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* The LC/MS/MS data was collected with a Thermo LTQ ion trap mass spectrometer.
Approximately 20-40% of you sample was used in this analysis. The remaining amount
is available for further analysis (looking for post-translational modifications, confirming
weak protein identifications, etc.)
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* A Sequest search of the LC/MS/MS data was done using the NCBI non-redundant
protein database (see: ftp://ftp.ncbi.nih.gov/blast/db/FASTA/nr). If we did the in-gel
digestion for your samples, the trypsin enzyme was used (unless otherwise specified).
Please note that if a species subset of this protein database was used in the search, its
species database name will appear at the top right of the protein identification list (see
“database searched”).

» The attached report for each sample is broken into two halves. At top is a list of protein
identifications for that sample, ranked in order of confidence in identification. Note that
for confident protein identification we generally expect at least 4 unique peptides listed
for a given protein. Those protein identifications that have less than 4 unique peptides
listed under them are not necessarily false positives but they would need further
experiments to confirm or disprove the identification (contact us to discuss how to do
this). The second half of the report is the details (protein sequence, coverage, post-
translational modifications, and molecular weight) of the protein identifications, ranked in
the same order as the first half. The dark green horizontal lines below your protein
sequence are the peptides observed. The light green bands are oxidized Methionines
(very common in in-gel digestions and not something to be concerned about).

* If your expected protein was not identified it could be due to several reason including its
sequence may not exist in the protein database we searched. If you can provide us with
a database for the species of your sample in FASTA format we can search your data
against that database and report the results to you again. Also, you can do a protein
BLAST search (http://www.ncbi.nlm.nih.gov/blast/ , use protein blast or blastp) of any
peptide or protein sequence or identifier (such as gi or protein accession number) to find
out if it may have come from another homologous protein. Weak protein identifications
can be validated by targeting (in further mass spectrometry experiments) the peptides
from the protein. Please call to discuss details of this procedure.

* Let us know if the protein identifications are not in agreement with your expectations and
please call or email (tucf-proteomics@tufts.edu) if you have any questions. Lastly, if you
include our results in a publication, feel free to contact us for the experimental text and
please let us know the publication name and journal for our records. Thanks.

Jon P. DeGnore, PhD

Research Assistant Professor
Jon.DeGnore@tufts.edu
Tufts University Core Facility
Tufts Medical School
Dept. of Physiology/ST-808
136 Harrison Ave.
Boston, MA 02111
Phone: 617-636-2407
Fax: 617-636-6737




HOW TO INTERPRET YOUR REPORT

Move the mouse over a
yellow highlighted item for
more information

Note: Any protein identification that has "rubber elongation
factor" in it is protein name can be ignored as it is from the
gloves used during the in-gel digestion procedure
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Highlight
Protein sequence database searched. "nr" is the whole NCBI database (all protein sequences from all species) and the suffix means what species subset was searched, in this case only the rodent protein sequences from this database were searched
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Highlight
The TIC (total ion current) value is the signal (or ion current) for a given peptide. TIC is a unitless number. %TIC is the TIC for the all the confident peptide matches for a protein identification (consensus group) divided by the TIC for the whole LC/MS/MS run. So that means %TIC is roughly proportional to the amount of that protein in the sample (but rarely do we see higher than 30-40% TIC even for pure samples). Usually you can say 5% or higher for %TIC means that that particular protein is a significant component of the sample. Sum TIC is the sum of all TIC values for that protein identification. The protein groups (consensus groups) are actually ranked according to TIC (not shown in the report) and not %TIC. So, you may notice that in your report that the %TIC doesn’t always match the list order (ranking in the protein identification list). The reason why %TIC is shown in the report instead of TIC is because it gives a better estimate of the abundance of particular protein identification relative to the whole LC/MS/MS run (so %TIC does a much better job of answer the usual question “what is the most abundant protein in my gel band?”). Also see http://www.msterms.com/wiki/index.php?title=Total_Ion_Current for more on information.
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keratins are just common background proteins and can be of any species. A "Sum TIC" value of 104 or lower is considered a low level keratin background
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Sticky Note
The peptides sequences from the LC/MS/MS data that matched to this protein. We expect four, unique peptides for a protein identification to be considered confident, see cover page for more information
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Highlight
A list of protein identifications ranked in order of confidence in identification. The species and mass of the protein are in brackets. There may also be matches to the same protein in other species. The gi number is universal identifier you can use to look up protein in protein databases
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Highlight
List of the posttranslational modifications considered in search. M* stands for oxidized methionine and is very common so it is always considered. "STY: 79.96" is for phosphorylation
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Text Box
Note: Any protein identification that has "rubber elongation factor" in it is protein name can be ignored as it is from the gloves used during the in-gel digestion procedure
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Highlight
"ungrouped sequences" have too few peptides to be a considered a confident protein identification, see cover page for more information on how to increase confidence of these weak protein identifications

Jon DeGnore
Highlight

Jon DeGnore
Highlight

Jon DeGnore
Highlight

Jon DeGnore
Highlight

Jon DeGnore
Highlight

Jon DeGnore
Highlight

Jon DeGnore
Highlight

Jon DeGnore
Text Box
Move the mouse over a yellow highlighted item for more information
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Highlight
Sf is a quality of match score, the closer to 1 the better the match to the peptide sequence to the left. Peptides have to exceed a minimum Sf score to qualify as a match to a protein an appear on this report. 
From software developers: "the Sf score for each peptide is calculated by a neural network algorithm that incorporates the Sequest search scores Xcorr, DeltaCn, Sp, RSp, peptide mass, charge state, and the number of matched peptides for the search."
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Highlight
Sum TIC is the sum of all peptide TIC values for that protein identification. 106 is high, 102 low. See %TIC to right for more definition of TIC

Jon DeGnore
Highlight
Number of peptides matched to this protein. We expect four, unique peptides for a protein identification to be considered confident, see cover page for more information




