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SERVICE How To
Model Number: Originator: Topic
A2PREP Petro van Poppel System Checkout

Full System Checkout

You will need:
e Standard Analytical Method (see SHT_A2PREP-2)
e Standard Preparative Method (see SHT_A2PREP-2)
e Solvent A: 99.9% water, 0.1% formic acid
e Solvent B: 99.9% ACN, 0.1% formic acid
e Make-up Solvent: 74% methanol, 25% ACN, 0.9% water, 0.1% formic acid
e Needle Purge Solution: 50% ACN
e Needle Wash Solution: 50%ACN
e Analytical Column: SB-C18 4.6x50mm, 5um
e Preparative Column: SB-C18 21.2x50mm, 5um
e System Check out Samples

Procedure:

1. Create a sequence, based on the Analytical method that is built as per
SHT_A2PREP_2.

Line Location Sample Name Method Name Inj/Location Inj Yolume Frac. Start Target Masses
1 |P1-C-M testmi ANALYT_BASIS_SHORT 1 10 194
2 |P1-C-01 testmix ANALYT_BASIS_SHORT 1 10| Mext Location 166
3 |P1-L-01 testmix ANALYT_BASIS_SHORT 1 10| Mext Locabion 180
4 |P1-L-01 testmix ANALYT_BASIS_SHORT 1 10| Mext Location 228
5 |P1-C-01 testmis ANALYT_BASIS_SHORT 1 10| Mext Locabon 100
6 |P1-C-02 dye ANALYT_BASIS_SHORT 1 10| Mext Locabon 227

2. Run the sequence and place the Checkout solution (5 components) in
position P1-C-01 and the dye solution (dark blue) in position P1-C-02.

3. 5 components of the spec out solution are:
Caffeine (M=194); Methylparabene (M=152); Ethylparabene (M=166);
Propylparabene (M=180); Benzylparabene (M=228).

4. In addition, dye solution - Thionine acetate (M=227).

SHT-A2PREP-4 Page 1 of 10



5. Evaluate the results of the analytical sequence, while looking at the following
parameters:

a.

Determine the delay between UV and MS (correct delay calibrations).

2500
2000
1500
1000

500

1.660

\

2218

T DADI A, 59=250,30 Ref=ofi (130723 _ANA_CHECK 02 2013-07-23 12-24-

26CAD101.0)

N

2887

i

az7s

3682

a7es

0

T
225

275

T
375 mi

2000000

1500000

1000000

500000 4

PE

T3 WSO TIC, WS Fi [

CICHENEZE

2
DATAV130723_ANA_CHECK_02

20130723 12

2572

51.ﬂamo ES-API Pos, 5o

2841

3126

T
135
T3 WSDZTIC, NS Fie

T
2 225
ZDATA130723_ANA_CHECK_02

25
511CAD101D) ESARI,

T
275

T
375 mi

1000000

200000

600000

400000

200000 5

1884

=T

2040

2254

20130723 12242,

2207

Neg, Sean, Frag: 7

0

T
375 mi

Note: Make sure all plots line up with each other and that the delay calibration has
corrected the delay differences.

b. Reproducibility of retention times (correct functioning of the solvent
delivery system).
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Note: Overlay the UV signals of the 5 injections. The retention time variation should be in a
window of 0.1 minutes for caffeine (1st peak).

0.5% RSD is the specification for caffeine. Greater shifts in retention time than 0.1 minutes
indicates technical issues with the solvent delivery system (the system is not purged
properly, the system might have technical issues like leaks or not proper working check

valves).
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c. Reproducibility of peak height/peak area (correct functioning of the
autosampler).

Note: The deviation of peak height should be better than 25%. Larger deviations than 25% in
peak height indicates a problem with the dual loop ALS.

d. Measure peak width and symmetry (correct functioning of the column
and plumbing)
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Note: The peak width should be in the range of 0.1 minutes (half height). A strong fronting
or tailing indicates problems with the column or dead volumes caused by improper
plumbing. When the peak widths are too large there might be some problems with the
column or with void volumes in the analytical flow path.

e. Check the signal to noise of the MSD in positive and negative TIC
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Note: The signal to noise ratio for the first peak (caffeine) should be better than 6:1, and for
the second peak (methylparabene) it should be better than 3:1. If this is not the case, check
if the flow into the ion source is correct.

The split ratio caused by the T-Splitter should be in the range of between 7.5:1 and 3:1 ( 200
— 500 ul in source). There could be some block of the capillary in the ESI probe.

A bad signal to noise ratio can be caused by contaminated solvents or bleeding columns. A
further reason is a contaminated ion source which has to be cleaned.

f. Check the measured mass values, do they match with the expected
values?
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Note: The measured mass in this example is 194.6, where the expected mass is 194.1 AMU
(+/-0.3Da). As this value is outside the tolerance, the mass spec has to be recalibrated
(autotune function).

6. Set up the Purification Software:

a. Define the analytical system, by specifying the Delay Volumes, the
Column Details and the lon Species.

Analytical System 1 - Configure analytical system parameters

Analytical system parameters oot folder | C:AChem32\2\Purfication\AnaticaiSystems |

Valid | Hame Flow [mimin] Modified

A DelayVolumes | Coumn | lon Species

I [lixer |—| Sampler |—| Column |—| U Det. |— MSD
| Waste I
Delays Deteclors
Volme mier to column A Use MSD
Time UV detector ta MSD 0.036] A min [ Use ausdiary detector 4

Time LY detectar to ausilary detector: |:| min

ok ][ Cancel ][ e
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b. Define the preparative system, by specifying the Delay Volumes, the
Column Details and the same lon Species as in the analytical system.

Preparative system parameters rot folder

CAChem3242\Purification'PreparaliveSystems |

[ Browss:

Flaw [ min] Modified

A DelayVohumes | A& Column|| lon Species

|—| Sampler |—| Column

| Mizer

Delays
Wolume: mixer to calumn;
Time LIV detector to MSD:
Time LV detector to ausiliay detector
Wolume UV detector to fraction collector:

Time M5D to fraction collector

Yolume ausiliary detector to fraction collector ml

|
Detectors
Use MSD
[ Use ausiliary detector
UV detector DAD1 v

U¥ detector installed behind splter

~|
(|

[ ok J[ Cancel J[ Heb |

7. Create and start a task.

Gt | Add Task 3 Dclee Tak i Swve Task 11 Pouse

O Tosk Contguaton | snahic Reme | Prpersivs Fomds | Logbook

Analylical Systom

# Analytical Run

Scale Up

Preparative Run
Fraction Colect

Select System Delay volumes and times for the selected analytical and preparative system

Nodbedby. Wodbed Aocdnndee  Prpmeovenndse  Adon
SYSTEM kcabos) | 7716201320347 PN | /19201385806 PN | 7167201320346 P

2 % 1 TGAIAGUPN | T
62 a8 Pm| 7

SYSTEM focabon) 7177201353127 | 7715201385806 PM | 7717201353311 PM
2013124646 P | 771672013439 34 PR 77172013 1246.45PM

Tiea UV dctie 1o MSD, op w0 Use paxiary detecor
Time UV detncir to iy detector a5 wn UV detector: (oa01
Voluma UV detector 1 ¥action colleckr 2% = 9 UV detector located bebind spiter
Time MO 1 fracton callecor ol mn

Vaume auliary desscior 1 rachon cobecsir oo

— 50

Check that all parameters are correct (selected column type, ions to monitor)
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8. Load the result set of the analytical sequence and check if the different
signals (UV and MS) are matching within the a determined window and
select the correct integration parameters.

Bt Add Tosk 3 Delete Task g Sove Task | 11 Pouse 0 Help

G
Medfed oy Wodéed froipcainndme  Prepsmmeandar doon
T [ i [ wamaznsm|

| SYSTEM ocshos) | 7167201324050 P 7115201305606 PM | 152013 24057 P |
SYSTEM focanc)| /162013 50844 P 7/ 16207340934 P | /16/2013 50643 P
SYSTEM focahos)| /167201154348 PM | 7/16.2013 40034 P | /1672011 54348 PM

| | 353312PM | Iz sznem |
|SYSTEM focahor) | 7/17/2013 1246 46 #M 7/16/2013 4.05-34 FM |2/17/2013 124648 # |
SYSTEM focahos) 7/2U23 21620 PM 722013 116 08P

o per=———
e
testrec Sample L=l 1 10000 1540 C\Dhem2\2\dens\1 J0721_ANA_CHECK_D2 21130721 12-24-25\ANALYT_BASIS_SHORT M
 |pestmix | Sampls M 1 10000 | emn | C'\Chend2\2\ders\130723_ANA_CHECK_02 20130723 12-24-25\ANALYT_BASIS_SHORT M
7 e see i v e s c YT s 0RTH
7 e i I e a0 721, CHECH 0 V721 122525 ANALYT SASS SHORTH
o || Samche = 1 10000 | wao | C\hee12\2ets\10723_ANA_CHECK 02 201307-2) 12:26.25\ANALYT_BASIS_SHORT M
|a Samche . C Dl T cma\1 0723_ANA_CHECK 02 201307:23 122 25 ANALYT_BASIS_SHORT M

9. Select the preparative standard method the right sample location and the
desired injection volume:

Eot e Add Task J Defete Task |l Seve Task 10 Pause i Help
et C [oome.. ]
T o iy ) )

AN 2034TPH M
SYSTEM focahos) | 7/10/2011 24850 P | 7112013 85806PM | 7/1/Z013 24857 P
SYSTEM bocahon] | 7/16/2013 50044 PH | /1672013 0334 PM | /1672013 50843 PM

SYSTEM bocaan) | 71672013 54348 PH | 162013403 PM | 11672013 54340 PM
‘SYSTEM focanox) | 7/17/2013 51012 PM | 7/15/2013 85606 PM | 7/17/2013 53311 PM
SYSTEM focahos) | 7/17/2013 12.45:48 P | 711672013 £05.34 P | 7/17/2013 124645 P
SYSTEM focshos) 772372013 22128 FM

10. Double check the parameters of the fraction collector. The MSD will use
threshold only, the UV detector will use threshold and slope for triggering.
The time function for fraction collection should be aligned with the duration
of the focused gradient.
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11. Hit the proceed button. The result set will be processed now.

12. After the sample has been processed just confirm the results:
a. Starting with caffeine (M=194).
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Note: Target No 1 ( Caffeine, M=194) has been found, a focused gradient has been
calculated.

b. Next, Methylparabene.
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Note: Target No 2 (Methylparabene, M=152) has been found, a focused gradient has been
calculated.
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13. If the spectral data needs to be checked, select the spectra tab and click on

the target peak. If the measured molecular weight difference is more than
0.3 AMU, retune and recalibrate the MSD.

Bt | 5 ASITok X DeleteTask [ Sove Task 0 Pause

Psbicason mk parreer et b C Q32,2 ot Tk

14. Continue in the same way with Ethylparabene (M=166.1), Propylparaben
(M=180), Benzylparabene (M=228)

15. Once all target masses have been found and focused gradients have been

calculated, the samples will have been flagged and will be purified in the next
step.

16. If the user would like to purify a sample regardless of the mass being found, a
purify tick-mark will need to be checked manually. The sample will be
purified by using a generic gradient and by UV based collection.
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17. To demonstrate automated scale up and fraction collect by using the blue

dye the target mass of the compound has been entered in the sequence table.

Bt Add Task )X Delete Task o Sove Tusk | 11 Pause.

© [Leme]

Ved_ Anaws e

R o Tk 1

IR P oo ek 02
R | #coton Tosk 003

R Pt Took 004 TR UM
SYSTEM focabos) | /172013533126M | 1182013 33806PM . T17203 5311 PN
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P = Fealcated hom asshyscal rr)
) 1sacrabc ok bekre siope: on mn prp—— 170 %
It heké her g I Sope erd ot W% g o
) Flad sme o5 e

Fush cancentatin no %
1 Porkm e EE

18. Starting a preparative sequence. Ensure that the system is in operating mode.
After pressing the run button again, the system will now start to purify all
flagged samples.

19. Check the purification results by navigating to the “Preparative Results” tab,
find sample, related fractions and review results on screen.

| Tosk Crfipantn | At R | Fresarseve Femts | Laghosk

[ Sanpl G | Sl Ve

neees e
4444 e
4 e bt 44444

123456 1234586

- 0000000000

Note: Target No 1 (Caffeine) has been collected.

20. Continue in the same way with Methylparabene, Ethylparabene,
Propylparaben and Benzylparabene.
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21. Observe the purification of the blue dye mix (sample 6) and ensure that the
blue dye has been collected correctly with a loss of less than 10% into the
waste line.

This will indicate if the right delay volumes and the right threshold and slope
~parameters have been set.
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