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1. AKTA start KADEFEZANZET,
2. AKTA start D/RSBEIE(C, KR—ABEHIRRINET,

AKTA start (7]
Create method Settings and service

3. AAREDE1—-HDIES: : AKTA start ZEO PC Connection EENNzECAETIE1—-FDUSB

R—MzUSB r—JIL TIERLE T,

4. IVE1-9DEFRZANET.

5. J>E31—%LDUNICORN start D7AI>&STIVIMWILET .

td
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starti 153

6. Select application #4707 h'FRrENFY,
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|
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7. BE FOYRI)IN—-&D, System Control Z7UvIULET,

42 Administration
#% System Control
 Method Editor
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AKTA start ?

Method run Manual run
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Administration | 325 /D) 5&UF—IR—ZBEETVET,

Method Editor | xvy R%&/ER; - fREELET

System Control | XUy ROBIA, BEHOET, BLUT= 17 VEEEITOES,
Evaluation ERERL, T IRRATLET.
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System Control 21—/l #RLET .

2-1. RO D%k
NPT A 20%I5 )=V TIRIFSNTVE T, IBOMTEZEFH Tz, (FUHICHBII/K TIRIERITVET . 1LY
RF1—E>JH5 Wash valve £TORIZBHIK(CEIRUFT .

1. AEBDAILYIF1-E2 )% +DICRRUIIBREAK ADRNUICHERELE S .

E-Ill b ethod Fun

2. System Control [CT. toolbar ® Method Run 74 1>%%7UyJU. Select Methods 91 7OJ%2FKRUET
3. Select Criteria C. Pre defined — System Preparation ZiZRUE T,
(ZZTId. Sample setting (FESSICFIYVIN A>TV THREFRHDERA)
RRENDAVYRNS, Pump Wash Z&EIRU T, OKIRF>Z27ILFET

select Method |

—Selection Criteria
View Sample setting
 Userdefined | ¢ Quick start % Apply sample using sample loop
" Templates ;
% Pre defined % System preparation " Apply sample using system pump
Folder name | System | Last modified | Created b
@J Column preparation Default System System 2910020
@JlPump Wash Default System System 29/10/20
E]J System Cleaning Default System System 29/10/20
@J Washout fractionation tubing Default System System 29/10/20

4. Start Protocol 44 704 T. Variable List 'Z&RRx3SNFI . Next RV EIIWILET
5

Variable List >3
F‘a"\ T m Phase Variable Value Range
tesult Name catl
el Hams andHocston Method Settings FumpWashinlet A =l
PumpWashVolume{10-100} {ml} 10.00 [0.00 - 995555.0]
[~ Show details

¥ Display tooltip for extended varable cells

< Back | Nexd I Start Cancel

B




5. #tU\T. Start Protocol 54 704 T. Result Name and Location I'&R/RSNE T IRFEI AN —. T/ L%FE

Start Protocol - 00000000000001751151 - Pump Wash-Frac-Loop x|

Variable List

r Run info
Result Name and Locaiion
esultName a > Date:  [29/D5/2016 15:46:48 ~09.00
User: IDafault

Method:  [Pump Wash-Frac-Loop

r~ Result
™ No result
™ Add unique idertifier to result name:

Directory:

IfDefaun Home Browse

Name:
IPump Wash-Frac-Loop 002

o <Back | ters [[san | cance |
FBU. Start RIVZTWILET . TrAILARXYYREZDE(C 3 HTDOEERF MIIIEINET,

6. ADAYLYINF1—E>J D Pump wash HMEENE T,

041 (my/Cm)

&

Injection mark
é o 1100 {}
F t.'
AutoZero|
000(%8) . jacton v
[0 Sess
. 1 (Tube number)
10.00 ( mt/min ) 0.05 (MPa)
O e ==
[

T setowrate] Start Fractionation (mi )| [T
4 s racionston_|

7. ADAILYRFI—EST D Pump wash H¥&0ofe5. B DALY MF1—E>J D Pump wash Z1TVET
FIE 2~3 Z47L\. Pump Wash ZEIRUE Y,

8. Start Protocol 44 7704 0 Variable List ® Pump Wash Inlet T B Zi2iRU. Next RI>%ZIIWILET

Start Protocol - 00000000000001751151 - Pump Wash-Frac-Loop 5]

Variable List >>

Result Name and Location

Phase Variable
Method Settings PumpWashlnlet

PumpWashValume{10-100} {ml}

[~ Show details

¥ Display tooltip for extended variable cells
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Start Protocol 447704 T. Result Name and Location "&ReSNE T, RFIANS —. T &%EZBL. Start RI> %)

wILE T,

9. BOAILYIF1—EST D Pump Wash HMAEDFET,

|/ ProcesPease

100,00 (%8)

Set %8
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1.

2. System Control [CC. toolbar D Met
ml Method Fun

3.

A DALY NF1—-E I DDA R URBHK ADRMUTIEF icN TR E 2R LET .
hod Run 7% 7w/, Select Methods ¥4 709 %K R~UF T,

Select Criteria C. Pre defined — System preparation Zi#RU% 9,

(CZT(E. Sample setting (EEEBICFTYVIN ATV TEREZRHDEEA)

FRRSNBAVYRHS, Column preparation ZiERULT. OK RI>ZIIWILET,

]
Selection Critenia
Yiew Sample setting
" Userdefined |  Quick start % Apply sample using sample loop
" Templates _
&+ Pre defined {% System preparation f" Apply sample using system pump
Folder name | System | Last modfied | Created b
@_H[:olumn preparation Default System System 25/10/20
@_l Pump Wash Default System System 2591020
System Cleaning Default System System 2910/°20
@_l Washout fractionation tubing Default System System 29/10/20




5.

Start Protocol 44 704 T. Variable List 'R~ FT . FD Show details (CFTVIZANE T, T

Start Protocol - 0000000000000175115: ‘olumn preparal Frac-Loop 5[
E—— il Phase Variable Value Range
i It i
el Heme and Cocstion Method Setings ColumnVolume {CV} 0100 [0.100
Method Settings.... FlowRate {ml/min} 0.5
Prime and Equilibration Column prepartion run valume {CV} 5.00
I~ Show details
[V Display tooltip for extended variable cells
) cBack | Nea> St Cancel
o — N —_—
AN TR RODIBEBENERRENET,
5,
Variable List
;"‘ e Phase Variable Value |Range
i It 1
csult Hame and Coeallon Method Settings Columnolume {CV) 0100 [0.100-9
D Column Any j
Methed Settings D HighPressureValue {MPa} 0.50
Method Settings, FlowRate {ml/min} 05
Prime and Equilibration D PumpWash A Volume {ml} 5.00
Prime and Equilibration Column prepartion run volume {CV} 5.00
¥ Show details
[+ Display tooltip for extended variable cells
| <Back Next > St | cancel |
Start Protocol - 00000000000001751151 - Column preparation-Frac-Loop jl
Phase Variable
Method Settings ColumnVolume {CW}
D Column
Method Settings D Hig|HisTrap FF crude, Tml
HisTrap FF crude. 5ml
Method Settings, Flow}
Prime and Equilbration |0 | Pum) mggg EFPTT"':‘
Prime and Equilibration Colu|HisTrap HP, S ml
HiTrap Albumin & loG depletion, 1ml
HiTrap ANX FF fhigh sub), 1 ml -
[¢ Show details
[¥ Display toottip for extended variable cells
o) <Bsck | Net> | st | cancel |

Column IEEH® Value DT IAIIAZ1—H5, 1BH I NI LEIRLET




6. FROLIBAVE—SHTRS, OKIRIVEIIWILET

The column type used by the method has been changed. Update these instructions with the
! column default values?

Block | Instruction | Parameter | Variable | value | New Value | Unit
Equilbration FlowRate  Flow Rate Flow rate FlowRate 05 10 ml/min
METHOD SETTINGS  Flow Rate Flow rate FowRate 05 10 mlfmin

A
R — e N
z ! SAIENET
7. BIRUIHS LIBERD NF9,
x
:H"Tb:’m i Phase Variable Value Range
tesult Name cati
syt Hame and ocalon Vethod Settings ColumnVolume {CV: 0962 [0.100
D |Column HisTrap FF., 1ml j
Vethod Setings D HighPressureValue {MPa} 050 [
Method Settings. . FlowRate fml/min} 10 [05-5
Prims and Equilbration D PumpWash A Volume {ml} 500 [
Prime and Equilbration | Colurin prepartion run volume {CV} 5.00 o
¥ Show detals
% Display toottp for exended variabie cals
o) cBek | Mess || sen || cenedl |

N3N 20%I45 ) -V TIRIFSNTVRIBEICE. BEIDEENINERIENHNET,
Flow Rate (ml/min) DValue ZIREL T. 25— MNEFOFNE(L. BETEDFD TAY— MU TEEL,
Flow Rate (ml/min) ZHRET 2L, FRDISIB/AYE—IHNTEIN, OKRIZIIVILET,

F/z. Column preparation run volume (CV) (. IS LFED 3~5 B2 AHILET,

Variable List

Result Name and Location

Phase Variable Value

Method Settings

Method Settings
Method Settings....
Prime and Equilibration
Prime and Equilibration

ColumnVolume {CV}

D | Column

D HighPressureValue {MPa!
FlowRate {ml/min}

D | PumpWash A Volume {ml}

Column prepartion nun velume {CV/

0962
HisTrap FF, 1ml v
050 i
05
500
500

Metheod Editor

The variable FlowRate has references to several parameters. Any
I changes made to this variable will affect all parameters that the
variable references, Do you want to continue anyway?

[¥ Show detais

[# Display tooltip for extended variable cells

ol
IHEZREULS. Next IRY>%Z2 7w ILET

< Back Next > Start Cancel

714,
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9.

Start Protocol 447704 T. Result Name and Location "R ReNE T, RFEIANS —. T/ L %EEU.
Start R9>%wILET,

10. B3 MEFEBOIRIF 2N F1—-E I FTImNSKIE TR L= HERLET . ZOFF. hT A LEAKES

11.

DRABIRIH — &L TUIEE W LEBOEEIHEDOIS, D3 LD TR ZIERLET .

REUENBELIDBRVGEIC(E. ERFENICERBEET LITET,
System Control (CT. Manual | Execute Manual Instructions...Z3&{RUF Y,

Manual Instructions 44 70%(CT. Pumps — Flow Rate > YNNI 37#EZ A — Excute RI>% Y

\ .
4% System Control

File  View | Manual | System Tools Help

Execute Manual Instructions...  Ctrl4M

Manual R |
& Hold Ctrl+Shift+H

_| @ ooooou: || Pause Ctrl+5hift+P
~ Chromatogi B Ctrl+Shift+C

-

|=| End Ctrl+5hift+E
Manual instructions - 00000000000001751151 il
Active column type:  |SameAsMain Select...
Instructions: Instruction execution list:
P for Flow Rate 1
= Pumps Flow rate 10.5 - 5.0 Insert Delete |
Flow Rate ;‘[ X | —I
Gradiert I 0 E;Iml.imln
Howpath
Frac
Alarms and Mon
Other
Save result as | HOWSE...
!_J)l ¥ Auto update of parameters during run Close

FJz(3. System Control @ Process Picture @ Pump T, YR 3Rz AFIUT. Set flow rate RY>%
IIILET,

0.50 ( ml/min)

05 Set flow rate




2-3. )\WIp—A\DBREHR

EATMOLybF1-E2T%. ERY2/\WIr—(CEHRLET .

1. AEBOAYLYINFI-E>H%, ERTR/\WI7— A IeAARNUIENENIERULED .

E:_-Ill tethod Run

2. System Control [CT. toolbar ® Method Run ZA>%/')w/U. Select Methods ¥4 PO %X RULFT,

3. Select Criteria C. Pre defined — System Preparation Z3#iRU£ 9,

(CCT(E. Sample setting (FEEBICFIVIN ATV TEREGRHDERA) F

IRENBAVYRNS, Pump Wash ZiERU T, OKIRFVZIUIYILE T,

B
—Selection Criteria
View Sample setting
" Userdefined | © Quick start % Apply sample using sample loop
" Templates ;
¥ Pre defined % System preparation " Apply sample using system pump
Folder name | System | Last modfied | Created b
@J Column preparation Default System System 29/10/°20
@J|F‘urnp Wash Default System System 29/10/20
@J System Cleaning Default System System 29/10/20
@J Washout fractionation tubing Default System System 29/10/20

Start Protocol - 00000000000001751151 - Pump Wash-Frac-Loop

Variable List 5>
p’"‘ N Lo Phase Variable Value Range
lesult Name anc cati
‘esult Name and Location Method Settings PumpWashinlet F
PumpWash\Volume {10-100} fri} 10.00 [0.00 - 599939.0]
[~ Show details

|+ Display tooltip for extended variable cells

o]

< Back Next = Start

Cancel

4. Start Protocol 4704 T. Variable List 'Z&RReNFY,
Pump Wash Inlet T B Z:#3RU. Next K92z ILET,

717,




5. Start Protocol 44 770% T. Result Name and Location I'&RR&NF T, RFIAINS —. T &%FERL.
start R >%WILET . BDA 2 LYMF1—E>J D Pump Wash HEEDF T,

Process Picre.

vx|

100.00 (%8)

o saxs|

Injection mark

o -256 (mAU)
3 ]
|

10.00 ( mi/min ) 0.01 (MPa) :
[ -

040 (ms/Cm)

Start i don (mi)| T
Stop fractionstion |

6. BDALYIFI1—E> D Pump wash H%&Ho1z5. A DALY MF1—E>J D Pump wash 21TV,

F)I§ 2~3 %470\, Pump Wash Z3&IRUZET,

) IWIVET,

Variable List

Result Name and Location

>>

Start Protocol 54 704 M. Variable List T. Pump Wash Inlet T A MNEREN TV E2HESEL T, Next RY

Start Protocol - 00000000000001751151 - Pump Wash-Frac-Loop

I Show details

|¥ Display tooltip for extended variable cells

Phase Variable Value Range
Method Setings PumpWashinlet A =l
PumpWashVolume{10-100} {ri} 1000 10.00 - 955999

ol

< Back | Next > I Start |

Cancel |

8. Start Protocol 54 70% T. Result Name and Location h'Z&R/RSNF T IRIFIAINS —. T7A( I & &HERL.
Start RI> %I ILFET . A DALY RF1—E>T D Pump Wash HEEDET

ProsPcare

&

0.00(%8)

[ [setxs

041 (m/Cm)

&

0

|
o 214 (mAU)
AutoZero|
v =

10.00 (m/min)

005 (MPa)

[ Setflow rate

B ! (ubemumben




2-4. 759335 —-D#dR

1. F1-ESTTANS =1 FUNY=T = LOWTNADINICEEEEIN TV B 2FERLET,
-15ml FHEREZAVSIGS (TER)  SMUDORICGRELET .
-15ml IYROF1-T2AVEE (TAR)  RAIORICRELEY .

X

2. TORBOIVRF1-TFrFREEER, F1—T TN —(RBLET.
XAV ROEPTIVR O F1—TFE(SERERBENRE I BE. TIAINTR—IREECRDET . MBRERODIYRY
F1—JF(FHBREZIENUT, Continue RIVEIIWILET .  1» .
%1 B Delay Volume NEINEN £ T,



3. AYYRVERK

Method Editor £ 1)l Z21ERLF Y,

3-1. FIAYVY RFOERL ethod Edita

_ D Fi EEIRLET File | Edit View Phases Tools
Method Editor &P File | New Method... 23 ZRUE T, | Y rentlind... | CelrCeim
*  Open... Cirl+Ctrl+0
3-2. P0YMI5714—FiEDEIRpPredefined
x
Method 73"533%’&5@TR[J\ OK 7ﬁ'9>ﬁ7')“]’]b§_9'—o System:
_ - | 00000000000001751151 =l
Affinity 7I4=7490X N 304~ .
Create a new methed by using the:
Anion exchange PEAA>RIBIOY NI S5 T4— R
Cation Exchange j
Cationexchange  [FAA>ZIIIONNIZT(— e e chenge
“ . Desaltin
Desalting RRiE/) \w 7 — 33 M GelFitraton
) ) N N . After _equilibration and sample applica_tion. negatively charged
Gel filtration FIVA@®IOYNI 54— protins are adsorbed to the colun ligand. Afer wash (o remove
increasing salt concentration of for example NaCl.
Ql oK | Cancel

Method Editor 21— )| DME(E 52T,

@ Method Editor - UNTITLED* _

_1&] %]
Fle Edt Vew Phases Took Help
LR 3 »
'd 7l (=8 system: 00000000000001751151
Mcthod Setings -
[jEekim SSection
Show by technigue [Catien Exchenge =
-
Prime and Equilibration Column type ]Uw defined cobumn L]
Sample Application Column volume 1.000 ml {0,100 - 250.000§
v Pressure limit 0.30 MPa 10.00-0.50]
Wash out unbound -
[~ Flow rate
v \
| -
Elution and Fractionation ‘ Flow rate 10 miimen  [0.5-50]
v
Prime and Equilibration
Gradent X
Baze Gradient Phase (Block) -l
000 000 Method Settings (Main)
(3)
100 — |
] G |
0 s i R ¥ s ——— i o i o —
0 2 4 & 3 10 12 14 18 18 20 22 24 2% 28 30 32 34 3% 3 40 42 a“ 465 43 60 52 54 v




(1) XYM

XYY REPTRITENZITI—AOBIEERLEFT . TT—XOHIBR. BN, |BEZENEIHETT
(2) J1—ADFFHHEEE

BI1—-ADFHEREZRLET  BRUIARIC IO TFBRREN EIRTERVEB N HDF T,
(3) Gradient

XVYRDISST MeRrUE T

3-3. WIS AFDEE
AV REIER (D Method Settings 71— X% WWIULET,

Method Settings

Prime and Equilibration

v

Sample Application

v

Wash out unbound

v

Elution and Fractionation

v

Prime and Equilibration

Columntype (BW3L%&) OTNAFIIAZ1—H5, EHI NI LHEIRLET
BIRUIZNS LD Column volume. Pressure limit. Flow rate DIHIRIA HENFd,

Method Settings
—Column Selection
Show by technique ICali-:-n Exchanae j
a
Column type HiTrap 5P FF, 1ml
Column Properties |
Column volume I 0.962 mil [0.100 - 350.000]
Pressure limit 0.30 MPa [0.00 - 0.50)
Flow rate
E
. Flow rate I 1.0 mliimin  [0.5-5.0]




3-4. ROITVAYSI1EDS ADOEEIE

Method Settings

Prime and Equilibration

v

Sample Application

v

Wash out unbound

v

Elution and Fractionation

v

Prime and Equilibration

AV REIZE RO Prime and Equilibration JI—XZ27UvIUET,

g bIERT3)\vIr— 222 E 33553, [Equilibrate with]DIEZZELFET ., (CVIFHTLRII—LA)

— Prime

¥ Prime the pump

— Equilibrate column

Equilibrate with I 5.0 cv [0.0-100.00

Advanced Options

BRI AT ARIBNEER TERT 2/\vI7—(CEBREN TUVBIBE(CEPrime the pumplDF IV %29 UET

EEHEDTHE%B EEZZ E UL FE(E. Advanced options N> & JUvILET .
[Use the same flow rate as in Method Settings] OF 1/ 9L, Flow Rate DIEZZE I 5L,
TORNEETEET,
[Set %B concentration] DIEZZEE I 5L, %B IREZEE CSF I
Flow Rate

[~ Use the 2ame flow rate as in Method Settings
. ‘
Flow rate I 0.4 ml/min [0.5-5.0]

Start concentration

/L Set B concentration I 100 %B [0.0-100.0]

¥ Reset UV menitor (Auto Zera).




3-5. Y TIEhN

Method Settings

Prime and Equilibration

v

Sample Application

v

Wash out unbound

v

Elution and Fractionation

v

Prime and Equilibration

Ay REREE R (D Sample Application J1—X%7UwILE T,

* Apply sample using Sample loop/Superioop
B2 I —TOR= =)= TEORINT BIBERIRUET
[Sample volumel(C, fEEDE (2T —-TRESERIZN\vIF—8) ZAHULET,

—Sample application

¥ Apply sample using Sample loop/Superloop

" Lpply sample using pump

Sample volume I 1.0 ml  [0.1-1000.0]

*Apply sample using pump
R TZAWTRINY 215EIGERUET,
[Sample volume|(C fEEDIE (ROTTHI I 2iXKIZE) #AHLET,

—Sample application
" Apply sample using Sample loop/Superloop Q .
¥ Apply sample using pump

Sample volume I 1.0 ml [0.1 - 1000.00




YO TIVRNIORREE I 3551, JO0-A—E9%[EIIR T 33554, Advanced options 9> %
DIIUEY,

[Use the same flow rate as in Method Settings] DF1v/%5+L. Flow Rate DEZZEL (iR EZZEELFE T,
[Enable fractionation] (CF 1Y% A1, Volume per fractions DIEZZE I 3¢, JO—R)—EI57%EIY

—Flow Rate

[T Use the 2ame flow rate a= in Method Settings

-
. Flow rate I 05 milimin [0.5-5.0]

—Fractionation flow through

¥ Enable fractionation

=
‘Volume per fractions I [i.0 mi [0.5-15.0]
TEEY,

3-6. JEMEEIDDEF
AV REIEE R (D Wash out unbound 71— XU ILFE T,

Method Settings

Prime and Equilibration

v

Sample Application

v

Wash out unbound

v

Elution and Fractionation

v

Prime and Equilibration

JERBE B D OFERCAEHT2/\vI7—22ZE I 31558, [Wash columnwith] DIEZZEELFT,

Wash column with I 50 cv [0.0- 100.00

Advanced Options




FEIRASE T DFTRDTNR%B EEZZE E I 3I5E 1. JO—-RI—E53%ZEYY T 31%5(d. Advanced options
NI IIILET
[Use the same flow rate as in Method Settings] DF1v/%5+L. Flow Rate DEZZEL (iR EZZEELFE T,
[Set %B concentration ] O{EZZE I 5L, %B imEZZEE CEFI .

lEnable fractionation] (CFIv/% A1, Volume per fractions DIEZZE I 3¢, JO—Z)— B9 7%EIYY
TEFY,

—Flow Rate
[T Use the same flow rate as in Method Settings

-
. Flow rate I 0.5 miimin  [0.5-5.0]

—Start concentration
Set %B Concentration I 10 %B [0.0-100.0]1
—Fractionation
B ¥ Enable Fractionation

u Fractionation Volume I 10 ml [0.5-150]




3-7. iati&myr
AV REFZE RO Elution and Fractionation JT—X%27UvJUE 9,

Method Settings

Prime and Equilibration

v

Sample Application

v

Wash out unbound

v

Elution and Fractionation

v

Prime and Equilibration

*Isocratic elution
F(HTIINABTEHELET .
%B EEAZE I DIHE(L. [Set %B concentration] DIEZZELE T,

FEEE D DFR(ERT2\yIr—22ZEE I 5% 5. [Set elution volume ] DIEZZEELF T,

{” |socratic elution

i

Set target %6 concentration I 0.0
Set elution volume I 1.5

o Wy
[L.'.L.' - 1 L.'L.'.L.']

0.0 'I'-'l"'l 0
uid - UL

*Gradient elution
ARSI T I ZTA—RE WERIONNI T4 —THEALET, T35
IOMILLTFEDEIR, RELET .
Type:[Linear] (UZ7J3ZIUR) [stepl (AFvY) &LDiEiR
*Target %B Concentration : E1£¢93%B
*Volume : ) X> OB LA

A MBI 2155 (d. Add Segment RIVZIIWILET, (FRA5TIAUN)
I A NIRRT 2B A, HIBRUZWEIT X MUy U TEIRL. Delete Segment RI>VEIIWILET , 1B

HRAIEEE DB BEAZE I BI85, [Set %B concentration at] DEZZELET,

X ERAZTI A MY Gradient DIBE . EHEIMI(C Gradient delay (Properties BIE TFIERR) HHEASNFET,



{* Gradient elution

wh

L I B RN

Max 5 segments are allowed.

Start %B concentration at

I 0.0 %B [0.0-100.0]
Target %B
s Volume
Type Corz&e{rtoatlon (©-100) CV
1 |Linear :JI 100.0 20.00
2 |Step 100.0 5.00

Note: A gradient delay ( 0.1 ml) is automatically added, provided that the |ast gradient segment is linear.

Add Segment

Delete Segment

BHED %I93 IL945—TEINT 25 5(E. [Enable Fractionation] (CFTYWIN A TWBCEZIERLET
DEFEE. A TEDRELET .
2 D0 Fractionation type 'S5 B3 A2 EIRLE T

*Fixed volume fractionation

*Peak fractionation

EENE

Fixed fractionation volume (1 BI3&HIEDDIRIE) ZEELET .

E-0538

Peak fractionation volume (1 B &HIENDOMAIE) ZiXELET .

[V Enable Fractionation

— Fractionation settings
Fractionation type IFixed volume fractionation v Advanced
Settings
Fixed fractionation volume I 1.0 mi[0.5-15.0]
[V Enable Fractionation
— Fractionation settings
Fractionation type l Peak fractionation L‘ Advanced
Fixed fractionation volume | 10 mi[05-15.0]
Peak Frac
Pezk fractionation volume I 1.0 mi[0.5-15.0] Settings...




Advanced Settings... EAERER B (OZEUBRDX & S7E (Pause / Continue without Fractionation)

x
Mode: ILeveI j
Start level: I 50 méu [-1000.0 - 2000.0]

End level: I 0 mAu [-1000.0- 200000
Start slope: I 100.0 mbwmin  [1.0- 10000.0]

End slope: 750 mbwmin [1.0- 10000.0]

Mini ke width:
X il
IPauge j g CDIumndB‘fauItl—D.B min

_ i I 0.2 mi -
Continue Without Fractionation el R
ok |  cancel |
oK | Cancel |

Last tube filled

Peak Fraction Settings.... E—7:RDEHDE—R (Level / Slope) HELU TNENDRTEBEASILET,

BHOTRZZE 3 315510, Isocratic elution T/ RMAFEZBIUXLRVVZE (L. Advanced options h9>%7
IILET .
[Use the same flow rate as in Method Settings| DF1v/%Z5+L. Flow Rate DEZZEL TR ZEELE T,
['Start fractionation after] (CFTv/% A1, Volume per fractions DIEZZE I 3¢, ImHNSOIURERIIE

— Flow Rate
¥ Use the same flow rate as in Method Settings

-
. Flow rate I 10 miimin  [05-5.0]

[V Start fractionation after I 02 Cv {only for isocratic elution)

TEEY,



3-8. EiREHEFEIL
Ay REEEE RO Prime and Equilibration JI—X%27UwIUET,

Method Settings

Prime and Equilibration

v

Sample Application

v

Wash out unbound

v

Elution and Fractionation

v

Prime and Equilibration

BEE1ECERT2/N\vI7—E2ZE I 3553, [Equilibrate with] DEZZELF Y,
BE(CS AT LRSI EER TERT 2/ \WI7—(CEREN TLRIHEI(CIE Prime the pumpl DF 1Y%

— Prime:
[ Prime the pump

—Equilibrate column

Equilibrate with I 5.0 cv [0.0-100.0]

AVEL N

EEHEDTHE%B EEZZ E UL FE(E. Advanced options N> ZJUvILET .

[Use the same flow rate as in Method Settings] DF 1Y% 9+L. Flow Rate DIEZZE I 3L, RN
ZETEFI.

[Set %B concentration] DIEZZEE I 5L, %B IREZEE CSF I

Flow Rate

¥ Use the same flow rate as in Method Settings

-,
. Flow rate I 1.0 mlfmin [0.5-5.0]

Start concentration

/; Set %B concentration I 0o %B [0.0-100.0]

¥ Reset U\ monitor (Auto Zera).
UV Ofi% 0 (CF DHEN LIS E(E Reset UV monitor (Auto Zero)DF IV UFET



3-9. REEF

File | Edit View FPhases Tools
E] MNewMethod...  Cirl+Ctri+n
| *; Open... Ctrl+Ctrl+0
| Close
MNew Folder
|1 Save cisCriss |
Save As...

File | Save (F/ldSaveAs) ZERUEY,

REFEIZIANS—2BIRU. Name [CEBOI7/IVZEAILFT ., Save RIVEIIWILET
(TANA—EEIRURRVE Save RIVH 7HFT4TICIRDEFERA)

Saveas X
|.l’ - @ Methods, Folders - =]
Folder name | System | Last modified | Created by
= -} D33HNREX
= E-DefaultHome 25/10/201517:05... System
+ [ D0D0D00DDO00D1 751151 (... 08/01/2016 15:15...  Default
+ [ D0DDD0ODDO00D1 812552 (... 02/02/2016 16:50..  Default
+ [ D0000D000DO00D1S71191 (... 22/01/2016 14:15..  Default
= e 25/10/2015 18:01...  Default
[E]| HiTrap SP HP 1mil 00000D000D000...  07/04/2016 23:43..  Defaut
[E]|HiTrap SP HP mitest  00000D00000DO.. 25/05/201618:53.. Defaut
ElIRITS test 00000D0000000...  17/05/2016 12:03...  Default
Eltest 00000D0000000...  20/05/2016 16:33..  Default
4| |
Name: ITESTI
System: |0000000D000001751151 =
gl Save I Cancel I




4. AYYRDRT

System Control 21—/l #RLET .

4-

1. BTN D%ElR

ROTZAVWTYY TV ERNT BI5E
DILCZEINADDZH LD FHI S TIVAOF1-E I NS EREREET .

1.

2.

Sample Valve DB TIViRINAF 1—E> 9% Y > FIUSRFZE1(C. BEER/\WI7—(SR1FE Y,

System Control (CT. tool bar@®Manual Run”41>%%)y-L. Manual Run Setting 51 707 % &K R~UE T,

r’ Manual Run
4

Manual Run settings X

Flow Rate 0.5 mi/min [0.5-5] [[] Zero flow rate

Save result as Browse

o Cores

[(JZero Flow rate (CFIVJZ ANTOKRAY> 27 UvIULET,

System Control (CC. Manual | Execute Manual Instructions ZiZRUE T,

43 System Control

File  View | Manual | System Tools Help
" I | Execute Manual Instructions...  Ctrl+M
§ Manual R
-l )
i Hold Ctrl4Shift+H
_| @ 000000 n|  Pause Ctrl+5hift+P
~ Chromatoq: Continue Crl48hift+C
=| End Ctrl+5hift+E

Manual Instructions 44 704(CC. FEEm&RLFT .

Flowpath — Sample valve — Sample — Excute

Pumps  — Flow Rate — 0.5 ml/min — Excute

B IVRMAF1-E2I M5, \yI7—DRBRNEEDES,

Sample Valve DY FIVRINAF 1—-E>JICZERNRRDfzCE Wash Valve DFERF1—-E>J(C
QDA TRV EZRESRL. End RIS ZIUWILET, o

Sample Valve DB TIVRINAF 1—-E>J OFcim% . B TN EEN 3BT ER0E(CECEIIGREL.
F1-EIEEMVSSICEELE Y,



BOTWN=-T#BWTHY )V ERINTRI5E
1. Injection Valve DRIV LOAD (LR TWACEZHERLED . (TRSIE)

LOAD INJECT

2. B I -TOFEESSPRRNOERZITVET . 1221733V T ORS 33> 3 [ChtE/\yIr—%iEi Ui
SN2 BALET,

3. SUDIHUomDIEASN L2 ESRL. Bt/ \yIr—amnuLEd.

4. LFECOEFZ 2~3 [EHEDIRLET . CORFIRII—DEHREINSIRIRNA BV L ZHETRLE T

5. BYIONERBRUSDSZEALET,

6. SUZTHUONDBASNIZEZFERL. BTN ERIUETS . CORFSI>S(EA> 21023V VT (HEAUE
FOIRRE(CLET



4-2. AVYYRDET

FEEUVEAVYRERTIIES
1. System Control [CT. toolbar ® Method Run P4 J>%7)y/U. Select Method 4 70J %R RULET
Ell tethod Run

Select Method Ed

Selection Criteria
& User defined

 Pre defined

2. Select Criteria C. User defined ZiZIRUZY .

3. FEITIBT7MIVEERUT. OKINFZ) I ILET

:_Ga‘

Folder name | System | Last modified | Created b
= | DEIHNREX

= ) DefaultHome 10/29/2015 1705, System

+ [ 00000000000001 751151 (. 182016 18151 Detault

+ [ 0000000000001 812852 .. 2/8/201616:50:0..  Default

+ [ 0000000000001 971191 (. 1/22/2M614:15.. Default

= = 10/29/2015 18:M Dietault

BJ HiTrap 5P HP 1ml 0000000000000...  4/7/2076 22431, Default

E]JlH\Trap SPHP Amltest  0000000000000... 5/256/2016 18:53...  Default

BJ RITS test 0000000000000 5A7/20161203...  Default

|a_| test 0000000000000, 5/20/206 16:33 Dietault
e

1
I
gl Cancel

4. Variable List CANIEEOERZL. Next RI>ZIIWILET .
ZEURWMBENDNE, FFODValue BILESTIVIIWIL., ElEZ FEELFET

Show details AR CFIVIZANDE, RARSNTORVWEBHR RINETD,

Variable List Phase Variable Value Range
i Method Settings Columvivalume {CV) 0962 0100 - 899339.0]
Colurn HiTtap Capto . 1l =
Method Settings. FlowRiate /i) 10 [05-50]
Prime and Equilbration  Euilbration Volume {07} 500 0,00 - 993339.0)
Sarpls Application Loop Sanple Yolume (ml} am 0,00 - 993339.0)
[wash out urbound Wash Column With {0} 2m 0,00 - 993339.0)
Elution and Fractionation  Elution Start at B Coneeniration {8} 0.0 [0.0-100.00
Elution and Fractionation  Elution Fized Fractionation Voiume {i) 1n [05-150]
Elution and Fractionation | Tarpet B concantiation for_elution segment_(1) {28} 50.0 [00-100.0)
volume of elution gradient ssomernt_(1) {rmi} 200 [0.0-10000.0]
Elution and Fractionation  Tarpet B concantiation for eiution seoment_(2) ¢4 100.0 [00-100.0)
volume of elution gradient ssomernt_(2) {mi} 0o [0.0-10000.0]
Prime and Equilbration  Equilbration Volume_T {0} 500 0,00 - 993339.0)
T Show delaile
1% Display toclp for extended variable cells
o) coeck [ Re> | Gt Cancel




5. Result Name and Location T\ iRFIAINAS —. T7AIN&%FERL. Start RV %I WILET , T7A

6.

WBBAYYRZDEIC 3 HTDESEHRFMIINEINE T,

| - 00000000000001751151 - HiTrap SP HP 1ml E
Run i
Date:  [5/26/2016 16:0210+05.00
Ussr.  [Defaul
Method: ~[HiT=p SP HP Tl
I~ Mo resul
I~ Add uniaue identifier to result name.
Directory:
[efaiHome Biowse.
Name:
HiTrap 5P HE Tl 001
o) <Back e e Cancel
R
XVYRNEITENET
o

TVAYAP=IDAYY FERITT RS

1.

System Control (CT. toolbar @ Method Run 74 1>%7w/U. Select Method 54707 %FKRLET
Ell Methiod Run

Select Criteria C. Pre defined TiZEiRUE I,

Select Method

Selection Criteria

Wiew Sample setting— |
: & Qui :
" User defined it s % Apply sample using sample loop
8 Templates

) _ s .
= Pre defined ‘s Swstem preparation Apply sample uzing system pump

View '3 XV RDFEFE% . Sample setting MY TILHRIEEDEIRULET .

<AV ROFEFE>
-Quick start Y TIVRINEDHDETE CRITCEIAVYRTT,
-Templates FREDAVY RDINGA—A—2ZZE LU TAVY ROVERREEITHTEET,

-System preparation : A>T AXVYYRTT,

<Sample setting>

- Apply sample using sample loop Y T )IL—-T2HENTHY IR 355
- Apply sample using system pump R T2AVWTHY I ERINT 35S



4. FITIBIPAIGERU T, OKNIZZIIYILET

Fuolder name
[E1 Affinity step 1 mi HiTrap
[E1 tfinity step 5 mi HiTrap
U:J Depletion 1 ml HiTrap
U:J Depletion 5 ml HiTrap

U:J Dezalting 5 ml HiTrap Folder name

U:J Dezalting 53 ml HiFrep B_,Arnn@— F0|d:3f harne

U:J |E gradient 1 ml HiTrap @Anion Exchange B_I Colurnn preparation

U:J IE* gradient 5 ml HiTrap BJ Cation Exchange B.l Pump wash

U:J IEx step 1 ml HiTrap BJ Diezalting or Buffer Exchange B_l System Cleaning

U:J IEx step 5 ml HiTrap @ Gel Filtration BJ washout fractionation tubing
<Quick start> <Templates> <System preparation>

5. Variable List TAIRE OMEERL. HE(CEUTERAD Value TIVEITIVIIWIL, BiEz LESUFT.
<Quick start> Sample Application DFUEZZEL T, YO IIRINERRELET,
<Templates> HNSLADIEFELHYTIVRINE. BHEEDO%B BERE, BENNERIER O E%R
FEEUFET,
<System preparation> ZENUNERIEHOIEZZEELFET,
Next R7>ZIUvILEY
6. Result Name and Location T\ fRIFIANS —, Tr(IVE&HERBL.  Start/RIZZIUSILET . T
PAIBFAVY REDEIC 3 HTDEEEFMIIIENFS .

- 00000000000001751151 - IEX gradient 1 ml HiTrap-Frac-Loop ]

- Runinf
Date: 572642016 16,5458 +0.00
User:  [Defaut

Method:  [IEX aradient 1 mi HiTrap-Frac-Loop

™ Horesut
I Add unique identifier to result name

Directory:

[Detautome Bropse.

Hare:
[IEX aradient 1 wiHiTrap Frac-Loop 001

9 <Back et [[ st | cancel

YOO -T%ERTIESDER
XUy REIAE . B> TIVAIIBIARTIC System Control EIEIICAYE—SHFRRENF T, Avr—IhFRRENS,

Injection valve MRS 3>% INJECT (CHIDEE X Confirm and Continue N5>%7UvILET,

(45003 Hold JREE)

Turn the b anual Injection valve to Inject position and prezs continue.,

Q) Canfirm and Continue I Confirm




AV RTHEEULTINENE T3 2L U System Control BIECXYEZ—IHRRENE T Avz—IhFRRSNI

00000000000001 751151 - Message

Tum the Manual Injection valve to Load position and press continue:

g Confim and Continue I Canfirm |
5. Injection valve DR <3>% LOAD (CHIDES X, Confirm and Continue N7>%JUvILET,

GEE : ConfirmZIF I EHold TSN Method NNEITUE R Ave 320 T ConfirmZIBUIZISE [ Continuehy> 23
LTLIZEL, )

4-3. AVYYRETPRON=27IEE
7A4>
System ControlDToolbar® 741> T, AT DIRENAIEET T,

D) <Hold> ROTINSERIFLIEHT(C. SOIREAHIFUZVEECIWILET XYY
ROAZE (L ContinueNI>HIUwIZN 2 F TIRBEHEHFUET .

]|

— <Pause> HMOTIHBOER%E LD, SOIRRE—BHELEUEVIBEICIINILET XYY

ROAZE (L Continue NI HIUwIEN2FT—RHZELELET .
SATACIS-HEEEIHE. BEIMI(CPausellBDET,

> <Continue>  Hold, PauseDEERRZLE T,
[
<End>  EfFUTVBAYYREFBILIETUET., £nd hun 0000000000000t x
?_élj_?éné End Ru n’?’f?D’]_C Save Partial ! ELESEEDCDDDanEED%DD‘g#DSL; :Vsar't e S
¥ Save Partial Result
Result (CTIW’TS:KTL_COKI‘F@\/’ﬁEP@'C g| ’TI po—
RPFTORERITAIMMRFENET,
NZ17)ees

s —

AVYRELTHRICN 17 ) NRIECanmZBIILIED. BEUDTBENTEET,
System Controld&D Manual | Execute Manual Instructions... #3#{RU. Manual Instructions 44 70 %#FK RS
B EROIVREER, E1TUET.

NZ17 )RVED—EB( System Control [E[EID T 75(C#3 Process Picture JDASINEJEETT
X Process Picture KDY Z17JURVENBIRERIR—R2 b



*Buffer valve, Sample valve. Wash valve. Outlet valve (Flowpath)

Mixer (%B)
*Pump (flow rate)
* UV (AutoZero)

- Injection valve (Injection Mark M3&N)

*Fraction Corrector (Start/Stop Fractionation.

Fraction size)

| Process picture v X
‘ Olrettae 0.40 (ms/Cm) _ Outet valve
R Buffervaive | q
= Accumulated Time 018 min .@.
Accumulated Volume 009 ml
E Injection mark
—— | Column .
| 1 nads
1.50 (mAU) °
2 EB
3 AutoZero|
0.00 (%B) F Injection valve
0 Set %B
Collecting delay volume..
. — l 1 (Tube number)
f 0.50 ( ml/min) 0.03 (MPa) : |
Sample valve LA — -
; [05 setfowis] " Start Fractionation (mD)| [T~
‘ S Stop fractionation ]
o1y ROgR
Festore
J— - T Hide:
1. FTrRSNIzJ4> RUDChromatogram THEYUYIL
Undo Zoom
Reset Zoom
353_0 Grid
Filter Curves
. S
2. Customize..Z3ERLF T, Legend
Time
Wolume
Column Yolume

h—-J DR

Curves?JZIUvILET,
BEEFRRUWI-TJRACFIvIZANET &
REFRRUL WSS, FIvI=sUET .
OKRI>Z) WIS BN RRENET

1.

2.

“ertical Marker
Set vertical marker reference point
Fieset vertical marker reference point

Snapshot

Copy to Clipboard...
Copy to Metafile

Customize

Customize - 00000000000001751151 <]
Cuves | CuveStleandColor | XAss | Yews | Runlog |

Select curves to display:
¥ 0o1: Ly
] 002: Conductivity

[v] 003: Gradient Concentration
v] 006: System Flow

v 007: Pressure

v 011: Fraction

v 012: Injection

v 022: Run Log

Clear Select &ll
i)

[oc ] comce |







YEIDERTE

1. Y-Axis?J&UILET,

2. BHOREZRUWI-TZIIWILERLET,

3. BIRUH-T DRI —IVERZ. Auto (A—RRT
—)l) FelFFixed (BEEFR) THRRCEEI,

4. JOXNI S LOERICEYEIOE D ZRREETZV
%&(E. Right Axis NEBOH—T&EEIRLF
ER

5. OKINY>ZI W) T HEEENRIRENF T,

XEhDEHTE

1. X-Axis?JZIUyILEY

2. X#ON-X (B, B2) OEFEL AT-I&K
Rz, Auto (A—BZT =)L) FIz(F Fixed (BEE
FR) |« Window (IETEEEE) THRRTEFT,

3. OKNI &I WIS HEEENRRINET .

Customize - 00000000000001751151 X

Curves | CuveSteandColor | Xéwis  YAds | Runlog |

Select curve to modify axis scale for:

001: Uy Scale for curve number 001

002 Conductivity & futo
003: Gradient Concentration Min: Max:
e g{;:mf“‘” € Fied [0 [T0000 maU
oy ,F,:;ff:m Allwith This Uit
022: Run Log
Select which axes to display:
Left Axis
001: Uy =l

Right Axis
002: Conductivity

2' Cancel

Custemize - 00000000000001751151

Curves | CurveStleandColor s | Yot | PunLog |
Base

© Tine

& Yolumne

Bz seale

= Auo
Hin:

Mazx
© Find 000000 120898 ml
 Window 200 m

gl Cancel




5. F—/A41

Evaluation T2 1)l miEIRLET,

1. T—HDOFTHU

1. File | OPEN — Open Resultzi®#IRUF 9, £/z(4. Result Navigator D7V vILET,
Ug Beluaton

File Edit View Integrate Operations Tools Help

103eBiaep jjnsay

2. ZHIBZIrAINESTIIWILET,
T Bawton

File Edit View Integrate Operations Tools Help

z
i; Open _ @ ‘
& || Foldername System Last modied Crested by
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Copy Ctrl+C
Cut Ctrl+X
Paste Cirl+V
Delete el
Expand/Collapse Al
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([C&D, D 1—-IDABIEREC L 2T —FIEKRE R/ RICEEDHRTENERKET,

1. Administration &0 Database Management Z7Jy/JL

Backup | Restore I Archive I Retrizve I
95

Current backup seifings
A backup is performed daily at 03:00 Hours

2. Backup 77%7)vIU. 5T D Backup Now 15> % T
TIWILEY

3. FESREIENFRRENET . OKNI>Z U ILET .
VEZERFRET —AIN—ADAREEP, IE1-IDFK
BIRRIRTFLE T BB/ W7y T XYy RI7y

The last 14 recent backup files are kept

ANEREUFI NIV DRERTORONES, 3 S8 ste. | _achmtio |
BRA, ﬁ'

4. )\WIPYTIRT#. RRSNIZEME T, GoTo
Backup File "> &IUILE T, RFFHIAINS —
HBE, TAR=ZNW NIy TSN TND L%

UET, I7MIIVARBLUTERDFT,
UNICORN_MANUAL_BACKUP_yyyymmdd_hhmmss. BAK
yyyymmdd_hhmmss (&) W7y TEEOHEF T,

WEEUT, \wIPyT IrA )V esEbsiBsRE (It - UE T,

757,
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1. Administration & Database Management Uy, foeke  Fees | deme | e |

Select backup file:
a_ C-\Program Files\GE Healthcare\UNICORN\UNICORN start 1.0%Backup
35 ° Name | Date modfied | Size v |

UNICORN_MANUAL_BACKUP_20160526_195038 BAK 26/05/2016 19:50:42 +05:00 48.961
UNICORN_MANUAL_BACKUP_20160526_225252 BAK 26/05/2016 22:53:02 +09:00 46.524
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3. &0 Restore NI ZIIWILET,
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Appendix

*Accessories list

Part Accessory description Code no.
Pump Marprene Tubing 29-0240-12
Peristaltic Pump 29-0239-92
Solenoid valve Buffer valve 29-0238-95
Sample valve 29-0238-96
Wash valve 29-0238-97
Outlet valve 29-0238-98
Manual Injection valve Injection valve, Manual 29-0239-58
Valve kit, Manual INV 29-0239-17
Mixer Mixer, AKTA start 29-0239-60
uv UV module, AKTA start 29-0240-18
Flow Cell 2 mm UPC-900 29-0113-25
Conductivity Conductivity Cell, AKTA start 29-0240-21
Sample loops Sample Loop, PEEK, 10 pl 18-1120-39
Sample Loop 100 pl, INV-907 18-1113-98
Sample Loop 500 pl, INV-907 18-1113-99
Sample Loop 1.0 ml, INV-907 18-1114-01
Sample Loop 2.0 ml, INV-907 18-1114-02
Sample Loop 5 ml, PEEK 18-1140-53
Sample Loop 18-1161-24
Superloop™ Superloop 10 ml AKTA 18-1113-81
Superloop 50 ml AKTA 18-1113-82
Superloop 150 mi 18-1023-85
Fittings Tubing Connector 1/8" 18-1121-17
Ferrule for 1/8" tubing 18-1121-18
Union Luer Female/HPLC Male 18-1112-51
Fingertight Connector 1/16" 18-1112-55
Stop plug 1/16", PKG/5 18-1112-52
Stop plug, 5/16", PKG/5 18-1112-50
Union, 1/16" female/1/16" female, for
18-3855-01
1/16" o.d. tubing, titanium
Union Valco F/F 11-0003-39
Fill port 18-1127-66




Part Accessory description Code no.

Tubing Inlet tubing Kit, AKTA start 29-0240-32
Complete tubing kit, AKTA start 29-0240-34
PEEK tubing i.d. 0.75 mm (1/16") 18-1112-53
PEEK tubing i.d. 1.0 mm (1/16") 18-1115-83
PEEK tubing, 2 m/i.d. 0.5 mm/o.d. 1/16" 18-1113-68

Cables Mains cable, 115V 19-2447-01
Mains cable, 220 V 19-2448-01
Cable Assy OTH USB 29-0240-36
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