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Lipid rafts were prepared according to standard protocols
from Jurkat T cells stimulated via T cell receptor/CD28
cross-linking and from control (unstimulated) cells. Co-
isolating proteins from the control and stimulated cell
preparations were labeled with isotopically normal (dO)
and heavy (d8) versions of the same isotope-coded affinity
tag (ICAT) reagent, respectively. Samples were combined,
proteolyzed, and resultant peptides fractionated via cat-
ion exchange chromatography. Cysteine-containing
(ICAT-labeled) peptides were recovered via the biotin tag
component of the ICAT reagents by avidin-affinity chro-
matography. On-line micro-capillary liquid chromatogra-
phy tandem mass spectrometry was performed on both
avidin-affinity (ICAT-labeled) and flow-through (unlabeled)
fractions. Initial peptide sequence identification was by
searching recorded tandem mass spectrometry spectra
against a human sequence data base using SEQUEST™
software. New statistical data modeling algorithms were
then applied to the SEQUEST™ search results. These
allowed for discrimination between likely “correct” and “in-
correct” peptide assignments, and from these the inferred
proteins that they collectively represented, by calculating
estimated probabilities that each peptide assignment and
subsequent protein identification was a member of the
“correct” population. For convenience, the resultant lists of
peptide sequences assigned and the proteins to which they
corresponded were filtered at an arbitrarily set cut-off of 0.5
(i.e. 50% likely to be “correct”) and above and compiled into
two separate datasets. In total, these data sets contained
7667 individual peptide identifications, which represented
2669 unique peptide sequences, corresponding to 685 pro-
teins and related protein groups. Molecular & Cellular
Proteomics 2:426-427, 2003.
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DATASET DESCRIPTION

Individual lipid raft preparations were made from 2.5 x 102
Jurkat T cells (control or stimulated) as described elsewhere.
Stimulation was via cross-linking of the T cell receptor and
CD28 coreceptor with monoclonal antibodies (clones OKT3
and 9.3, respectively) for 2 min at 37 °C. Isotope-coded affin-
ity tag (ICAT)? labeling of proteins co-isolating with the lipid
rafts was according to standard protocols (1-3)," labeling the
control and stimulated samples with the dO- and d8-ICAT
reagents, respectively. Following sample pooling and tryptic
proteolysis, peptide fractionation was via cation exchange,
followed by avidin affinity chromatography, again according
to standard procedures (1, 3)." This protocol was performed
twice, with different cell preparations, under identical
conditions.

ICAT-labeled peptide fractions pools from the two iterations
of the experiment, as well as the avidin-affinity flow-through
fractions (unlabeled peptides) from one iteration of the exper-
iment, were analyzed by microcapillary-liquid chromatogra-
phy tandem mass spectrometry. This was done in an auto-
mated fashion, according to standard in-house protocols (1,
4), using an LCQ-DECA ion-trap mass spectrometer (Ther-
moFinnigan, San Jose, CA) equipped with an in-house built
micro-spray device. For reasons of convenience and to facil-
itate subsequent comparisons, the tandem mass spectrome-
try data were separated into three, smaller, data subsets: 1)
ICAT-labeled avidin affinity-purified fractions from experiment
1 (ICAT 1); 2) ICAT-labeled avidin affinity-purified fractions
from experiment 2 (ICAT 2); and 3) the unlabeled avidin affinity
flow-through fractions from experiment 1 (Flow-through 1).
These three data subsets represented a combined total of
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2 The abbreviation used is: ICAT, isotope-coded affinity tag.
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101,799 tandem mass spectrometry spectra, which were in
turn searched against a locally maintained human protein
sequence data base using SEQUEST™ software (5). Search
parameters used included provision for both unmodified and
oxidized (+16 Da) methionine, as well as for dO-ICAT (+442.2
Da)- and d8-ICAT (+450.2 Da)-labeled cysteine, at a mass
tolerance = 3 Da with no proteolytic enzyme specified.

SEQUEST™ output files for each of the three separate data
subsets were next separately submitted to PeptideProphet™
(6) for statistical data modeling and the generation of p o,
scores for each peptide assigned by SEQUEST™. The output
files generated by PeptideProphet™ for all three data subsets
were finally combined and submitted to ProteinProphet™ (7),
again for statistical data modeling and the generation of P,
scores for each protein identified. psomp IS the computed
probability, for each peptide sequence assignment made by
data base searching, that it is a member of the population of
“correct” assignments, on a scale of 0 (for “incorrect”) to 1 (for
“correct”) (6). Likewise, P, is the computed probability, for
each potential protein identification inferred from the ob-
served peptide data, that it is a member of the population of
“correct” identifications, again on a scale of 0 (for “incorrect”)
to 1 (for “correct”) (7).

The final data sets of observed peptides and the proteins
they represented were separately filtered for size at an arbitrarily
chosen cut-off of Pyome = 0.5 and Py, = 0.5, respectively (i.e.
peptides and proteins that are 50% likely to be correct and
higher). The final peptide list contained 7,667 separate peptide
assignments, given in supplementary Table |, which repre-
sented 2,669 unique peptide sequences. The final protein list
contained 685 separate protein and related protein group iden-
tifications and is given in supplementary Table Il
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