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Abstract
Proteomics has been applied to study intracellular bacteria and phagocytic vacuoles in different
host cell lines, especially macrophages (Mφs). For mycobacterial phagosomes, few studies have
identified over several hundred proteins for systems assessment of the phagosome maturation and
antigen presentation pathways. More importantly, there has been a scarcity in publication on
proteomic characterization of mycobacterial phagosomes in dendritic cells (DCs). In this work, we
report a global proteomic analysis of Mφ and DC phagosomes infected with a virulent, an
attenuated, and a vaccine strain of mycobacteria. We used label-free quantitative proteomics and
bioinformatics tools to decipher the regulation of phagosome maturation and antigen presentation
pathways in Mφs and DCs. We found that the phagosomal antigen presentation pathways are
repressed more in DCs than in Mφs. The results suggest that virulent mycobacteria might co-opt
the host immune system to stimulate granuloma formation for persistence while minimizing the
antimicrobial immune response to enhance mycobacterial survival. The studies on phagosomal
proteomes have also shown promise in discovering new antigen presentation mechanisms that a
professional antigen presentation cell might use to overcome the mycobacterial blockade of
conventional antigen presentation pathways.
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Introduction
Phagocytosis is a form of receptor-mediated endocytosis carried out by specialized cells,
particularly professional antigen presentation cells (APCs) such as macrophages (Mφs) and
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dendritic cells (DCs)1. The process plays a central role in defense against bacteria by
enabling mechanisms including antigen presentation2. Many intracellular bacterial
pathogens have evolved strategies to survive in the host by replicating within the host-cell
cytoplasm, which is exploited as protected niches. To escape immune defense, these bacteria
trigger their internalization into host cells by subverting the cellular actin cytoskeleton. This
actin-based phagocytosis process is mediated by a multitude of receptors such as Fc3,
Complement4, PAMP5, and others6.

Phagosomes are fully competent antigen-processing organelles7 capable of presenting
exogenous antigens such as bacterial antigens via class I and II pathways8. While MHC
class I molecules generally do not present exogenous antigens, antigens from some
intracellular pathogens have been shown to elicit an MHC class-I-dependent CD8+ T-cell
response by the process referred to as cross-presentation9.

Proteomic studies on phagosomes have contributed significantly to the understanding of
phagosome biogenesis and immunity-related functions10–12. Proteomic analyses of
phagosomes have demonstrated that phagosomes’ self-sufficiency for antigen presentation
arises from the assembly of proteins needed for cross-presentation on them13. In addition,
Jutras et al. found that γ-secretase is a functional component of phagosomes that remains
associated with newly formed phagosomes through their maturation into phagolysosomes14.
One of the γ-secretase complex members, Nicastrin, was found to be present on BCG- and
latex bead-containing phagosomes in human THP-1 Mφs15. We further found with
proteomics that Nicastrin was enriched on the phagosome of the wild-type Mycobacterium
tuberculosis (Mtb) and to a lesser extent on the BCG vaccine phagosome. Because γ-
secretase has been implicated in proteolysis14, the Nicastrin enrichment on Mtb phagosomes
suggests its potential role in phagosome functions16.

Proteomics has been applied to study intracellular bacteria in different host cells, especially
Mφs. Pathogenic mycobacteria infect Mφs where they modulate the intersection of
phagosomes with the intracellular trafficking pathways of antigen presentation molecules17.
However, few analyses have quantified several hundred phagosome proteins from
mycobacteria-infected Mφs to allow a systems assessment of the modulation of phagosomes
by mycobacteria15, 16. More importantly, there has been a dearth of proteomic
characterization of mycobacterial phagosomes from DCs, another type of potent
professional APC.

In this work, we compare the global Mφ and DC phagosomal proteomes infected with three
different mycobacterial strains. We used label-free comparative proteomics and a systems
data analysis approach to decipher the regulation of phagosome maturation and antigen
presentation pathways in Mφs and DCs.

Materials and Methods
Preparation of mycobacterial phagosomes

Mφs and DCs were derived from the C57BL/6 mouse bone marrow and cultured as
previously described16, 18. Mφs and DCs are both professional APCs.

C57BL/6 bone marrow-derived Mφ-like cell line BMA.A3 was kindly provided by Dr.
Kenneth L. Rock (University of Massachusetts Medical School). This cell line was
maintained in the same medium and has been well characterized to study phagocytosis and
antigen presentation for Mtb19. The C57BL/6-derived Mφs were cultured in McCoy’s
medium with 10% FBS, penicillin and gentamicin supplemented with 10 ng/ml recombinant
mouse GM-CSF (Cell Sciences, Canton, MA). Mφs were rested in GM-CSF-free medium
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for 2 days and used for mycobacterial infections. DCs were cultured from mouse bone
marrow cells grown in GM-CSF-containing medium for 7 days and CD11c+ cells purified
using anti-CD11c-coated magnetic beads as described by the manufacturer (Miltenyi,
Auburn, CA). The cells were more than 97% pure20. Uninfected APCs were also pelleted to
prepare whole cell lysate samples.

The APCs were infected by the wild type reference Mtb H37Rv lab strain (H37Rv), the
fbpA-knockout mutant strain derived from Mtb H37Rv (KO)21, and the BCG Pasteur
vaccine strain (BCG), respectively. We harvested bacillus-containing phagosomes from
APCs infected by the three mycobacterial strains respectively based on the method
described earlier17 and adapted later18. Uninfected APCs were also pelleted to prepare
whole cell lysate samples.

Specifically, the APCs were infected with mycobacteria (MOI 1:5) for 4 hrs with gentle
mixing, washed thrice with McCoys medium and incubated for another 18 hrs. The APCs
were scraped, washed thrice in a phagosome fractionation buffer (PFB) with 10 mM Hepes,
5 mM EDTA, 5 mM EGTA, pH 7.0 and suspended in PFB with an anti-protease mix
consisting of 1 µg/mL leupeptin, 1 µg/mL pepstatin and 1 mM phenylmethyl
sulfonylfluoride. Pellets were then homogenized in a glass tissue homogenizer 10 times and
passed 10 times through a 28-gauge needle. Lysates were centrifuged at 500 g for 5 min to
sediment nuclei and the post nuclear supernatant was layered on a step gradient of 50% and
12% sucrose in the PFB. After centrifugation at 1,000 g for 60 min, the interphase of
phagosome fraction was collected and further purified by passing through two successive
cushions of 70 kDa and 400 kDa ficoll in the PFB. The final purified phagosome pellet was
collected by centrifugation at 10,000 g for 15 min. The purified phagosome pellets or whole
cell pellets were lysed in a SDS/PAGE sample buffer with bead-beating as before16 for the
following proteomic analysis. We routinely used anti-Calnexin and anti-GS28 antibodies in
Western blot to examine ER and Golgi contaminations in phagosome preparations. Western
blot of selected markers has been used to examine the purities of mycobacterial phagosome
preparations for global proteomic analysis15, 16.

Label-free proteomic analysis
The SDS-solubilized phagosome and whole cell lysate samples were processed for tryptic
digestion by following the filter-assisted sample preparation (FASP) protocol22, 23 with
some modifications. Briefly, an aliquot of 100 µg proteins from each sample prepared as
above was buffer-exchanged into a solution of 8M urea, 10 mM DTT, and 25 mM Tris-HCl
and was further diluted 8X with 25 mM Tris-HCl. Trypsin (Promega, Madison, WI) was
added at a 1:20 ratio to digest the proteins at 37°C overnight followed by acidification with
5% formic acid. The resulting tryptic peptides were further purified with C18 ZipTip
columns (Milipore, Bedford, MA) and eluted in 80% acetonitrile with 0.1% TFA. Three
elutions were pooled, dried under a SpeedVac (Eppendorf, Hauppauge, NY), and
reconstituted in 20 µl of 0.1% TFA.

The purified peptide samples were analyzed with a 90-min 5–35% acetonitrile gradient on a
Thermo Scientific nano-electrospray LC/LTQ-FTMS instrument as described16. To identify
proteins, the RAW MS data files were converted to mzXML format and processed with the
MassMatrix search engine (http://searcher.rrc.uic.edu/) housed in a server at the Proteomics
and Informatics Services Facilities at University of Illinois at Chicago24. The mzXML data
files were searched against the mouse IPI database downloaded from the European
Bioinformatics Institute website (www.ebi.ac.uk; version 3.39). The peptide mass tolerance
was set at ±10 ppm with methionine oxidation as a differential modification. The fragment
mass tolerance was set at ±0.6 Da. Methionine oxidation and phosphorylation on serine,
threonine, or tyrosine were set as differential modifications. We allowed up to three
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modifications and two missed cleavages per peptide and an automated isotope check to
include a 1.003-amu mass shift. An in-fly randomized decoy database was used for false
discovery rate estimation to accept identified proteins and peptides at a false discovery rate
<5%. There were 37,890 peptide charge state (PCS) identifications accepted from the 16
LC/MS runs. A PCS is a peptide identified at a specific charge state. Although some
peptides were identified at multiple PCSs, a majority of the peptides were identified at a
single PCS.

The identified PCSs were quantified with the label-free proteomics method as
described25, 26. Using the cross-reference technique27, a PCS identified in one run is also
quantified in another run even though it is not identified by an MS2 spectrum in that run25.
This procedure increases the number of proteins that can be quantified from each run26. The
intensity of a PCS is represented by an extracted ion chromatographic (XIC) intensity. The
XIC intensity is the integration of a PCS MS ion current intensity over an LC elution-time
window to accommodate a peptide peak28. For each LC/MS run, the abundance of a protein
is represented by the summation of the XIC intensities from all PCSs quantified for that
protein in the run.

Because the same set of PCSs were used to calculate the XIC intensity of a protein in all of
the samples and because the protein XIC intensities were normalized to the summed XIC
intensity in each sample respectively, we used the XIC intensities to assess the protein
relative abundances in the samples28.

The Mφ and DC whole cell lysates had 900 and 870 proteins quantified with non-zero
intensities, respectively. The Mφ phagosome samples had 890, 780, and 680 proteins
quantified with non-zero intensities for BCG, KO, and H37Rv, respectively. The DC
phagosome samples had 830, 860, and 810 proteins quantified with non-zero intensities for
BCG, KO, and H37Rv, respectively. In total, 1001 unique proteins were quantified with
non-zero intensities in at least one of the 16 LC/MS runs. Approximately 20% of the 1001 ×
8 × 2 protein abundance values were below threshold. These missing values were imputed
with 25% of the lower 20-percentile abundance values. Subsequently, the protein
abundances were normalized to parts-per-million based on the summed PCS XIC intensities
for each LC/MS run (Table S1).

To assess significance of a protein abundance ratio, we used a combination of Power Law
Global Error Modeling-Signal to Noise Ratio (PLGEM-STN), fold-change, and the rule of
Minimum number of Permuted Significant Pairings (MPSP) as previously described25, 26.
PLGEM-STN takes into account the protein abundance but typically over-penalizes low-
abundance proteins. Fold-change typically over-penalizes high-abundance proteins. MPSP
reduces false discovery rate for a small dataset where neither PLGEM-STN nor fold-change
alone can achieve a satisfactorily low false discovery rate25. To perform a PLGEM-STN
analysis here, we estimated a PLGEM using LC/MS replicates of a sample and averaged the
PLGEM parameters over four selected phagosome samples (Table S2). We applied the fitted
PLGEM parameters to establish the STN threshold to determine differentially abundant
proteins. We selected a STN threshold such that no positives were detected from all four
pairs of LC/MS duplicates in the four selected samples (Table S3). Similarly, a 4-fold
change threshold was selected so that no positives were detected from all four pairs of LC/
MS duplicates of those four samples. Although the use of LC/MS replicates instead of
sample preparation replicates tends to underestimate false discovery rates when applying the
MPSP rule26, an MPSP of four still significantly reduces false discovery rates25, and our
choice of a zero false discovery rate threshold mitigates that underestimation. After selecting
differentially abundant proteins with the PLGEM-STN and fold-change thresholds
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respectively, we accepted a protein as differentially abundant with a statistical significance if
its abundance ratio met at least one of these two thresholds after MPSP filtering25.

Gene set enrichment analysis of selected GO terms and pathways
We performed gene set enrichment analysis (GSEA) (www.broadinstitute.org/gsea)29, a
computational method that determines whether an a priori defined set of genes shows
statistically significant, concordant differences between biological states. Although the
GSEA software was originally designed for analyzing genomic datasets, it can be used to
analyze a proteomic dataset when the abundance of a protein has been determined across
multiple samples, such as in this study (Table S1).

An a priori set of proteins was selected with the DAVID Bioinformatics Resources
(http://david.abcc.ncifcrf.gov/)30 to identify enriched functional categories and examine the
mechanisms associated with the regulation of the identified proteins. DAVID allows an
assessment of over-represented gene ontology (GO) terms, KEGG pathways, and other gene
set definitions simultaneously, and the output is readily compatible with GSEA analysis. For
the phagosomal proteome profile data in this study, we focus on gene sets annotated in GO
(www.geneontology.org)31 and KEGG Pathway (www.genome.jp)32 at a p-value <.05 with
a medium classification stringency. Due to the limited number of sample replicates, we used
gene set permutation instead of phenotype permutation in GSEA. We set the number of
permutations to 1000, and the weighted enrichment statistic was applied. Signal to noise
ratio was used to rank proteins. The inclusive gene set size range was set to 20–100. When
applicable, a leading edge analysis was performed following a GSEA analysis to identify the
subset of proteins within a gene set that drove the regulation of the gene set.

Clustering and GO analysis
Clustering analysis was carried out using Cluster33. GO analysis was carried out with the
BINGO plugin34 in the CytoScape platform (www.cytoscape.org)35 as before36.

Results
We employed label-free quantitative proteomics to analyze the Mφ and DC whole cell
lysates (WC) and the phagosomes (Φs) harvested from Mφs and DCs infected by the
H37Rv, KO and BCG strains, respectively. We quantified 830 ± 70 proteins in each sample
to result in a total of 1001 unique proteins from these eight samples (Table S1).

Regulation of overrepresented GO terms and KEGG pathways
We evaluated the regulation of enriched GO terms and KEGG pathways among the eight
samples (Table 1). We compared six groups of sample pairs. Twenty-two clusters of GO
terms or KEGG pathways were found with statistical significance in at least one sample pair.
The acceptable statistical significance was set at a false discovery rate <25% as
recommended in the GSEA user manual for a small dataset. A GSEA normalized
enrichment score shown in bold indicates that the GO term or KEGG pathway was regulated
in that sample pair. Hereafter, the proteins in a GO term or KEGG pathways are called a
protein set.

Group I contains one sample pair to compare the average Mφ and DC phagosomes (ΦMP,avg/
ΦDC,avg). This comparison was done in GSEA by assigning the three Mφ phagosomes as
one class and the three DC phagosomes as the second class. The protein sets more enriched
in DC phagosomes include electron transfer chain (Cluster 2), cytoskeleton (Cluster 5), actin
organization and process (Cluster 7), cell cortex (Cluster 9), respiration chain (Cluster 12),
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regulation of cellular component size (Cluster 15), hemopoiesis (Cluster 18), and several
disease related KEGG pathways (Cluster 21).

The protein sets involved in cellular protein localization (Cluster 6) and mRNA processing
(Cluster 11) were enriched in Mφ phagosomes. More interestingly, the protein sets in
lysosome and lytic vacuole (Cluster 17) and antigen processing and presentation (Cluster
22) are enriched in Mφ phagosomes.

In Group II, the Mφ and DC phagosomes were compared for each mycobacterial strain. The
normalized enrichment scores of these three phagosome pairs support the regulation patterns
observed between the Mφ and DC phagosomes in Group I. Additionally, 2, 6, and 11 protein
sets were regulated between the Mφ and DC phagosomes for the BCG, H37Rv, and KO
strains, respectively. No protein sets were regulated between the Mφ phagosomes in Group
III.

For the DC phagosomes in Group IV, the KO and H37Rv phagosomes were more similar to
each other than to the BCG phagosome. There was no significant difference between the KO
and H37Rv phagosomes. On the other hand, 18 protein sets were regulated between the KO
and BCG phagosomes. Ten protein sets were regulated between the H37Rv and BCG
phagosomes.

We also compared the whole cell lysate to the average phagosome in DCs or Mφs (Group
V). For Mφs and DCs respectively, we assigned the KO, H37Rv, and BCG phagosomes as
one class and the whole cell lysate as the other class to compare. Seven and 11 protein sets
were regulated in Mφs and DCs, respectively. Twenty-five protein sets were regulated
between the Mφ and DC whole cell lysates (Group VI).

Clustering analysis of the phagosomal and whole cell proteomes
The GSEA analysis focuses on overrepresented protein clusters grouped by their functional
similarities. To complement the GSEA analysis, we perform a cluster analysis to compare
the eight samples based on the abundance values of the 1001 quantified proteins without
relying on a priori definition of their functions (Fig. 1).

The whole cell lysates (under node 1) are clearly distinct from the phagosomes (under node
2), supporting the label-free proteomics methodology used for the analysis.

The KO phagosomes are more similar to each other than to the H37Rv ones (nodes 3 and 4).
The H37Rv phagosomes are more similar to each other than to the KO ones. The BCG
phagosomes appear to depend more on the host cell type.

A qualitative examination of the protein clusters indicates that nodes a (cluster I), b (cluster
II), and c (cluster III) are enriched with proteins from the KO phagosomes, whole cell
lysates, and H37Rv phagosomes, respectively. We performed gene ontology analysis to
identify the main themes represented by these three different protein groups (Fig. S1).

Not surprisingly, nucleus and mitochondrial proteins are enriched among those more closely
associated with the whole cell lysates (cluster II, Fig. 1). Because nuclei proteins are present
only in the whole cell lysate preparations, their enrichment in cluster II is expected and
confirms that GO analysis indeed reveals major biological components in samples. The
enrichment of mitochondrial proteins indicates that higher amounts of mitochondria were
present in the whole cell lysates than in the phagosome preparations. Several macromolecule
complexes are also enriched, including proteasome, ribosome, microsome, synaptosome,
COPI vesicle coat, and chaperon-containing T-complex.
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GO terms lysosome, chaperone-containing T-complex, and mitochondria are enriched
among the proteins more abundant in the KO phagosomes (cluster I, Fig. 1). The enrichment
of lysosomal proteins suggest that KO phagosomes proceeded further in maturation,
consistent with the phenotype observed by independent methods18. The lack of enrichment
of lysosomal proteins among the proteins more abundant in H37Rv phagosomes suggests
that H37Rv blocked phagosome maturation. ER proteins are enriched among the proteins
more abundant in H37Rv phagosomes.

An overview of the eight proteome profiles in Fig. 1 reveals that H37Rv blocks phagosome
maturation by excluding lysosomal proteins while the KO phagosomes recruit more
lysosomal proteins. This result obtained with proteomics is consistent with observations in a
prior study using Western blot and fluorescence microscopy18. The KO phagosomes also
recruit more chaperon-containing T-complex proteins, consistent with the result in a prior
proteomic analysis16. Interestingly, the H37Rv phagosomes appear to contain more ER
proteins.

Antigen presenting pathways in mycobacterial phagosomes
During phagocytosis, a phagosome is formed when specific receptors on the APC surface
recognize ligands on the bacterium surface. The nascent phagosome progresses to
maturation, which involves regulated interaction with other membrane organelles including
recycling endosomes, late endosomes, and lysosomes. The maturation of phagosomes results
in killing and degradation of bacteria to lead to antigen presentation.

Fig. 2 shows the phagosome components (i.e., proteins or protein complexes) that are known
to be involved in the processes of phagosome biogenesis, maturation, and antigen
presentation based on the KEGG Phagosome Pathway annotation32.

In this study, a total of 41 proteins were detected for 22 phagosome components (Table 2).
Each protein is presented with the total numbers of spectral counts and detected peptides and
the log2-transformed abundance ratios between a sample pair. Abundance ratios were
calculated for the three permuted pairs of Mφ phagosomes, the three permuted pairs of DC
phagosomes, the three pairs of Mφ phagosome versus DC phagosome for the three
mycobacterial strains respectively, and the Mφ versus DC whole cell lysate. Together, 10
abundance ratios are presented for each protein.

Actin represents the most abundant protein in the sample preparations with total spectral
counts >10 times higher than that of other proteins. Its abundance level is consistent across
all phagosome samples with <2-fold fluctuation. It thus serves as a quality control for the
label-free proteomics method. Except Actg1, Dync1h1, Tubb2a, and Itgam, all other 37
proteins are differentially abundant with statistical significance in at least one sample pair
(Table 2).

Fig. 3 illustrates the clustering of the six phagosome samples based on the proteins in Table
2 (panel a) or the proteins found by a leading edge analysis to drive the upregulation of the
antigen processing and presentation pathway in Mφ phagosomes (panel b). A leading edge
analysis in GSEA identifies the proteins that contribute to the core enrichment of a protein
set. In panel b for example, the first seven proteins with rankings between 26 and 70 were
identified to be responsible for the core enrichment to drive the upregulation of the antigen
processing and presentation pathway in Mφ phagosomes (Table 1, cluster 22).

Coro1a was regulated between many samples (Table 2). Specifically, the protein was
upregulated in BCG phagosomes, DC phagosomes, and DC whole cell lysate. The
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upregulation of Coro1a was confirmed with Expander that is a java-based tool to analyze
gene expression data37 (Fig. S2).

Discussion
Professional APCs such as Mφs and DCs internalize pathogens via phagocytosis and display
foreign antigen complex with MHC on their surface for the recognition by T cells (Fig. 2).
While DCs are potent initiators of immune response, DC phagosomes are much less
characterized by proteomics than Mφ phagosomes, especially for mycobacteria-infected
ones. Previously, we analyzed Mφ phagosomal proteomes modulated by the wild-type Mtb
strain H37Rv, the ΔfbpA mutant strain KO, and the BCG vaccine strain BCG with label-free
proteomics and systems biology analysis16. With improved proteome coverage in this study,
we analyzed the mycobacterial phagosomes from the APCs infected by the H37Rv, KO, and
BCG strains respectively to include DCs and their phagosomes.

Although we did not fractionate the samples in this study, we were able to quantify
approximately 1000 unique host proteins, which is 3-fold more than those quantified in the
previous study. At least two factors contributed to more proteins being quantified here. One
is an improved sample preparation based on the FASP method22. The other is an increased
number of sample runs for cross reference in label-free quantitative proteomics25, 27. 830 ±
70 proteins were detected in each sample to result in a total of 1001 unique proteins
quantified from all eight samples (Table S1).

It remains an open question how many proteins can ultimately be extracted and
characterized from a phagosome. It was previously estimated that 1000 proteins could be
present on a phagosome11, but a recent in-depth proteomic analysis of latex-bead containing
phagosomes identified 2415 phagosome proteins with a high level of sensitivity13. Latex-
bead containing phagosomes are exceedingly pure preparations of phagosomes38.
Proteomics is the most plausible approach to provide molecular details of a phagosome at a
global level. It has been shown that 3000–7000 proteins could be identified from a Hela cell
sample including membrane proteins based on the FASP sample preparation and gel-free
peptide fractionation23, 39. Such a high-sensitivity proteomic analysis has the potential to
identify very low-level proteins in a phagosome preparation. Trace contaminants might also
be detected with the high sensitivity.

Biochemical purification of phagosomes is unlikely to be perfect because the complex
interaction of phagosomes with other organelles in the cytoplasm makes a complete
separation of phagosomes from other organelles difficult40. Thus, we caution that
identifying a protein in a phagosome preparation by sensitive proteomic approaches such as
the methods presented does not necessarily represent the definitive evidence for the true
localization of the proteins on a phagosome. Secondary large-scale methods are still lacking
to validate the localization of proteins identified from a phagosome preparation by
proteomics.

With proper experimental design, the existence of contaminating proteins from mitochondria
and other organelles might not prevent the determination of phagosome protein relative
abundances12. In an earlier time-course study of phagosome dynamics, Roger et al.
suggested that the organelle preparations of early and late phagosomes were identical thus
contaminants should not fluctuate over time40. They discerned contaminating proteins based
on this principle. Similarly, if multiple phagosome preparations are performed under
identical conditions16, proteins from contaminating organelles should not differ among
different phagosome preparations. Thus, the proteins found differentially abundant among
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different phagosome preparations represent the effect of modulation by different infecting
bacterial strains or the effect of phagosome biogenesis in different host cells.

The above assumptions require additional experimental validation because it is also likely
that non-identical changes in cellular compartments might be induced at different time
points or by different bacterial infections. These potential changes might co-purify with
phagosomes to lead to false-positive differentially abundant phagosomal proteins.

Electron microscopy has been used to examine the purity of phagosome preparations at a
structural level for entrapment of other organelles or their fragments. With a higher
sensitivity in LC/MS-based proteomic analysis, however, trace contaminants that cannot be
discerned by electron microscopy might also be detected. Therefore, molecular-level
sensitivity will be required to pinpoint which phagosomal proteins contain contaminating
fractions from other organelles.

Lee et al. used radioactively labeled THP-1 macrophages that never saw latex bead or
bacterial particles as internal standard to estimate the degree of contamination from other
organelles during phagosome preparations15. They reported purities of 82.5 to 92% for BCG
phagosome preparations using density gradient centrifugation. This radioisotopic mixing
approach estimated the percentage of total contaminating proteins but did not provide a
quantitation of the contaminating fraction for individual proteins.

Conceivably, the radioisotopic mixing approach could be adapted for using stable-isotope
labeling to estimate the contaminating fraction of individual proteins in a phagosome
preparation. Stable-isotope labeled host cells that never see bacteria or bead particles can be
used as internal standard to mix with unlabeled infected cells that contain phagosomes to
purify. The purified phagosomes can be analyzed with LC/MS to quantify the labeled and
unlabeled fractions of a protein. The proteins with only unlabeled fraction are not
contaminated and those with a labeled fraction can be estimated for the degree of
contamination that can be corrected. This approach to quantify unlabeled and labeled
fractions of a phagosomal protein was used to determine the dynamics of phagosome
proteomes40. In that process, slow-turnover fraction of a protein was corrected from mixed
phagosome populations40. Though promising for quantification of contamination,
application of the stable isotope-mixing approach requires validation of stable isotope
labeling of bone-marrow-derived APCs, which is beyond the scope of current study and will
be pursued in the future.

We examined the purities of phagosome preparations in this study with Western blot for
Calnexin and GS28 as ER and Golgi markers, respectively. Their levels were low and
comparable in the three phagosome preparations for each host cell system. While Calnexin
was detected in the six phagosome preparations by proteomics, GS28 was absent from these
samples to suggest that the phagosome preparations were pure at least in regard to Golgi.
The degree of ER involvement in phagosomes has been under debate but it is generally
recognized that ER membrane contributes to the phagosome composition in many cases (see
review12). Our proteomic results indicate that Calnexin abundance shows a trend of increase
in the order of DC phagsomes, Mφ phagosomes, and whole cell lysates (Table S1).

Regardless of the complicated issue of phagosome preparation purity, studies have
examined the proteome profiles of bacteria-containing vacuoles or latex-bead containing
phagosomes41–43 to decipher the endosomal-lysosomal pathway44 and to identify the
determinants of phagosome-lysosome fusion45. Several more recent studies have been
carried out at larger scales with more sensitive proteomic techniques to enable a systems-
level investigation of phagosomal proteomes from mycobacteria-infected Mφs15, 16. As
proteins regulated among different phagosome preparations or time-point samples are most
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likely to be authentic members of phagosomes12, we here compare the Mφ and DC
phagosomes and their whole cell lysates with emphases on regulated proteins.

Compared to the spectral counting method of proteomics15, the label-free approach with
peptide and protein cross-reference provides more quantitative results, especially for lower
abundant proteins25. A cluster analysis of the eight proteome profiles reveals three major
protein groups of interest (Fig. 2). The overview of these proteome profiles indicates that
H37Rv blocks phagosome maturation by excluding lysosome proteins while the KO
phagosomes recruit lysosome proteins as well as chaperon-containing T-complex proteins.
Interestingly, the H37Rv phagosomes appear to contain more ER proteins that might
contribute to cross-presentation12. The BCG phagosomes from Mφs and DCs, however,
show mixed results.

BCG is the only approved vaccine for humans. BCG gives variable protection against
tuberculosis depending upon geographic regions because of the loss of some immunogenic
antigens, strain variation and population factors. In addition, the BCG vaccine sequesters
within early endosomes that do not fuse with lysosomes46.

Peptide processing and presentation through MHCII is essential. The blockade of
phagosome acidification by BGC suggests that APCs like Mφs and DCs would be deficient
in presenting MHCII-dependent peptides from BCG. Indeed, BCG phagosomes are near
neutral in pH due to the exclusion of vacuolar-type H+-ATPase enzyme, and as a
consequence, intra-phagosomal cathepsin-D is inactive. Using a T-cell hybridoma specific
for a major secreted antigen from BCG antigen 85B, we found that Mφs and DCs showed a
decrease in antigen processing and presentation.

Tuberculosis is an important disease for which vaccination strategies more efficient than
BCG have been sought. For this reason, we analyzed alternative mechanisms of antigen
processing that could lead to immune recognition of the pathogen. From the previous
proteomics and systems biology analyses of phagosomes containing BCG as well as Rv
purified from mouse Mφs16, we found Nicastrin, a component of γ-secretase, was enriched
on the phagosome of the wild-type H37Rv and to a lesser extent on the BCG vaccine
phagosomes. This trend was repeated in this study (Table 2). Nicastrin was also present on
BCG and latex-bead containing phagosomes in human THP-1 Mφs possibly with greater
abundances at the earlier time points of phagosome biogenesis15. Because γ-secretase has
been implicated in proteolysis14 and a putative function of recycling phagosomal proteins
can be envisaged, we analyzed the function of Nicastrin and that of the other two
constituents of γ-secretase, i.e. Aph and Presenilin. The analysis suggested that the γ-
secretase members might be involved in antigen processing and presentation process
(unpublished results). Inadvertently, a recent study suggests a role for the γ-secretase
pathway in susceptibility to HIV-1 infection among different ethnic groups47. These results
invite further study of the functional roles of γ-secretase in infectious diseases.

GSEA analysis indicates that the antigen processing and presentation pathway is upregulated
in Mφ phagosomes compared to DC phagosomes (Table 1, ΦMP,avg/ΦDC,avg, cluster 22).
Consistent with upregulation of the antigen processing and presentation pathway, the
pathways associated with lysosome, lytic vacuole, and vacuole GO terms are also
upregulated in Mφs (Table 1, cluster 17). Because clusters 17 and 22 are not upregulated in
Mφ whole cell lysate versus DC whole cell lysate (Table 1, WCMP/ WCDC), the
upregulation of antigen presentation pathway in Mφ phagosomes is likely due to differential
enrichment of the antigen presentation proteins on the phagosome rather than in the whole
cell lysate. This notion is further supported by the observation that pathways with GO terms
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related to protein localization are significantly enriched on Mφ phagosomes while showing a
trend of downregulation in the Mφ whole cell lysate (Table 1, cluster 6).

The pathways with GO terms of intracellular protein transport and localization are
upregulated in Mφ phagosomes vs DC phagosomes while they are downregulated in DC
phagosomes compared to the DC whole cell lysate (Table 1, cluster 6). This result suggests
that Mφ phagosomes are more permissible to content trafficking, leading to improved
intraphagosomal survival or proliferation of mycobacteria over DC phagosomes. The
downregulation of actin binding and organization proteins (Table 1, clusters 7 and 8) in Mφ
phagosomes, especially for the H37Rv and KO infected ones, also suggests that H37Rv and
KO strains might interfere with F-actin remodeling process to avoid delivery to
phagolysosomes.

While mitochondrial membranes are significantly more abundant in the Mφ whole cell
lysate, they are less abundant on Mφ phagosomes (Table 1, cluster 1). A further examination
indicates that DC BCG phagosomes are enriched with mitochondrial membranes. In our
preliminary studies, we observed that the KO strain colocalized into autophagosomes that
are thought to include ER48 or mitochondrial49 membranes for biogenesis. During
formation, autophagosomes sequester cytoplasmic contents that might include other
organelles such as mitochondria50. It is also likely that autophagosomes fuse with
phagosomes or phagolysosomes to lead to the entrapment of other organelles within the
phagosome51. The enrichment of mitochondrial membranes on DC BCG phagosomes
relative to DC KO phagosomes, DC H37Rv phagosomes, and Mφ BCG phagosomes
suggests that mitochondrial membranes might indeed be more involved in phagosome
biogenesis in BCG-infected DCs.

An attempt to derive more detailed pictures about the regulation of phagosome proteomes
based on the relative abundance ratios of individual proteins has proved to be complicated in
some cases (Table 2). For example, while the relative abundance of Atp6v0c in Mφ
phagosomes suggests that the H37Rv strain more effectively excludes the vacuolar-type H+-
ATPase enzyme from Mφ phagosomes than the KO and BCG strains, the results for
Atp6v1f do not agree. Furthermore, although relative abundances of Atp6v1b2 in DC
phagosomes indicate that the H37Rv strain more effectively excludes the vacuolar-type H+-
ATPase enzyme from DC phagosomes than the KO and BCG strains, those of Atp6v1e1 do
not agree. It remains to determine whether members of a common enzyme complex are truly
regulated in a discordant fashion or the discordance in regulation for members of a common
enzyme complex is due to technical variability. For such a reason, we turn to alternative
systems approaches to interpret the data on the antigen processing and presentation pathway
shown in Fig. 2 and Table 2.

In panel a of Fig. 3, several known phagosome maturation markers including Lamp2, Ctss,
Atp6v0c, H2-Ab1, and H2-Eb1 show higher amounts on Mφ KO phagosomes as well as Mφ
BCG phagosomes. The enrichment pattern of these proteins on the Mφ phagosomes
indicates that both KO and BCG phagosomes in Mφs are more mature than their DC
counterparts and the H37Rv phagosomes. Mφ KO phagosomes appear to proceed further
into maturation as suggested by the enrichment of additional phagosome maturation or
antigen presentation markers.

The clustering of the six phagosome samples further suggests that all DC phagosomes are
less mature than the KO and BCG phagosomes in Mφs. H37Rv is known to arrest
phagosomes maturation. The DC phagosomes, especially the H37Rv and BCG ones, are
more like the H37Rv phagosome in Mφs. In the clustering tree, the DC KO phagosome is
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located closer to the KO and BCG phagosomes in Mφs, suggesting that the KO phagosome
might also be more mature than H37Rv and BCG phagosomes in DCs.

The upregulation of H2-Ab1 and H2-Eb1, along with Ctss and Lamp2 on KO and BCG
phagosomes in Mφs indicate that MHCII antigen presentation pathway is upregulated in the
KO and BCG phagosomes in Mφs. The upregulation of M6pr on the Mφ KO phagosome
suggests that KO phagosomes proceed further into maturation. Thus, the Mφ KO
phagosome is probably the most mature out of the six phagosomes (Fig. 3).

A similar pattern of clustering tree among the six phagosomes is observed in panel b when
only the proteins in the antigen processing and presentation pathway were used to classify
the samples. The results from the GSEA leading edge analysis shown in panel b lead to the
identification of the proteins responsible for upregulation of the antigen presentation
pathway in the Mφ phagosomes. These proteins include H2-L, Hspa8, Ctss, Tap1, Tap2,
H2-Eb1, and H2-Ab1.

DCs are generally more efficient stimulators of naive, memory and alloreactive T cells than
Mφs. The stronger ability of DCs to present antigens to T cells could be ascribed to the
expression of higher levels of MHC and costimulatory molecules on DCs than on Mφs. The
proteomic results obtained here indicate that mycobacteria are capable of excluding MHC
molecules, such as the MHCII molecules H2-Ab1 and H2-Eb1, from DC phagosomes. The
suppression of MHC enrichment on DC phagosomes at least in part explains how Mtb
evades the host immune surveillance.

Although the data presented in Fig. 3 indicate that both KO and BCG phagosomes in Mφs
are enriched with higher amounts of several known phagosome maturation markers
including Lamp2, Ctss, and Atp6v0c, the degree of the phagosome maturation might still be
limited compared to a fully mature phagosome. Indeed, BCG phagosomes are near neutral in
pH due to the exclusion of vacuolar-type H+-ATPase enzyme, and as a consequence, intra-
phagosomal cathepsin-D is inactive. The upregulation of Coro1a on BCG phagosomes
versus KO or H37Rv phagosomes in either Mφs or DCs also suggests that BCG phagosomes
are restricted from maturation. As mentioned before, we find that Mφs and DCs show a
decrease in antigen processing and presentation by using a T-cell hybridoma specific for a
major secreted antigen from BCG antigen 85B. Furthermore, the upregulation of Coro1a in
DC phagosomes versus Mφ phagosomes coincides with the observation that the antigen
processing and presentation pathway is downregulated in DC phagosomes. These results
provide some basis for further investigation of how the BCG vaccine incur large variations
in efficacy despite being the only Mtb vaccine used world wide to date.

Conclusion
We have demonstrated the first global comparison of mycobacterial phagosome proteomes
from two important types of professional APCs, i.e. Mφs and DCs under three different
infection conditions. Using label-free proteomics with peptide cross-reference algorithm, we
substantially improved the phagosome proteome coverage even without sample fractionation
prior to LC/MS analysis. The proteomic approach will be suitable for large-scale analysis of
multiple samples under different infection conditions at multiple time points to generate
datasets suitable for systems analysis.

With several systems biology informatics tools including functional annotation, gene set
enrichment, gene ontology, and clustering analyses, we assessed the pathways in
mycobacterial phagosomes with an emphasis on the regulation of phagosome maturation,
antigen processing and antigen presentation pathways. We showed that a systems approach
was needed to extract biological information from a relatively complex and noisy proteomic
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dataset, which otherwise would have been difficult to analyze with conventional protein-by-
protein approaches.

The study indicates that antigen presentation pathways are repressed more in DCs than in
Mφs, which in part explains how mycobacteria evade host immune surveillance. The
upregulation of antigen presentation pathways in Mφs versus in DCs also suggest that Mtb
might co-opt the host immune system to stimulate granuloma formation for persistence.
Meanwhile, the downregulation of antigen processing and presentation in DCs helps Mtb to
minimize the antimicrobial immune response to enhance Mtb survival.

The studies on phagosomal proteomes have also shown the promise to discover new antigen
presentation mechanisms that a professional antigen presentation cell might use to overcome
the mycobacterial blockade of conventional antigen presentation pathways. To further
characterize the antigen presentation pathways in mycobacterial phagosomes, we will still
need in-depth proteomic analysis of the phagosome at both a global and a targeted level. The
work reported here also stresses the need of systems biology approaches for data processing
to better recapitulate the antigen presentation pathways in professional antigen presentation
cells modulated by the pathogen within a broader context of other biological processes in the
phagosome. A better characterization of the phagosome maturation and antigen presentation
pathways in Mφs and DCs will be important to improve vaccine strategies against
tuberculosis disease.
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Refer to Web version on PubMed Central for supplementary material.
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Figure 1. Clustering analysis of the six phagosome and two whole cell lysate samples based on
the abundance profiles of the 1001 quantified proteins
Φ – phagosome. WC – whole cell lysate.

Li et al. Page 17

J Proteome Res. Author manuscript; available in PMC 2012 May 6.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 2. Phagosome and antigen presentation pathways
The rounded rectangular text boxes represent the phagosome components that are a protein
or protein complex. All the shown phagosome components except γ-secretase are annotated
in the KEGG Phagosome Pathway (www.genome.jp). The bold fonts indicate that a protein
is detected in this study for the phagosome component.
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Figure 3. Clustering of the six phagosome samples based on the phagosome and antigen
presentation pathway (panel a) or the antigen processing and presentation pathway (panel b)
The numbers in parenthesis in panel b indicate the rankings of the proteins in a GSEA
leading edge analysis. In panel a, both the samples and proteins were clustered. In panel b,
the samples were clustered while the proteins were ordered by their rankings in the GSEA
analysis. The duplicate runs for each sample are shown.
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