
















have adopted the following five additional metrics to assess
the quality of our sets and other sets of proposed PPIs.

Percentage of Same Operon PPIs—This measures the frac-
tion of protein pairs whose members are encoded in the same
operon.

Fold Enrichment in the Same TIGR Role—This measures
the fraction of protein pairs, both of whose members share
the same TIGR role annotation, were divided by the fraction
of the same TIGR role pairs that are found in gene pairs
chosen at random from the genome.

Percentage of PPIs in AP-MS—This measures the fraction
of protein pairs that are found in at least one AP-MS interac-
tome other than the dataset being assessed.

Percentage of PPIs in Y2H—This measures the fraction of
PPIs in a given set that are found in at least one Y2H inter-
actome other than the dataset being assessed.

Reciprocal Confirmation Percent—This measures the pro-
tein pairs for which interaction was reciprocally confirmed
within the same AP-MS or Y2H study as both bait-prey and
prey-bait pairs, as a percent of pairs in the interactome for
which both members were tested as baits.

To provide a benchmark for the properties of well charac-
terized bacterial complexes, we identified three “benchmark”
PPI datasets. One comprises the complexes in the EcoCyc
database, a manually curated dataset based on low through-
put experiments from the literature (supplemental Dataset S6)
(53). The other two are for the �3% of protein pairs that have
been confirmed as reciprocal PPIs in either bacterial Y2H or
AP-MS interactomes (Fig. 4 and supplemental Table S3).
Encouragingly, our high confidence PPIs score within the
same range as the benchmark datasets for our first four
metrics, never having a lower value (Fig. 4), although the fifth
metric is not applicable to the benchmark sets.

The accuracy of our high confidence PPIs is further sup-
ported by the fact that they include many previously charac-
terized interactions or are consistent with other data (see

supplemental text and supplemental Figs. S11–S13 for further
discussion). For example, interactions previously identified in
low throughput studies of D. vulgaris or other bacteria are
observed among components of dissimilatory sulfite reduc-
tase, quinone-interacting membrane-bound oxidoreductase,
flavin oxidoreductase, and RNA polymerase. Novel high con-
fidence PPIs supported by other data include associations
between an uncharacterized protein, DsrD and DsrAB;
FlxABCD and heterodisulfide reductase A; two proteins of
unknown function and RNA polymerase; and an uncharacter-
ized protein, a carbon storage regulator, and flagellin proteins.
In addition, of the 11 high confidence PPIs that include a
protein encoded on the native 200-kb D. vulgaris plasmid
pDV1, only one includes a protein encoded on the much
larger bacterial chromosome, a result consistent with a low
FDR.

Lower Confidence Sets of Protein Pairs

We next explored whether it is possible to detect additional
PPIs by using alternative criteria to interrogate the raw mass
spectrometry data. Four sets of “low confidence” protein
pairs were identified (Fig. 4 and “Experimental Procedures”).
The first three were captured as matrix models at �20% FDR
and included many PPIs from our high confidence set, but
here we only consider those unique pairs that were found in
addition to the high confidence PPIs. The four sets are (i)
“single hit” prey proteins that are detected by only one pep-
tide; (ii) ribosomal and chaperonin proteins, but limited only to
“ribo-other” protein pairs between a ribosomal or a chaper-
onin protein and another protein; (iii) “no threshold” pairs that
were excluded by the thresholds placed on the features NSAF
and dice; and (iv) the 677 “high FDR” protein pairs excluded
from our high confidence set at local FDRs between 20 and
61%.

Compared with our high confidence PPIs and the three
benchmark datasets, the low confidence sets are each less

FIG. 2. Evaluation of PPI inference for two AP-MS representation models. A, schematic representation of two possible models, spoke
and matrix, used to annotate PPIs from AP-MS experiments. B, precision/recall curve as measured from the cross-validation procedure. True
positives (TP) (correctly inferred gold standard positive interactions), false positives (incorrectly inferred as interacting gold standard negative
interactions), and FN (not inferred as interacting gold standard positive interactions). C, precision as the function of the number of PPIs inferred
by the logistic regression classifier.
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enriched in protein pairs that are encoded in the same operon,
reciprocally confirmed, or found in Y2H interactomes or, with
one exception, in AP-MS interactomes (Fig. 4). The single hit
and ribo-other sets are likely to be largely false positives as
they also show no enrichment for pairs with similar functions
(Fig. 4). This is not unexpected as single peptide hits are
present at lower abundance in purified material and thus are
more likely to be incompletely removed contaminants, and

ribosomal proteins are highly expressed in cells (supplemental
Fig. S3) and thus also likely to be difficult to completely
remove during purification. The “no threshold” and “high
FDR” sets, in contrast, may contain many functional but lower
affinity interactions. The no threshold pairs are almost as
strongly enriched in the same TIGR role protein pairs as our
high confidence set (Fig. 4). Given that this strong enrichment
is unlikely to occur by chance (p value � 0.05 after correction

Hypothetical proteins, unknown or unclassified function

DNA metabolism
Transcription
Biosynthesis of cofactors, prosthetic groups, and carriers
Regulatory functions
Cellular processes
Cell envelope
Energy metabolism

Protein fate
Signal transduction
Protein synthesis
Purines, pyrimidines, nucleosides, and nucleotides
Central intermediary metabolism

Amino acid biosynthesis
Transport and binding proteins

Fatty acid and phospholipid metabolism

FIG. 3. D. vulgaris protein interaction network. All 459 interactions present in the high confidence interaction network are shown. Spoke
model (bait-to-prey) interactions are indicated with solid arrows, and matrix model (prey-prey) interactions are shown with dashed lines.
Gold-positive interactions inferred from 10-fold cross-validation are shown in purple color. All proteins are colored according to their assigned
TIGR role as indicated. Gray areas enclose complexes discussed in the supplemental text associated with sulfate reduction and energy
conservation (a1–a3), cofactor biosynthesis (b1–b3), RNA synthesis and degradation (c1–c3), motility (d1–d3), megaplasmid encoded complexes
(e1–e5), and novel and uncharacterized complexes (f1–f2).
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for multiple testing), it is reasonable that most no threshold
pairs are functional. The lower reproducibility with which
these PPIs are observed either in other interactomes or as
reciprocal PPIs could be because low affinity interactions are
harder to observe. Similarly for the high FDR set, pairs be-
tween 500 and 1000 on the regression score rank list remain
enriched in same TIGR role pairs, but they show little enrich-
ment in the same operon pairs, pairs found in other interac-
tomes, or reciprocally confirmed pairs (Fig. 5), suggesting
again that there is a class of functional associations among
proteins that differ from those that predominate our high
confidence set.

Estimating a False Negative Rate

Although we cannot identify additional PPIs with properties
similar to those in our high confidence set, it is possible to
estimate the percent of such PPIs that we have failed to
detect by calculating the false negative rate using gold stand-
ard positive PPIs (see “Experimental Procedures”). From the
estimated false negative rate of 69%, the number of PPIs that
should have been detected in our screen of 957 tagged baits
is �1196 versus the 459 we report. Extrapolating to a screen
in which all genes are tagged, we estimate that one might
detect �3000 PPIs with characteristics similar to both our
high confidence set of PPIs and the EcoCyc PPIs (see “Ex-
perimental Procedures”; supplemental Fig. S14).

Comparison with Other Bacterial AP-MS Interactomes

We next compared our high confidence interactome for D.
vulgaris with the three previously published bacterial AP-MS
networks, two for E. coli (17, 18) and one for M. pneumoniae
(16) (see “Experimental Procedures”). Our interactome is dra-
matically less connected than these other networks (Fig. 6
and supplemental Table S4). For example, the number of

protein pairs per bait and the size of linked complexes are
both �8-fold lower in our interactome compared with the
other three (supplemental Table S4). In addition, the protein
pairs in our interactome have very different qualities com-
pared with the other AP-MS networks (Fig. 7). For example,
using a common gold standard, the FDR of our interac-
tomes is 29% versus 66–91% for the other networks. In
addition, same operon protein pairs, same TIGR role pairs,
reciprocal PPIs, and pairs found in other bacterial interac-

% same 

operon

Fold same

TIGR role

% in 

Y2H 

% in other

AP-MS

EcoCyc  (1,549) 54.0% NA 10.0 11.0% 14.0%

AP-MS reciprocals  (389) 29.0% NA 6.4 22.0% 24.0%

Y2H reciprocals  (224) 18.0% NA 6.5 57.0% 44.0%

21.0% 34.0% 6.5 16.0% 24.0%

Single peptide hit  (328) 2.7% 3.8% 2.0 4.9% 4.3%

Ribo-other  (109) 0.0% 0.0% 0.7 0.0% 15.0%

No thresholds  (127) 2.4% 8.4% 5.4 7.0% 3.9%

High FDR  (677) 2.2% 2.3% 2.5 2.6% 9.5%

Benchmark

Datasets

D. vulgaris
Datasets

Reciprocal

confrm. %

High Confidence  (459)

FIG. 4. PPI quality metrics for benchmark datasets and high and low confidence D. vulgaris protein pair sets. The top three rows show
metrics for benchmark bacterial datasets: the EcoCyc complexes (53) and protein pairs that have been reciprocally confirmed in either four
AP-MS studies, including ours, or in six Y2H studies (supplemental Table S3). The remaining rows show metrics for our high confidence set
and the four low confidence sets of protein pairs described in the text. The numbers of protein pairs in each set are given in parentheses. The
columns shows from left to right are as follows: percent of pairs whose members are encoded in the same operon; reciprocal PPI confirmation
percent; fold enrichment of pairs for which both members have the same TIGR role over that expected among randomly chosen pairs; percent
overlap with a combined set of interologs from the six bacterial Y2H interactomes; and percent overlap with a combined set of interologs from
the three published bacterial AP-MS interactomes (see “Experimental Procedures” for more details).
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Rank by regression confidence score 

Same operon pairs

Reciprocal PPIs

Pairs in Y2H

Pairs in other AP−MS

Same TIGR role pairs

FIG. 5. PPI quality metrics for regression score cohorts. Pre-
dicted interactions are sorted by the logistic regression score (x axis)
for the 4000 highest scoring matrix model interactions in the absence
of any regression feature threshold. The y axis shows the relative
enrichment of protein pairs that are encoded in the same operon
(maroon) that is reciprocally confirmed (green), is found in Y2H stud-
ies (red) and in other AP-MS studies (blue), and is shared the same
TIGR role (gold). Enrichment is expressed as a ratio over the fre-
quency expected for pairs randomly chosen from the genome, with
the horizontal dashed line indicating the background frequency ratio
of 1. The values are calculated for a series of windows of 500 protein
pairs, except that the first n �250 points the window size is n 250.

Higher Accuracy Protein Interactomes

Molecular & Cellular Proteomics 15.5 1549

http://www.mcponline.org/cgi/content/full/M115.054692/DC1
http://www.mcponline.org/cgi/content/full/M115.054692/DC1
http://www.mcponline.org/cgi/content/full/M115.054692/DC1
http://www.mcponline.org/cgi/content/full/M115.054692/DC1


tomes are, with one partial exception, substantially more
enriched in our high confidence set than in the other inter-
actomes (Fig. 7). The partial exception is for M. pneu-

moniae. These protein pairs, however, were chosen using
genomic proximity data (16), which could well have intro-
duced a selection bias.

(C) E. coli  Hu revised  391 PPIs

(F) E. coli  Hu  5,993 PPIs  (E) E. coli Arifuzzaman  11,172 PPIs

 (B) D. vulgaris  Shatsky  459 PPIs

(D) M. pneumoniae  Kuhner  1,058 PPIs  

(A) E. coli  EcoCyc  1,549 PPIs

FIG. 6. Interactome connectivity of EcoCyc PPIs and proposed bacterial AP-MS interactomes. Visualization of interactomes for
manually curated protein complexes in the EcoCyc database (A), the high confidence AP-MS interactions inferred in this study for D. vulgaris
(B) and E. coli (C), the published AP-MS interactomes for M. pneumoniae (16) (D), and the E. coli (E and F) (17, 18).
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FIG. 7. PPI quality metrics for benchmark datasets and proposed bacterial interactomes. The top three rows show metrics for the three
benchmark datasets described in Fig. 4. The remaining rows show our high confidence interactomes for D. vulgaris and E. coli (supplemental
Datasets S8 and S18), the three previously published AP-MS interactomes (supplemental Datasets S9–S11), and the six Y2H interactomes
(supplemental Datasets S12–S17). The numbers of protein pairs in each set are given in parentheses. The left most column shows the FDR
estimated using gold standard positive and negative sets based only on complexes from the EcoCyc dataset or, in the case of the non E. coli
studies, their interologs. The remaining columns are as in Fig. 4.
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The different properties of our interactomes versus those
proposed previously could result from differences in data
quality or how the data was analyzed. The following suggests
that differences in data analysis methods are chiefly
responsible.

1) 23% of PPIs in the three previous AP-MS interactomes
include a ribosomal protein paired with a non-ribosomal pro-
tein. Only 0.4% of these pairs, however, were reciprocally
confirmed in a given study; only 1.1% are encoded in the
same operon; only 1.1% are present in at least one bacterial
Y2H interactome; and they are only 1.03-fold more frequently
annotated with the same TIGR role than expected for ran-
domly selected pairs of genes. The inclusion of ribo-other
pairs in the published bacterial AP-MS interactomes thus
significantly affects the quality metrics for the complete
interactome.

2) An “in solution” MS dataset of 3361 PPIs from the Hu et
al. (17) AP-MS study of E. coli used biochemical and MS
methods closest to ours and thus was most appropriate for
complete reanalysis. Using our data filtering and analysis
methods to identify high confidence PPIs from this dataset,
only 391 matrix model PPIs are identified at 20% FDR (sup-
plemental Dataset S18). These PPIs have network connectiv-
ity and PPI quality metrics scores similar to those of our high
confidence D. vulgaris interactome and the three benchmark
datasets (Figs. 6 and 7 and supplemental Table S4). In con-
trast, the 2970 protein pairs from the Hu et al. (17) dataset that
were not selected by our reanalysis have metric scores similar
to protein pairs from the three published bacterial AP-MS
interactomes (supplemental Table S5). In addition, several
hundred pairs that were excluded just below the 20% FDR
threshold in our reanalysis tend to share the same TIGR role
but are not to be encoded in the same operon, found in other
interactomes, or reciprocally confirmed (Fig. 8, regression

score ranks 500–1,500). Finally, based on our estimate for the
false negative rate, �716 PPIs could in principle be detected
from the Hu et al. (17) in solution dataset, versus the 3361 PPIs
reported by Hu et al. (17) and the 391 identified in our re-analysis
of these data (see under “Experimental Procedures”). Thus, by
reanalyzing the Hu et al. (17) MS data, we can achieve results
very similar to those obtained using our D. vulgaris data.

3) Although Hu et al. (17) used a gold-positive set that,
similar to ours, was based on low throughput experiments,
their gold-negative set was built differently. It consisted of
pairs comprising a cytoplasmic protein (CY) and either a
periplasmic (PE) or an outer membrane (OM) protein. There
are, however, seven times fewer OM and PE proteins than CY
proteins, and OM and PE proteins are detected by mass
spectrometry with half the efficiency of CY proteins (see sup-
plemental Fig.S1b in Ref.17). Gold standard negatives esti-
mate the frequency of contaminating proteins that are incom-
pletely removed during purification. If a member of each
negative pair is, on average, of lower abundance or less
detectable than the positive proteins, this frequency will be
underestimated. To reduce the possibility of such a bias, our
gold-negative set comprised non-interacting pairings be-
tween proteins from our gold-positive set. To test the impact
of the difference between ours and the negative sets of Hu et
al. (17), we constructed a negative set identical in size to our
original one, but used pairs between D. vulgaris CY proteins
and either PE or OM proteins. Using this set together with our
usual gold standard positive set, the recalculated FDR of our
high confidence interactome of 459 PPIs is 10% (versus 17%
previously), and the FDR for the set of 1136 protein pairs input
to the regression is 22% (versus 35% previously). Thus, a
gold-negative set built of CY pairs underestimates the FDR.

Comparison with Bacterial Y2H Interactomes

We have also compared our D. vulgaris high confidence
interactome and our revised version of the Hu et al. (17) E. coli
interactome to Y2H networks from six bacteria: E. coli (4), H.
pylori (3), T. pallidum (9), C. jejuni (7), B. subtilis (6), and
Synechocystis sp. (Fig. 7 and supplemental Fig. S15 and
Table S6 and “Experimental Procedures”) (8). These six Y2H
interactomes are at least severalfold less well enriched in same
operon, same TIGR role, and reciprocal protein pairs than are
our two high confidence networks or the benchmark datasets
and have substantially higher FDRs (Fig. 7). By these four PPI
quality metrics, the Y2H networks instead closely resemble the
three published AP-MS interactomes. Two other quality met-
rics, however, reveal differences among the Y2H interactomes.
The Y2H networks of E. coli, H. pylori, and Synechocystis are
more similar to our high confidence sets when judged by the
percent of protein pairs found in other interactomes and overall
network connectivity (Fig. 7 and supplemental Table S6), al-
though the other Y2H interactomes resemble the published
AP-MS networks. Thus, there is some heterogeneity in the
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FIG. 8. PPI quality metrics for regression confidence score co-
horts for the Hu et al. (17) revised dataset. The values plotted were
determined as described in Fig. 5 except that information from our
reanalysis of Hu et al. (17) data are shown.
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quality of the protein pairs between the Y2H datasets, but
despite this, all differ in important regard to our high confidence
AP-MS networks and the benchmark sets.

DISCUSSION

Accurately defining the spectrum of PPIs in an organism is
challenging, in part because there is a poor overlap between
PPIs proposed in different studies (Fig. 7) (3, 10). For example,
even when overlap is computed only for proteins present in
both an E. coli AP-MS (17) and an E. coli Y2H (4) interactome,
the overlaps are only 13 and 24%, respectively. Such poor
agreement could result from the different specificities of each
method for detecting classes of PPIs (3, 54), high false posi-
tive rates (55, 56), or high false negative rates. A further
complication is that there are many non-functional PPIs that
are not under evolutionary constraint but that result because
short amino acid sequences that bind at low affinity evolve
frequently by chance (57). Such interactions are hard to dis-
tinguish from genuine false positives because both fail to
display characteristics helpful in validating functional PPIs,
such as having related functions.

With the above challenges in mind, we have conducted an
AP-MS survey of the sulfate-reducing bacterium D. vulgaris
and have reanalyzed nine Y2H and AP-MS screens for other
bacteria. Using a more stringent data analysis strategy than
employed previously, we have identified 391 and 456 high
confidence PPIs for E. coli and D. vulgaris, respectively, many
of which are supported by low throughput data from the
literature (supplemental text and Figs. S11–S13). The PPIs we
identified have dramatically different properties from previous
Y2H and AP-MS interactomes. Compared with these other
interactomes, our two high confidence networks are smaller,
much less connected, and have a higher fraction of PPIs
homologous to those in other interactomes (Figs. 6 and 7 and
supplemental Fig. S15). In addition, the protein pairs in our
networks have lower FDRs, are more frequently confirmed as
reciprocal PPIs, and are more commonly comprised of part-
ners encoded in the same operon or sharing the same TIGR
role (Fig. 7). By these same metrics, three benchmark data-
sets (PPIs in the EcoCyc database and the �3% of PPIs that
have been reciprocally confirmed in AP-MS or Y2H studies)
are much more similar to our high confidence interactomes
than to the complete versions of the published bacterial PPI
networks (Fig. 7).

These striking differences suggest that only a minority of
protein pairs in the other interactomes are stable interactions
of the sort captured in our high confidence sets and the
benchmark sets. Of the remaining pairs, several hundred may
be lower affinity, functional interactions because some lower
confidence protein pairs excluded from our interactomes tend
to share the same TIGR role, while being rarely found in other
interactomes, reciprocally confirmed or encoded in the same
operon (e.g. Figs. 4, 5, and 8). Our interpretation is that these
pairs interact, but at lower affinity, and thus the interactions

are harder to detect. To explain the low frequency of the same
operon PPIs in these low confidence sets, we assume that
bona fide PPIs not encoded in the same operon must be
generally of weaker affinity than the bona fide same operon
PPIs. Beyond the high and low affinity functional pairs, how-
ever, several lines of evidence suggest that most pairs in the
previously published interactomes are false positives that do
not interact and/or are non-functional interactions.

1) Our FDR estimates for the previous nine interactomes are
42–91% when gold standards based on protein complexes
from E. coli are employed (Fig. 7). Although our estimates for
the non-E. coli interactomes are necessarily limited to well
conserved protein pairs, and thus the high FDRs could be
explained if there is a rapid evolution of bona fide PPIs be-
tween species, this concern does not apply to the published
E. coli networks. Because the published non-E. coli interac-
tomes are by other metrics similar in quality to the three
published E. coli interactomes (Fig. 7), the proportion of false
positives among non-conserved protein pairs is probably sim-
ilar to that for conserved pairs in all interactomes. Therefore,
the high FDRs we have estimated for prior interactomes do
not result from a rapid evolution of PPIs.

2) Four of the earlier AP-MS and Y2H studies (17) estimated
FDRs. These prior FDR estimates are all lower than ours for
the same datasets (9–28% versus 66–81%), and the follow-
ing suggest that this is due to the earlier studies underesti-
mating the percent of false positives. Hu et al. (17), for exam-
ple, employed gold standard negatives that were biased
toward proteins that are harder to detect by MS than typical
proteins (see “Results”). Two of the other studies used gold-
negative sets that were the same size as the gold-positive
sets (7, 9), whereas negative sets should approximate the
square of the number of proteins in the positive set divided by
two (see “Experimental Procedures”). As a result, the FDR
would be underestimated by �4-fold. Finally, although Ra-
jagopala et al. (4) did not estimate an FDR, this can be derived
from their gold standard control data, implying an FDR of
�80% (see “Experimental Procedures”).

3) Most of the published interactomes have far fewer pro-
tein pairs that share the same TIGR role than either our high
confidence networks or the benchmark datasets. Low affinity
functional interactors, however, should share the same TIGR
role as often as high affinity pairs. Thus, the low prevalence of
same TIGR role pairs suggests that most pairs in the pub-
lished interactomes have no functional relevance.

4) In AP-MS datasets, pairs between a ribosomal protein and
a non-ribosomal protein lack the hallmarks of bona fide PPIs
(see “Results” and Fig. 4). Such pairs constitute 19–34% of
PPIs in the previously proposed AP-MS interactomes, although
they are excluded from our high confidence sets, suggesting
that these pairs contribute significantly to high FDRs.

Our results also suggest that the poor overlap between Y2H
and AP-MS interactomes cannot be due solely to differences
in the types of interaction that the two methods detect. When
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PPIs are confined to only those that have been reciprocally
confirmed within each study, the agreement between the Y2H
and AP-MS methods increases 5–10-fold (Fig. 7). Further-
more, when Y2H and AP-MS interactomes from the same
species, E. coli, are directly compared, the overlaps are 2–3-
fold higher using our AP-MS interactome than using the in-
teractome proposed by Hu et al. (17) that was based on the
same initial MS dataset (13 and 24% versus 39 and 49%).

The AP-MS and Y2H interactomes for eukaryotes also have
a much higher connectivity than our high confidence D. vul-
garis and E. coli interactomes or the EcoCyc PPIs (5, 10–12,
14, 15, 58, 59). These interactomes could genuinely have
quite different connectivities due to fundamental differences
in the biology of bacteria and eukaryotes. The eukaryotic
studies, however, used methods similar to those employed in
bacteria. For example, several did not calculate an FDR (10,
15, 59); one used a gold-negative set that contained only pairs
whose members are localized differently within cells (5), which
our analysis suggests can lead to underestimated FDRs, see
“Results”; and two performed single step affinity purifications
(58, 59), which are in principle less accurate than tandem
affinity purifications and produce the least accurate of the
three published bacterial AP-MS interactomes (Fig. 7) (com-
pare Arifuzzaman et al. (18) with both Hu et al. (17) and Kuhner
et al. (16)). Thus, many of the proposed protein pairs in the
eukaryotic networks may be either false positives or low af-
finity non-functional interactions.

Conversely, our more selective analysis strategy fails to
detect many bona fide PPIs. For example, we estimate that
our D. vulgaris study should have detected �1196 high con-
fidence PPIs from the 957 bait proteins tested versus the 459
PPIs we reported (see “Results”). We also estimate that if all
proteins were tested as baits �3000 PPIs should be detect-
able in both E. coli and in D. vulgaris. These estimates, how-
ever, are for PPIs that have similar properties to the protein
pairs in the EcoCyc database and in our high confidence sets.
Our work also shows that there are additional lower affinity
PPIs that are not well represented in the EcoCyc dataset. The
proportion of such transient yet functional interactions is un-
known as is the number of interactions involving membrane
proteins because of technological challenges in surveying
membrane complexes. Future efforts should thus focus on
identifying a larger proportion of bona fide PPIs, both high and
low affinity, while maintaining an acceptable FDR.
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