1duasnue Joyiny vd-HIN 1duasnue Joyiny vd-HIN

1duasnue Joyiny vd-HIN

s NIH Public Access
Y,

Author Manuscript

Published in final edited form as:
J Proteome Res. 2008 September ; 7(9): 3838—-3846. doi:10.1021/pr800154p.

DirecTag: Accurate Sequence Tags from Peptide MS/MS through
Statistical Scoring

David L. Tabb*’T-¢v§, Ze-Qiang Ma§, Daniel B. Martin”, Amy-Joan L. HamTv§, and Matthew C.
ChambersT+*

Mass Spectrometry Research Center, Vanderbilt University Medical Center, Nashville, Tennessee
37232-8575, Department of Biomedical Informatics, Vanderbilt University Medical Center,
Nashville, Tennessee 37232-8340, Department of Biochemistry, Vanderbilt University Medical
Center, Nashville, Tennessee 37232-0146, Institute for Systems Biology, Fred Hutchinson Cancer
Research Center, Seattle, Washington 98103

Abstract

In shotgun proteomics, tandem mass spectra of peptides are typically identified through database
search algorithms such as Sequest. We have developed DirecTag, an open-source algorithm to infer
partial sequence tags directly from observed fragment ions. This algorithm is unique in its
implementation of three separate scoring systems to evaluate each tag on the basis of peak intensity,
m/z fidelity, and complementarity. In data sets from several types of mass spectrometers, DirecTag
reproducibly exceeded the accuracy and speed of InsPecT and GutenTag, two previously published
algorithms for this purpose. The source code and binaries for DirecTag are available from
http://fenchurch.mc.vanderbilt.edu.
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Introduction

Proteomic database search algorithms have evolved considerably since their introduction in
1994. In Sequest, Yates et al. applied a cross correlation scoring algorithm borrowed from
signal processing.t A host of successors has contributed a diverse collection of scoring metrics.
2-8 More recently, though, the field has emphasized the statistics of evaluating match scores
rather than the way in which these scores are produced. In their 2003 article, Fenyo and Beavis
described the utility of expectation values for recognizing outstanding scores.® As journals
have tightened their requirements for publication, the field has developed a consensus on the
importance of false discovery rate estimation.? This new emphasis has made it possible to
evaluate database search algorithms on a level playing field.6:10

Automated inference of sequences from tandem mass spectra has posed a significant challenge.
In 1990, Bartels proposed transforming the tandem mass (MS/MS) spectrum to a “sequence
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graph” in order to simplify reading sequences from MS/MS,11 and his technique has been the
basis for most de novo algorithms to infer full peptide sequences. This approach requires that
the software be trained on data sets from each mass spectrometer type to learn which ions can
be expected. Taylor and Johnson created the LuteFisk software implementing this strategy in
1997.12 In 1999, Dancik et al. introduced “Sherenga,” a tool that ascribed greater importance
to peaks accompanied by the neutral losses that are characteristic of fragment ion series.13
Most recent de novo algorithms have followed the Bartels paradigm in which the software first
constructs an abstraction of the spectrum and then interprets the abstraction.14-16

Sequence tagging comprises a middle path between database search and de novo strategies.
Software infers a partial sequence from a tandem mass spectrum, and then this partial sequence
is evaluated against protein database sequences to interpret the remainder of the spectrum.1’
Mann and Wilm introduced the sequence tagging approach to peptide identification in
1994,18 the same year as Sequest, but strategies to infer tags through software did not appear
until later. Tabb et al. offered GutenTag as a software tool to automate peptide identification
through sequence tagging, using a strategy that scored inferred sequences directly against the
observed spectrum rather than an abstraction derived from it.19 Frank et al. generated tag
sequences with PepNovo, their de novo sequence inference tool, demonstrating this software’s
high accuracy.1® Tanner etal. created InsPecT for sequence tagging, inferring partial sequences
by a technique similar to PepNovo.2? These tools are beginning to mature, but they have yet
to gain significant traction outside of the laboratories that developed them.

In this manuscript, we evaluate DirecTag, new software for sequence tagging. DirecTag seeks
to apply statistical models to the problem of tag inference. It evaluates multiple chemical
properties of each tag, generating p-values from these tests that can be combined to generate
a single score for the tag. Because the properties evaluated by DirecTag are common across
multiple instrument types, the software does not require training for each instrument. We
compare the accuracy and computational efficiency achieved by this tool to that of GutenTag
and InsPecT.

Experimental Section

Data Sources

This evaluation of sequence tagging algorithms employs several publicly available data sets;
URLSs for the corresponding sites are given in the Supporting Information. Thermo RAW files
(San Jose, CA) were converted to mzXML format by the LibMSR conversion tool, available
from http://fenchurch.mc.vanderbilt.edu, with settings that exported only tandem mass spectra,
writing m/z and intensity values with 32-bit precision. Other instrument data were transcoded
as described below. All sequence databases included a set of 77 contaminant proteins such as
proteases, keratins, and immunoglobulin constant chains. All databases contained sequences
in both forward and reversed orientations for identification error rate assessment. Specific
databases are described below. MyriMatch® and Sequest? identified the tandem mass spectra
against these sequences, with mass accuracies as shown in Table 1 (full configurations are
available in Supporting Information). All searches allowed for the possibility of oxidation of
methionine, formation of pyroglutamic acid from N-terminal glutamines, and
carboxamidomethylation of cysteines. Unless otherwise stated, candidate peptides were
required to result from trypsin cleavages on both ends to be matched to peptides. Throughout
this manuscript, database search score thresholds were derived to yield a 2% False Discovery
Rate. Peptides passing these thresholds were treated as legitimate identifications for evaluating
tag accuracy.
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Subscore Evaluation Data Sets

To evaluate the three scoring metrics implemented in DirecTag, we made use of data sets
collected on the Thermo Fisher LTQ, the AB 4700 TOF/TOF, and the Thermo Fisher LTQ
Orbitrap. The LTQ data represented an RPLC analysis of immunoisolated human gastric
vesicles at Vanderbilt University Medical Center.21 Spectra from
“klc_498 KA _062805b_2 HKATPase” were identified against the IPI Human database,
version 3.37.

The TOF/TOF platform was exemplified by the “Aurum” set from the University of Michigan.
22 In this set, an Applied Biosystems 4700 TOF/TOF mass spectrometer analyzed MALDI
spots for 250 trypsin-digested human proteins. The files were downloaded as a series of MGF
files. These were concatenated and converted via LibMSR to a single mzXML file containing
10 097 tandem mass spectra. The IPI Human v3.37 database was employed to identify these
spectra as well.

The third data set featured tandem mass spectra of high resolution and mass accuracy. The
RPLC separation of the second MudPIT fraction for a Rhodopseudomonas palustris lysate at
Oak Ridge National Laboratory was analyzed in the Thermo Fisher LTQ Orbitrap (methods
were similar to those in VerBerkmoes et al.23). For this data set, both MS and MS/MS scans
were collected in the Orbitrap (yielding 4465 MS/MS scans). Spectra were identified against
the R. palustris database available from ORNL. The 7500 resolution used for the MS/MS scans
was the lowest resolution mode available on the instrument in order to maximize the number
of scans.

Algorithm Reproducibility Data Sets

We employed data sets with multiple replicates to test the reproducibility of tag inference. The
NCI Mouse Models of Human Cancers Consortium tested different means of increasing
dynamic range in identifying serum proteins.24 In one test, the group employed a MARS
column to deplete the serum of the 12 most abundant proteins. At Fred Hutchinson Cancer
Research Center, researchers digested these samples and produced 10 replicate RPLC runs on
a Thermo Fisher LTQ linear ion trap (San Jose, CA). The files averaged 19 378 MS/MS scans.
MyriMatch and Sequest identified peptides using the IPI Human v3.37 database. DTAs were
generated for Sequest via “ScanSifter,” a tool under development at Vanderbilt University
Medical Center. OUT files were merged into pepXML via SQTer, available at
http://fenchurch.mc.vanderbilt.edu.

The NCI Clinical Proteomic Technology Assessment for Cancer program has generated a
sample yeast lysate for evaluating instrument reproducibility. This lysate was reduced,
alkylated, and digested at National Institute of Standards and Technology. VVanderbilt produced
eight RPLC analyses of this sample on an LTQ Orbitrap. The runs were grouped in two sets
of triplicates and one pair of runs, where sets of replicates differed in date and minor instrument
configuration details. Files averaged 13 187 MS/MS scans. The numbers of confidently
identified spectra and peptides were consistent from run to run in searches against the
Saccharomyces Genome Database orf_trans_all.fasta file, downloaded in April of 2007.

Multiplatform Algorithm Performance Data Sets

The Institute for Systems Biology employs a mix of 18 standard proteins to test its instruments.
25 The reduced and digested protein mixture was evaluated in replicate RPLC runs on a Thermo
Fisher LTQ, an LTQ FT, an LTQ Orbitrap, an Applied Biosystems QSTAR Pulsar | QqTOF,
and an Applied Biosystems 4800 TOF/TOF. Protein Pilot 2.01 generated peak lists from
QSTAR WIFF files for Mix 2 and wrote them to MGF files. These, in turn, were transcoded
to mzXML files by LibMSR. For the AB 4800, DTA files were downloaded and then converted

J Proteome Res. Author manuscript; available in PMC 2010 January 25.


http://fenchurch.mc.vanderbilt.edu

1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Tabb et al.

Page 4

to mzXML by LibMSR. A semitryptic search of a database containing known proteins for this
mixture plus the sequences for Haemophilus influenzae as decoy sequences was employed to
identify a pool of approximately 40 proteins (including contaminants and impurities) from
these mixtures.

DirecTag Algorithm

The “DirecTag” software was created in C++. Its multithreaded design can exploit multiple
CPUs and multicore CPUs, and its use of the Message Passing Interface library enables it to
distribute operations over a cluster of computers. DirecTag accepts spectra provided in the mz-
Data, mzXML, and MGF file formats via use of the “LibMSR” library. Source code for the
algorithm is available from the Tabb group Web site: http://fenchurch.mc.vanderbilt.edu.

Setup and Preprocessing

To begin preprocessing, DirecTag consolidates isotopic fragment ion clusters in the spectrum.
In brief, the software estimates the proportion of ions at each mass expected to incorporate one
or two 13C atoms, and it reapportions the intensity observed in these isotopic peaks to the
monoisotope.2® DirecTag seeks out complementary pairs of fragment ions and stores a pointer
to the complementary peak for each fragment ion, if present. The software retains a user-
configured number of peaks for each spectrum, filtering out those of low intensity, and it stores
the intensity rank of each retained peak. In this report, spectra were always reduced to their
top 100 peaks. The software next seeks out pairs of peaks that are separated by amino acid
masses. The spectrum can then be evaluated as a graph, with peaks represented by nodes and
amino acid gaps between peaks represented by edges (see Figure 1).

Tag Enumeration

When a set of peaks is joined by consecutive edges in this graph, the set constitutes a tag. In
this manuscript, we focus on tags of three residues (three edges that connect four peaks). Tag
length is dictated by the realities of sequence tag-based identification. Two-residue tags can
be generated more quickly than three-residue tags, but their ability to screen out erroneous
sequences in identification is limited; there are only 324 different two-residue tags if Leu is
indiscernible from lle and Gln is indiscernible from Lys. Longer sequence tags can be generated
at a slower speed, but the percentage of identifiable spectra that yield valid four-residue tags
is lower than the percentage of identifiable spectra that will yield valid three-residue tags (data
not shown). This phenomenon can be explained by the fact that DirecTag relies upon a
consecutive series of fragment ions to infer tags. Tags of three amino acids pose an ideal balance
between tag selectivity and tag generation sensitivity. DirecTag recursively enumerates all
possible tags of four peaks/three gaps from the graph, and each tag is subjected to scoring.
Limiting each spectrum to a particular number of peaks prevents the number of potential tags
from becoming too large.

DirecTag can infer sequences from series of +1 fragment ions or from +2 fragments. It only
seeks +2 tags from spectra that result from the fragmentation of peptide ions charged +3 or
higher. The gaps for any tag must correspond to only +1 amino acid masses or only +2 amino
acid masses, not a mixture of charges.

Intensity Subscore

DirecTag scores tags on the basis of their peak intensities. Tags that contain intense peaks are
more likely to be correct than those that contain average peaks. Rather than work with intensity
directly, the software evaluates peaks by their intensity ranks. For each tag, DirecTag computes
arank sum. For example, if a tag includes the fourth, 10th, 17th, and 50th most intense peaks,
the tag rank sum is 81.
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Like all subscores in DirecTag, this metric is converted to a p-value. During run setup, the
software has computed the probability of every possible rank sum for a spectrum containing
N peaks when T peaks are chosen at random. When a particular rank sum is observed, the
software can look up the probability that a lower or equal rank sum would result. The
distribution of these rank sums is identical to the distribution of the U statistic in the Wilcoxon-
Mann-Whitney test. In essence, the intensity subscore is evaluating whether the four selected
peaks come from the same intensity distribution as the remaining peaks.

The use of intensity rank sums makes more efficient use of intensity information than an
intensity classification system such as was used in MyriMatch.® This application of intensity
rank bears similarity to OMSSA 2.0.27 The intensity scoring in DirecTag reflects Bern’s
observation that the significance of fragment ions may be judged more accurately by their
intensity ranks than by their relative intensities.28

m/z Fidelity Subscore

For a set of four peaks to be evaluated as a putative tag, each peak must be separated from the
next by the mass of an amino acid within some tolerance (typically 0.5 m/z for an ion trap
tandem mass spectrum). If these four peaks are a valid tag sequence, the error in the observed
peak m/z values is likely to be smaller than if these four peaks are not related to each other. In
database search, the positions of peaks can be computed precisely from the full sequence of
the peptide, but in sequence tagging, only the distances between peaks are known exactly.

DirecTag evaluates each of the four peaks in the tag to yield a different estimate of the position
of the lowest m/z peak in the tag (see Figure 2). The m/z observed for the first peak, of course,
can be used for this purpose without manipulation. The algorithm subtracts the m/z of the
appropriate amino acids from the subsequent peak m/z values to compute the other first peak
m/z estimates. The mean of these m/z estimates is the optimal location for the first peak to
minimize m/z position error for the entire tag.

DirecTag computes the summed squared error (SSE) of the first peak m/z estimates for each
tag. When all four peaks represent C-terminal y ions, the SSE value will be very low. If the
four peaks do not bear this relationship to each other, the SSE value will be higher. By use of
a random simulation at startup, DirecTag can evaluate the probability that an equal or lower
SSE value would occur by random chance (see Figure 2). This p-value is the m/z Fidelity
subscore.

Complementarity Subscore

Peaks that match to complementary ions within the spectrum are more trustworthy than other
peaks. DirecTag assesses the number and concordance of complementary ions for each tag. If
a spectrum contains 100 peaks, 20 of which match to complementary ions, the probability that
three of four peaks chosen at random would match to complements is 2.3%, a value which can
be computed through application of the hypergeometric distribution. The probability for
matching 0, 1, 2, 3, or 4 peaks is the first element of the complementary score.

Because multiple tags may have the same number of complementary ions, DirecTag employs
a secondary metric to differentiate tags from each other. The sum of a fragment ion mass and
its complement ion mass estimates the mass of the peptide. The software sums each fragment/
complement m/z pair for the tag and computes the SSE of these sums. A low SSE indicates
that the m/z values for complementary pairs are in accord with each other.

In the complementarity subscore, tags for each spectrum are sorted first by the number of
complements that they contain and then by the concordance of their m/z sums. For example, a
tag with two complementary ions receives a p-value that sums over these elements:
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» the probability of a tag matching four complementary ions by random chance
» the probability of a tag matching three complementary ions by random chance

» the probability that a tag with two complementary ions would yield an equal or lower
SSE by random chance

Tag Score Reporting

TagValidate

Tags are evaluated on three different axes: intensity, m/z fidelity, and complementarity. Each
of these subscores results in a p-value. The p-value represents the probability that a better score
would have resulted for a random collection of four peaks. DirecTag employs Fisher’s Method
for combining these p-values.2? In brief, the method rolls multiple p-values together to generate
a test statistic that follows a chi-square distribution. The joint p-value is the probability that an
equal or lower test statistic would be observed in this distribution. In spectra where no
complementary peak pairs are found, the complementarity subscore is excluded from the
overall score computation.

The joint p-values for all tags from a spectrum are computed, and the tags are ranked by these
p-values. Some spectra produce large numbers of tags and others yield only a few. As a result,
the best result from a spectrum producing 10 000 tags is likely to have a lower joint p-value
by random chance than the best tag from a spectrum producing only ten tags. For reporting,
DirecTag multiplies the p-value for tags by the number of tags generated for each spectrum.
This yields the “expectation value” metric, an approach that has been demonstrated to be useful
in the context of database search.’

DirecTag stores the sequences it infers into a tab-delimited file. As HUPO PSI standardization
efforts continue to progress, DirecTag will implement a standardized XML-based reporting
format. DirecTag does not record all tags, just those that rank highly by score. The number of
tags retained by the software is configurable by the user.

To compare DirecTag to other algorithms, the output of those algorithms must be in comparable
format. We modified the source code of InsPecT 20070613 to enable it to output the same
format. The output format of GutenTag v1.02 was similar enough that our evaluation tools
could read either type of file. Initial efforts to include PepNovo in this comparison were
forestalled when we found that the current release performed less accurately and consistently
than earlier versions. As a result, this comparison was limited to GutenTag and InsPecT, the
two primary peer-reviewed algorithms designed explicitly for tag inference.

TagValidate is software written in the C++ language to evaluate the inferences supplied in a
tag file. It can limit tags to those that are at a lower rank than a specified value, or it can apply
score thresholds to the tags. The software is designed to read raw spectral identifications in
SQT or pepXML format, selecting those that achieve a user-specified false discovery rate (2%,
in this case) in a way similar to DBValidate.® Using this information, TagValidate can discern
which tags are valid (matching both the sequence of the confident identification and the masses
that would flank the sequence). Its outputs were then evaluated in R scripts to produce the
figures shown here.

Results and Discussion

We evaluated DirecTag through three sets of tests. In the first test, we compared the subscores
of DirecTag to determine their relative effectiveness for generating correct tag sequences in
data sets of different mass accuracies. The second examination pitted DirecTag against InsPecT
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and GutenTag in evaluating replicate data from Thermo LTQ and OrbiTrap instruments. The
final test examined the performance of DirecTag in replicate defined mixture data from various
instrument platforms. These tests establish DirecTag as a high-throughput algorithm suitable
for implementation in a variety of instrumental workflows.

Subscore Evaluation

If the subscores differ considerably in their discriminatory power, assigning an equal weight
to each in Fisher’s Method may reduce the discrimination of DirecTag overall. We configured
DirecTag seven different ways for three data sets containing low, medium, and high mass-
accuracy tandem mass spectra. DirecTag was configured to appropriate tolerances for each
instrument platform (see Table 1). The first three runs tested each subscore independently. The
next three runs tested pairs of subscores, and the final run employed all three subscores. In
each case, DirecTag retained the best 50 tags for each spectrum.

The peptide identifications from a MyriMatch® database search for these three files were used
to evaluate the inferred sequence tags. The included identifications had an estimated false
discovery rate of 2%; the error rate for these peptides is estimated to be one error in 50
identifications. To be marked “valid,” sequence tags were required to match both the peptide
sequences and flanking masses. The N-terminal flanking mass was based on the precursor mass
minus the highest y ion mass and so was permitted to differ from the database sequence by up
to 2.5 Da. The C-terminal mass was based solely on the lowest y ion mass and was permitted
to differ by up to 1.0 Da. In each case, the proportion of identified spectra for which the
algorithm inferred at least one valid tag was used as the metric of success (see Figure 3). If an
algorithm generated valid tags for a larger number of spectra, the curve was positioned higher
on the graph. Better algorithms sort valid tags to lower ranks, yielding a faster rise to maximum
curve height.

In two of the data sets, the intensity subscore was dominant. The gastric vesicle (LTQ) and
Aurum (TOF/TOF) data both demonstrated that computing intensity rank sums for tags was a
very effective way to score them. In the LTQ sample, the subscores for m/z fidelity and
complementarity contributed to scoring when all three subscores were combined, but the
overall scoring discrimination did not improve for the TOF/TOF files when m/z fidelity and
complementarity were taken into account. The high-resolution tandem mass spectra from the
LTQ Orbitrap showed a different balance among the three subscores; each contributes nearly
equally to DirecTag performance. When the subscores were considered in pairs instead (data
not shown), the combination of intensity and m/z fidelity subscores was generally the best
combination. By relying on multiple metrics for each tag, DirecTag is able to achieve high
performance on diverse data sets.

Having examined tagging performance for identified spectra, we broadened the analysis to
evaluate scores for all spectra, whether identified or not (see Figure 4). TagValidate reported
the best tag score for each spectrum. The density plots in this figure show the resulting
distributions for each data set. Spectra that were identified by MyriMatch were associated with
lower expectation values. In the case of LTQ data for gastric vesicles, the many unidentified
spectra shifted the distribution of scores to higher expectation values. We plan to explore the
use of DirecTag for quality assessment of spectra in a subsequent paper.

In this analysis DirecTag inferred valid tags for more than 80% of the identified peptides. The
use of all three subscores was at least equivalent to the use of one or two; for all remaining
experiments, all three subscores were used together. The next test compared DirecTag to other
tools for inferring partial sequences from spectra.
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Comparison of Sequence Tagging Algorithms

We evaluated three tag inference algorithms to place DirecTag in context. GutenTag is Java
software from the Yates Laboratory19 that employs an ad-hoc scorer to separate valid tags
from random ones. InsPecTZC is a tool from the Pevzner Laboratory (written in C and C++)
that builds a Prefix Residue Mass (PRM) graph as a first step. DirecTag is like GutenTag in
its direct approach to scoring tags against spectral m/z and intensity values, but its scoring
system is considerably different, and it is implemented in C++ rather than Java. InsPecT was
run in “Tags-Only” mode to forestall database search, but GutenTag always conducts this
process. To reduce the performance penalty of this lookup process, the algorithm was provided
a FASTA database containing a single sequence for this step.

The replicate data sets enabled measurement of performance variability. The “Serum” data set
included 10 replicate RPLC separations of depleted human serum from a Thermo LTQ linear
ion trap. The “Yeast” data set included eight replicate RPLC separations of Saccharomyces
cerevisiae lysate on a Thermo Orbitrap. We used these replicates to compare the time required
for each algorithm to run on a single processor and the number of identified spectra for which
a valid tag was produced.

The algorithms differed considerably in their run-times on a Dell Optiplex 745 with an Intel
Core 2 Duo 6400 processor and 1 GB of RAM. The average time required to process a raw
file from the serum and yeast samples with GutenTag was 3324 and 712 s, respectively. This
algorithm, the only one to require DTA files, was the slowest in the test. In single processor
operation, DirecTag and InsPecT were comparable, requiring 487 or 631 s for each serum file,
respectively. The yeast samples took longer per file on DirecTag (570 s) but less time per file
on InsPecT (471 s). When DirecTag was allowed to use both cores of the processor in
multithreaded operation, its times on both files diminished (312 s for each serum file and 299
for each yeast file). Tag inference can be conducted rapidly enough that data analysis can
proceed more quickly than data acquisition.

Sequence tag inference differs from database search in that multiple tags are typically retained
for each spectrum. If at least one of them corresponds to the correct sequence, reconciling the
tag list to a sequence database can identify the spectrum. Judging the correct number of tags
to retain, however, is dependent on the accuracy of the tag inference engine. We evaluated the
proportion of identified spectra for which at least one valid tag had been generated as the
number of tags retained for each spectrum scaled from 1 to 50. Because both data sets featured
multiple replicates, we present the interquartile range of this proportion; a broad range of
performance indicates variation in the accuracy produced by an algorithm, while a narrow
range is associated with consistent accuracy among multiple replicates.

The serum data set from the Thermo LTQ separates the algorithms into two classes (see Figure
5, left column). To ensure that the algorithm generating peptide identifications was not an
important factor, the tagging algorithms were compared to identifications from both
MyriMatch (top row) and Sequest (bottom row). GutenTag falls behind the other algorithms
in accuracy and is more variable, in part because it is limited to only spectra from doubly
charged precursors. InsPecT and DirecTag are more directly comparable to each other; each
is applicable to peptides of multiple charge states. InsPecT derives tags from a PRM
abstraction; however, DirecTag works directly from the peaks observed in the spectrum to
generate potential tags. InsPecT employs a training-dependent log-odds ratio scoring technique
for its tags, while DirecTag generates p-values under a random model that requires no training.
If these two algorithms are permitted to retain only one tag per spectrum, their accuracy is very
similar, but as more tags are retained for each spectrum, DirecTag consistently generates valid
tags for a larger proportion of identifiable spectra than does InsPecT.

J Proteome Res. Author manuscript; available in PMC 2010 January 25.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Tabb et al.

Page 9

The yeast data set (see Figure 5, right column) differed from the serum by having highly mass-
accurate precursors measured in the Orbitrap. For DirecTag, this may have translated to more
accurately assessing complementary pairs of fragment ions. The problems of inferring
sequences, however, were unchanged since the fragment ion m/z values were only as accurate
as the LTQ mass analyzer could achieve. This data set yielded the same ranking of the three
algorithms, though the separation between DirecTag and InsPecT was increased.

To explore the relative performance of these two algorithms further, we constructed a Venn
diagram comparing the identified spectra for which DirecTag and InsPecT produced valid tags
(see Figure 6). Only tags ranked in the top 20 positions for each spectrum were considered.
The diagrams look very similar for serum and yeast data sets, but the overlap in performance
for doubly charged precursors was greater than that for triply charged precursors. The
disparities on triply charged precursors probably reflect algorithmic differences. For DirecTag,
all peaks for a particular tag must be singly charged, or all must be doubly charged. InsPecT
can mix evidence from both singly charged and doubly charged fragment ions in a single tag.

DirecTag Performance across Instrument Platforms

We compared DirecTag to InsPecT across data from five different instrument platforms at the
Institute for Systems Biology. These instruments ranged from unit mass accuracy (such as the
LTQ) to the higher accuracy of TOF analyzers to the ppm mass accuracy of the Orbitrap and
FTMS. Each data set featured 10 replicates, making it possible to gauge the reproducibility of
tag inference as in the complex serum and yeast data sets.

The diversity of these sets put some constraints on the comparison. Because GutenTag is
designed solely for doubly charged peptides analyzed in ion traps, we excluded it from this
comparison. InsPecT did not feature a mode for processing tandem mass spectra collected in
the Orbitrap cell or MS/MS from TOF/TOF analyzers, and so these data were processed in the
software’s “QTOF” mode. The configuration used for each data set is shown in Table 1.

DirecTag consistently displayed better accuracy for all instruments than did InsPecT (see
Figure 7). The significant difference in the Orbitrap MS/MS spectra is probably attributable to
InsPecT’s lack of a profile for this data type; while DirecTag could be configured to expect
fragment ions to be separated by gaps that were within 0.1 m/z of amino acid masses, InsPecT
did not offer a configuration that would require such stringent mass accuracy.

Working with data from such diverse instruments also provided lessons in data conversion.
The data from the Applied Biosystems QSTAR Pulsar I, for example, yielded fewer
identifications when mzWiff was used to generate mzXML files than when Protein Pilot 2.01
was employed to generate MGF files instead.

Conclusion

The scorers in DirecTag propelled it to performance beyond that of InsPecT. In the past, de
novo sequence inference has largely been advanced through machine learning approaches. It
is clear, though, that statistical scorers may be adapted from database search identification
algorithms to good effect. DirecTag’s emphasis on scoring tag sequences directly against
observed fragment ions resulted in a scoring algorithm of high discrimination.

Building this sequence inference engine is the first step of several. In future work, we intend
to put DirecTag to work in identifying peptides that may be missed through database search.
Sequence tagging is well-positioned to assist in quality assessment of tandem mass spectra,
identifying mutated peptides, and mapping post-translational modifications to peptides. These
efforts will build upon the tag inference strategy described here.
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440.0

Figure 1.

A spectrum may be viewed as a graph for tag inference. This graph represents the MS/MS
observed for the peptide DAGTIAGLNVLR. Each major peak in the spectrum is shown as a
node, with the most intense peaks given the darkest shading. When peaks are separated by the
mass of an amino acid, they are joined by an edge labeled with the amino acid symbol.
Complemented peaks are denoted by triangles. The 3-letter sequence tags for this spectrum are
sequences of four connected nodes. DirecTag was configured to retain the top 100 peaks for
each spectrum, yielding graphs with far more possible tags than shown here. The true sequence
of this peptide can be reconstructed from a path of ions stretching from 288.3 to 855.6 m/z
(indicated by outlined triangles). It is reversed with respect to m/z order because the fragments
are y ions.
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Random Tag

observed peak m/z values:
446.29 615.78
502.92 730.96

Gly | Leu | Asp
57.02 §113.084115.03

first peak m/z estimates:

446.29

44590 = 502.92 - 57.02

44568 = 615.78 - 57.02 - 113.08

44583 =730.96 - 57.02 - 113.08 - 115.03
44592 = average of estimates

squared error from mean estimate:
0.1369 = (446.29 - 445.92)*2

0.0004 = (445.90 - 445.92)"2

0.0576 = (445.68 - 445.92)*2

0.0081 = (445.83 - 445.92)*2

0.2030 = summed squared error

Figure 2.
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Valid Tag

observed peak m/z values:
660.3

561.42 789.35

876.35

Val Glu | Ser
99.07 §129.041 87.03

first peak m/z estimates:

561.42

561.23 = 660.3 - 99.07

561.24 = 789.35 - 99.07 - 129.04

561.21 = 876.35 - 99.07 - 129.04 - 87.03
561.28 = average of estimates

squared error from mean estimate:
0.0196 = (561.42 - 561.28)"2

0.0025 = (561.23 - 561.28)"2

0.0016 = (561.24 - 561.28)"2

0.0049 = (561.21 - 561.28)"2

0.0286 = summed squared error

m/z fidelity for a tag can be characterized through SSE. DirecTag evaluates the consistency of
fragment ion m/z values for each tag. The gap defined by each pair of fragment ions in a valid
tag will be close to an amino acid mass. In a random collection of peaks, though, the gap masses
will have random differences from amino acid masses. This computation yields a summed
squared error (SSE) to reflect the fidelity of the peak m/z spacings.
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Valid tag spectral proportion
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Figure 3.
Three subscores contribute to DirecTag scoring accuracy. Tests on data sets of three different

mass accuracies revealed different discrimination in DirecTag’s three subscores. The spectra
used in these tests had been successfully identified by database search. The curves reflect the
fraction of these spectra for which a valid tag was generated by DirecTag. When more tags
were retained for each spectrum, DirecTag succeeded on a larger proportion of spectra. The
best discrimination, however, pushes valid tags to the best ranks, making it possible to retain
fewer tags per spectrum. Combining the three subscores performed better than any single
subscore in almost all cases. The mass accuracy of precursor and fragment ions is shown after
the sample name for each panel.
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Figure 4.

The best tag scores for identifiable spectra are better than those of other spectra. These three
density plots examine the best tag scores observed for each spectrum. Each score is expressed
as an expectation value, so the distributions evaluate the natural logarithms of the scores.
“ldentified spectra” are those for which the MyriMatch score exceeded the highest-scoring
reversed peptide in the set. The differences between these distributions suggest that tag scores
may be used to quality filter spectra prior to identification.
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Figure 5.

Tagging accuracy for DirecTag, InsPecT, and GutenTag. Replicate RPLC separations of serum
and yeast were analyzed on a Thermo LTQ or LTQ Orbitrap, respectively. In “high/low,” the
first word describes the precursor mass accuracy and the second word describes the fragment
ion mass accuracy. Identifications were generated from these sets by MyriMatch and Sequest,
and the spectra were processed through three sequence tag generation tools. These graphs show
the fraction of confidently identified spectra that produce valid tags from each of the three
tools. An ideal sequence tagger is one that can produce valid tags for a large proportion of
identifiable spectra (i.e., have the highest curve) and then rank those valid tags at the top of the
list (i.e., produce a curve that rises more quickly). The two traces for each algorithm describe
the interquartile performance across the replicates; the higher shows the 75%ile performance,
and the lower shows the 25%ile performance.
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Doubly-charged Triply-charged
precursors precursors
DirecTag InsPecT DirecTag InsPecT

Serum

DirecTag InsPecT DirecTag InsPecT

Yeast

Figure 6.

Overlapping performance for DirecTag and InsPecT. These Venn diagrams describe the
overlap in spectra with valid tags. The precursor ion charge was a better predictor of overlap
than the instrument that produced the spectra. These two algorithms were more similar in
spectra from doubly charged precursors than in spectra from triply charged precursors.

J Proteome Res. Author manuscript; available in PMC 2010 January 25.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Tabb et al.

LTQ: low/low
c
o
g
o
Q
)
Q
=
B©
o
aQ
@
o
8
5]
©
>
|
= T T T T T
0 10 20 30 40 50
Tags retained per spectrum
LTQ-FT: high/low
c
o
g
o
Q
2
=5
E
B
o
Q
@
o
8
o o J
.(=\! o
>
o 4
20 T T T T T
0 10 20 30 40 50
Tags retained per spectrum
Figure 7.

Valid tag spectral proportion

Valid tag spectral proportion
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OrbiTrap: high/high

T T T T T
10 20 30 40 50

Tags retained per spectrum

—— DirecTag
- -~ InsPecT

DirecTag and InsPecT compared on multiple instruments. These curves compare tagging
performance for a defined mixture on a variety of instruments. In each case, the distance
between the two curves for each instrument reflects the interquartile consistency of tag
inference. Mass accuracy for each instrument is summarized as high, medium, or low, with
precursor mass accuracy described first and fragment ion mass accuracy described second. In
each case, the tag inference accuracy achieved by DirecTag was superior to that observed for

InsPecT.
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