JASCO-HPLC Operating Manual

(Analytical HPLC)
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A) Turning on Equipment and Starting ChromNav

When you want to use JASCO-HPLC, please turn on the following apparatus.
UV detector

Pump for Eluent A

Pump for Eluent B

Mixer

Degassor (Sorry, the photo doesn’t show the picture of it totally...)

Mobile Phase Mixer

N N N N N RN

Auto-sampler (when you want to carry out automatic measurement)

Then, please double-click “ChromNav” icon and start “ChromNav”.

Log-in ID and password is same: “qousei”.




There are 5 icons:

v BEATE— R THEE: for Analysis Mode

v" HPLC_E-L-AS-SYSTEM: use HPLC-E with auto-sampler (automatic measurement)
v" HPLC_F-R-AS-SYSTEM: use HPLC-F with auto-sampler (automatic measurement)
v" HPLC-E-L-MANUAL-SYSTEM: use HPLC-E (manual measurement)

v HPLC-F-R-MANUAL-SYSTEM: use HPLC-F (manual measurement)

Please double-click the suitable icon and choose the project you need.
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If it is your first time to use this apparatus, please create your own project newly as follows.
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B) For Manual Measurement

For manual measurement, you first need to set the view mode as “~ — 2 7 JLRITE”.

ChromNAV - . 2 - . 5
§ JruE)| BRW) O I if — -
T ES /= (o] (L0l
. B
e AEREOEE(G) 3 BE—52A(S)
———— o CRILDER(R) St T | -9 gousei
o AT LY e o=tttk
A0O7 4 REFEQD). Z7¥dNor - | e—]
B e W 002700 FEEEES
——— A=Y L L L) UV ISHE $#15PC |+ -
SATHE=—S— E
HPLC-F-R-MANUL-SYSTEM e | o
= PU #1: PU-2080 & -
B Isol EFE-F Isol
e 0.000 [ mir] it 0.000 [mL/min]
E?} 3'0(0'0 250} MPal || gy 0.0 (0.0 - 25.0) [MPa]
Ak OFFOff Off aLp’ o
= PU #3: PU-2080 A2k Off Off Off
ik 0.000 [mL/miri]
BN 0.0 (0.0 -25.0) [MPa]
= UV #1: UV-2075
R 230 [mm]
LA 5TD
= LCNet: LC-NetII/ADC
WL 111 -
Ak Off Off Off Off PU #2: PU-2080 N
ks 0.000 [mlL/min]
EH 0.0 {0.0 - 25.0) [MPa]
UV #1: UV-2075 i
ER 230 [nm]
— LzFZ STD
W] 7 _5ME BAE  -0.003
@ F— 8
> LCet: LC-Netll/ADC i}
2L |20 [ L | &S |[Stop #EE [HPLC-F-R-MANUL-SYSTEM |[Start On Injection P




(1) Making Control Method

You can set the measurement details by setting “Control Method”.

Following 3 boxes should be checked:
v R2 7 PU-2080

v UVERHEE #1 EBEL AW

v NI Ry b EELRL

*The reason this box should be checked is not clear; the supplier checked this box at explanatory meeting.
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"7R> 7™ tab ... you can set the mobile phase gradient.

In following figure, standard gradient setting for measurement is shown.
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(Eluent A: aqueous TFA (0.1%), Eluent B: MeCN)

You also need to set the washing method; please fill each box with following values.

v'initial condition — A: 0%, B: 100%; other values should not be changed
v' eluent gradient details — don’t fill in anything

v' analysis time — 20.0 min

"UV #1” tab ... you can set the wave length for measurement.

You can set the wave length from 190nm.

Finally, please save your method with appropriate name and close this window.

(ex. “0-100_40min_1mLmin_230nm” or “wash_MeCN_1mLmin”)

"/NIL T[4 X2 " tab ... you don't need to do anything.




(2) Preparation for Measurement

At first, you need to wash the column with MeCN. Washing takes 10 minutes usually.

Please select washing method you set before and start washing as follows.
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During washing, it is recommended to set the measurement information as follows.
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After 10 minutes, please start pre-run as follows. Pre-run takes 10 minutes usually.
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(3) Measurement

After 10 minutes, please inject your sample with 50 pL syringe from injection port as follows.

The measurement starts automatically when the following process is carried out.
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(4) After Measurement

When the measurement is finished, the display changes from “Run” to “Run/Wait” and Eluent A is flowed.

As acidic solution has bad effect on column, you are recommended to fill column with MeCN.

Please click the “STOP” icon and click the “MONIT” icon and select wash method.

Solvent changing will take 10 minutes.

After 10 minutes, you can stop the washing.
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C) For Automatic Measurement Using Auto-Sampler

For manual measurement, you first need to set the view mode as “HIZE> — /7 > R,
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(1) Making Control Method

You can set the measurement details by setting “Control Method”.

Following 4 boxes should be checked:
v A — NP 27T —: auto-sampler
v R2 7 pump

v UV g8 #1: UV detector No. 1
v NILTA R R

*The reason this box should be checked is not clear; the supplier checked this box at explanatory meeting.
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"R> 7™ tab ... you can set the mobile phase gradient.

In following figure, standard gradient setting for measurement is shown.
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In order to carry out a measurement sequentially, initializing time (8 min, eluent A 100%) is set.
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Also, you are recommended to set pre- and post-sequence washing method.
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"UV #1” tab ... you can set the wave length for measurement.

You can set the wave length from 190nm.

Finally, please save your method with appropriate name and close this window.

(ex. “AS_0-100_40min_1mLmin_230nm” or “AS_wash-start_1mLmin” or “AS_wash-end_1mLmin”)

"NILT A4 X2 htab ... you don’t need to do anything.
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(2) Preparation for Measurement

You need to set batch table for automatic measurement.
Following 6 blanks should be filled as follows:

24 7 UNK

> 7 IL#: vial port number you used

7£ A2 injection volume, uL order

BUARFfE: —0.5 min from the analysis time of the selected control method

v

v

v

v 7 Aax b T L% experiment number

v

v ar h~O—JLAY v R:appropriate control method
v

> 7L experiment number

@ chromNAV - shinoda - H b
P IJFOUE) ERN) OAER) ALT(H)

LGR39 || ] s

T STOP ASAA—T>: OFF (88527 OFF

A HoAN=REAR DOV HIGLE AR | ho—bAve R P-boF-2  [RERF-IL (T-F [F-RMsEsyl D0k [T 87 .
| 5 50,0 wash-start 19.5 wash-start_20min_AS wash-start M
LK 1 50,0 KS 1408 15-(1) purified1-1 40,0 puritycheck_aminoacids{0-80 20min 214nm) AS K5140816-(1) purified1-1
LINK. 2| 50.0] KS 1408 15-(1) purified1-2 40,0 puritycheck_aminoacids{0-80 20min 214nm) AS K5140816-(1) purified1-2
LINK 3] 50.0|KS140616-(1) purified1-3 40.0] puritycheck_aminoacids(0-80 20min 214nm) AS K5140516-(1) purified1-3
LINK 4 50,00 K5140616-(1) purified1-4 40,0) puritycheck_aminoacids{0-80 20min 214nm} AS K5140616-(1) purified1-4
LINK 5 50,00 wash 19,5 wash_20min_AS

m

5135 18 2 s 5 5 5 2 5 o 5 s

-

You are recommended to add “wash-start” line before your first sample and add “wash-end” line after

your last sample, as shown in above.

19



Please don’t forget to set “end mode” as follows:

AESHTLAETH— 20140617-2

YATRAT-HE: INFMISAE: - - gousei
TATLEZS— Stop A ——————— M=
I .vJ SHOTF MISATE=S— Z79°No: -  —|
[ s —raz—s
|| BEs—srRE=S— : -
= (&l o) o0 0o S @] eo) Uv B #1SPC n wesEs e
SATHE=—S— :
fi vl K27 STOP NSLA—T: OFF HRHES T OFF Rz =
Ar-81 Ready | HILE[EAE  h0THISAE T FohoT AL WEETSL TR FoRmilakk 3.
IR =l i 5| 50.0 washstart T T . -
. 231“&]“ - 2/ UNK K5140615-(1) pu . Orin 214nm) AS
Pu L -2080 3| UNK 2 50.0 1) Drlin 214nm) AS
ﬁg*‘* ;S“U;u[ e 4 UNK 3| 50.0 KS1406 A E A Stop - Orlin 214nm) AS
i .000 [mL fmir 5 " _ . | Bodin 214nm) AS
i) 0.0(0.0-25.0) el || o g A Dot Ol fs-: RZisa]
W 1 TN
e - s
= PU 2 Pu-zomo I |
L 3 mL,/min, 10 ~
KN 0.0(0.0-25.0)[MPa] |[~ 19
) UV #1: UV-2075 |
R 214 [nm] 13
VAT sTD 14|
=] LCNet: LC-NetII/ADC ?
Wk 111 16l
LW Off Off Off Off =
| 18|
| 19|
|20l
| 21
|2
|23
|24
|25
F3
1 ] b

When you finish setting the batch table, please save it. As for the filename, date will be suitable.
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(3) Measurement & After Measurement

Please open the batch table you have set.

9 ChromNAV - shinoda - Hl

YATAZTNA

Stop

MIMTAR - - gousei
A bkt
AT Nor -

=] o o0 oo o | KA | BB 00 LY

i START 5700 PAUSE CONT | RESET | MOMIT | PUMP  S70° | FLUSH | SPEC

i [ oo sTor Asa—TorF mmmsviore | | A BT H @ O

—
HudnEEAE [HO0THSLE EHASRS |Tobn— Lk [e-p7-F  [tBigr—l  [F-F  F-mubiek 3.

UV #&iH8E #1 SPC -

'— UV iR #1 -
A-ZERO
—

5 50.0 wash-start 19.5 wash-start_20min_AS
1 50.0 KS140616-(1) purified1-1 40.0 puritycheck_aminoacids(0-80 20min 214nm) AS
= PU #1: PU-2080 2| 50.0 KS140615-(1) purified1-2 40.0 puritycheck_aminoacids(0-80 20min 214nm) AS
- Isol 3| 50.0 KS140616-(1) purified1-3 40.0 puritycheck_aminoacids(0-80 20min 214nm) AS F
fie-3 0.000 [mijmin| 4| 50.0 KS140615-(1) purified1-4 40.0 puritycheck_aminoacids(0-80 20min 214nm) AS
B 0.0(0.0-25.0 5| 50.0 wash 19.5 wash_20min_AS
N7 1
LW ———
= PU #2: PU-2080
i 0,000 [mL/mir]
KN 0.1(0.0 - 25.0) [MPa]
) UV #1: UV-2075
iy 4 ] savie the batch table
VAT sTD
) LCNet: LC-NetTl/ADC
Wk 111
b Off Off Off Off

open the batch table

Further sample addition and sample delete can be done.

When the change is finished, please don’t forget to save batch table.

Please don’t forget to set the injection port position as “LOAD”. When measurement is carried out with

“INJECT” position, data won’t be saved.

RHEQDYNE 7125 o—#—i—

T hi
HeFledo=T
- BT

To the
column

From the
pump

21



Automatic measurement starts when you click “START” icon.

YATARTRA: DATMIAE: - Tt gousei
A ——— bbb -
Stop ATl No: - | e—]
_ =\ je| (oo] oo LA | B=] g0 uwﬁ.‘ﬂa%#lspc - UV iEHEE #1 E
SATHE=S— :| START AZERO
;P‘l\;—:s'f;ss:"ﬂ £ T R BTOP NSAT—Tv: OFF @S OFF
2783 Ready I LE[EAE A0 HISLE AR [F—moF—F)r  HBET-F [E-kF [Fosmsamk (3.
Eﬁ? — ] 5| 50.0 washstart 19.5 wash-start_20min_AS
Fr3h# - 1| 50.0 K5140616-(1) purified1-1 40.0 puritycheck_aminoacids(0-80 20min 214nm) AS
= PU #1: PU-2080 3| 50.0 KS140616-(1) purifiedi-2 0.0 puritycheck_aminoacids(0-80 20min 214nm) AS
Jfﬂ’ﬁ‘f Isol 3| 50.0 KS140615-(1) purified1-3 40.0 puritycheck_aminoacids(0-80 20min 214nm) AS
e 0.000 [mLmin] 5 4| 50.0 KS140616-(1) purified 14 40.0 puritycheck_aminoacids(0-80 20min 214nm) AS
£ 0.0(0.0-25.0) [MPal || 5 5| 50.0 wash 19.5 wash_20min_AS
BYN 1 ]
b e |
= PU #2: PU-2080 el
i 0,000 [mL/mir] 10
£h 0.0(0.0-25.0) MPa] [ 15
) UV #1: UV-2075 =l
EE 214 [nm] 13
[ sTD 14l
=] LCNet: LC-NetII/ADC ?
Wk 111 16
b Off Off Off Off =
| 18|
| 19|
|20l
| 21
|2
al F—sE |22
|24
@ F— 8 | 25|
% e
» || =
- [ 1] | G
LA |[EE: AR pi---|[20140617-2 | @R | Stop|[# & | HPLC_F-R-AS-SYSTEM |[Start On Injection|[JP

YATARTAR:
Run

IR
ZT93°No:

INTMIF4E: wash-start
0.0/ 20.0
1/6

-
o=tttk

gousei

wash-start_20min_AS

HPLC_F-R-AS-SYSTEM

=l AS: AS-2055
AF-H3 Flush
AR 50.0 L]
FAUE 5
= PU #1: PU-2080
IEEE-N HPG2
mE 1.000 [mL/mir]
EN 1.6(0.0 -25.0) [MPa]
W 1
Ak ———
FARSEE 0.0 100.0 0.0 0.0 [%]
= PU #2: PU-2080
M- Slave Pump
= UV #1: UV-2075
HE 230 [nm]
VAT sTD
=/ LCNet: LC-NetTI/ADC
Wk 111
LW Off Off Off Off

UV #&iH8E #1 SPC

UV iR #1

10.0
Retention Time [min]

—CH-1Uv-2075 351 ]
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When the measurement is finished, you will see the following view.

0 ChromNA - wei - HPLC_F-R-AS-5V5TEM o0 ]

P JFOLE) BRN) OWER) ALTH)

wei 20131125

= YRFARTRR: MTMIIAB: - gousei
| AT LE=S— AR - —————— b=l b
[ 2= - End/Stop 7E W=t

SOT IS LAE=S— 79T Mo - ——

BEL—5 S5 — = - -
FRmTeARE L) o] (00) o)\ 0W S0 o) 0000 B v ssz o B wesze B

SATLE_S—

HPLC_F-R-AS-SYSTEM

=l AS: AS-2055 : R STOP ASLA— OFF 18885 >7: OFF
A Feady SN[ EAE D075k (B | 1Dk
e e [ afunk 11| 20.0 wash_start 20.0 wel_atu-method_wash-start Ll
FAUE — ST oF = - — :
= PU #1: PU-2080 o 13 B wul\ﬂam{lmmm :
ég&-r‘ :Pﬂsui [ /min] 4 UNK 30.0 7211 60.0 wei auto-method 0-80-100 slow 7211
L X L jmiir] B
MET : 7|UNK 30.0 7214 60.0 wei auto-method 0-80-100 slow o
e oo oo | sjumk 11| 20.0 wash end 200 wei_suto-method_wash-end e
FRENEE 0.0100.00.00.0 %] ||~ g
= PU #2: PU-2080 =
M- Slave Pump T
) UV #1: UV-2075 =
HE 190 [nm] |
VAT sTD =
=] LCNet: LC-NetTI/ADC 715
Wk 111 sl
LW Off Off Off Off 7l
| 18]
| 19|
| 2|
| 21|
| 2
|23
|24
|25
z -
& = I —Tra s Tr—

HDDOEL EDEFISEE 1 0TS

0 it & = m 5 T
T [ 21 kawa "% |iE 2014/06/24 ||

.
", 'Control Cent... ‘

ﬂ&f ChromNAV - ...

Please go to the analysis mode (p. 25~).
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D) For Overnight Measurement

For overnight measurement, you need to use auto-sampler.
However, if you carry out overnight measurement in your own account, other person who also wants to carry
out overnight measurement can’t add his/her sample and conduct his/her measurement.

Therefore, for overnight measurement, please use the common account named “overnight”.

In account named “overnight”, there are following 4 common control methods:
v' 0-100_40min_230nm (flow: 1 mL/min)

v' 0-100_40min_301nm (flow: 1 mL/min)

v' 0-100_40min_254nm (flow: 1 mL/min)

v wash_230nm (flow: 1 mL/min, MeCN 100%)

Please use these methods as much as you can in order not to increase unnecessary methods.

[0 ChromNAVE Gvernight  HPLC-F-R-MANUL-GYSTEM = 52

P IFOLE) BRN) OWER) ALTH

5 f
: 1 = - = = ~, kO—, Vw B Ly
e )i ,@ﬁ! 5 Lot ) 3 hO—LXyy PR e =
o = R
g | 5 R TR s i —
B 2o nt—s AT : [ |
o ZATLEZY— _
—1 SOT RIS AE—S— —i% %) (Matsumoto)_AS_0-100_80min_230nm_(
[ s —sr _g - RO @(Matsumotoj_AS_D—lDD_‘lUm\H_ED]nm_(
[ aEs—soRE—S— pt 7\) i3 = }
SAFLE—S— ERE%E‘“? %3 (Matsumoto)_AS_0-75_30min_280nm_(s There are no items to show.
HPLC-F-RMANUL-SYSTEM O#-t475 &) (Matsumoto)_AS_D-75_30min_230nm_(s
) PU #1: PU-2080 7 [ (Matsumoto)_wash
M-I Isol A 8 %) (Matsumoto)_wash_(start)
ik 0.000 [mL/min] AT 2 %9 (Matsumoto)_AS_0-100_40min_230nm_(|
’j_iﬂ 5 e [Ee] & AT % wash_230nm
fl.\,ikjr 17 o A Elh5st—T AS_0-100_40min_301nm
= PU #2: PU-2080 ER ] v #5hEs #1 AS_0-100_40min_230nm
e ——————
ik 0.000 [mL/miri] T < 4o
TN 0.1 [MPa] Dy ki .
= UV #1: UV-2075 [Cleun-uy taimgz
R 230 [nm] [CIPDA taL128
= 'iif.:fm uem:ic Cico s
AL 111 — I #hitie
A8k OFf Off OFf OFF ] [T ELS R
@ [C]RI 4842
EH [C10R 548
[T]0L #8123
— [ s
[C]BPR #1
h [C]BPR #2
fﬁ' [C]BPR #3
4| F—srmE b
Em T— R ||
2l T l
— |
LFA | = T Pr=F=R=FAIUL-SYSTEM |[Start On Injection| P
—_— i : T
s 7 N _wei | AN o V) AV -0 e 17:22
- E , Control Center ... ) ChromNAV - wei iy ChromNAV - Su... . W -ov.. | e T 201407701 ||

Other setting details are the same as shown in section C (automatic measurement using auto-sampler).
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E) Data Analysis

You can analyze your data by opening the analysis mode.

Please double-click the icon named “£&#7 £ — K THEE)”.

ChromNAV &)
Jozson—8

ChromNAV E#)

BEHE— RTEE |HPLC_E-L-AS-S... HPLC_F-R-AS-S... HPLC-E-L-MAN...

HPI C-F-R-MAN...

C YRT SR
HPLC S AF L% HPLC_E-L-AS-SYSTEM
P 7RLR 192.168.0.11
MAC 77 RLX 00:C0:28:00:15:93

=/ HPLC BBk
2%5—hE-R LC-NetII/ADC (Start On Injection)
A—-tHIS AS-2055
MRoT #1 PU-2080
MRoT #2 PU-2080

UV 18588 #1 UV-2075

JOULT[ARY LC-NetII/ADC
= F—HOHA
T —SEUARE 500 msec

A

a2—H—%&: gousei MEIDJAULER:  2013/12/06 12:09:39 P

25

0:10
2014/01/10

=



During measurement, you can also analyze your data.

Please click “7 — % #&47” to change the analysis mode.

£ ChromNAV - Abe - HPLC_F-R-AS-!
H (E) E=R() SOTMISAC) F—HNEE) ~ILTH)

@ sovrosaea-

4] PoAEa—

| EEeiza—

&) mERT -5
sOv IS L
BUTLBS0T MISA

5.0
Retention Time [mir]

cH R HE & EE% &2

15:42 ||

1l |
ANV ChromNAV - ... 0 o A > ] 98 2
e | - : 2014/07/01 | |
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(1) Opening your Data

You can open the list of your data files as follows.

3 chromNAV - shinoda - HPLC-F-R-MANUL-SYSTE 5| b
JLUE) TR(V) SOVKISAKC) T4k f
1 ] I ] - n -
LI B = e e E]g Rl
T 9K =l 20140630 [2014/06/30 11:28:30] bt ]
Sl : HOTHYSLE KS140830-(1) 0h_001
T rowtosaea- ]
[3 PoAED— BERHS —4 R[S0 MIS 4 EH[EE E
| g EEeica—
&) mERT R
b
407 M54
HVUTLEHORMIZA HOTIS A% | KS140630-(1) Oh_001
EFOH 2014/06/30 12:34:56
l a—H-F gousei
~ ENER
] P
2 #0620 = £ 5O M5 LR
[ KS140630-(1) 2h centrifuged_003 AESE gousei
| [MKS140630-(1) 4h centrifuged_004 AT UNK
[l KS140630-(1) 5h centrifuged_005 e 1
HYTIE
HY LA
AV | ERARS 51.5 [min]
BEER 2014/06/30 11:43:26
EAE 20.0 [pL]
CH-1 |

| "V ChromNAV - wei

Please select the data and click “Fd < ”, and your data will be displayed.

You can also open your data file by double-click.
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(2) Automatic Peak-Picking

Please click the icon named “)EZZALIE A v RDARE", and the new window will be opened as follows.

0 ChromNAV - shinoda

= 2
— K5 140630-(1) on_001*
S —
4 7o o36cas L )
4] PoA Ea— 2= =\, o= . = 7= @
| EEeica— —
a BEfT A 1000000
[oERA= =T =
=
E
= T 500000
[0 20140701 2014/07/01 10:15:52 &
L[ *KS140630-(1) on_001 = E
[ 20140630 2014/06/30 11:28:30 || = 500000 7 0]
i K5140630-(1) 5h centrifuged_| 3
KS140630-(1) 2h centrifuged_| £ | : : . ‘ ‘ ‘ ‘ ‘ . .
0.0 5.0 10.0 15.0 20.0 25.0 30.0 35.0 40.0 45.0 50.0 |
Retention Time [min]
BESE | HEFE | 10 | BALTOHISL
0 ————
RN —— AT 00} v
AV A0—E 0100 [min]
& o rO—LAYY R = EE 10000 [uvisec]
i [0 aminoacids(0-100_40min) 214 BEr i g
Iglg B2k 0000 [uv/min] 250 50.0
AD—JMefa b 0.0000  [min]
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Please change the following values. These values are the criteria for automatic peak-picking.
®  minimum area value

®  minimum height value

In order to check whether those values are suitable for your data or not, please click the icon named “7 X h”

and check the automatic peak-picking result.

K5 140630-(1) on_001*

i1 —
% PORMIS AL
PDA E2—

3 =y 1000000 i
&) mErT s 1000000 ]

HO% IS -

BUTLEIOTNISA = so0000

20140701 2014/07/01 10:15:52 E

[ *KS140630-(1) on_001 = =

20140630 2014/06/30 11:28:30 || = 500000 7} 0 "_"l

[ K5140630-(1) 5h centrifuged_| | & /

L[ KS140630-(1) 2h centrifuged_I| | £ | i i i : : : : : i i

0.0 5.0 10.0 15.0 20.0 25.0 30.0 35.0 40.0 45.0 50.0
/ Retention Time [min]
muge | #mmz |/ 4 [SAaTOT5A
0 [Zribvas | 2B—b] TMK] 854-%

L] S—— AR il 2
XU E A0-718E 0100 [mind
[EEEIN=REET 25 1000000 | el

i [0 aminoacids(0-100_40min) 214 BeEE 1000000

P | (eTe 1000 M
AD—JMefa b 00000 [min]
E—DifE: KS1406
7 |P=b& | R

14;
2014/07/01

L

When you feel that peak-picking is not good, please change the criteria above further.
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When you can obtain the suitable criteria, please click the save icon and save these values.

0 ChromNAV - shinoda

= g
I KS 140630-(1) on_001%
% PORMIS AL R |
PDA Ea—
| EEeiza— oood |
E BE—i A £ 500000 )
| 7oz 5L
= 03
[ 20140701 2014/07/01 10:15:52
[l *KS140630-(1) on_001 =
[ 20140630 2014/06/30 11:28:30 | = 5004 e 5o o o 0 20 o Yo "o oo s
K5140630-(1) 5h centrifuged_| 3 Retention Time [min]
KS140630-(1) 2h centrifuged_| £ prery | HEE |
20T 1000 [uv/eec]
20718 0.100  [min]
21 C 000000 [visec]
| —TT— -
- L BlvEs 000000 [iv]
a2 < e
ﬁ ey il sl (VAT
[0 aminoacids(0-100_40min) 214 A0 MEfE (LIS 00000 [min]
P &5
# |E—
L ——— | F

After that, the icon named “5& " will become active. Please click this icon.

0 ChromNAV - shinoda

= 2
I K5 140630-(1) 0h_001
% PORMIS AL oo
PDA 21—
| g EEeica— oood |
E BET A B 500000
| owrsL
— 0
[ 20140630 2014/06/30 11:26:30
fl KS140630-(1) 5h centrifuged_I| —
h fuged 3 s00d| T T T T T T T T T T T
K5140630-(1) 2h centrifuged || = 0.0 50 10.0 15.0 20.0 25.0 0.0 350 0.0 450 50.0
K5140630-(1) Oh_001 ] Retention Time[min]
s
£ BuEE | HEsE | av
20T 1000 [uv/eec]
AD-71E 0,100 [min]
21 C 000000 [visec]
¥ —— Bl 1000000 Gl
i S——
CECLESTE il sl (VAT
aminoacids(0-100_40min) 214 A0~ EfE LI 0.0000 [min]
T
50.0
B ==l=s]
# k-
L — |
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Automatic peak-picking will be carried out and you will see the following view.

8 ChromNAY - shinada

P JFOLE) BRN) SOVRISAKC) F-SEEE) ~LTH)

il el el el (] @] ]

JLET—

T —

o ooRrosaas a3 s A [ 00i-a]
3] PoAEa—

| g EEeica—

&) mERT -5

407 IS5 1

BLTLBSON MISA
20140701 2014/07/01 10:15:52
] *KS140630-(1) on_001
20140630 2014/06/30 11:28:30
) K5140630-(1) 5h centrifuged_|
L[l KS140630-(1) 2h centrifuged_|

K5 140630-(1) on_001*
= F e

1000000

500000 |

Intensity [Uv]

L T —
AYw R
a2 hO—JLAYVY
aminoacids(0-100_40min) 214
[ AR A w 1 T T T T T T
0.0 5.0 10.0 15.0 0.0
L.[3) CH1: KS140630-1

: KS140630-1) on 001

E CH R i i HiE% EE% |FEE NP GEE
Unknown | 1 2,550 403442188 1313983 74,552 24,955 N/A N/A N

NfA
7,533 71838622 1316057 13.275 24394 N/A  N/A NA N

#

1

2 Unknown | 1

3 Unkmown [ 1 10,758 36112563 1317292 6.673 25.019 N/A 7697 3.094 N/A
4 1

Unknown 12,317 29761119 1313044 5500 25.032 N/A 8988 N/A N/A

e e — < e

= =
R A A R

A chrom...|

2014/07/01
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(3) Manual Peak-Picking

Please click the icon named “~ = = 7 JL)ZFZALIE”, and the new window will be opened.

8 ChromNAV - shinoda - HPLC-F-R-MANUL- (|

P JFOLE) BRN) SOVRISAKC) F-SEEE) ~LTH)

A A G < [y =

K5140630-(1) 0h_001
i1 — E ;

@ sovrosaea-
4] PoAEa—

| EEeiza—

&) mERT -5
HO0% IS4

BV CLBIOYNISA

20140630 2014/06/30 11:28:30
[l KS140630-(1) Oh_o01

—5140630-(1) 0h_001-CH1

1000000 -

500000 —|

Intensity [pv]

AVw R

a2 hO—JLAYVY B
aminoacids(0-100_40min) 214

T T T T T T
0.0 5.0 10.0 15.0 200 25.0 30,0 350
Retention Time [min]

EiE% Si% EEE NP 5

pump |[#E |[HPLC-F-R-MANUL-SYSTEM | [Start On Injection P
10:27 ||
2014/07/01 ||

il
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Please click the icon named “t — %~ 3E/)1”, and the mouse icon will be changed to the pen icon.

1000000

500000

Intensity [pv]

T T T
0.0 5.0 10.0 15.0 20.0

25.0
Retention Time [min]
E-Difs
DB R EE S EE%R

", 'Control Cent... ‘I ﬁ' ChromNAV - ... ﬁ;\!“(‘hr::-mNAV—... s

< | T
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First, please select the beginning of the peak.

Second, please select the end of the peak.

After that, the new window will be opened as follows.

1000000 |
E—oiEm u‘
; | [ [Unkroun J
g 500000 R 14g500 | min
E E-028-k  qearer min E=SIE 5g70  min
J

. 2.
beginning of the peak end of the peak

T T T T T T T T T T T
0.0 5.0 10.0 15.0 20.0 25.0 30.0 35.0 40.0 45.0 50.0
Retention Time [min]

E-Difss

E-be R EE &

# EE% mE% k-

10:31 ||
2014/07/01 ||

LS|

Please click OK, and the peak-picking will be finished.

When you want to enlarge the display, please drag and select the region you want to enlarge using left

button.

You can finish peak-picking mode when you click the right button.
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When you want to delete the picked peak, please click the icon named “E — 7 Hlf%” as follows and select the
peak you want to delete.

& i | FRZAL CH1 o x
E—OEIE
1000000
1 Unknawn
?3 500000 |
z
I
=
T T T T T T T T T T T
0.0 5.0 10.0 150 20.0 25.0 30.0 35.0 40.0 45.0 50.0
Retention Time [min]
i3 i ETE% F ST
14.650 9244442 733294 100.000 100.000 14.375 15.075 14.375 15.075 ¥ZaFll

0:35
&) BE6- A, j f ; 035

e
P B 4 5 praiozion |
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When you want to separate the picked peak in two, please click the icon named “ & —
click the separation point.

2 5 E)” as follows and

m ChromNay 2= 7)LiBTFHIE: KS140630- 001-CH1 ]
S| FEFAL CHL =
P45
1000000
1 Unknown

Z 500000

z

T

£
| T T T T T T T T T T T

0.0 5.0 10.0 15.0 20.0 30.0 35.0 40.0 45.0 50.0
Retention Time [min]
52} i3 e EE%

1 Unknown  14.650 9244442 733284 100.000

1

| ﬁ ChromNAV - ... ﬂchr.:.mwav _—

1
2014/07/01 | |
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In order to save the peak-picking data, please click close icon and choose “[&U\(Y)” in the newly opened
window as follows.

) ChromNAY Z=2 7 JLiERALE: 6140630—(1‘27001{H1

oA RN A KM M M T e e of )| Fesaue it p

e

1000000

'ChromNAV g

500000

C@HOT M5 LER = 7ILERUEEN T ET.
1 Unknown EERZEALETH ?

Intensity [pv]

LWAZ(N) l I FroL ]

[ ()
S U

T T T T T
0.0 5.0 10.0 15.0 20.0 25.0
Retention Time [min]

£ E EHE% =E% :
1 Unkmown 14717 2932581 352216 100.000 100.000 14375

15.125 14.375

AN [ ChromNA... V| ChromNA. ..

FU.MA ChromNA...
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(4) Save your data

Please click the icon named “~ O < ~ 47 Z A% {R7F” and save the peak-picking data.
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When you click the adjacent right icon, you can save peak-picking data of all chromatograms.
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F) Preparation of Eluents
(1) Eluent A: How to prepare it?
First, using Milli Q generator, please fill the empty 3L gallon bottle (previously used as Eluent A bottle) with 3

L of Milli Q.

Using plus button and minus button, please adjust liquid volume and push start button.

Milli Q comes out from here.

Then, please add 3 mL of TFA (HPLC grade) using measuring pipette (please don’t use Pipetman as much as

you canl!!).

The HPLC-grade TFA is in refrigerator at Eisai 1F (If you open the last one, please order it!!).

At last, please put it around the analytical HPLC (JASCO).

(2) Eluent B: How to order it?

When you open the 2nd box of acetonitrile (LC/MS grade) and the number of remaining bottles

becomes three, please order it.

In Gousei Reagent Ordering Sheet (Google), you can find the following past order:
Acetonitrile -Plus-, 3L*6, 01033-76, ¥19,000*6

Please copy that line and paste it to order new bottles.
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YMC Mightysil Cosmosil
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