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Overview

This article outlines the essential steps for verifying the performance of a new Cogent™ HPLC
column and provides best practices for method development using these columns. It explains how to
read and use the QC chromatogram included with each column, how to reproduce factory test
conditions for performance confirmation, what key chromatographic indicators to evaluate, and how
to begin routine use. Troubleshooting guidance is included to help differentiate column issues from
instrument-related problems.

The document also details how method development experiments—especially those involving salts,
pH extremes, or strong additives—can affect long-term column stability. The final recommendation
emphasizes verifying the completed method on a brand-new column to ensure robustness,
reproducibility, and suitability for regulated environments.

New Column Verification and Method Development Best Practices

1. Review the QC Test Chromatogram

Each new Cogent™ HPLC column is shipped with a packing test chromatogram documenting
key performance characteristics, including:

« Peak symmetry

« Plate count

» Test analytes

« Complete test conditions

This chromatogram serves as the primary reference for evaluating column performance. It
should be retained for comparison with your own system results.

2. Reproduce the Factory Test Conditions

To verify column performance, configure your LC system to match the QC test conditions as
closely as possible—mobile phase, flow rate, temperature, and analytes.

Run several injections and compare the resulting chromatograms to the QC reference.

This approach is the fastest, most accurate way to determine whether abnormalities originate
from the column or from the instrument.

3. Evaluate Key Performance Indicators
Compare your chromatographic results to the QC data and assess:

Peak shape



Retention time
Column efficiency (plate count)
Baseline stability

Significant deviations often indicate instrument-related issues such as excess system volume,
improper fittings, worn injector parts, or sample introduction problems.

4. Begin Routine Use
Once the column’s performance matches the QC reference, you may proceed by:

« Flushing with the starting mobile phase of your method
« Allowing sufficient equilibration
« Beginning sample analysis with confidence

5. If Problems Occur
If retention, efficiency, or peak shape begins to degrade:

« Re-run the column using the original QC test conditions to determine if performance
remains consistent with the reference.

If the chromatogram differs from the QC documentation, investigate likely instrument-related
causes:

« Tubing or connection issues
« Injector or detector contamination
« Mobile phase quality problems

If no system-related cause is found, the decline is most likely due to stationary-phase
degradation. This is normal, as HPLC columns are consumables with finite lifetimes. In these
cases, the column should be replaced.

6. Additional Guidance for Method Development
Method development often involves evaluating many variables:

 Buffer composition
lonic strength and salts
« Acidic or basic additives
« Organic modifier levels
« pH conditions

These conditions—particularly high salt content, extreme pH, or aggressive additives—can
cause short-term or long-term effects on the stationary phase. Even if the column appears
stable during development, cumulative exposure may alter retention, selectivity, peak shape, or
reproducibility.

Best Practice for Method Development

After finalizing your method: Always test the final method on a brand-new column.

This ensures:



« Additives and method conditions do not negatively affect a fresh stationary phase
« The method is reproducible across new columns
« No irreversible surface changes occurred during development

This final confirmation step is essential for producing robust, transferable, and QC-ready analytical
methods.
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