1.Check Solvent
Agilent

A:MeOH
B:CH3CN

Gilson
H2O/IPA etc

2.Turn On HPLC modules

-Agilent Dagasser

-Agilent Binary Pump

-Agilent Column Oven

-Gilson 215 Autosampler(Behind instrument)
-Gilson 819 Valve(Behind instrument)

3.Start micrOTOF Control
4.Start Hystar
5.Select Sample Table from Hystar

HyStar - [¥ersion 3.1]

Module Tnols Wew Compsss Help

=

. hystar’

Hardware Setup
Method
Sample Table
/ Acquisition
Processing

Exit

For Help, press FL [Main Page: {Administrator




6.Select Template file or existing file.

7.Modify parematers on General Tab
-Sample ldentifier

-Vial Position

-Number of Injections

-Volume

-prerun :normally 0 min
-Subdirectory

i p::Methods', Sample_Table'template.sml n _ o]
File Wiew Edit Help

= = R = b Q AL

Open Savefs  Aocquisition Prirt Rejoad IH i Restifts

M3 Acquisition Method Part Datadnalysi

<] | »

General | Methodsl Detailsl Calibratior

~ Sample description

Sample Identifier: Itest [max. 30 letters)

Sample "Weight [mal: ID Dilution [ral} I‘I Internal Standard [mg]: |D

~ Autozampler Par.

Wial 1 | fudal} Mumber of Iﬁ . I ; i
F'Iosition: I . e 1 i, 1 Wolume [pl] {5 Prerun [minl:{0
Select in Trayl Sronk e ’U_
 Result Data Path
Standard Path: D:AData
Subdiectary:  [rest |L_3

8.Select Methods on Methods Tab

-Check out Use Method

-Select LC Method D:/Methods/LC_Methods/Ilc_200ul_20120209.m

A/B=50/50, 200ul/min, 1min acquisition

-Autosampler :Standard Wash

-MS Method D:/Methods/MS_Methods
LCMS_esi_pos_low.m
LCMS_esi_pos_wide.m
LCMS_esi_pos_high.m
LCMS_esi_neg_low.m
LCMS_esi_neg_wide.m
LCMS_esi_neg_high.m

9.Add sample if necessary.
Fisrt sample should be Calibrant. ie. Tuning Mix or NaFormate
Follow the Samples after calibrant.



Methods)Sample_Table'20131126_02.xml

1 sample
E= 1 sample
<1 .
General | Methads | Detaile | Calibration |
Sample. [=alibration e
Sampleweight [mal [0 N C e ]

‘Ammnrﬁggyﬁ' ] il

Path: Di\Data.

Subdirectons  [bdaltpm20131125 =)

11.Click Save as and rename this sample table.

12.Select top line of the sample table, then click Acquisition.

piEs Ao
I HyStar [0] § —
| Flow [ D20 Press[ 114

B%

For Help, pressFi-

Chramatogrsn | Addtional | Signais |

micraTOF natagram

[Bdministrator

13.If Pump is not ready(Yellow), Click right mouse button then select"pump on"




Pomp O
Purmp CFF

Pump Settings...

Solvent Bottle Fillings. ..
Restore Initial Conditions
Diagnoskics. ..

Reset Cammunication. ..

About Agilent Pump
__If Gilson215 is not recognized, Click right mouse button then select"initialize”

Select Traw Config, ..
Shaowe Wial Conkents. ..
Show Traw. ..

Stop Recover
Stop Procedure
Ptime Syringe
Initialize

Add, Setkings. ..

About Gilson 215,
Show Logfile, . .

14.Click Start to start sequence.
[ HeStar (00 Pumpieads [ Gikon 215 | [Eal 2]

[ ready Flow [ 020 Press [ 11.3 Fieady
a3 px v [ 1 [171 | "= | el o ssies
Time [ SHSHM 10 [ so0 [ s00 Inivel [ 50 [zasc|| operate
[LJ Sample Table] [% Sample] [Q Heload] 1L|ne: \-Tl'lal posiicn Eslli-gll:é?iéa: :EE;IUI
"""" 2 L | | & b 4 |- U
Start Stop Start Stop Abart Fause Sont. Zo0m Cursor  Stretch FF (mES) uTOF

15.Click Start sequence

Start Autosampler L x|

=4
Loa Stan Autozamplen Tostart the run, click one of the large buttons

i [will start at line 1 vial 1 of Sample Table,
number of injections: 3]

Start one [line T wial 1 of Sample Table will be used)
H > acquizition

Shutdown Settings... ¥  [Ophons.. |

16.To stop the sequence, click Stop




Ja

Stop
17.To stop acquisition, click Stop
.

Stop

18.To abort LC run, click Abort
|

Abark

19.To finish the acquisition, close Hystar then turn on each HPLC modules.
Close Acquisition Module - Define shutdown s EI

i~ Define shutdown conditions

If Exit automatically:

& v

Q ¥ Suatch off 1% Detectar lamp

FAS
V¥ Switch M5 to standby

Exit Acquisition? Yes Ho




MS fiftr~ == 7 v

B E~

DataAnalysis Z B <,

A=z —% 7 D[File]=[Open]l t, L IEFD Open ~—72 %7 U v 7 U CHEHEDS 7 )V E 3BT LI20WT —#
ZHA <,

3. 77 ANERSETDOXD QBRI D,

o=
\

File Edit Find MassList Deconvolute Identify Process Calibrate Annotation Method View Tools Window Help

o h
b

I 4@
Ao Mk 4ok IR AE | AR AF B e e

Analysis List Chror
= B

o I I o L= L Z I 12 B

\Ovev\a\ JiStacked i Lict [

Mass Spectrum View - NaFormate_1_01_503.d =]

[E30]
Compound Mass Spectra - NaFormate_1_01_503.d

> (2]

ﬁm%ﬁb ZOHBOR DR EENREHNE ZATLEY Y vy 7T 5L, ZOREMICHIE ST TNTZART FLR
RREINDLDT, AT D ETEHZ U w27 —Copy to Compound Mass Spectra #3389 %, 95 & F _ED Lk
IZART fpdab—3siud,

File Edit Find MassList Deconvolute Identify Process Calibrate Annotation Method View Tools Window Help

NaFormate | BB

FH SR @ b Q.
S T N ST S S O S R

Analysis List Chromatogram - NaFormate_1_01_503.d: TIC +All MS =]
@ M, MaFormats 1.01 8024 Intens. 7
x10
10
05

& [l 02 03 4 [ 05 07 [i] 08 Tirme [min]
Neran EET

Mass Spectrum View - NaFormate_1_01_503.d
<10t 2269576 b5 0.3 min 417 2n
I
1 i ‘575833 «*» Auto-Scaling Alt+F9  EG6H872  GI4GTE] 7028538
ER 100 () Zoom In FO, [Shift] 600 700 300 3l
— — e ———
Compound Mass Spactra - NaForn 2 Edit Chromatograms... F7 (&

5 )
| Add Extracted Ion Chromatogram (m/z IEU.SEQ-IEi.SEQ)

I3 Copy to Compound Mass Spectra and Identify
AL, Copy to Compound Mass Spectra and Decor

Set Display Range...
[ Display Parameters...
Properties... Alt+Enter




~FREFRDIER~

1. AT MxEa b — L5 A= a2 —\—5[Calibrate]l —[Internal] % 3K 4%,

2. TOX S emEmmnE < (BIEFHRT N U AOHA),

Internal Mass Spectrum Calibration - calibration_1_01 ¢

Calibration izt ESI: NaFormiatePos
| Substance | Ref. Mass‘l Cur. Massl Res. [m.-"z]l
MalMaCOOoH] 90.9766
MaMaCOOH)2Z 158964 Ml
MaMaCOOH)3 2269515
MalMaCOOH)4 2949389 Remove |
MaMaCOOH)S 3629263
MaMaCOOHJE 4309138 Remave All |
MaMaCOOH)? 4989012
| Na[NaCOOH)E  56E.8886
MaMaCOOH)S  634.8760
MaMaCOOHNO 7028635
MaMaCOOH11  770.8503
MaMaCOOHN2  838.8383
MalMaCOOHN3  906.8257
j MaMaCOOH14 3748132

Calibration cosfficients

Standard deviation [ppm]: ID

Previous:  CO |192.854148

Mew: CO [192.854146

C1 |402665 24

C2 |-0.0001419

C1 (40265324

c2 |-0.0001418

Search rangs [mdz] ID.5

Zoom Ioff - I

Tvpe IQuadlatic calibration 'I
Recalibrate Spectum Only | Help |
4

F9°. f ED[Select Listls b L7-A=H#ES > 7L L X R(pos or neg) % [Calibration list] & b BT 5, 20
# [Applyl —[OK]

Becalibrate | Cancel |

DataAnalysis microTOF analysis.m (mod‘lﬁ'et_!}:[tafﬁl‘ i‘il
Find I MassList | Charae Deconvalution I Librany Search I
Exclusion Masses  Recalibration Masses | Lapauts I Dizplay I Priocess I Export
LCalibration group: IESI LI Edi‘l Lists.. |
ST J Mass_l Comment |_
CEH1202M 118.0863
CEH1306M3P3 322.0481
C12H1906M3FP3F12 622.0230
C18H1906M3P3F24 §22.0098
C2EH1906M3P3F40 1321.9842
C30H1906M3P3F 48 1621.9715
C42H190EN3P3F72 21219332
CH4H1306M3P3F 36 2721.8948
Type IQuadratic calibration j Search range [miz) ID_S
oK I Canicel I Apply | Help |

OK Z#4 L O EHE IR 5 O TlAuto SearchlZ 27V v 7,



Internal Mass Spectrum Calibration - calibration_1_01

Errar [ppm] I

Calibration izt ESI: NaFormiatePos
| Substance | Ref. Mass‘l Cur. Massl Res. [m.-"z]l
MalMaCOOoH] 90.9766
MaMaCOOH)2Z 158964
MaMaCOOH)3 2269515
MNaMaCOOH)4 2343383
MaMaCOOH)S 3629263
MaMaCOOHJE 4309138
MaMaCOOH)? 4989012
| Na[NaCOOH)E  56E.8886
MaMaCOOH)S  634.8760
MaMaCOOHNO 7028635
MaMaCOOH11  770.8503
MaMaCOOHN2  838.8383
MalMaCOOHN3  906.8257
j MaMaCOOH14 3748132

Calibration cosfficients

Auto Search |

Remaove |
Remove All |

]

Standard deviation [ppm]: ID

Previous:  CO |192.854148

C1 |402665 24

C2 |-0.0001419

Mew: CO [192.854146

C1 (40265324

c2 |-0.0001418

Tvpe IQuadlatic calibration 'I Search range [miz) ID.5 Zoom Ioff VI
Recalibrate Spectum Only | Recalibrate | Cancel | Help |

&

95 &, 4 Error DENFREIND DT, Error DENAKEVWEDEZ 7 U v 7 L, [Removel THV R, (72721,
WET 2 T NDyFELTDE— 7 1XER 720508 X, )4 Error OfE A 3 K A4 12 F R STV 5 Standard

deviation DEN 1~2 K & 72D X H 29T 5,

Internal Mass Spectrum Calibration - calibration_1_01

Auto Search |
Remaove |

Remove All

Calibration izt ESI: NaFormiatePos
A Substance | Rt Mass | gimebdesntulimnsioniollog _ Err0r [ppr] |
MaMaCOOHN 90.9766
MaMaCOOH]2 1589641
MaMaCOOH]3 226.9515
MaMaCOOHM  294.9383
MaMaCOOHIE 362.9263
MaMaCOOHJE  430.9138
MaMaCOOHI? 458.9012
| Na[NaCOOH)E  56E.8886
MaMaCOOH)3 B34.8760
Ma[MaCOOHO 7028635
MaMaCOOHNT  770.8509
MaMaCOOHZ  838.8383
MaMaCOOHN3  906.8257
|| NaNaCOOHN4 9748132

Calibration cosfficients

—

Previous: C0 |192.854148 C1 I4D2BQ.24 3

|-0.0001419

Mew: CO |192.854148 C1 (402663.24 c2 I-U.DDD141S
Tvpe IQuadlatic calibration 'I Search range [miz) ID.5 Zoom Ioff VI
Recalibrate Spectum Only | Recalibrate | Cancel | Help |

&

FHEEN K575 Recalibrate 7 Vv 7 L, TOH% 7 7 A V& FEXRET D,




~PNEH T I DIRKT ~

1. A ==2——5[Calibrate] —[External] #3384 %,

2. TOXHIBREAENERINDSDOT, [LoadlZ 7 VU v 7 LEIFEEMLI-MEROT —Z 2RI L OKE2 27V v
15,

External Mass Spectrun Calibration _"?Ii[

Ok
Use calibration coefficients from analysis; —l
— e |
Help |

3. A== — —[Tools]—[Generate Moleclar Formulalz 27 U v 7,

Window Help
*{y micrOTOFcontrol Cti+F11 |
g LibraryEditor
‘| ReportDesigner

‘m AutomationEngine

Simulate Pattern...
Fyu; Generate Molecular Formula... FB

Customize...
Options... s

lT::_iv.

Colors... ]

ProcesswithMethod
RBeprocess

UpdateAnalyses \

TODT 4 RUNRERENTZHMLERBIEEZ ANS1T 5,




Generate Molecular Formula

L2 & |

Min  |CaaHes0zMNa
Max

C24-n.H 42n Nal-n 0 3n

Generate
Save Results...
| Help

Mate: for m < 2000 the elements C, H, N, and O are considered implicity.

Measured miz 539,363 Tolerance [ppm] 100 Charge 1 4

# Mol. Formula miz |er] [ppm] e [ppm]  mean er [p

[ Autarmatically locate monoisatopic peak  Masimum number of formulas 200

[ Check rings plus double bonds Miniraurn | 0 Marimum |0

Apply nitragen ule ] Electron configuration | both -
Minirriurn HAC ratio o Mawirmurn HAC ratio 3

Save for Reporting

4

Min : JIE L72¥ o T NO 557 REZDOH I A A (EROEETIE NaNE Gz b D x AT

Tolerance : 100 X° 1000 72 FGHE4 TL W, HFEV/NEWVWEHEAMEDO B —7 NERINBWEGEAENRH D)
Measured m/z: AJIf%E 27 UV v 7 LT2B AT MVICEHED E— Y VOHIZGMEF L FRsLb DT, ey
— 7D LTIV v THERBTEENAD,

ZD32% AN L7~ 5 Generate 9 &, Error OEZ WS FRESFENFRIN D, A FD Show Pattern
T LHEBEMEOY— 7 BRERIND,

Min | CapHazOsNa
Max
C32n,HB2n Naln 05n

Measured m/z  539.383 Tolerance

ppm] 100

Note: for m < 2000 the slements C. H. N. and O are considered impliciy.

Chage 1

=

Mol Formula
1 C22HENalO§ 5393707

4

miz el fopr]

2169 3169

ert ppm] - mezr

nen [ppm] b K e
2552 65 ok

[] Automaticaly locate mono

jsctopic peak  Masimum number of formuias 200

[T Check fings pus double bands

Apply ritogenwls ]

Minimum H/C ratio 0

S ave for Feparting

Minim

Electron corfigwalion

Masimum H/C ratio

Masimum 0

boh <]

3

P

(ACS T/ FEDiEAE% 5ppm(0.0005%) LANIZT 5 Lo IC L iB#lindH 5, T74b
LA EN 53R ESMGy+8)/1000000X 5 L 725, )

* HAEEAID JOC IZ Guidelines for Authors & L CZFDEDLENRTEH I N LD
THERTHZ &, 2006 b L <, UMIAETIIZOFEGEZRHAL T 5,



