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1. Hardware Setup:

Result

1.1. Attach RS 232 interface cable
(designated as PC) to COM-port-1
of the laptop.

1.2. connect the other end of the RS232
cable with the peripheral device
(Knauer K-200 detector).

1.3. boot both laptop and peripheral
devices (Knauer pump k-200 &
detector k-120 — make sure that
pump is powered up but not yet
working — dot-point of the flow-rate
indicator shoud! not flashing).

1.4. unplug seal of piston / compression
unit fo aftach syringe filled with
cleansing solution (e.g. 70% isoprop.
: 30% H20 ).

1.5. flush piston / compression unit with
cleansing solution & reattach seal.

1.6. attach solvent flask (e.g. 15%
acetonitrile : 0.1% formic acid) fo
HP-pump.

1.7. use a separate syringe with
adapter and hook to outlet of 6-
port valve.

1.8. activate pump and suck
entfrapped air out of the pumping
unit until solvent drips according to
the flow-rate as indicated on the
display of the HP-unit (k-200).

1.9. Repeat procedure with the lever of
the 6-port valve switched info the
other position. Vi E

pressure gauge
should still be 0.

outlet of
B-port valve

seal for
piston unit
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1.10. once flow is established, stop the
pumping cycle.

1.11. attach one end of the
connecting capillary to the outlet of
the 6-port valve and the other one
to the separation column.

1.12. hook outlet of separation column
onto detector (k-120).

1.13. re-activate the pump and make
sure that solvent is pumped through
the column, detector all the way
into the receiving waste bin at the

check pressure gauge!
.... check also for leaks!

1.14. once flow is established, stop the

pumping cycle and ....

.... proceed with the next section (SW-setup) ....
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2. Software Setup & Measurement:

Result

2.1. boot CHANCE software by
double-clicking the ECW-icon.

....opens ‘CHANCE’s’
main window

2.2. load measurement method:

Modules Heaat ’E o juatineiy =121
1. Base viewsr [EEEE
2. Graphics 1 Analyst (=
3. Hardware Stalbme  [000T0 [ oo
4, Integration Parameters — Dt st fH2] [:
o [mlmin)

5. Macro Sequence

6, Measurement Method

-
7. Text Editor Iﬂs“ | ] ot I e [ | w I

3. Calibration

Exit CHAMCE

2.3. select on of the file tabs:
+ Method{untitled)

EEE|EER]E
_An_al_l,l;t piero-test

Start Hme noo-nn-nn

i) when working with an already
existing configuration, proceed
with step 2.5 (OPEN file)
i) if hardware config. needs to be established (NEW file) continue with step 2.4.

2.4. NEW - creating a new ,ﬁ o) BEE
measurement configuration; click EELCEO @
frhe ‘blank’ tap and: . ‘ ool S —
i) select method (e.g. isocratic ] LR

system); E

i) enter the analyst’s name; (Moo | [ e | [ Gz | [ B |
i) define run time (e.g. 000:08:00)
i) select datarate (e.g. 2 Hz)
i) define flow rate (e.g. 2.0 mL/min) Enter new Name:
i) confirm with SAVE by S e ' |
i) enter a new 'measurement
’

method’ and specify destination
directory (e.g. >hardware)

c Dire: sDemobasesHardware
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2.4.a. configure peripheral
hardware:
i) click on the hardware (HARD)

icon:

Hard

....opens ‘pump’s’ set-up

window
2.4.b. activate the pump icon e ~—
(double click pictogram): 60— =]
-
....opens ‘pump’s’ i '
1__ . fou . :___j
set-up window _ . = =

Pusnp Setisp - Micra Star K-120

In that window, tick the

appropriate tag: o o

B .

i) pump head (e.g. 10 mL) = o (]
i) COM-port (off) = - é‘

2.4.c. activate the pump icon
(double click pictogram):

....opens
‘detector’s’ set-
up window

In that window, tick the
appropriate tag:

i) fime constant (e.g. 1 sec)
i) COM-port (e.g. COM 1)

2.4.d. activate the é-port icon
(double click pictogram):

....opens ‘port’s’
set-up window

In that window, tick the

Manulsclurer Sample Loop Volume

appropriate tag: ; [C— &
R
i) choose loop volume (e.g. 20 uL) e e
i) select material (e.g. peek) e E=T Wl
i) select size (e.g. 1/16”) | B e
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Hardware Constructor H

2.4.f. Close hOrdWGre Conﬂg Window \?{) TDhehardwarftcunfud;utratitunembedded in Method{untitled) was changed,
. . " 00U wank ko update it
by confirming changes with YES:

Yes Mo I Cancel |
2.4.9. finalize with SAVE:

+  Method{untitled) [Of={w] [[3]2] ] [
File—TpfoRg  Control  Wiew :-b-.- |n--:; . -
- ant time: 000 1an time: g
(D= [~]8].] [0 e ]

" - ™ Recpchng

| Analpst IPiem—test !IﬂT| ’IHBTI ’E_"Nl ’—Igh

Start time [oon-on-on

2.5. OPEN - loading an existing
measurement configuration:

+ Method(untitled)

File—Opforg  Contral — Yiew

NEFEERE

ﬁ:raljvst Ipiem—lest

B Select Hardware description object

Start time  TODDOOAD
Ticking 'open’ provides the St s ot ot
window with the general features: "
i) select hardware; S Chrymstagrams Dpiere2 2z @30 i
i) choose the appropriate config.; Messurement method Qoo el Hedellonr 31320 Eﬁﬂ ﬁtﬁ
e.g. 2mL/min @ 240 bar; P —

i) check flow rate at HP-pump - if
there is a mismatch adjust with
the A or W arrows);

i) select data rate (e.g. 2 Hz)

i) define flow rate (e.g. 2.0 mL/min)

i) confirm with SAVE by entering a
new 'measurement method’

2.5.a. start chromatographic run
(blank run, w/o analyte):

i) activate pump at HP-unit (arrow)
- be sure that pump operates at
same flow rate as used above;
i.e. 2mL/min;

i) observe pressure gauge ....
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i) once operating pressure is
reached, click the start icon for

the pump and the measurement T 1
Hesrea

al

oA

HNames...
i) name scan (i.e. blank-01) and Ghange Ditsdionz] [OemommeesHaniare
confirm

.... opens the ‘hold-on’ window

m
i) o bserve 'I'h e defecfor’ s d isp|ay for Please wait for conditioning of the system__.

autozeroing (AO) ....

.... system opens timeline and
plots the live readout values
of the detector (k-120) ....

2.5.b. start chromatographic run
(w/ analyte):
i) flush syringe thoroughly with
solvent (at least 3 fimes - dispose
runoff into waste bin);

i) inject solvent into the loop (since

the loop holds e.g. 20 L, inject at
least 60 uL);

i) click the starticons and ....

&), (4

i) name scan (i.e. sample-01) and
confirm

i) ....once “AO" appears, turn
lever of 6-port valve to route
content of 20uL standby-loop
ontfo the chromatographic
column ....

bypassed
loaded

2.5.c. finalize measurement by
i) deactivating the pump,
i) pulling back the lever of the 6-
porf VGIVe Ond ? umpis) will be stopped. Are you sure?
i) terminating the measure N e i stope. ey

EINE]

Method - piero-2mL-2Hz 2240 ﬂ

es Mo |
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3. Data Evaluation:

Result

3.1. graphic data evaluation:
i) load chromatogram

2, Graphics
3. Hardware

4, Inkegration Parameters E—
5. Macro Sequence

6.Measur§mentMethod ST T n
7. Text Editor l\._, o A \L 3

3. Calibration

Exit CHAMCE

i) select appropriate file from the
chromatogram-tab

i) click the edit-tab

File Setup Service Integration Report Options—

(=] ] [RA] [FAE A (R [wh] [——

70 -

i) use the appropriate icons to
mark the peaks of interest for
further data evaluation

e a
1"s Graphics - ASS-APP-COF-100mg/_Chn1 [ —

Edt Setup Return

(LA A AR [5)

70 -
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i) use right mouse-click fo exit edit

mode and
18 Graphics - ASS-APP-COF-100mg/._Chn1
| —mme——— e
Edit Setup Return S

(LA A A A ] (5] )

70

i) tab-return to switch to the
previous menu.
i) activate the peak-report tab

1" Graphics - ASS-APP-COF-100mg; hn1

File Setup Service Integration §3

T

Measurement Method
Hardware Description
Integration Parameters
Comments

70

3.2. shutting down software;
i) terminate all windows:

il RYERVED
A J ]

i) exit main frame by clicking the
(CLOSE) function at the top right
corner.

P ) The current working session will be Finished,
\‘/ Are you sure?

/9



