHRR

M F )L (TR, #%) THERR

EERESDE2 OEBETHNIL.

~ 5% D NHEET

— SDE2EHNDEVEILIZEEE S
L ELTHERR

D FILBREL.SDE2 LUNDE Y+
IWEEHLTEHE

FE version 9.5 TR JPN

2 5.D. MEAN +25.D.
3
2
Quther Outlier
Fixels Pixels
;
u} - - -
45 745 855 965 1075 1185

Irtensity [Bin zize = 10]

Statistics: Min: 645, Max: 1210, Point=: 31, Ave: 951 90, Median = 84500 Dey: 119.04
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£} Find and Measure Spots ZEE 7+ )LD

mohfEER R (IQR) i&
O frfEEEE (IQR) : 9 F L34 E 53 %1 D 25-7 5% fa] D £5 B

—
ANETEIL «— i e | —® TMEZEIL
Lower rEjEl:tliDn boundaty EEI‘MIE BO%dle ?E?:ﬂle Upper reiem‘.in:ln boundary
Intensity

IQR x 1.42 OEENZEEREE /I - BEEREEVuLERAE

ELTHERR

ESSHDBE. 9% EEMIH Pixel Intensity > RB,,,,,

SFD Pixel Intensity <RB,, .
CutOﬁPixe Outlier = 1.42 % [i QR RB Lower — 1 25 percentile Cul‘oﬂ PixelOutlier
where [QR — Intensily75th — IntenSilyZSth RBUpper = I75percentile + CutOffPixelOutlier
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XDR (Extended Dynamic Range) X ¥+~

Feature
Exkraction

F&Rilent Scan Control 2|5
®Z # Fle Seitings Help
V d_ —

Oosrdor [ob Zﬁﬁt;::a::;r[;mHa“gegmwde XDR Giemn FHT (3]
L\“\ i fioo o o[ & || b fae ] e o
— & | ARDRSARHSANS, BT FILOBIBERBORLS
P BOMA—ShEBhE

1 PMT:100

PMT:10
USA510XXXX_2514850XXXXX_S01_H.tif

US4510XXXX_2514850XXXXX_S01_L.tif

@#EILY I 9T

Feature FEQ.1LIE (L. CD2DDA A—T% QcC

QC QC QC
E’rI:rIE';:_l’rn:nrl BEMICHESL. 1DDFEREH TS

FE version 9.5 TR JPN
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XDRA XA A= DS
Step 1. 2D A A—DIZDWNT, TNEnNet J F LR E i H

[ Neto T FIL=EIOVRILDEHLTFILEE — XX FT—FI7IMN=FLALEDRIES T FILEE) ]

Step 2. [Low]A A—TDNet F FILiREZE
RT—IVTVT3Hz8 O RE-UR%EHE
[HighlA/ A=Y 2600 T, Net LR E D
300520000 EFIZEHHT1—Fv—h
BHIZAWLWSLND

Step 3. 2HMOBEEHALTIDDLSFILEEHR S = 20 Ty = JonRata

High{ *—2 0200001 LD F )L & te2r0 -
BMEEFH O —Fr—ITBLT, ; 14270
Net> 5+ IL{EATLoW] L A— L 10270
HEDR7—ILT YT EDIEIC 0/) 6270
ESMZAoNnS g 4270 /

F 2070 4

Jb 7

B 2707 . . |

E 26 526 1026 1526 2026

o b FLowlf A—S DT FILEEE
FE version 9.5 TR JPN ~i.: Agilent Technologies Page 81



MIEIE (RIRVMEIT) Dih
1. 2h5—H&E

ARYMIBEDRE

T4—F % &O—H)LIN\wHH S REE

B DRE

T FIVEE DT

\

T FILFEIE

BRMIE

l

FRELER

..»-./%xﬁf\yro)ﬁﬁ(qmb)éﬁi \

,,,,,,,,,,, TJ4—FvEO—AhIL/NwH 55K
DX T

--------- DOFILEREDE. REEEOHE
Br-05%

------- INVDT SOV RELSIEEDER
Multiplicative Detrending

........... ::/I\D—)l/jol:l—j‘wﬁyqs *ﬁIE{%\
BOHEH

\Cy 5/ Cy3 DFEBILEHE /
2NhZ5—DFH
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BEEEOILEIRETST DEWNHE)

Find and Flag Outliers
Measure Spots T4—F ¥ EA—NILINVITSURDTSY

EREVILHERR
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Flag Outliers OutlLier(75%) DiE$E

 Green
Feature — Red
Non-Uniformity — -
reen
LocalBackGround—
_ Red
Feat {Green
i | eature Red
B3,33233555:: Population OL
HHHNMINE LocalBackGroun Red
) Green
y : S ———— S a t u ra tl O n {
'_“___ X FeatureAE 7+t )L M50% Ll EsaturationL=15&
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Flag Outliers ZILT) X Ls

257 BBREITOT I L

[ Place Grid
Non-Uniform Outliers £5 Find Spots
-/ I4—F . A—AHILBGIZDL\T Flag Outliers
BREVEILOH—H4EFvy [™ Compute Bkad, Bias and Eror
FLABE. . SRYUY Ry il Caloulate Metrics

JAMRELZEZRELE-ZIEXNE o Generate Results
ETI)LIZ&LY OutLier ZHIFE

. ) General
Population Outliers E Settings
Bl Compute Population Cutliers True
. ﬁ L) ﬁ LR7 fxy héhf: 7,{—9’-)« ?:;Em:m Population 1042
akio .
—_— - \ 51 =l Compute MonUniform Outliers True
RUA—HILBGIZDNT, EHELT|  Hoome
A R (V™2 Term 0,00510
0) ig 'HE&?I Jb Paissonian Maise Term 320
£ Background T &00
" *JJ%H EQITFE o)%o)&li 10 = Back?gcrl:uurr?;n -
— [ CVYZ Term 0.0z250
- IQRi T: 'iQ-teSt (‘J: U Paoissonian Moise Term 320
Backaround Term &00

Outlier Z#I7E
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Flag Outliers NonUniformity Outlier

—Expected Variance (FRl{E) Measured Variance (ERI{E) —
o, =Ax"+Bx+C , I _,
| ) oL = _le(Xl.—X)
AP = PixSDev n i=0
MeanSignal — MinSig ,,..,.

n=24—F% £IE \v T S2F DlnlierE /7 IL D
x: (F4—FxEF/\v T 52K DOMean Signal) - X=J4—F% FlzlE 1\ ITZUF DEVRILDIT FILEE

(F4—F¥F=F/\v 0T 52 FDMin Signal) . NN
Xbar = J4—Fx Ezl& NI T 308 DT FILOEHE

A (Gaussian) — IRV RUT4—F v ERRIEN L RTE
LN =78

B (Poisson) — RFx vV BIEEIEAIUMIS—MLRE
LN =78

C (Constant) - R¥ v+ DESRHW/ A XA RUVRTARYT
SADINYDTSURIA XL RELON =28

—NonUniformity Outlier O #|FE &%
ol > ( o+ Cl) FREABAFABARLYEXE N EEITSY
Cl [Fh1M2ENHmhOETESNI-EERM
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Flag Outliers Population Outlier

PopulationQutlier® & AT &

= Ix22KE U 1x44K, BN EFeature Extractiond.10DIHE
*ffé?‘%Ui@LZﬁ“}l\%IWZ?ﬁ“JI*uJ:\ Outliero)mu\ngkli IO.R

- 4x44K . 8x15K# KU 1x244K (Feature Extraction9.5) D5 &
- fféT‘%Ui@LZﬁ“}l\%l"Zﬂ'S“JFuJL Outliero)mu\ngkli IQR
- 1RYIRL AR YR 3~10R7 Ry, Outlier® 5258 7% - O-test

Frotacol Properties B Lreneras
F'ru:u_tu:u:u:ul Steps_ 0c
H Flace Grid Mirimum Population 10
o
-Hi- Find Spats tin 1
- ; I lze Gtest for Small Populations? True I
Flag Outhers Bl Compute Mondnimorm UUtlers TLIE
[ Compute Bkgd. Bias and Error Scanner futomatically Deter mine

i Calculate Metrics
B Generate Results
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Flag Outliers Population Outlier

. . s|s o
) ‘ o | e T Population outlier M #I|7E £ %
Lawruer rEjectliDn baundary EEIMIE B0%le  TR%le Upper rejection boundary Mean81gll al > R‘BUpper
Intensity MeanSignal <RB, .
Cutoff . - =1.42xI0OR
h ﬁPmelwtller Q RB Lower - I 25 percentile o CutOff PopQOutlier
where IQR = Intensity. ., — Intensity _
5th 25th RBUpper =1 75 percentile + Cl/ltOff PopOQutlier

1,42*¥IQRZFEAL=5E. 99 %Ll
o
DALHRRADRAIZEENS,
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Flag Outliers Population Outlier

— Q-test
BYIRLRAR YR Qcritical
Qexp > Qcritical ,then FeatPopOutlier = 1 3 0.970
4 0.829
b 0.710
Qexp = | Xi-Xnearest| / | Xmax — Xmin | 6 0.625
X . 1 0.568
Xi: H570—T DT FILEE 3 0526
Xnearest : XilC—&ELV T FILEAE 9 0.493
10 0.466
95% Confidence level
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Flag Outliers T & _ETO OutLier MFEEE

AT A4 —)L

FE version 9.5 TR JPN

T4—FvDNEIDFD) T
= BG non-uniformity

= BG Pop-OL

24—FrDNIDFZDI YT

T4—FDRED
Evon)y
= Feature non-uniformity

l

VT RT7—IL

iz Agilent Technologies Page 90




N Compute Bkgd, Biases and Error

FILTVXLDFN

1. BiREh 1= Background Subtraction =/

2. Spatial detrend £} (True®DiF&)

3. ErrorfEDEE
BERIS—ETILEAZN—YILIS—FETILOVWThANEMEA)

4. EEERTEZTER
(Significance test&Well above BG)

5. SurrogatefEDEE

6. Multiplicative Detrending

FE version 9.5 TR JPN

Agilent Technologies

ATay
ATar
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N Compute Bkgd, Biases and Error

INVITSURHIEIZ DT
FE 7.1 =T BG f#HIEA % (FEASRTE)

om
s

=

A—AJLBG +

TLA4FRENELDEIMLIF Local BG THIEHE

" e BRI DR TLA 2T —ELT
— Global Adjustment T##H1E

— —ElE

#% B E 't (Global Adj

FE 7.5 M 5Binaht- BG #IEAE (FIEARTE)

-
o "\
= -
. g

& Ay kAt DHE Y ( Foreground &9 FIL) &

FLA " B L ARYrZEICREDY. WO T SURELT
= ZL5I< (Detrending)

Detrend TEt&E &t 7= Foreground

FE version 9.5 TR JPN Agilent Technologies
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™ Compute Bkgd, Biases and Error
1. Background Subtraction

No Background Subtraction (#)&1:%5F)

« T4—F DT FILh L O—AJLBackground D5 F L%
EZL5IMELY

c J4—FvDHEL Y FILIE (MeanSignal) Z RO X Tv7 D Spatial
Detrend [ZE=/ (True®iz &)

- No Background Subtraction #:;ERL7-155 . Global Adjustment
(X1THE0 (FIHAERE)
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X\ Compute Bkgd, Biases and Error
2. Spatial Detrend Diih

=)

1. PLALTO4URER v 2. S f=J4—FvH 5 Foreground

B VIVFVRAT, —ED SUFILVORBELYICERTS
BT F)LiaEERE I T4—F v EiRE
HBI1—FvEEH (CGH-ChIP on chipTlIrAa %E M)

3. #§5n7- Foreground &% F+IIL®D 4. £74—F ¥ [ZHLTH < D Foreground
%% 2D-LOESS 7I)LTdX L T FIVEEHL, Meani T FIL
FRAWNTIavTAVT ZL5IK
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N Compute Bkgd, Biases and Error

2. Spatial Detrending

4RO DFEE
EI4RHTEIZ—EDIYTFILE

+H
7

[CHH T —FvaiE

Window = 10, Increment =5

FE version 9.5 TR JPN




N Compute Bkgd, Biases and Error

2. Spatial Detrending

D4R OB LYRERSN-T4—F vt vt& Foregrounds 5+ /LMD

58 BE 53 (HEKXD)

Features from Low Pass Filter — Raw Green Intensities

Scatter Plot

m m m
m m W
[ ] .Il

m [} m m

gMeanSignal

10
Col

FE version 9.5 TR JPN
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N Compute Bkgd, Biases and Error

2. Spatial Detrending
2D Loess J1vhk

LTHDI4—FvI=xt9 % Foreground >4 FILEOEH FEKEH)

Filtered set

gMeanSignal

FE version 9.5 TR JPN

.....
........
.....

2D Loess Fit

gSpatialDetrendSurfaceValue
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N compute Bkgd, Biases and Error
2.Agilent” L 1 M Spatial Detrending

Fitted Smoothed meanSignal ( “60 - ~85 counts)

/ AL—UTBDUTFILRE

------ e b e (all features)

. |
1 |I
e 1
[ I'
[ |
Fiow T '
. |
T !
[ h
T h
: ! \L‘

W ! -

|' P

Wl -
.
H
Kl

Col
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N Compute Bkgd, Biases and Error
2.Agilent 7L A M Spatial Detrending

REDHETL, SANEZRRLS

Spread of Negative Controls ( 750 - 790 counts)

e

| led e Frr—T
P P el iy F e 1
pip = '

+3 Residuals

" Residual =

~-._- 3 Residuals
"\

Col

o

FE version 9.5 TR JPN Agilent Technologies

AL—=UUT7%ITFIVERE

| = Expected Fit Value
O = Observed Fit Value

\/Z ([i_Oi)z
N
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N\ Compute Bkgd, Biases and Error
2.Agilent 7L A M Spatial Detrending

Spatial (Additive) Detrend Surface

o AL=UU TRV FILRE

ANfEEIRE. BE. RA—SUTETS

: Spatial Detrend Surface
(All features)
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N Compute Bkgd, Biases and Error
2.Spatial DetrendZz{EAL-FDOHANIEER

HMETFIFT ORI ESEE
FEATURES table (2 15E):

[r,g]SpatialDetrendIsInFilteredSet - 0 =7/-(3 1
- 1 = foreground 5 FILOEHDO=-HITERENTI-T4—F ¥

« 75% (FeatNonUnifOLs, BGNonUnifOLs) - 4Fa1L—_ 3>+
Pro25G a2 rO—/LJ4—F I foreground <5 FIILEHIC
SERALLL

[r,g]SpatialDetrendSurfaceValue

- BI4—F ¥ foreground <45+ ILDIE
(LOESS#% L= surface fit [C&H>THRE)
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N Compute Bkgd, Biases and Error

2.BGSubSignal t&EAZF LD

BGSubSignal = MeanSignal — BGUsed

Table 29 Values for BGSubSignal, BGUsed and BGSDUsed for different methods and settings’

Background Background Spatial Detrend SpDe ON SpDe OFF Spatial Detrend ON
Subtraction Subtraction (SpDe) OFF
Method Variable Global Bkgnd GBA OFF GBA ON Global Bkgnd Adjust ON
Adjust (GBA) OFF
Mo BGUsed = BGMeanSignal' SpatialDetrend | BGAdjust SpatialDetrendSurface
hackground SurfaceValue Value {SDSV) + BGAdjust
btract
sHbHac BGSDUsed=  BGPixSDev BGPixSDev BGPixSDev  BGPxSDev
BGSubSignal=  MeanSignal MeanSignal - MeanSignal - MeanSignal - BGUsed
BGUsed BGUsed
Local BGUsed = BGMeanSignal BGMeanSignal ~ BGMeanSignal BGMeanSignal + SDSV +
Background + SDSV + BGAdjust BGAdjust
BGSDUsed = BGPixSDev BGPixSDev BGPixSDev BGPixSDev
BGSubSignal=  MeanSignal - MeanSignal - MeanSignal - MeanSignal - BGUsed
BGUsed BGUsed BGUsed
Global BGUsed = GlobalBGInlierAve  GBGIA + SDSV  GBGIA + GBGIA + SDSV + BGAdjust
Background (GEGIA) BGAdjust
methad )
BGSDUsed = GlobalBGInlierSDev  GBGISD GBGISD GBGISD
(GBGISD)
BGSubSignal= MeanSignal - MeanSignal - MeanSignal - MeanSignal - BGUsed
BGUsed BGUsed BGUsed

For both the red and green channels

T With No background subtraction as the setting, BGMeanSignal is the value for BGUsed only for the t-test, but no BGUsed is
subtracted from the MeanSignal to produce BGSubSignal.

FE version 9.5 TR JPN

Agilent Technologies
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N Compute Bkgd, Biases and Error
3. I5—EDFEHE

IS—ETIL
Log Ratio D T5—%#RELHE=HD3IDDIS—ETIL

+ EVEILANILOIFEHEDUEEIS—ETIL
(Agilent’s propagated error method based on pixel-level statistics)

- AEYAK DA /IN—FIILIS—FETIL
(Rosetta’'s Universal Error Model: UEM)

c ERIS—ETILEUEMADSENMNEIS—NDS5b,
FYKRELEZTRRATSETIL(TIAILE)

BRATAI5—FTILIZIEL T, Log Ratio = 0 O T EEME: (PfE) 51 &
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N Compute Bkgd, Biases and Error

3. IZ—EDNHE

GIEIS>—ETIL

e BT IWIVXLM: T F IV, /N
VOISR RIEE) DRATYITELS
EVILLARILDREDIGREIZES
Log Ratio DRE(T5—)&&H

o« VU FILDIEWLEBIZE L THS

« VT FTILAHEESIUVIYE L R
[ZEH UL TE/NEEE

FE version 9.5 TR JPN

ARYMIBEDEH

T4—F X% &NV T SV RBIRTE

T FIVEEE D

INVDTFIURREIE

BRMIE

| FWELETHE

Agilent Technologies

PixStDev
BREDIGE
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N Compute Bkgd, Biases and Error
3. I5—EDFEHE

A=/N—5I)ILITS5—FTIL

BEREICESUAZ
Additive £&U multiplicative T5—1HZ (Multiplicative)
AWTHRBLUVHRFrRILTHFSASIS— &
=HE N

-Additive B\

(BT FILFEE TR ) 189955
/14X (Additive)

-Multiplicative ’

ST FIVREKRFOEREICEIIS— Y

= U FIVEETES)

DUFTIHPRESLIVIYBSVERICENTHER/ mRNAE

ARXDHBTA—F v T FIILOENFEERIZE L

T/ N EFAE

EREIS—ETILEAZN—TIILIS—ETILDSE
IS—NDRKENHZEFER( )

MWADIZ—ETIVESHEL ., XY KEG(KYRTFHE)PIEZLKR—F
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N Compute Bkgd, Biases and Error
4.74—F ¥ T TILDEEERTE

Feature Significance Test

BGY U FILELLIEITS—DEIZHL.
J4—F 9 FILhsignificant TH S
MEIIEHIE:

— 2-sided Student’s t-test™ ]

p ValueCalculated < p ValueMax

I4—F
BG

FEINf-p-valuehh1—HF—MHKELS-
p-valuemaxk Y/ NSNS &L FEH D
IsPositiveAndSignif ®IEE T 1 #H 7

XAgilent5ZEJA—< v 7L A
Tl&. t-testi_O—HJLBGOD R ELT
[Z75:<Error{EZ{E FH

FE version 9.5 TR JPN iz Agilent Technologies

Well Above Background Test

BGSub> 5+ )L, TKXTEHESQ
=\ 5 KR EXLYE “well above”
THAEINEINEHIFE:

BGSubSignal > WellAboveSDMulti x BGSDUsed

IsPositiveAndSignif test&-WellAbove® i
A INALE=T4—F¥IZxLT, FEH DD
IsWellAboveBG column MIEE T1&H B
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N Compute Bkgd, Biases and Error
5.SurrogatefEMitE

 Surragate& i+ |

-HREEN DG EMZEMERDLGWN T FILBEZRLTLSIE

-INESTET,. EDRDFEICK[EEZZ-T B

BERMIZIK, ChETOBEREEED T FTILH, TROVWTANIIEZHTEHES..
- BGSubSignal #% IsPosAndSignif DHIE TlEhhdh b (Faild3)5E
- BGSubSignal % /XY SUFDIEEREZ (i.e. BGSDUsed) LYH/NEWNVEE

Surrogate
KHE, K0
YDEHLD

b YA —MEUNYITTIVELRILDIE) ISEZEZ
YAy —ME: N\vOTSURDTFILEE D 1SD( x DyeNormFactor (20D #) )
(FIRTYTDRBEREICHERALIZAZICLST, EIXELD)

o O—HILIN\VITSURE > EVRILLARILOB—HILINYITSURD SD

o JO—N\ILIN\VITSURE > T4 LDEH (population) LA )LD SD

e Error Model;#-> (Additive Errorfi/2.6) x P{#&
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N Compute Bkgd, Biases and Error
5.SurrogatefEDETHE -

_RowSGrid ColSpacing Grid_Offse-
3.3235 G35 0
YOS5 —MENERSNIZIEE . FEPORNTIYNT - e FE output T
X ARIT7AILD[ Surrogate Used.ll(;'j'l:l’r i :belBG! eGiotaiBGInlor RESHTIHE ?
NERIREND
; float olean
GEFREh LT IZ0) 1] | —
14 3.21507 0
31.06 0 1
14 320219 1
31.06 3.1544 1

X268 A TlE, B RMIERIC
SurrogatefEAVEI SN S

16% 268 3%
| IS—EDEE f | IS—EDEE f
| EEERTE i | EEERTE f

| Surrogate{fED T EH ' | Surrogate{fED T H '
| ERRCRROHECER
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h Compute Bkgd, Biases and Error
6. Multiplicative Detrending — Finding the Trend

Look For Trends by Fitting The BGSubSignal
1OFLAAT,

. BIUTTOLYFILREDER (Trend) R D1H5ILT,

L TUAEROVYFVBEERE
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A .
» Compute Bkgd, Biases and Error
6.Multiplicative Detrending

Effect of Detrending

7 FILEEEER]

2.005 | | 2.605

1.995 P

x ProcessedSigne Surface Trend .

1.96

e RELIST S UTNCHITH

1924 A / 2580

1.18‘23 12576

1'18;2 +2.566

1.181227 L2557

1.17132 L2547

1740 ] o

BGSubSignal

1.71 '

1 646 %B%’EO):/O\ d_)l/gﬁﬁx_ L2518

1675 '

1,606

164 | 2.509
0 5 10 15 20 25 30 35 40 45

FE version 9.5 TR JPN

MovAvgCol-, : .

:::::. Agilent Technologies
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A .
» Compute Bkgd, Biases and Error
6. Multiplicative Detrending - WARNING

L7r—k@YEL) 70— DCVIEEISIEIC
Multiplicative Detrending® On/OffZ BEI TR E

—Off DIFE . AR
Fri Oct 28 11:22:06 2005
INFO: Gridinuse: 012790 D 20041018,
INFO: Protocol inuse: GE1 22k 1105, |
INFO: There are 4380 (Green) negative features (Non-Controls).
INFO: 129 (Green) saturated features
INFO: 161 (Green) feature non-uniformity outliers
INFO: 59 (Green) feature population outliers
INFO: 3 (Green) background non-uniformity outliers
INFO: 1375 (Green) background population outliers

‘MDETDCVIEAD . MDEZEDCVIELYEHEK — MDAHOn
‘MDEIDCVIEAD . MDIZDCVIELYE/ — MDHOSf
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#IEE (RIRYEAT) D
1. 2h5—H&E

ARYMIBEDRE

..»-./%x#:«yro)ﬁﬁ(qmb)éﬁi \

TA—F X &INVITSIVREBDRE (|| F4—Fr&\vo TS RDR AT
SHFILBEOHEE |- HFILBREQSE. REEOHE
l fr-235%5
:/b‘j-)l/*ﬁIE ...................................................................... NGS5 RELS|EEDER
- Multiplicative Detrending
@%*ﬁIE B N O :I?/I~EI—)I/7°EI—7‘0);‘£$R, *ﬁIE{%\
HDOEH
%ﬁtb%‘l’% Y \Cy 5/ Cy3 MFRLLLFEtHE /
2NhZ5—DFH

FE version 9.5 TR JPN
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B Correct Dye Biases
BR/INATADHE

BRNATRADER ()
\ Eg/ﬁ §§/§,§ TTTTTT
- 29T LE ORNAEAFHiL A AVAVA AV
- 20DBROSNULTHEOHEE AL T

- AxvUBOL—YY—/\TJ—0EL

:g /‘*" g
: 2
o '[ N k2
(0]
©)
m
| -
Gene ID

gBGSubSignal
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B Correct Dye Biases

FDT IV X L

BENAT AL

& Dve Maormalization Probe Selection Method
Rank Tolerance
2mit Background Population Outliers
Al Positive and Megative Controls
Signal Characteristics
Mormalization Correction Method

7L X L

I Ilse Rank Consiskent Probes

0,050

False

False
onlyPositivesndsigrificantSignals
Linear And Lowess

BN =

A

1. MERBOHEICAWVNSIT—FvDER

- Rank Consistency Filter
« Use All Probes
« Use List of Normalization Genes

« Use Rank Consistent List of Normalization Genes

2. #IF{%% (normalization factor) DEt&

« Linear

 Linear&LOWESS

- LOWESS

FE version 9.5 TR JPN

Agilent Technologies

1. IN—E51ILDRAIE

2. COFTLaVEERT HEL
BGPopnOL $EEINS(TI7+
JLE IS False),

3. ZDATLavE&IRT BE.
avka— )L 7ao—J3EESN
5 (T 74L& False),

4. IN\YITSUREERTEESE
FIEHEE TR CHIEESN =70
— Ty aEETLINEINE
BIRATBE (T ALK
PosAndSignif 70 —J M &% &
)
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M Correct Dye Biases
HERBMOETEICAWNAS I —F v DER
Use Rank Consistent Probes (774 /L)

* FFYRILEREKTF v RILIET “Central Tendency Line (FRIDER)”
B> THRET 71— FrEfEMR

> UFIBALIZ IWNIRZT—EV T BIEFEEIRT A5G,
Use All Probes
- OFO—)LTEK BDOEBEZEFEFLGZWNW I —Fv&{EH

» Non-control = ControlType = 0

> I}ICo('rl}qtlJ't\lier > WF LT IsFeatNonUnifOL, IsFeatNonPopnOL B D gafnlL
e

Use List of Normalization Genes

C ANYREE T BERH DN T RIEEAENEE R SNDBET
CRR R REL R F ER A =i

Use Rank Consistent List of Normalization Genes
+ EERY DEEF)AMMIFL. Rank Consistency Filterz: &
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T4—F BRSO D MBI 42
1. Not Saturated

. Cor r eCt D y e Biases 2. Non Population Outlier

Ra n k Co nsistency Fi Iter 3. Non Non-Uniformity Outlier
hIbRIZD 2= T71—F v DEE
BEI1—F DT FIVBEEF Y RIVEIZIV TN OEE,

BIL1—FrDFRILATUIIZEIHIMER = |pg - pg | /=(Features) <«
(1 IN—t2 541 )LERE)

BMFYRILDSUHI%E FrEICHEL, 1 /N\—EURSILLIRICAS T4 —F v &R E
Bl MERIS/ S—E2 %4 )L (1 =0.05) MRIZASTWNB T4 —F
FUlMERI 158 —E2 %4 )L (t =0.15) LRIZAD TS T4 —F+

J4—F FFvRIL V9K | HFvRIL 29 (%%)
&S ?ﬁg PR ?ﬁg PG
R G

1 30 1 560 5

FRERKT
LE-71=-3
OTHD
T4—F
(X...

3 99 4 146 1

FE version 9.5 TR JPN

-1 Agilent Technologies Page 116



M Correct Dye Biases
Rank Consistency Filter [C&YRBIRSN=-T1—F v (F )

Self vs. self hybridization

S0000

10000
5000

1000
SO0 H

100
50 +

rBGSubSignal

19 | (Central Tendency Line)

1 10 100 1000 10000
gBGS ubSignal
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M Correct Dye Biases ##FZ#MRE Linear

Linear /—< 54t —33avik
BRENATREIVTFIILBEICEAHDLT —EERE (T A—/VNL)
D log ratio (F 0O

FRERDEF v ILTHHEFR I (LinearDyeNormFactor) R €

HERBOREDBITBERSN=T4—FrDHEMTEHH 1,000 LE5%FICEHETR
] : #MATFH 250 DIFEE . LinearDyeNormFactor = 4

JZTEDEER > BRNATFTANT FIVEEERFNGIRS IR EY]
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B Correct Dye Biases ##IF{Z#DR7E LOWESS

LOWESS /—< 5/t —3vik
LOWESS : locally weighted linear regression
(BRTEATITEREF)
BRNATREIT FILBEERFHERTE

TREMDEF Y RILTE I —FrIHL. MEXRENTHIERY
(LOWESS Z7-[& Linear&LOWESS DyeNormFactor) %R &

BERBOREDABIZERIRSNE=T—F v (/—SME—avwyk) 12X,
EFEATTOEHERIZLEZ T T4V £
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B Correct Dye Biases
DyeNormFactor (DNF) O&t&E

—Linear ;%
1000 n ¥/ —334E—2avteyhMIBIT5
Lineal"DyeNormFactor = T4—F ¥ DH (i.e. IsNormalization = 1

DI4—F )

L%ZlegloBGSubSignali] FE output T ? ?
107 e d

—Linear& LOWESS %: (ZLLURPLADTIHILE)

DyeNormSignal
BGSubSignal x LinearDyeNormFactor

Linear & LOWESSDyeNormFactor =

— LOWESS &

DyeNormSignal
BGSubSignal

LOWESSDyeNormFactor =

FE version 9.5 TR JPN iz Agilent Technologies Page 120



B Correct Dye Biases
Linear vs. Non-Linear 71vT4>%

H:Linear 24 y7424
N 7= :Non-Linear (LOWESS) Z4vT42%

(itBZH) <

X (srZE%r)

>

Linear 74v74>%: y = Slope (%) *x + Intercept (t15) + scatter
y=m*x+c- \S 1RATOHTILH

Lineard1v 1 5 12 B+ 3R E: d | >#F5E48 (i.e. Linear)

1. Scatter is Gaussian abouta Mean =0

2. Standard Deviation of scatter about a point on the curve is
independent of the x-variable. N

Agilent Technologies Page 121
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B Correct Dye Biases LOWESS

Locally Weighted Linear Regression (EFFEH# T E#RER)

Y Window D #& &}

°
° * o o ®
o ° .
."o ° oo o o
° o o o

Windowﬁ(:l‘ﬁﬁiﬁ@l\f S
-l R ER d

FE version 9.5 TR JPN iz Agilent Technologies Page 122



B Correct Dye Biases LOWESS71vT4%5 Ok
Y .

: -\.\,*i. . b .__:_:-;—"]V../.

>

— X

W KUY BS AV
n ;5‘ % A ol 7’{“}7_-’{‘/7

v
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B Correct Dye Biases
DyeNormSignal D&t &

F-EFrvoRIL, T —FYEBICBRFBEERDL T T ILBEFHE

DyeNormSignal = BGSubSignal x DNF
CDEF
DNF = LinearDyeNormFactor (1)=7;3%)

DNF = Linear & LOWESSDyeNormFactor (1)—7 & LOWESS;%)
DNF = LOWESSDyeNormFactor (LOWESS;%)

L g hh @ DyeNormFactor (DNF) %3
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#IEE (RIRYEAT) D
1. 2h5—H&E

ARYMIBEDRE

..»-./%xﬁ\yro)ﬁﬁ(qmb)éﬁi \

TA4—F % &INYDTTIOUREBDRTE (|| F4—Fr& w75 ORI
:/b“j_)bgﬁrio):j:muj ________________________________________________________________________ :/7“7')@@%0)51'%:, Eﬁﬁﬁd)##
Bx-03545
NS SYHUREE - IS SHURELS|ELMER
Multiplicative Detrending
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® Compute Ratios
RN DITEDRN

MeanSig
INVDTSURFHIE
BGSubSig
: BRMIE
DyNormSig ST FIBNRYITSURMHEDSE.
. Z |X DyeNormSignal h3< A FXIZHE>T
H A5 —RHIE  LEL. Log ratio AHETELL, SO &
: SEE . BRRERDS Y FILEIH
ProcessedSig LYy Ry —MEZBERT 5.

IZ—ETILT
Log Ratio D EEMZEE

- Log Ratio Error ((2%)
- P-value (P{&)

- Ratio &
Log(rProcessedSignal/gProcessedSignal)
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® Compute Ratios

PiEH LU Log Ratio TS5—NDEHE

Erf. FER RS
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PiE ()7 x5 (LogRatio=0)
MEROTEHSNFHMETH

AIRETE
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1y {B0ed)_ @
pvalue=1 Elf@]—ﬁfc{ 5
X 2

LogRatio
LogRatioError

xDev: LogRatio=0h5DREITHH ., S/N/ASA—RIZFLL,
FE output ®FEATURES 7+—7JJLIZE2#Ei,
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® Compute Ratios
IS5—ETIDTIANINRERE

Fratacal Steps

Backeround Subtraction Method Mo Backeround Subtraction
B Place Grid B Sienificance tfor IzPosAndSignif and IsWellAboveBC Use Error Model for Sienificance
2-gided t-test of feature ve. backeround maximu 001000
5% Find Spots Well Above Multi 130
- . Bl Signal Correction
Flag Outliers B Calculate Surface Fit required for Spatial Detrer True
] Feature Set Faor Surface Fit FeatureshMegativeControlRange
B Cepls dligs) Bes s mes Perfarm Filtering For Surface Fit True
. Comect Dye Biases Perfarm Spatial Detrending True
Adjuzt Backeround Globally Falze
% Compute Ratios B Perform Multiplicative Detrending True
: Detrend on Replicates Only True
ﬁl:alculate Metrics E Filter Low signal probes from Fit? True
%Generate Fresults Meg. Ctrl. Threshold Mult. Detrend Factor b
Perfarm Filtering for Fit Uze Window Average
Fobust Mee Gtrl Stats? Falze
B Choose universal errar, or the most conservative ‘o Most Conservative
Pt ErrorGreen 01000
it Error Fed 01000
Auto Estimate Add Error Red True
futo Estimate &dd Error Green True
U=ze Surrogates True

Additive To—O EBE#RELY (Agilent7 LA DT IFA4ILE)

o A= /N\—H)LTS5—IZHI+5 Additive TS5—I1F% . Spatial Detrend Surface GE{FHIR)
F1-(%Negative Control (CGH, CoC)D ZEENZE DL\ TEIMIZE H

e Additive T5—DBERBEBYEITOIRIE. /i“ybﬁ‘EDP?ﬁIEODEP'GSpatiaI Detrend% 2 i
TOETHR
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i Calcula te Metrics
QC l/ 7|_\ )( _9 G) n& ;X

8O0/ (54— SELE

Protocol Properties j’ .
Pratocol Steps = gt ﬁb '
Spikein Target Used? True
EH Place Grid Min Population For Replicats £ 5 i
[ J
; PYalue For Differential Expre: 0,010000 SplkeIn Ta rget Used
-ﬁ-} Find and Measure Spots
[ Flag Dutliers L Mln POpUIat|0n fOI‘
[™ Carrect Bkagd and Signal Biases Repl |Cates

B Conect Dye Biases ° Pvalue fOI" Diﬁ:erential

% Compute B gios znd Erars EXpreSSIOn

ﬁ Calculse Metrics
& Generate Fesults

Save As... | | Carcel |

Figure 50  FE Protocol Editor with Calculate Metrics selected
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5 Generate Results
HAOI7MILEERXDHRTE

DD INSA—AEEE

Pratocol Propertics Ll .,
= A BE :

Frotocal Steps : :
Generate Singe Texk File?  True
EH Place Grid JPEG Dowen Sample Fackor 4

e Generate Single Text File

33 Find and Measure Spots
[ Flag Outliers ° JPEG DOWﬂ Sampllng
[™ Carrect Bkgd and Signal Biases Factor

B Correct Dye Biazes

% Compute B &ios and Erors
ﬁ Calculate Metrics

& Generae Result:

Save As... | | Cancel |

Figure 51  FE Protocol Editor with Generate Results selected
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S% miRNAD i {E{t
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- ’ £ % :miRNAD R E 1L
GeneView 771 JLD{ER

SystematicName THA—TM/N\ATUFTBHKI3FZ SN =2—4 Y ERFIDID

miRNA FE protocol Tl&. 27 XYY T T4—Fr—DAVFA—ILEAT
FRARIT7AI)L-MAGE-MLZ74JL-QC 0 avkO—LLSOTO—T
LIR—FEEIZIMA . GeneViewE VS ControlType . RS TaskO—L
ZAIDZTRYYTFRANT7AILE

HALES, -1 RAT«Tavba—L

gTotalGeneSignal FHmiRNAIZDWTEHESINI=V T FILE

gTotalGeneError LU FILBEDIS—IE
SUFIMMENIZ—ELYB T AEREIATNSD
glsGeneDetected 1 PUFIENRTS—EDIMELLLETHD
0 YU FIENIS—EDIFELYVIEL

£l Microsoft Excel — 2516436100 72 501 _1_1 _ GeneView.txt

] re R REE FTAe \BAD FRO v D FoROD SEOME AgLEH)
Dl BB 9= s le Bimsras  -ncie

&

E

1 - FA 0655581

text integer float float boolean

Syetematichame ControlType gTotalGeneSignal  gTotalGenseErmor gleGene Detected

| P e k| ﬂml’“ﬁ ‘1.)1)1'29
4 [MNCH 000001 57 —1 7.258536 5.43373 8]
5 [MNCH_00000215 -1 1.18085 8.3731 8]
G [MNCZ2 00073215 -1 0121326 5.38358 o
TOMC2 00052157 —1 —0 309608 B 37845 0
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) _ &% miRNADEIL
TotalGeneSignalD st &%

Step 1 —Population OutlierZ &4t

Step 2 —ProbeZ &M Non-Outlier Feature®
ST IVEEETETS

- D Probefz 51/miRNA

-EHD#EY R LFeature/Probefz 5| Step 3 — LD FHEIZ. ZDProbelIxt g

SPixel D EMIEFZBEN TS

Probe A| o . =TotalProbeSignal
O Probe B ,' : b ,
Xodler o 2 0. Step 4 — FNENDOMIRNAIZH T 52T
Mo X e il 9 M Probe®MTotalProbeSignalx&
e jefii dred it 9% =TotalGeneSignal

\l:,il»/,’l\:/ \/I\y‘\'/’ :\/ \/:’ \/
[(d+omos O Ho++4+0)/9]*10*(#pixels/feature)=

[(O +6+0 +¥+'+O ro +O)/8] *10*(#pixels/feature)=TotalProbeSignal (Probe B)
+TotalProbeSignal (Probe B)=TotalGeneSignal
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£ % :miRNADOHIE1L
Feature Extraction T TotalGeneSignal Dt & %15l

f5) TmiRNAIZH L TIEE DES —FNZENDEFIA10EFEYRL

Probe Di&%E [MIRNAMDE%E| &Probe® | Pop Outlier | Total Probe | Total Gene
Signals# & 754 Signal Signal

ProbeMName SystematicName  gProcessedSignal |glsFeatPopnOL  gTotalProbeSignal gTotalGeneSignal

A_25_P00010486 hsa-miR-135b 53.76 0 126.73 126.73
A 25 POO011017 hsa-miR-136 | 346,94 0 230.453 680.864
A_25 P00011017 fhsa-miR-136 330.65 0 230.453 680.864
A_25 PD0011017 fhsa-miR-136 330.81 0 230.453 680.864
A_25 P00011017 fhsa-miR-136 335.42 0 230.453 680.864
A_25 PD0011017 fhsa-miR-136 342,90 0 230.453 680.864
A_25 P00011017 fhsa-miR-136 349.93 0 230.453 680.864
A_25 PD0011017 fhsa-miR-136 338.75 0 230.453 680.864
A_25 P00011017 fhsa-miR-136 345.95 0 230.453 680.864
A_25 PD0011017 fhsa-miR-136 345.28 0 230.453 680.864
825200011012 hea miR-136 369.77 1 230.453 680.864
A 25 POO0L101S hsa-miR-136 668.70 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 681.78 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 643.20 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 690.24 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 686.91 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 659.15 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 663.02 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 649.57 0 450.411 680.864
A_25 P00011018 fhsa-miR-136 657.28 0 450.411 680.864
25200011012 bea min 125 659.71 0 450.411 680.864
A_25 P00010616 hsa-miR-137 333.21 0 276.551 443.472
A 25 P00010616 hsa-miR-137 326.11 0 276.551 443.472
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= mi
Feature Extraction T TotalGeneSignal Dt & %15l

ProbeMame

gisFeatPopnOL

A_25 P00010486
A 25 PO0011017
A_25 P00011017
A 25 PO0011017
A_25 P00011017
A 25 PO0011017
A_25 P00011017
A 25 PO0011017
A_25 P00011017

A_25 P00011018
A 25 P00011018
A_25 P00011018
A 25 P00011018
A_25 P00011018
A 25 P00011018
A_25 P00011018
A 25 P00011018

A_25_PO0010616
A 25 PO0010616

SystematichName  gProcessedSignal
hsa-miR-135b 5370
sa-miR-136 346.94
sa-miR-136 330.65
sa-miR-136 330.81
sa-miR-136 335.42
sa-miR-136 342.904
sa-miR-136 349.93
sa-miR-136 338.75
sa-miR-136 345.95
ca-mir-136 | DPOPOL | 3458
sa-mir-136 | (L PR}
sa-miR-136 668.70
sa-miR-136 681.78
sa-miR-136 643.20
sa-miR-136 690.24
sa-miR-136 686.91
sa-miR-136 659.15
sa-miR-136 663.02
sa-miR-136 643.57
sa-miR-136 657.28
sa-miR-136 659.71
hsa-miR-137 333.21
hsa-miR-137 326.11

FE version 9.5 TR JPN

@%Y9T

1.188YRLTO—T D556,
Population Outlier549 M
IIH>TWWSEDZERRNT D

2.ZYDHYRLTO—T D
Processed SignalD (&
EHT

0
0
0
0
0
1
0
0
0
0
0
0
0
0
0
0
0
0
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£ % :miRNADOHE1L
Feature Extraction T TotalGeneSignal Dt & %15l

3.EffectiveFeatureSizeFraction

u = Jty &v |= = =||£5 £5|| 4 Merge & Center - ||| §
Font ] Alignment E (ZTR“J |‘0)¢'0)~ :/7‘7_)[/*EH:II§+§
£ | -
= L ICALLKETUTOEIS)EES
float _ _ integer XAE (X TextOutputFile D Stats| 2R
tage SpotAnalysis_ExclusionZonePercentage SpothAnalysis_Esti %éhid— (E%ﬁﬁ)
0.7 1.2

4 ZAy O EEEEEH
fferekice EffectiveFeatureSizeFraction FeatyreUniformit '>:<8X15k0)i72"|%"i
0.611

EEE=(RRYFFEE=325)D2F x3.14
5. LTDOK T, TotalProbeSignalz&H9 %

TotalProbeSignal=
PopOLTS54 DII>TWWEWTAO—T DEHL T FILEE
X f#&YRL7a—TH
x Effective Feature Fraction
x ARy EIEE
x 1/30000
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Feature Extraction T TotalGeneSignal Dt & %15l

6. ZNZFNDProbelZ 2L TTotalProbeSignalZ&H L. RL
miRNAIZxf i 9 % TotalProbeSignalz& &t 9 %5 =TotalGeneSignal

ProbeMName

SystematicMame

gProcessedSignal

glsFeatPopnOL  gTotalProbeSignal

gTotalGeneSignal

A_25 P00010486
A_25 P00011017
A 25 PO0011017
A_25 P00011017
A 25 PO0011017
A_25 P00011017
A 25 PO0011017
A_25 P00011017
A 25 PO0011017
A_25 P00011017
A 25 PO0011017
A 25 P00011018
A_25 P00011018
A 25 P00011018
A_25 P00011018
A 25 P00011018
A_25 P00011018
A 25 P00011018
A_25 P00011018
A 25 P00011018
A_25 P00011018
A 25 P00010616
A 25 POD010616

FE version 9.5 TR JPN

hsa-miR-135b
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-136
hsa-miR-137
hsa-miR-137

53.76
346.94
330.65
330.81
33542
342.90
349.93
338.735
345.95
345.28
369.77
668.70
681.78
643.20
690.24
686.91
659.15
663.02
643.57
657.28
659.71
333.21
326.11

Agilent Technologies

0 126.73 126.73
0 PRI k] oL 08 |
0 230.453 630.864
0 230.453 630,864
0 230.453 630.864
0 230.453 630,864
0 230.453 630.864
0 230.453 630,864
0 230.453 630.864
0 230.453 630,864
1 230 A53] 630.864
0 A50.417) 630.864
0 450.411 680.864
0 450.411 630.864
0 450.411 680.864
0 450.411 630.864
0 450.411 680.864
0 450.411 630.864
0 450.411 680.864
0 450.411 630.864
0 450410 5B0.A54)
0 226.551 443472
0 226.551 443.472
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Protocols for Feature Extraction 9.5

Agilent
FF)r—ay FE Protocol FLA A¥vT EB®Jokan
TA—=vk
2x11K, 22K, 44K, .
Agilent, 7L 1CGH v4.0
ICGH-4_95_Feb07 8x15K, 4x44K, . o
GenePix (Publication Number G4140-90010)
2x105K, 244K
CGH
. 7L 1CGH
Agilent, L -
CGH-4_95_Tecan_Feb07 2x105K, 244K GenePi Tecan HS Pro HybridizationZ #5184
enePix
(P/N G4410-90011)
i i Ax44K, Agilent, Mammalian Chip-on-Chip
Chip-on-Chip ChIP-v1i_95_May07 i
2x105K, 244K GenePix (P/N G4481-90010)
. 15 EEFHER v5.0.x3 5L Ev5.5.x
Bx15K,4x44K, Agilent, o
GE1-v5_95_Feb07 . (BBEI+—VIRIG)
e — 2x105K, 244K GenePix
BEEFRER (P/N G4140-90040)
(1&%) _ ,5_
Agilent, 18 HEGFREE v1.0.x
GE1-vl_95_Feb07 2x11K, 22K, 44K .
GenePix (P/N G4140-90040)
. 26 EETFRE v5.0.x3H 5L\ [Tv5.5.x
Bx15K,4x44K, Agilent, N
GE2-v5_95_Feb07 . (BBEI+—YIRIG)
2x105K, 244K GenePix
(P/N G4140-90050)
Agilent, 2 EEEFRE v4.0.x
BEFRR GE2-v4_95_Feb07 2x11K, 22K, 44K i
X GenePix (P/N G140-90050)
(283%)
R EEGTFRE v3.0.x
Agilent, (SSPEZET=IXSSC¥%k#%)
GE2-SSPE_95_Feb07 2x11K, 22K, 44K .
GenePix (P/N G4140-90050%/=[&
G4140-90030)
GE2-NonAT_95_Feb07 Non-Agilent Agilent -
microRNA v1.0
microRNA miRNA-vl_95 May07 Bx15K Agilent

(P/N G4170-90010)
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Protocols for Feature Extraction 9.1

Agilent
7)) —<3aY |FE Protocol| 7L A Ax v RE7Ora)L
74 —< vk
Ox11K, 22K, 7L ACGH v4.0
CGH CGH-v4_91 44K, 2x105K, | Agilent, GenePix
044K (P/N G4140-90010)
185 EEFFHIT v5.0.x
Ux44K,

Agilent, GenePix |(BEEI+—<VYhXIE)
(P/N G4140-90040)

GE1-v5_91_0806[, 1\ 10

BEFREREO|E)
18 EEEFHIT v1.0.x
2x11K, 22K . )
GE1-v1_91 ’ ’ Agqilent, G P
- 4K grient, BeneriX | p/N G4140-90040)
P KB mFHE v5.0.x

xddK, Agilent, GenePix |(BEEI+—Yrx )

GE2-v5_91_0806}, " 40

(P/N G4140-90050)
R BT FHEIR v4.0.x
GE2-v4_91 ‘2121K1K’ 22K, Agilent, GenePix P/l\,l G140-90050
B FHREQARX) ( - )
R8BI T FHEIR v3.0.x
GE2.SSPE_of ‘2121( 1K, 22K, | pdilent, GenePix [SSPEE=I£SSCi#t#)
(P/N G4140-90050% 1=13G4140-90030)
GE2- Non-Agilent Agilent -

NonAT_91_0806
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