Objecuve:

Evaludrteutility of a noveimid pore size(160A)fuset core
columnpackingmaterialfor separationof peptidesand
tryptic digests

Demonstratethe capabllityof thesenew columnsto conduct
rapid separationf syntheticpeptidesanddigests
*Definethe operationalconditionsfor highthroughputuseof
the columnswith broadivavalanieLC/M3nstruments
*Explorethe useof ammoniumformate asan additiveto
formic acidmoblle phasecommonlyusedfor LC MSanalysis
of tryptic digest:.

*Applicationof the new columnpackingmaterialto arapid
proteomicanalyticalworkflow.

INntroduction

Fuse( Core®.7 .m silicaparticleswith 90 A porespreviouslyhavebeenshownto
be highlyefficient for separatinosmallmoleculesn the rangeof up to about2000
molecularwelaht. Severalrecentstudieshavenoted that columnsof suchparticles

Halo® Fused-Core Column Packing Materiais

Porous
—Shﬁ
1.7 pm
0.5 um
Halo Peptide Particles
Silica -----====-cemmeeme- High Purity Type B
Ave. pore diameter------------------- 16 nm
Surface area, nitrogen---------- 80 sg.m/g
Pore volume ----------------omo--- 0.30 mL/g
Particle density --------------------- 1.3 cc/g

2.7 um
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Tryptic Digest Separations Using Halo

Peptide ES -C18

*Efficient columns and fast mass transfer allows very high
flow rates for tryptic digest separations with high resolution.

Column: 2.1 x 100 mm Halo Peptide ES-C18; A: Water/ 0.1% TFA, B: 80% ACN/0.1% TFA.,
Detection: 215 nm, Sample: apotransferrin tryptic digest, Injection of 15 uL (15 pg), Temp: 60 C
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Mobile Phase Modifiers for LC/MS Analyses

*TFA and Formic acids have disadvantages for LC/MS. A mix of

Ammonium Formate/Formic Acid Is an attractive mobile phase.

Column: Halo Peptide ES-C18, 4.6 x 100 mm; Flow rate: 2.0 mL/min; T= 30 C;
A: Water/acid modifier; B: ACN/0.1% TFA or Formic Acid
Gradient: 1.5% to 26% B in 15 min.; Injection: 8 pL (800 ng) of synthetic peptides S1-S5
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High Linear Velocitv LC/MS Analvses of Diaests

Efficient separations allow selection of conditions matching

sample complexity (long or short columns and gradients).
A: 0.1% Formic Acid/10 mM Ammonium Formate in Water;B: ACN/0.1% Formic Acid

Flow Rate 9 uL/min; 0.2 mm ID x 50 mm Halo
Peptide ES-C18, 330 Bar Max Pressure; 2-45% B
In 15 minutes, 3 pmol apoMyoglobin Digest

100 NL: 7.11E5

95 Base Peak F. ITMS + ¢
90 Full ms [300.00-2000.00] 10.32 14.03

385 MS
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Flow Rate 4 uL/min; 0.2 mm ID x 150 mm Halo
Peptide ES-C18, 320 Bar Max Pressure; 2-45% B In

85 minutes, 1.5 ug Mixed Protein Digest
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