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Introduction

On-column injections using packed-tip columns realize
optimal chromatographic separation and sensitivity

Chromatography: Duty Cycle Experiments

¢ Eksigent nanoLC-Ultra 2D plus
Channel 1
- Flow rate: 1,000 nL/min.
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LC plumbing thus providing the sharpest peak shape
achievable given the packed column’s specifications
(internal diameter and stationary support). Qualitative

- 35-Minute method:
Valve washing at 98% A, 2%B — 5 min.
Column washing at 10% A, 90% B — 4 min.

@

Diagram of emitter positions evaluated

g 50 m 10 captary

Flow path diagram for gradient elution on column 1. Column 2 is
washed and equilibrated. At the end of the gradient, sample is loaded
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Flow path diagram for gradient elution on column 2. Column 1 is
washed and equilibrated. At the end of the gradient, sample is loaded

Carry over was evaluated by injecting1 pmol/sL BSA onto column] followed by a

blank injection onto column 2.
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nanobore columns enable nanoliter flow rates, the
ability to sample load onto the column is limited by
the backpressure of the column. Trap column injection
is one approach to enable the ability to sample load
at higher flow rates but the resultant peak broadening

- Mobile Phase A: 0.1% formic acid in water
- Mobile Phase B: 0.1% formic acid in acetonitrile
- Gradient: 30 minutes 2% — 50% B

e Column: PicoFrit column (360 pm OD x 75 pm ID
x 15 pm tip) slurry packed to 10 cm with Proteopep
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- Full-scan MS: 300-1500 Da Plot of peplide specific refention fimes for three BSA peplides. The
K plot shows reproducible inter- and intra-column retention times for
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e DPV-550 Digital PicoView® nanospray source

(New Objective, Inc.)

- Custom dual-column hardware with microtee
high-voltage liquid junction

- PV Aquire™ software with automated tip
positioning control

- Digital Divert™ box with contact closure
controlled by LTQ mass spectrometer

and emitter positions evaluated Blank
Incorporate a 4-port valve to optimize system plumbing
The cycle time per column decreased from 60 min. to

35 min. resulting in a 40% improvement in duty cycle Further decrease system carryover using optimized

washing conditions

Minimized system carryover by incorporating a high
organic washing step for the offline channel
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correspond to angiofensin . correlate fo the sequence of
angiotensin 1.

DPV:550 dualcolumn hardware, showing the positioning of
columns relative fo LTQ inlet
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