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Abstract

Reference chromatograms provide a convenient way
to compare a currently running chromatogram to a
previous purification. Uses include evaluating column
deterioration, comparison of the purification of a new
reaction mixture with an earlier batch, and providing
visibility of progress towards a particular peak eluting
(i.e. How soon before I see the peak I want?).

Results and Discussion

The reference chromatogram is accessed via the
FORMAT GRAPH button under the chromatogram.

FILE | METHOD EDITOR| MS | TOOLS| HELP | IDLE
ETHOD NAME  Scout B ocused o]
f
1 =
A
-5 He
/
o 4 Ham
~
s L | Hea
w5 T
b
s < Hea
o 4 ’ He
0s L " Ha
A
| 1 Ha
7
uol 1 1 | i
1 L ! He

way (-quh 1(z1anm)

Wavelength 2 (254nm)

v A “ EOTS ) (oo ) (e )
{ A1 waterlo 5% TF\‘ [ B1 MeOH/0.5% Ti

QUELE
FiLe | METHOD EDITOR| Ms | TooLs| HELe | OLE
METHOD NAME. Scoul SHFocused ST
m
\\\\\ Il o
A
et e
/
aor | { L T rt ! Hm
o - He
g ES UPPER WIT &
ans 1 | E—t L AUTO { He
RIS START ) 2
oMo @ )(wro B He
o | | set the upper graph They Uz
) 7 do not afect the operaton of he run.
oo - | . L
- Setiing the upper fimit to aut det
4 by the detected values.
oo { | 1 L 1 ! o
Show Threshold Level
o | . 1 IE I 1 o
o0 1o 20 3a REFERENCE T 70 B0 i
ass TTE n
FORMAT e 7
o canceL
w"?ﬁ?lnxlﬁn
FIOWTAT D Wavelengih 1 (214nm)
' Wavelength 2 (254nm)
SOLVERT A “ T SOLVENT B ( T ) ( o ) ( T )
(A1 waterfo 5% TFCY ) (81 Meok/o 5% T
QUEVE

Add reference

This feature can be accessed before or during a run.
Removing the reference chromatogram is done in the
same fashion except the button will change to read
REMOVE REFERENCE.

The reference chromatogram is displayed so that the
time scale matches that of the running chromatogram.
Zooming one chromatogram causes the other one

to scale to the same zoomed area. If the reference
chromatogram had a shorter run time than the
current run, the reference will only fill the portion
of the screen that matches the time period for the
current run.
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Run longer than reference chromatogram —the reference
only fills the time period during which it was run.

If the reference chromatogram is longer than the
method being run, the reference chromatogram is
truncated so that the time in minutes match which
allows easy comparison of the two chromatograms.

Use and Disclosure of Data: Information contained herein is classified as EAR99 under the U.S. Export Administration Regulations.

Export, reexport or diversion contrary to U.S. law is prohibited.



Chromatography Application Note AN112

_ Conclusion
—— —— Reference chromatograms are useful to compare old
- data with a chromatogram as it is running. Uses
j A include knowledge of when a peak should elute when
= . ! running a sample again, determination of column
T I _— wear, comparison of chromatography due to changes
—rrr r 1 [ in the method, and comparisons of samples.

The reference chromatogram does not block the current
run, as would happen if the file were simply opened.
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( D ] of a peak need to be observed.
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A method shorter than the reference truncates the
reference so that the times match.

The alignment in time will always hold so that the
elution time of peaks is easily observed. The reference
chromatogram display ignores any gradients, so it is
possible to observe the changes in chromatography as
the gradient conditions are changed in the running
method using the Scouting Pause feature.
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Comparison of a reference mixture on a column; the
reference chromatogram was run when the column was
first installed. The change in retention time for the com-
pound eluting near 6 minutes and change in peak shape
indicates that this column is due for replacement.
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