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development of cancer. Senescent cells, that
lose the ability to divide, are also the
underlying mechanism of aging. Therefore,
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understanding molecular factors and biological )
processes of cellular senescence provides | 00E+06
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organismal aging. Herein, we have used dda-
PASEF and prm-PASEF for the quantification of
RAS induced phospho-peptides. Our analysis
is added by the ability of the trapped ion
mobility to give greater separation to phospho
position specific isomers.
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Figure 3 and Table 1: Reproducible and accurate quantification
A) LFQ intensities of ER Ras induced Phosphorylated Peptides

Methods Figure 1: Global proteome analysis :

Human diploid fibroblast strain IMR90 (CCL- N“mt?er (_)f Pr(?t_elns_ and peptl_de and -

186; ATCC, USA) cells were transduced with proteins identified in ER RAS induced cells Conclusions
ER:RAS lentivirus and treated with 100 nM of

(Z)-4-Hydroxytamoxifen (4-OHT) for ER:RAS PRM in Skyline

activation and induction of oncogene induced
senescence (OIS). Control cells were treated
with MeOH. Cells were harvested after 6 days
of 4-OHT activation for nuclear extraction,
trypsinization, and enrichment of
phosphopeptides using Polymer-based Metal-
ion Affinity Capture (PolyMAC) spin tips. Pre
and post enrichment samples were both run on
a nanoElute LC (Bruker Daltonics) using an
Aurora nano column (25 cm x 75 uym ID, C18 -
IonOpticks, Australia) at 400 nl/min with a 70
min gradient 80min run time, and a longer

Control ® High depth of phospho proteome coverage even
with low sample amounts

| ® High reproducibility in identification and label
free quantification

,;il : ® PASEF provides accurate label free
quantification over a high dynamic range and
high depth of proteome coverage

® Phospho enriched IMR90 control cells had 1,789
phospho proteins

® ER Ras induced treated cells had a greater
number of protein groups at 3,035 when
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120min gradient for global samples. LC-TIMS Figure 2: Serine Threonine and o iﬁfdﬁc tirgefs icdies RAS Control compared fo the control treated group
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3,984 Phospho-peptides were quantified
in at least 2 of the 3 replicates Ras had a
13-fold induction and 20-fold for TP53B

Figure 4 PRM Quantitation
Table 2 dda PASEF LFQ
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