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Scaling-up low input spatial proteomics using
Evosep Eno on the timsUltra AIP
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Results

Methods

K562 digest dilutions, single FaDu cells (Head and
Neck squamous cell carcinoma), single Hela cells
(cervical cancer), and laser micro-dissected human
FFPE tonsil tissue of T-cell, B-cell, and squamous
cell epithelium were benchmarked. K562 digest was
loaded on Evotips at 250 pg to 50 ng. FaDu and
Hel.a cells were isolated into single and 10 cell mini-
bulks in proteoCHIPs EVO96 followed by lysis and
digestion using cellenONE X1 Neo. Human FFPE
tonsil tissue (30,000 pm?) was collected into
proteoCHIPs EV0O96 and prepared using cellenONE
X1. Sample acquisition in dia-PASEF mode was
performed on timsUltra AIP at 500, 300, 200, 100, 60
and 30 SPD and Whisper Zoom 120, 80, and 40 SPD.
Data analysis was performed in directDIA using
Spectronaut 21.
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Protein group (A) and precursor (B) identification rates of K562 digest dilution series from 100 ng to 0.25 ng run
at 500 to 60 SPD using an Evosep Eno and a timsUltra AIP processed with Spectronaut 21 in directDIA per
gradient speed and load, no matching from higher loads. Excellent sensitivity was achieved for 250 pg loaded
on Evotips and run at the various standard methods. 1,600 protein groups with 8,700 precursors were identified
at 500 SPD increasing to 3,900 protein groups with 34,000 precursors at 60 SPD. The highest load (100 ng)
identified at 500 SPD ~5,800 protein groups with ~53,000 precursors and ~8,400 proteins groups with 138,000
precursors at 60 SPD.
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A) Protein groups, peptide and precursor identification rates of single FaDu Head and neck squamous cell
carcinoma (HNSCC) cells analyzed A) standard gradients at 500, 300, 200, 100 and 60 SPD and B) in Evosep
Whisper Zoom 120, 80 and 40SPD using the Evosep Eno and a timsUltra AIP with data processing in
Spectronaut 21 in directDIA per gradient speed
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Excellent proteome coverage from
single FaDu cells at Whisper Zoom

120 40 SPD and standard
gradients at 500 — 60 SPD on the
timsUltra AIP.
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