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H
NARE
wYRE
1’5% 9 KRR 5% %] 50 %, 30°C
Angelika Gratzfeld-Hiisgen
RECRHEATR,
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15 St 5 % 1 50 %, 30 °C
a A
U 9 SMREEEEA 5 % % 50 %, 60°C
HE

Agilent 1200 RIIKHEEIEFEFRXBRAZREARANREENEER L. 230 Z
ZERTIRINENEBEINRESBRG. WERFRRAG, BEREESER
EUT, EEHEERBSY, EREIEHEEHTTOTHA

- BRBRUZ TR A EREDSASIRER ETF

- ZNEIERFER) 6 4] Agilent ZORBAX RRHT it

- REFEhE

- AENREFIGEE
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By
EHITHATER, SEEAYNER
HRIBREHEEEE, PABRREN
ARG ER T ERPMEEREHERG
=4, BERFNEEREE G THITHT
K, HoWEBRBEEY, —HBXA
HPLC i&. ATHRIEXBEHERELEY
Sxmafsst, BRRERBRSHA
ETUNBERTHAELEY. Bk,
FERHTREBEIMAERE. —MHFk
W, ATEMRERE, FFERER
BRERTNEREY, FHREAR-F
@i ERAR, XM ERESRERE
FHREIANBERRIUEYHNREERIL
HRREE. BE, ATEMIEREE

BT, FTIAIEE %A,

i

Agilent 1200 Z3BIHBIEHEF & BE
FERBET-IEERENRSE, &5F
AR 8 4R 100 mm KAIRIEH, =618
300 mm K@ik, B, RECUFIE

A A TR ) SR B B E TR,

It EMEERE. AR, FugsENR

ERAE. B, ATHITLAHHERF

EREL, ZRFETNSE RN FEF

KERMEES, W

% B ACD/Labs A F ¥ TIEHEH
ACD/AutoChrom

- B ChromSword Baltic B FZ I
i # ChromSword Auto

EAMREEY, HIKHES:

- UER R AEES A, MUAR
ERUZ TR ERERSRERFT

- H 6 RARBIEENREARRHES
MRE R4

-A-REEENRMAREE, XRAR
HARRE R TR

=E

%28

Agilent 1200 25 9 B ERERE &L

%%, BAT Agilent 1200 RFiRHEEE

FEFRBRAEE. ZRHERLERGEHN

TIRRAERL, EfFARA A.06.01 HES:

- Agilent 1200 23 SLE =R, BER
Sl

« Agilent 1200 %51 SL plus &3 H i
=3

+ 2/ Agilent 1200 %5 SL plus #iB#
(G1316C), BRI*KMIE

- ZRERFEFLZRIAG, 5F

- RECFEFAEASTIAS, K&,
ERTFEH

« Agilent 1200 %51 SL & R &I
£ (DAD)

- JLIR Agilent ZORBAX REN BB E
(RRHT) @i, 1.8 pm ERHE

- RERUFTEL B04.01, SRERNL
FIEEFERERDS

Hablg

2 &7 50 mg MEMERRR. 2RIFRE,
3 80 °C tn#h 3 /e, FRIERMET 4 mL K
H. A2 TSR RREERA R
— %F Minisart 0.8 pm 3838, A%
2 0.45 pm ITIEEE. HE 1 BARKE
HIHBERS.

ERMITE

SRS TSRS
RN E TR A FEN SRR R
W TIERMBME S, AFLEETS
BYARERFEEAR, LR
MERE. BN, RRETEE,

HiEmESRAREEELS.
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BIRHFRIMEESEL (B 1)
E—HEEALTBMERT 4G BH
MELERR, BERXRRE—HEEM
Frim, SR WALV A S BHE X
FEXE, YHNTEREORELS
RuARFERESER, ZHAXRIE
BEA.

BERFESLE (B 2)
E—HeEEREEREMIWERE. #
FEIRTRAREAENSH (Fim,
wlERE) WREEERE.

REEERFL (H3)
EXTRERL, ERTEITNAEIEH,
XEI M BB A MENFERE R
ESHBRARSREBERERETR
K>, ZETRRRFECUFIES
HiERmEESE AN,

WEBFIEE (B 4)
ZREEUFIEEFERERDSRZ
ZhEHMELNR (ZTRIMNTER).
REWERIMDIAFIERER (G1160A)
ERAMATEER (RAFZIR),
REPERNBAFAEREEXHEF.

Method Scouting Wizard . =10l x)

Step 1 of 10: Creale anew screening campaign

Screening campaigns root folder:

|C:hChem3241 WS cresning Browse...

Campaign name:
Iimpunties

Description:

tdethod Screening Campaign based on: ;]
Binary pump 5L [G13128:DEBD555268) with internal solvent selection walve

Cluster thermostated column compartment with B colurns, waste and bypass

w/'ell plate trap with 54 vials plate [6:23) top and 54 vials plate [6=3) bottor

Created 7/27/2008 3:35:06 PM by LASSENHT \Administrator on LASSENHT

sy
Ment > | Cancel l
AN — J/
E1.
Fig— 12
m1aipN

Step 2 of 7: Define screening campaign base

Screening methods are based upon the following method:
[Please make sure that this methad has been saved ]

IC:\CHEM32\1 “METHODSASBCTELM Browse. I

Screening parameters / Modifications of the baze method:

¥ Column Screening
I™ Salvent Screening
r Gradient Screening

™ Temperature Screening

< Previous Nest > Cancel
4
B 2.
( SIATE 3 3
EXTWEEHERIRSE
ER)
Step 3 of 7: Set up column screening
Use | Mame Position Woid Vol | Max Temp | Max pH
E—— [u] ['C]
» Zurbax SBC18, 21450mm, 1.80m | upperleft | 200,000 sagn a5
¥ | Zombax Eclipss Plus, 2.150mm, 1.8um | lower left 200,000 99.90 ; 95
™ | zorbax SB C8, 2.1%50mm, 1.8um upper right 200,000 99.90 95
¥ | zorbax SB phenyl, 21550mm, 1.8um | lower right 200,000 99.90 95
v | Zobax 5B CN, 2.1%50mm, 1.81m upper right 200,000 | 99.90 45
¥ | zorbax Extend C18, 2.1480mm, 1.80m | lawer right | 200,000 ! 93490 i a5
E of B columns selected
Select Al Invert Selection
< Previous | [{7 REd ST Cancel
4

3.
EEeEH
TR

Step 4 of 9: Setup solvent screening

Binary solvent combinations:

A 8

Solvents on channel A Solvents on channel B

[wl &7 H20 [water+0. 2% a] Il B1:ACN ["DE% TFA)
[[] &2 ACN vl B2 MeOH [+0.16%TFA)

2 of 4 zolvent combinations enabled by selection.

< Previous Cancel

4.
EEENAS



M &Eﬁgﬁ# (@ 5) Method Scouting Wizard — ;IQI&
yu % gﬂ] ﬂ% ii ; %ﬂ&ﬁ 9& iﬁ E H/‘] *% Step5of9: Setup solvent gradient screening

B, BHAES ATHRER. EXE, e ikl composic
- . = . 7 | Gradient 1 z UU| Time [min] | Solv A [%] | Salv B [%] |
EX BB AT LA ER AT UG EX & W ataiz » _ 5| 5|
BENBERT, B, BAZEER il s |
9& iﬁ E H’J N=| }# # iﬁ j]u EIJ ﬁ iﬁ §|J i q: T% S A a5 ek 5 Salvent 2 cnncentrlatinn on channel B in per cer|
Vim /X ) i |
(REF) 15.00 50 50 Insert |
A7) o 16,00 50 50 =
16.50 95 g Llel
2 of 2 gradients selected 4 entrizs in the gradient time table.

HBHBIERE (B 6) S
ETENRES, TUOREEMEE =
BRI RAS, FHNE, MBS )
BLUBEIR, APTURAREE  Bs

MAS. AR, SHEEEERLEN

BEARNAALEERIR, KT —_

%E%ﬁﬂkﬁﬁmo ep 4 of 7: Review and select me!

Use | Method Calurn
Injectiond001 m | Zorbax 5B C18, 2.1x50mm, 1.8pm

- ¥ | Injectiond002.m | Zorbax E clipse Plus, 2 1x80mm, 1. 8pm
M 1&1§¥f£’.¥ﬂ;¢% (@ 7 iﬂ@ 8) ¥ | Injectiond003.m | zorhax 5B C8, 2.1%50mm, 1 8um
1, N [ — LR A it 4 Q * » % ¥ | Injection004.m | zorhax 5B pheryl, 2.1x50mm_ 1 Bum
ELZE'{%WE lI:F li*uﬁlﬁ E—E*F z ¥ | Injectiond005.m | Zorbax 5B CN, 2.1x50mm, 1.8um
;ﬁ*umfﬁﬂq‘rﬂ] o ;q] iﬁiﬁg% gmi&iﬁ ¥ | Injectiond006.m | zorbax Extend C18, 2.1x50mm, 1.8um

*u/ﬁ%%{ﬁg ° ﬁiﬁgﬁiq-gz{ ﬁ E(]J‘i SRR el W Exclude incompatible combinations of column and temperature

. Select Al Invert S election W Exclude incompatible combinations of solvent and column pH
B, BETEMARERL, WERAF ]
< Previous ||} MNest> Cancel
HEAMARRAN, BSNARME J

B, REREMEEENSHLETE. B
MR

Method Scouting Wizard =100 R

Step 7 of 9: Setupblank runs

W Flush capillary when solvert changes e
Solvert:  [A2 AN |

Flow: W aste: IE.DU il i
Bypass: |1 oo mlmin
Column ID.EU mlmin

Time: 5.00 = wolume /£ flow

Degasser. (* ‘hefore solvent selection valve

" after solvent selection valve

WValumes ID 120 ml 0.200 ml and vaid valume of current colum

¥ Hemaove results from blank wns [equiibration, flush, care] LI

< Previous Next > | Cancel |

. 4
7.
BHIERE R R




- &M@ (B9)
EREELENER, B, ERERE
B ERMMOTHERY. EHENHER
MR, AAERAF, HETENF

FEMERE. SF RN BEM
NESHBERIT,

- B (E10)

&E, BERGARPREENMFES
BMER, BEIWIHA. FHREH
RitAFREMTENERE. 2F
ST B, ERAEREHREER
BX#EH, REFY, GEFEIR
.

4

CEIRETRE, MEFTIFEE.

oyt
ATEMXEGR, HNEFT-IEEE
WEMEM R APER = MRE m.

BT IR

- ECI8 HEREE KA EER

- AMERBE 6 AR &1L Lit1T
i

- EEFBEERSNEIEEMRHEEAS
- WEER BEENEREIRE

- EERARY

Method Scouting Wizard -

Step5of 7: Setupblank iuns

¥ Care column befare changing

Solvent:

Flaw: & as defined in injection/base method: 050 ml/min

{ !DED
Time: G lSDD
L@ |5.UU

¥ Equilibration to new column, solvent, gradient or temperature
Solvent:

ml¢rin
= wolume of column /£ flow

rhinutes

az defined in next injection method

Flow: az defined in injection/baze method:  0L50 ml/min
Time: G |5 oo
L |5.UU

I Remove results from blank runs [equiibration, flush, care]

% wolume of column /7 flow

rhinutes

< Previous

Mest > Cancel

-

E8.
REBEHRFNFEETHE

MECNOod SCOoULNg ¥FIZara i

Stepbof 7: Setupthe samples

=) LY

Wolume of a single wiak I15DU.UUD wl

used to determing required number of vials per sample

“ial pozitions of sample 1; Sample 1

The order of zamples determines the arder in the sequence.

# | Mame | Vials | Req Vials | Iy Wl
]

1]3amplet [1 ~]

Hinj | Tat Inj*%al | Tat Sample Yol

] 1] &

Add Delete Delete Al

Clear &1 Vials

1 Samples. 3 injections [3.000 pl] per method. Total 18 injections [18.000 pl) for all 6 screening methods.

Clear Yials

< Previous | Ment > I Cancel |
- J
9.
REHS
oo
P thod scouting Wizard = Y
Step 7 of 7: Summary
You have setup a method screening campaign as summarized
Description  Sequence SulvenlUsagel
# | Sample | Method Type Flonw Time | Yial | Column Salvent(z) =
[raldmin] | [min]
E quilibration0007.m | Equilibration 050 500 Zorbax 5B C18, 2.1%50mm, 1.8um 0% 41 H20 [+0.2% TF4), 10%
2 | tramadole | Injection0001.m Injection 050| 500 Vial 1| Zobax SB C18, 2.1x50mm, 1.8pm 0% A1 H20 [+0,2% TFA), 10%
4 | ramadale | Injection0002.m Injection 050| 500 Vial 1| Zorbax Eclipse Plus, 2.1x50mm, 1.8pm | 90% &1: H20 (+0,2% TFA), 10%
E | tramadole | |njection0003.m Injection 050| 500 Vial1|zobax 5B C8, 2.1x50mm, 1.8pm S0% A1 H20 [+0,2% TRA), 10% __|
8 | tramadole | Injection0004.m Injection 050| 500 Vial1|zobax SB phenyl, 2.1450mm, 1.80m | 90% A1: H20 (+0,2% TFA), 10%
4] | »

13 lines. 18 injections. Total net wntime: 47 minutes 0 seconds
1 equilibration, 0 flush and & care wns.
5§ column, 0 gsolvent and O simultaneous column and salvent changes.

Press Finish' to create the methods in the campaign folder and exit

< Previous

Cancel

A
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MEAR Y B R

B bR + DR

@itk 2.1x50 mm @i, ERAZ 1.8 pm

WEME:  7k+0.2%TFA/ ACN +0.16 % TFA

TR 0.5 mL/min

HE: 5 440 5 % 2 50 %

HHEE: 1L

Hig: 30°C

DAD: 210, 230, 254, 280/10 nm, 5Lt
360/100 nm, 3 mm #&Uitz, 20 Hz

BE: RIEREFREE, 0.12 mm EHAEFE
b ek

F LA A Agilent ZORBAX SB-

C18 LM (WE 11 HEiEEMEHE).,

EE=|ZE (TFA) 1EAREMER,

E—NEEAE 2.1 x50 mm HLTR, R

RAEMATIM G %2 50 % HBEEZIR

WHFE. MTERETR, MREtER

REET LR,

FiEMERRIEET 6 RAEMGILHE,
ME 12 fim, ARERUETIEEAZE
HEESIRERFS, EEHNBRNEAGRZ
f& (ACN) #k, AR FREzFIK. #A TFA
ERER., FEFZRER. BERER
WETEEFEREDS, RERNLKF
5, 6 IREIEHRAZEMKIEARNER
B EIEEME 12 fin, BEMKEAS
RERIEFHER

TREIR B RS

B ERESHEE

BiH: 2.1 x50 mm @i, ERHEZ 1.8 um

FEM. 7k +02%TFA / ACN +0.16 % TFA &
7K+ 0.2 % TFA / g+ 0.16 % TFA

TR 0.5 mL/min
BHE: 5 4340 5 % %/ 50 %
HHE: 1L

iR #HH30°C

DAD: 210, 230, 254, 280/10 nm, St
360/100 nm, 3 mm #iit, 20 Hz

fE: RERMHREE, 0.12 mm EHEF
1.6 pl T

mAU

N W B
! ! !

1 1.5 2 25 3 3.5 min*

E11.
FE-RMANEER, LA HAH, TE. WAL

G WL Zm
B T 11 R VR il
o M e

12.
HiEBELRER



EHFE T MERER AT Agilent ZORBAX SB-
C18 ., IRKPEFIRIHEILIEE
ERmANEREN (B 13).,

B RLHFECEERT 6 MELHRN
2ERHE, EHENEERET, HH
6 MNF—MARERLTAREHHER
TR,

EETHRHIRG, AEENEEHLiR
T2HARMZBHEM 2 MEE, LE
14 #0115, BHATE 30 °C KU TETEUR
ZHOBERBIRENE, LHEMTH
L FIEERRMNEILIE,

iR R R E Y & &t AT 2.5 /N,

SR 2 M RRIRRER 2 MBRERFA.

RAMBEEET TIEHS (LB 1450

15 FEIRI B E) .

- @ikt Agilent ZORBAX SB-C18

RRHT, 2.1 x 50 mm, 1.8 ym #if&

7k +0.2%TFA/ACN+0.16%

TFA

#:  05mL/min

<HRE: 15995 %E150 %

'jﬁﬁ%: 1L

-8 30°C

+DAD:  210,280/10 nm, %t 360/100
nm, 3 mm &M, 20 Hz

‘FE: (FEREREE, 012 mm EH
B B s Hees

EE16H, hBRTEMERREER®

YR EILE, FEAESEUEYNEE

BN, EH—TBNEN, TG

HiEEBEMEREMN LC/MS BE L, W

Agilent 6530 ¥ 5 & MARAT K 1TRT E)R

HeLtRL R,

* i)’l"l;.ijj*ﬁ

mAL
40+
304

20

104
Q-AJ W

3

1
min

—
1 2
304
20
10
0'&
—————r
1 2

0

3

T 1
min

13.
RRME RSN E S8 &L

9 BRI 5 % B 50 %, 30°C

a A

15 53 $hEEEE I 5 % 3 50 %, 30 °C

9 y$EEEE N 5 % F 50 %, 60 °C

14.
£ 230 nm B R THTHERE




b

i

Agilent 1200 R 37 EFF & Rk R
TRAMREY, FRERSMEEE. Fit
SRFEFRARECUFE TR LFE
0%, FEEENSE. HR2/LREE
BHLERHENERFIEAENEH
RE, TEEFHOEAE. 7, RE
=ELT, NTEMEEREEER,
EAEERE,

BRECUZIEETEFERDSATHF
REMETREREONS B E. X
B—-1TIERM, HET 6 REEHEF2
ERFINMAEAE, A 2 BMAREHEM
QAARRBEHITTRA, ERSHIER
TEHEEXANBETIET, BIEETUN
EHETIIE.

5% %I 50%, 30°C

15 e
5% %50 %, 30°C
NN —

9 HEHE
M 5% %] 50%, 60°C

15.
280 nm KK THRAE

Norm,
10
6
2

2N

200 |240\ 280 320 360

\ \ Norm

300

200

100

0

16.
B RERE R EEE

www.agilent.com/chem/1200mds
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