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1. Prosize data analysis software ( M D7A1Y) ZEe#LFEI,
File > Open File 3L\ & ZJUyIULFET,

2.
3.

raw TP BEIRL. e @ 2ouwiLEd,

TP IURIFSE © C:¥Agilent Technologies¥Data¥ (B EDTAILA ) (S HTRILARFRID I AILS)
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File

Administration

Option

Project B

O

XAVEE (T71IVARZERES)

fornple Information

IS
N\ €1 | BSA_PES 2000
G| BSA_PES 1000
| BSAPES 500
C4__| BSA_PES.200
z G |BsAPES 10
. nakyzer €65 | BSAPSS20
i NSTmAb G| Caz PS.2000
€8 | CA2PES 1000
Co | Ch2 pas 500
! €| CAz_PES 200
3 ¥ [ C1 | CA2 PES 20
J Support €12 | Ladder_P8S
J\ Protein Calibeation Curves
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Manual
Ladder
Data
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TL—hvT YT IIEIR - DAY ROFESR - IRENTEET,
FIINGFNAA—S - N—TRBENHEINS VBRI R RENET
IL/hO7I095A SEIRYS SOOIV NOTI0Y S ANERRENET,
Peak Table SEIRY Y T OIS RNFRENET , RECLDRRENZITHENMENET .
BE7(41>
0 FTHRBIEFY, @ PDF LiR—MEAERLET . (8 X—2)
1 Ledder REEEEREET. (17 X—) B csvIFsmbinugs. 6R-3)
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Sample Names

=

123456789%101112 C2 BSA_PBS_1000

C OO €3 BSA_PBS 500
o C4 BSA_PBS 200
Cs BSA_PBS_100

Cs BSA_PBS 20
C7 CA2_PBS_2000
C8 CA2_PBS_1000
C9 (A2 PBS 500
Cio CA2 PBS_ 200
C11 CAz PBS 20
C12 Ladder_PBS

@

TL—hxy7 B9

D BB TN RNERINET BTN AOMRE. Import (BIUYY) IRTEET,
& 2009 BEDIAVY RONEEIER TEET

A 5191-6640UM_LM - ProteoAnalyzer Broad Range Kit LM and UM.mthds X

B Full Conditioning [JGel Prime to Buffer Gel Selection | Gel 1

[JGel Prime

Xl Perform Prerun Voltage: |5 kv Time: z Sec.
OlRinse Tray: |Buffer Row:|A | #Dips|1 |
Omarker Marker Row: A

ENGA-G-RE ==

OVacuum Injection  Pressure:| -1 Psi

HRinse Tray: | Buffer Row: | B ‘ # Dips E
ESampIe Injection
© Voltage Injection Voltage: | 7 kV Time:. |10 Sec.

(OVacuum Injection  Pressure: -1 |PS

B Separation Voltage: | 9 kv Time: | 20 Min.

Tray Name | Tray-3 |

_ Separation Method | 5191-6640UM_LM +ProteoAnalyzer Broad Range Kit LMand |

Capillary Serial # 043023-07USPA Effective Length (cm) E’

Capillary Usage count | g9 Instrument Type | ProtecAnalyzer
Device Serial # MY2303AG03 Contoller Software E’
Notes: " Version Number :

Dilution series of BSA and CAll
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Y—)VIN—DHkEE
741> RE
] Copy Full Gel Image : FIA XA—>24% 16 -UFT,
18 Copy Selected Gel Lane Image : 3&RUTILL—>%2IE-UFT,
= Show Cursor : H=YIZENULET.
= Hide Cursor : 1—YILZHIBRLET .
i Create Annotation : KENESNINZEELFT .
%  Edit Annotation : Annotation Z#RE -HIBRLET .
# Zoom ! BREEEILARRLET.
“+7  AutoFit : Zoom ZfEBRUE T,
B Autointensity : IV NSZMEEOS I FIUETRRLET.
S Normalize Intensity to Lower Marker : Lower Marker >4 )L T2 NS AMNRIZE T,
E Normalize Intensity to Upper Marker : Upper Marker > FI)L TV N ANERIZED .
| Enhanced Contrast : 3#RUTWAL -0 MSANEELEFT .

k1]

i¥  Gellmage Color : FIAA—SDEUEEZEELET,
pEl 1:1 Gel Image : ##&ELED 1:1 OTINAA-S2FRRUET,
e Hide / Show Marker Peaks : Marker D/\> REFRR/IERRICLET
£l Hide / Show non-integrated peaks : E—J9 D)\> RaFRR/FERRICUET,
Ji. Gaussian Fit : BT I1vF4 IR RITOET .
J3IDEREDE

FIAA=%GIVYIIHIET. ILYMOJI0T S ADERENENTEET,
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IL/haJIndsh
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- 5 8 & 8 b & b & & & £ &
H 'ﬂ . =1 |
L e En s
Lower Marker (LM) Upper Marker (UM) =
‘ * UM EEFRIF D L
. LN
-] ;
K e ol p
741> RE

b Zoom : EIREGFEZILALET
Drag : IL%NIJI0Y S AR RECEEREILET .
“+"  Autofit : Zoom-Drag ZEEFRUE T,

Copy : IL/MOJI0J3L%IE-UFT,

! Peak Label : E=VMNIDFRFREEELET
None / Peak ID / Migration Time (min/sec) / Peak Height / Corrected Peak Area / Size (bp) /
Concentration (ng/uL) / nmole/L

i Create Annotation : KENESNVEBELET .
iy Edit Annotation : Annotation Zf#REE - HIBRLE T .
LL1  Show/Hide Baseline : "—23(>OFR/IERREIDEZET .
| Show / Hide Peak Start / End Point : E—Jiar/#R DR R/IFERTEVDBEZET.

HMFRRODEEE

1E#h ETHEYYIIRETRREEECEEY,

18 : Time & Size H"5iBIRTEF Y, Set Display Starting Time &, FXRSNZILYNITJIOV S ADRIRREZRETE
ia_o
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E-97-T)
VIRNIIT7hERHMUIZE - O ER IR RENE T,
Peak Table
Size (kDa) | ng/ulL % (Conc.) &
1 6 (LM) 120.0000
2 |99 3.1096 0.2
3 13.2 1.6426 01
4 | 147 3.7073 0.3
5 || 194 3.5007 0.2
6 226 4.2190 03
7 24.8 2.2435 0.2
8 || 280 9.5169 0.6
9 354 8.1319 0.6
10 | 39.0 5.2443 0.4
11 | 451 6.2444 0.4
12 | 50.2 5.0675 0.3
13 || 50.8 14.5039 1.0
14 | 84.0 1150.7830| 77.9
15 || 110.0 9.2854 0.6
16 | 143.2 250.7825 | 17.0
17 || 240 (UM) 78.1858
TIC: 1477.9823 | ng/uL
Total concel 1473.9885 | ng/ulL
v

E-IbyTDYAZ,

Size (kDa) Y—H—E—-(2(F LM (Lower Marker). UM (Upper Marker) h'Z&Rizcn£d,
ng/uL E—Ui;%fﬁ
TIC E-UBEO&ET

Total Conc.

B TINOHIRE




Prosize T —### VI NI1T

F—AHh
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1. File > Generate Report £/z(& @ 2))ILET,
2. HHIEEEHRINAALEY,
3. BB GenewtePDFRepot | %/1)y/(,, PDF I/ L &RFLET .

24 Generate PDF

O Run Summary OPesk Table = O Electropherograms
1O Method Detail OGelimage [ Sample Name
1O Traces Summary O Calibration Curve
(0 %-Axis Size Scale
Sample Option
© All Samples () Selected Samples
1O Show Integration Parameters Information © Show Annotation
Logo
i =
B Generate PDF Report K Concel

CSV-Eifkihih

File > Export Data F/z( @ Z)UvIU. CSV F—ABLUVERT — 9% HTEFT,

+ ExpertData x
Sample Option
Al Samples Selected Samples:
® (o]
@ Export Al
Standard Alnernate i P
@ Peak Table =’ (o] ® (®) Quskay Table
@ Srvesr Analysis Table
Standard anernte
® o
(®) Electropherogram - Experts 35 e File
Fie Expon Option for electiepherogram X dsis Scale Optien
Single File Separated Fles Size Scale Time Scale
® Q ® (o]

®Size Calibration Data

@ 6el [Fsemple Hame

Image Format For Electropheragram and Gel

EMP FEG PNG  ShowAnnctstion  Ewport File Path
® e o) CAAP..\¥east Bxractions 165Kb Fast F12102 17-27-23 | (e

¢ epon
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Batch i1

BEEART D7 OT =5 - Lik— N HZ—EUTHTIENTEET,
XZ1—/V— Batch Processing > Batch Data Process

© Bateh Data Processing

Folder Selection

§ C/\PROSze 3.0\DemolFemto Pulse.

Export Path (f empty, uses data path)
sl 5 Ell

Selected Data

C:\PROSuze 3. \FP-12( Total RNA 170501 17H 16M.raw (]

C:\PROSize. US RNA\FP-1201 Senes\2017 01 05 16H 18M.caw

C:\PROSize 3.0\Demo\Femto Pulse\FP-1101 US NGS\Smear dilution 15-43-01\( 21 15H 29M.com Lea

C:\PROSize. \ US NGS\ 1-3 2016 10 13 21H 30M.raw [ Peak Table (Standard Format)

C:\PROSize 3.0\Demal Femto Pulse\FP-1003 55 Kb BAC\17-54- 1812018 1005 17H 54M.caw ok Table (Alternate Format)

CAPROSze ; 9DNA 16 165K Fast 12102 17:27-2312018 08 04 17H ZTM.cow = o

CAPROSize 3. gONA

165Kb EXT F12102 12-41-55\2018.08 04 12H £1M.raw

[« ©

e V)

Help > zip opened data file &0, &7 =40 zip JrA IV e{ERL TEE T,
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ProSize TRZEERNSHEIRGFINET . RB(IGUTT 9% TANAIZEIN\WI 7T

URAg (IR To TR,
E-JfmskE

Cancel

ILHhOJ1095 A0 EORELRWMIBICH—VIILEEahE
BIUWIL., E-IREIN REBIEET .

Set As Lower Marker

Set As Upper Marker

Add Peak

Split Peak

Merge Peaks

Delete Peak

Move Peak Start/End Points
Copy Image to Clipboard
Export Data to Clipboard
Export Data to Excel

E-Jmi&hn
@® Add Peak Z24\)w% @ AR -HERZTEEN ® Accept Change Z7\w%
j\xL,AH_fkﬂ__j\\h_h___ﬂfL }\uh_q_)\a——J\\_‘__*A" j\Wuwauafkﬂ—hj\k_,_h_ﬂuﬂh___
T T z I L L L L L
R B g g 8 g 8 g
E-J09nE

@ Split Peak Z7UvY

@ PNEMIEZIEE

® Accept Change #7Uw%

142

M

100+
200+

mo-' % ?

100
200+

10
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E-JnfEa

® Merge Peak Z47)y7

Q@ A -HRZETE

® Accept Change ZJUv%

See oy

E—J DIk

Delete Peak Zz7)w7

1500+
2000
2000+
4000
£000+
7000
10000+

0
2000+
2000
4000
£000+
7000
10000+

E-J DR - RROEE

@® Move Peak Start/End Points &
7y

Q@ AR -HRREEE

® Accept Change ZJUv%

-
-
L]

A\

3

311

N N o
T T A Py & &
Cancel E—-IiREDEDHEL
Undo TTICRY (1 A7vTDdy)

Copy image to Clipboard

EfROIE—

Export Data to Clipboard

J5784MET —50IE—

Export Data to Excel

HSIEMET — 9% Excel (CH D

11
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fEtR)NSA—4— (Configuration) DZEE

1. Peak Table 750 Set Individual Parameters #° #JUyIUEY .

Peak Table Set Individual Parameters

” Size (kDa) ‘ ng/ul % (Conc.) ‘LJ

BHTHEIRL., SRELEELFT , RSN (ET7vEA(CLHOTERDFT,
Show Results & #41)v53 3¢, Peak Table EEICRENET .

Advanced Settings @ Show Results
Peak Analysis Marker Analysis Smear Analysis Flag Inclusion Regid

Peak Analysis Analysis Region
Peak Width (sec) 1 = Start (min)  End (min)
Min. Peak Height (RFU) 10 % 2 & e %
# Extra Valley Points 3 =
Valley to Valley Baseline? O
Filter Selection Manual Baseline Setpoints
Filter| Binomial Start (min)  End (min)
# of Points 3 : 2 s 19 <
Apply to All Apply to Selected
O O
L~ Load Configuration < Save Configuration

12
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IHE AE
Peak Analysis E—-RHDRTE
N—h—E-Ii&EO%E

Smear Analysis DiXTE

Marker Analysis

Smear Analysis
Flag Analysis DE%TE

B#RTZITSY 1 XEE DRE
FEATE— FOETE

Flag

Inclusion Region

Advanced Settings
Apply o Al IRTOY T EBEBEALET.
O

ERUYY IIVCEEZBERALEY .

Apply to Selected

O
%  load Configuration Configuration R EZFHIHAHET .

b Save Cenfiguration Conﬂguration Eﬁi’i{%ﬁ-bi@'o

fiRIRT — 5 D¥IHE

©  Load Configuration W5, PIAVYRIPAILERZD Configuration J7A)L (ini) ZE4RL. BHITBIET. BB
F—A%YECEWVIRREICR I ZENTEET,

Configuration J71JLORTF5E : C¥Prosize data analysis software¥Configurations

13
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AXT Rt

Smear Analysis THEELIZHA XEEDI I FIVEENZEITIENTEET,
1. #%9UyHU. Smear Analysis JTBEIRLET .
2. Start Size. End Size ZASUZET,

Advanced Settings B
Peak Analysis Marker Analysis Smear Analysis Flag Inclusion Region
Start Size (kDa) | End Size (kDa) Display Smear Range
40 | 100 2@
@
@
Apply to All Apply to Selected
O O

3. ' %&5UvHL, Peak Table [TRDET.
4. Peak Table #JD5C Smear Analysis #TWFREN. RELICH A XEHE T OFIERNTREINET

Peak Table  Smear Analysis ¥
ID Range ng/ul | % Total | Avg. Size | %CV
C1: BSA_PBS_2000 | 40 kDa to 100 kDa 1181.57€| 80.2 64 6.34
(C2: BSA_PBS_1000 | 40 kDato 100kDa | 403.5111| 79.7 68 6.60
(C3: BSA_PBS_500 40 kDa to 100 kDa 191.8115] 79.3 68 6.40
C4: BSA_PBS_200 40 kDa to 100 kDa | 87.3015 | 78.6 68 6.16
6879511 BSA_PBS_2000 5 3 (5
650001 : - '
60000 ":r
55000 il
50000~ L
450001 a
40000-] w
35000} LLA
30000~ s
250001
2 20000-]
15000
LM : : o
10000~} ' : 4 -
oo ﬂﬁmmmzj L
1354- | 1 1 : [} | Iv 1 1
© L o o [} W (=] o

Size (kDa) ﬂ i

14



IS5 VR

ProSize T —4## VI I1T

Flag Analysis TIIIEEURYA X BERMEZELIE-IMRE TETLSHE 1-0 THRRL.

FHER(CHIBI T BTENTEET,

N =

&)U, Flag 9IBEIRLET

I DEHEANEITVET,

« Tag ([(JFF822 ANDUTIZE,
Value. Unit, Range ZiXELE T,
Flag 1IEB(CDERMF(I 2 DFTRETEFET,
2 DEOZMH%RTEISHS. AND / OR /
AND NOT / NOR ODW\INHZEIRLET

E xouyoUET,

w

Advanced Settings B
Peak Analysis Marker Analysis Smear Analysis Flag Inclusion Region
Tag  protein1 O
Value  Unit Range Value  Unit Range
65 kDa v |z v |20 ao  [v] RFU [v]> v o
vt e kDa

> ;‘C ng/ul

< AND NO' v RFU

= NOR

Save Flag Parameters

Load Flag Parameters

O

Remove All Flag Parameters
O

4. Peak Table DFESIC Flag Analysis 9TWFRRENFT, B TINEA B TIBEN1 ] BERNBET0IAR NS

LlCEHDENET,

5. Flag Analysis D% (& Save Flag Parameters MSfREF I 2ENTEE T, Load Flag Parameters H'SiBZs(CARTF

UTz Flag Analysis DX TEZ5iHHADET

Peak Table Flag Analysis

Sample ID 63kDa +/- 12% (7.5 240 kDa +/-15% (| 4]

63 +/- 8kDa 240 +/- 36 kDa
F1 SampF1 1 0
F2 | SampF2 1 0
F3 | SampF3 1 0
F4 | SampFé 1 [0
F5 | SampF5 1 o
F6 | SampF6 1 o
F7 | SampF7 1 ['o
F8 | SampF@ 1 ]
F9 | SampF9 1 o
FI0 | SampF10 1 I'o
FI1 | SampF11 1 o
F12 | SampFi2 |
Al
ﬂ——L

15
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J)S5TIDEREDHE (Overlay Samples / Project Mode)

1 FIZlZ Analysis > Overlay Samples &%%U\(& Project > Create Project Z7UvJUE 9,
2 Z9WIUL. BEREDEZEULVDT —Y%HEFT .

3. FREOEEITIVIII Well 200vIUFT

4. Project > Save as LDLEET —4%ZFFLET

} B\ project: = [u] X ]
Project View Data File
o =

2023 09 05 12H 15M.raw 4 —

O1234567591u1112 150 T

CM e eoeeee 1
— 55— — 55—
B3 [ — ——
R s
2 — T I,
—5— —
- -

(1)C7: CA2PES 2000
(1)C5: BSA_PBS_ 100
(103 BSA_PBS 500
(1)C - BSA_PES_2000
(1)C2 BSA_PES_1000

RFU
T

CE X ASE s

:
0 @ ¢

e

H E E BEE&EREEEUET,
o L— R F—IHHEITVET , W — MR OHMERTEET,
@ Project E—R&#TULFET,

16
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Ladder DS7E

L F/z(& Analysis > Show Size Calibration H'5 Ladder DX E =R -IEIE TEET,

HEH

A i

-----

. . ""'\u‘tj_au_LLG
== s
Calibration Ladder Ladder E=IDHAX
Default Ladder Well Ladder Well DALi&E
Curve Fitting Calibration Curve OJ1vF4 >4 5%
Use Imported Ladder Profile ~ Imported Ladder O£
Ladder Profile Imported Ladder Mi#R &l Z9)yIUTIPAIVBEIRLET
Peak Analysis Ladder E-71&HDRTE

Import Ladder ZFV\Zf#tr
ProSize TIXBZED Ladder ODAT -5 FWTEMTEITOCENTEET,

Ladder Oy : |'E EBPet | #HUwHL. Ladder T—IEREFELET .
Ladder M3#&HA : Use Imported Ladder Profile (CF1v%% AN, Ladder Profile h">f#AF(C{ERI T3 Ladder 7 —45%:1&1R
L. 7 sy | 20U ET,

17
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Ladder DIS—AvtE—

Ladder MEUSEREL CORWMBE . T—4%8)8 TO— RUIBRICRY T 7y T Ay —SHFRRENE T . 2L\ EIE FEBIC
TIREDMT “Warning: Mis-match between detected peaks and ladder assignment! No sizing calibration curve is
established” W'ZFRENF T, TOHE(L. Ladder SRTEZFERL. IEIEZITVET (p. 17 BER),

2L Message

Mis-match between detected peaks and ladder assignment! No
sizing calibration curve is established. Do you want to review
size calibration curve?

Cancel
2L OBEO | .
-»
AEIR P37
Ladder =7 J)L hd Well LIIMIARUTE Default Ladder Well DfiIBEZZEELFY,
Ladder Peak RENARELTLD Peak Analysis DE -5 EMENZE. HBNINZ17)URIEICLD
E—-0%BnuEd,
Ladder Peak Zi@F|(CEREEL TL\S Peak Analysis DF -5 EMENZE. HBNINZ17)URIEICLD

RORBE-VRHEHIBRUET

18
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Fomlc &SI ESE

ProteoAnalyzer TIZEMDOY >N\ EDIERIERODHIRRIIDOT -2 ERAUIARERICLIEENTIEETT,

IRERDEE

1. HIRRINZXEUIT—5%FE. X=1—/U—0D Analysis > Protein Calibration 5'5 Protein Calibration Screen %
MEFET,

2. RRERRIAERISVIILO Use for Calibration ([CFIv7ZWULEIRLETS

A _E® Sample Overlay DIV ~OJ10J5 A EOFREEERITZE-IICEDEET,

4. Nominal Concentration (CEEZ AU, Apply Z9UvIULET,

w

| "™ Prote

Sample Overlay " Calibration Curve Fie|  None

1200~
1000~
19
3
£ 800~
®
o
2 soo-
,-\.L___ g g 8o
T
§ a0
I ' 8
/ o
~A L/ —— )
A m— - :
Ll - -
Lt C [ 1 1 1 1 1 1 1 1 1
r 0 200 400 600 800 1000 1200 1400 1600 1800 2000
| ~A Nominal | Concen tration
i 7 0 T T T T 7 0 7 i
0200 0200 0400  0&00 000 1000 1200 1400 1600 1200 20:00
Time (MM:SS] ¥ = 0.5832x + -TA3204 Ri = 0574484

Use for MNominal I

WellD  caipration Concentiton Sample Description
[ ] @ [2000 ’ [554.Pa5.2000 l ..
— o =
[ ] @ [s00 [B54.PBs 500 —=
] =
s @ |100 [ 54 pas 00 ] B
& [ {D | BSA_PBS_20 |
a "‘ [0 |CA:_DBS_:000 ]
: Export Li Import | Data file: 202309 05 12H 15M.raw ﬁ, uﬂu,; = :EI E—

19
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EEEORR
REFRICLBEE (T Calibrated Peak Table (CRR~ENFT,

¥

Peak Table Calibrated Peak Table

Size (kDa) ng/ul % (Conc.)
1 |[6(LM) 333.2219
2 |99 327778 02
132 [ 130.2618 X
4 |1a7 ["133.8025 03
5 194 [133.2481 [02
6 | 226 | 134.6800 |03
7 | 248 131.2922 0.2
8 280 | 1437647 |06
9 | 354 [741.3897 |06
10 | 390 [136.4380 [0a
1 | 451 1381530 |04 k1]

Slope equation |y = 0.5832x + -74.3204
R{ Rf =0.974484

Calibration data file  CalibrationCurve.protein

REROENHLVIER
BEDIRERZAVTERIZITOEN TEET,
BEBOHH : REBE#LTE. Protein Calibration Screen £ [ seot | #JUvIL, IREBIFT —I%RFLET .
HREHBOBA : Protein Calibration Screen £ [ men | #5UysL, (ST HIREBIRT —THRIRL.
Apply Z27)wIULET,

20
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HmCEATISEVEDE

Tel: 0120-477-111 Mail: email_japan@agilent.com
EEE - A-ZRMAEE (. B, RKH. 5/1 %)
9:00~12:00.13:00~17: 00



