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Buffer Concentration can Affect ANP Retention of Acids in HPLC
Analyses - Tips and Suggestions
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How Buffer Concentration Affects ANP Retention of Acidic Compounds

When developing Aqueous Normal Phase (ANP) methods—especially on silica hydride—based
Cogent TYPE-C™ columns—the concentration of ammonium acetate or ammonium formate in the
mobile phase can significantly influence the retention behavior of acidic analytes.

This effect is tied not only to solution-phase chemistry but also to interactions occurring directly on the
silica hydride surface, a unique characteristic of ANP separations.

Why Buffer Concentration Matters in ANP

1. Surface Adsorption of Buffer lons Alters Retention

Acetate and formate ions—because of their slight hydrophobicity—may adsorb to the silica hydride
surface, creating a microenvironment that influences analyte behavior. These adsorbed ions can:

« Electrostatically interact with ammonium species in solution
« Form charged microdomains on the surface
« Impact how acidic analytes interact with the stationary phase

For acidic analytes specifically, electrostatic repulsion from surface-bound acetate or formate ions can
reduce retention, making the separation highly sensitive to buffer concentration. This model is still
under investigation but has repeatedly been observed and predicted in ANP method development.

2. High Buffer Concentration Can Suppress Retention & MS Sensitivity

While some buffer is necessary to maintain pH stability, using concentrations that are too high creates
multiple issues:

« Lower retention for acidic compounds due to increased surface repulsion
« Reduced MS signal intensity as ionic strength rises
« Accelerated LC-MS source contamination, requiring more frequent cleaning

This is especially problematic in LC-MS workflows, where volatile, low-concentration buffers are
preferred.

3. Optimal Buffer Concentration Is a Balance

You need enough buffer for:

« pH control



« Stable ionization
« Reproducible retention

But the concentration must also be low enough to:

« Minimize ion-source fouling

« Preserve MS sensitivity

« Avoid reducing retention of acidic analytes

« Prevent surface oversaturation with acetate/formate

For most ANP applications on TYPE-C silica hydride, lower buffer concentrations provide the best
performance balance.

4. Practical Guidance for Method Developers

« Start with low buffer concentrations when working in LC-MS mode.
« Increase buffer only if:

» Peak shape deteriorates

« Analyte ionization is unstable

« Reproducibility across runs suffers

. If acidic analytes are eluting too early, consider reducing buffer concentration to minimize
electrostatic repulsion on the stationary phase.

« Always monitor MS sensitivity when adjusting salt levels—even small increases can have
noticeable effects.

5. Why This Behavior Is Unique to ANP with Silica Hydride
Silica hydride surfaces create a distinct combination of:

« Low water adsorption
« Mixed hydrophobic and charged sites
« Strong interactions with polar analytes

This results in retention mechanisms not seen in reversed-phase or HILIC, making buffer-surface
interactions particularly important for acidic species. The behavior described is consistent,
predictable, and extremely useful for optimizing challenging acid separations.
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