Estrone Derivatized vs. Underivatized on Force Inert C18
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Peaks tR (min) Precursor Product 1 Product 2 Polarity
1. Estrone (derivatized) 229 362.2 252.2 238.2 +
2. Estrone (underivatized) 440 2111 2531 157.0 +

Force Inert C18 (cat.# 9634212-T)

100mmx2.1mmID

1.8pm

100A

60°C

60:40 Water:methanol, both acidified with 0.1% formic acid
125 ng/dL

124L

Water, 2 mM ammonium formate, 0.1% formic acid
Methanol, 2mM ammonium formate, 0.1% formic acid

Time (min)  Flow (mL/min) %A %B
0.00 0.4

60 40

6.00 0.4 10 90
6.01 0.4 0 100
7.00 0.4 0 100
7.01 0.4 60 40
8.00 0.4 60 40

550 bar

Shimadzu 8045 MS/MS

Electrospray

ESI+/ESI-

Scheduled MRM

Shimadzu Nexera X2
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Two hundred microliters of sample was added to a microcentrifuge
tube. Each sample was spiked with 10 pL of internal standard solution
and vortexed. Two hundred microliters of HPLC grade water was
added to each sample. Samples were briefly vortexed and then
centrifuged at 3200 RPM for one minute to mix.

Using a Resprep VM-96 Vacuum Manifold (cat.# 25858), 400 pL of
each sample was loaded into a 400 mg Resprep SLE 96-Well Plate
(cat.# 28305) with a 2 mL collection plate underneath. Light vacuum
was applied to initiate loading the sample into the sorbent bed. With
the vacuum turned off, the sample was allowed to absorb into the
sorbent for five minutes. The samples were eluted with three 700
pL aliquots of ethyl acetate. Each aliquot was allowed to flow under
gravity for five minutes. After the third aliquot was added, light
vacuum was applied to remove any remaining extraction solvent.

Samples were dried down under a stream of nitrogen. The derivatiza-
tion solution was prepared fresh immediately prior to use by
dissolving 2-fluoro-1-methylpyridinium p-toluenesulfonate (FMP-TS)
in acetonitrile containing 1% triethylamine at a concentration of ap-
proximately 5 mg/mL. Once dried, 50 pL of the derivatization solution
was added to each sample. The plate was covered with a well plate
sealing mat (cat.# 26499), briefly vortexed, and then incubated at

50 °C for 15 minutes. After incubation, the reaction was quenched by
adding 50 pL of methanol to each sample and vortexing.

The samples were dried down under a stream of nitrogen. Samples
were reconstituted with 100 pL of 60:40 water:methanol, both with
0.1% formic acid (v/v). The plate was covered, briefly vortexed, and
centrifuged at 3200 RPM for one minute. The plate was moved to the
LC-MS/MS instrument and then injected for analysis.

The flow was directed to waste before one minute and after six
minutes.
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