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SECTION 2: OASIS® REVERSED-PHASE (HLB) OPTIMIZED METHODOLOGY

This optimized protocol further removes interferences, and a cleaner
extract is achieved by simply manipulating the organic 
concentration and/or the pH. 

In reversed-phase SPE, the retention of analytes is influenced by
organic concentration and pH. The analyte retention factor (k’)
decreases with an increase in the organic concentration. When 
the pH is altered, the analytes’ retention depends on the nature of
the compounds. Basic analytes will be more retained at a high pH
value (unionized/neutral form) and less retained at a lower pH (ion-
ized/charged form). Conversely, acidic analytes will be more
retained at a low pH value and less retained at a high pH.

The Oasis® HLB sorbent is a patented hydrophilic/lipophilic balanced polymer, which provides excellent pH stability across the
entire pH range (0 to 14). This broader pH range allows the flexibility of SPE methods development. The Oasis® HLB sorbent also
exhibits three- to five-times higher  retentivity/capacity than C18. This higher capacity facilitates the method development.  

10% 20% 30% 40% 50% 60% 70% 80% 90%0% 10% 20% 30% 40% 50% 60% 70% 80% 90%0%

Prepare analytes in saline

Condition/Equilibrate 20 cartridges/wells
1 mL methanol/1 mL water

Load 1 mL spiked PBS

2% NH4OH in MeOH/water 2% CH3COOH in MeOH/water

WASH ELUTE STUDY: (for Verapamil in Plasma) WASH-ELUTE STUDY RESULTS

OASIS® HLB OPTIMIZED METHOD
The Wash-Elute Study is performed to determine the optimal retention and elution parameters for a given analyte on the Oasis® sorbent
using organic concentration and pH.
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Elute with 1 mL of each solution

EXPERIMENT FOR OASIS® HLB 30 MG 96-WELL PLATE
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CONDITION:
1 mL methanol

EQUILIBRATE:
1 mL water

LOAD:
1 mL spiked sample

WASH 1:
1 mL 5% MeOH in water with

2% acetic acid

Removes neutral

polar and basic

polar interferences

Removes acidic

polar interferences

Removes neutral

non-polar and

basic hydrophobic

interferences

Elute the basic

compounds, retains

highly hydrophobic

interferences

WASH 2:
1 mL 5% MeOH in water with

2% ammonium hydroxide

WASH 3:
1 mL 65% MeOH in water with

2% ammonium hydroxide

ELUTE:
1 mL 65% MeOH in water with

2% acetic acid

EVAPORATE & RECONSTITUTE
40 ˚C/under nitrogen stream
200 µL water/mobile phase

FINALIZED OPTIMIZED OASIS® HLB METHOD
(for verapamil in plasma) 
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BETTER RESULTS WITH A 2-DIMENSIONAL METHOD

Generic Method

Optimized Method (2-wash)
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PEAK IDENTIFICATION

Peak 1: Norverapamil
Peak 2: Verapamil
Peak 3: Methoxyverapamil (I.S.)
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