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Abstract
The HIV-1 envelope (Env) is a key determinant in mediating viral entry and fusion to host cells
and is a major target for HIV vaccine development. While Env is typically about 50% glycan by
mass, glycosylation sites are known to evolve, with some glycosylation profiles presumably being
more effective at facilitating neutralization escape than others.1 Thus, characterizing glycosylation
patterns of Env and native virions and correlating glycosylation profiles with infectivity and Env
immunogenicity are necessary first steps in designing effective immunogens. Herein, we describe
a mass spectrometrybased strategy to determine HIV-1 Env glycosylation patterns and have
compared two mammalian cell expressed recombinant Env immunogens, one a limited
immunogen and one that induces crossclade neutralizing antibodies. We have used a glycopeptide-
based mass mapping approach to identify and characterize Env’s glycosylation patterns by
elucidating which sites are utilized and what type of glycan motif is present at each glycosylation
site. Our results show that the immunogens displayed different degrees of glycosylation as well as
a different characteristic set of glycan motifs. Thus, these techniques can be used to (1) define
glycosylation profiles of recombinant Env proteins and Env on mature virions, (2) define specific
carbohydrate moieties at each glycosylation site, and (3) determine the role of certain
carbohydrates in HIV-1 infectivity and in modulation of Env immunogenicity.
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Introduction
The viral defense mechanisms against anti-HIV-1 neutralizing antibodies and the structural
complexity of HIV envelope (Env) proteins present an unprecedented challenge in the
development of an effective vaccine against AIDS.2–5 The evolution rate of HIV-1
quasispecies coupled with the evolution of Env escape mutants prevents the anti-HIV-1
antibody response from neutralizing HIV-1.6,7 While CTL responses are crucial in limiting
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virus replication, the induction of broadly neutralizing antibodies against a broad spectrum
of HIV isolates remains to be the best option for protective immunity.8–11 Despite recent
advances in vaccine research, an immunogen that could elicit high levels of broadly
neutralizing antibodies has not yet been developed.4,5,11,12

The HIV-1 envelope trimer that mediates viral entry is extensively glycosylated with at least
24 potential N-linked glycosylation sites spread throughout the conserved and the variable
regions.13,14 The transmembrane subunit gp41, which anchors gp120, promotes the insertion
of the viral RNA to the host cell and is known to have 4–5 potential N-linked glycosylation
sites located at the extraviral domain.15 Glycosylation plays a pivotal role in HIV
pathogenesis by impacting the proper folding and functional conformation of the envelope
spike, thereby influencing the protein’s antigenicity and immunogenicity.16–20 In addition,
glycosylation is involved in the HIV immune evasive mechanisms that include
conformational masking of epitopes and glycan shielding.1,21–25 Thus, the loss or gain of
potential glycosylation sites can significantly alter the biological activity of the envelope
spike.23,26–30 One of the most promising targets for induction of anti-HIV-1 neutralizing
antibodies is Env carbohydrates, as they comprise ~50% of the Env mass.13,31 However,
HIV-1 carbohydrates are not immunogenic and may vary with the cell type in which the Env
is produced.

To date, the glycosylation pattern of gp120 of several HIV strains has been
defined.13,14,32–37 Seminal studies on the gp120 glycosylation pattern of the first prototype
HIV strain, IIIB, derived from Chinese hamster ovary (CHO) cells show that the protein is
comprised of high mannose, complex, and hybrid type glycans.13 The study revealed that all
of the 24 glycosylation sites were utilized with 13 sites occupied by complex type glycans
and 11 sites with high mannose and/or hybrid type glycans. A similar glycosylation pattern
within the 24 consensus sites was also observed in another CHO cell derived strain (SF2)
with 26 glycosylation sites.36,37 Identified complex type structures were diverse spanning
from bi- to tetraantennary structures with varying degrees of sialylation and fucosylation.
Notably, SF2 glycoforms were found to exist as two distinct clusters, one with mostly high
mannose and the other complex type localized on distinct domains of the envelope
surface.36

While these studies provided the benchmark for elucidating gp120 glycosylation profiles,
the CHO cell derived monomeric form of gp120 used in VAXGEN phase III HIV vaccine
trial was not effective.38,39 The glycosylation on the failed vaccine candidate is well-
characterized, but it is highly probable that different vaccine candidates, constructed from
different sequences, produced in different cell lines, and/or present in oligomeric forms,
would display different glycosylation profiles. This notion is supported by the fact that
different cell types display different types of glycosylation patterns.35,40–42 In addition,
glycan attachment is not always 100% efficient resulting in variable site occupancy.43–45

Thus, host cell specific variations that include processing of complex glycans35,41 and the
variation in the distribution of glycosylation sites can modulate the antigenic and
immunogenic presentation of the protein to the immune system. Therefore, much work
remains in the characterization of glycosylation profiles of Env immunogens to reveal the
correlation between glycosylation and immunological response.

Most efforts on the effect glycosylation on virus’ susceptibility to neutralization have
focused on the deletion of glycosylation sites flanking the receptor binding site, the V1/V2
loop, and the V3 loop.24,46–50 Variation in global glycosylation pattern of the Env proteins
retrieved from the Los Alamos National Laboratory (LANL) HIV database has been
reported,51 but the variation in glycosylation contributing to Env protein immunogenicity
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has not been fully explored. Such assessment is beneficial in the design of an efficacious
Env-based immunogen.

To correlate glycosylation profiles with immunological response, one must identify a form
of the Env protein with immunogenic properties. An immunogen design approach using
synthetic Env genes generated from a centralized consensus gene sequences in the LANL
HIV sequence database used in combination with DNA/recombinant protein vaccines has
shown some success in this area.52–57 These synthetic Env genes express the soluble
secreted oligomeric forms of the Env protein that have the same antigenic, immunogenic,
and functional properties as the native HIV-1 Env proteins when used in DNA vaccines.
Notably, out of the six synthetic immunogens generated so far, three Env genes generated
high titers of neutralizing antibodies. One of these Env genes was CON-S which elicited
neutralizing antibody response spanning three M clades when used in DNA/recombinant
protein vaccine in animal models.54

While the use of a centralized gene approach has provided valuable insights regarding the
antigenic and immunogenic properties of the synthetic Env proteins, the role of
glycosylation and its contribution to the antigenic/immunogenic activity have not been
defined. To begin to prove the relevance of the pattern of glycosylation of Env to Env
antigenicity and immunogenicity, we have developed the strategy to profile Env
glycosylation patterns, and determined glycosylation species of two recombinant HIV-1 Env
oligomers, one a poor immunogen for neutralizing antibodies, and one that induces a more
robust cross-clade neutralizing antibody response. We characterized the glycosylation
pattern of an rVV derived synthetic Env immunogen, CON-S, representing the centralized
sequence of the group M consensus, by mass spectrometry and performed a comparative
glycosylation study with the wild-type clade B Env protein, JR-FL. This comparison
provides an avenue to understand how changes in glycosylation influence the
immunogenicity of the Env proteins. We used glycopeptidebased mass spectral analysis to
elucidate the glycosylation pattern of the recombinant glycoproteins, CON-S and JR-FL.
Proteolytic digests of the glycoproteins were examined directly with matrix-assisted laser
desorption/ionization mass spectrometry (MALDI MS) and liquid chromatography
electrospray ionization Fourier Transform ion cyclotron resonance mass spectrometry (LC/
ESI-FTICR MS). Comparison of the glycosylation profile of CON-S and JR-FL at each
glycosylation site reveals characteristic glycan patterns with processed (complex and hybrid)
type and more high mannose structures for CON-S and predominantly processed (complex
and hybrid) type structures for JR-FL. One key glycosylation feature of these Env proteins is
that not all glycosylation sites are utilized. The information gained from this study can be
used to correlate variation in glycosylation patterns with respect to the breadth of
neutralizing antibody response induced by each immunogen. Identification of the
immunogen’s specific glycosylation footprint that elicits broadly neutralizing antibody
response will be an informative addition to current paradigms used in the design of effective
immunogens.

Materials and Methods
Materials and Reagents

All reagents were obtained in high purity from Sigma-Aldrich except when noted otherwise.
Ammonium bicarbonate (NH4HCO3), trizma hydrochloride, trizma base,
ethylenediaminetetraacetic acid (EDTA), phosphate buffered saline solution (PBS), acetic
acid, HPLC grade acetonitrile (CH3CN), methanol (CH3OH), 2,5-dihydroxybenzoic acid
(DHB), urea, α-cyano-4-hydroxycinnamic acid (CHCA), iodoacetamide (IAA), Sepharose
CL-4B, butanol, ethanol, dithiothreitol (DTT), trifluoroacetic acid (TFA), and formic acid
were purchased from Sigma (St. Louis, MO). Water was purified using a Millipore Direct-
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Q3 Water Purification System (Billerica, MA). Sequencing grade trypsin (Tp) and N-
glycosidase F (PNGase F) from Elizabethkingia meningosepticum were obtained from
Promega (Madison, WI) and Calbiochem (San Diego, CA), respectively.

Expression and Purification of Envelope Glycoproteins (JR-FL and CON-S)
All Env proteins were expressed and purified from the Duke Human Vaccine Research
Institute in Durham, NC. The Env proteins were constructed, expressed, and purified using
the method described in literature.53,54

Tryptic Digestion
Samples containing 300 µg aliquots of the HIV-1 Env proteins, JR-FL gp140ΔCF and
CON-S gp140ΔCFI, were denatured with 6 M urea in 100 mM Tris buffer (pH 7.5)
containing 3 mM EDTA. The proteins were reduced and alkylated with 15 mM DTT at
room temperature for 1 h and 40 mM IAA at room temperature in the dark for another hour,
respectively. The samples were brought to a final concentration of 50 mM DTT to neutralize
excess IAA. Proteins were then digested at 37 °C with trypsin at a protein/enzyme ratio of
30:1 (w/w) overnight, followed by a second trypsin digestion under the same conditions.
The resulting HIV Env protein digest mixture was either subjected to off-line, reversed-
phase, high-performance liquid chromatography (RP-HPLC) fractionation for MALDI
analysis or RP-HPLC ESI-FT MS analysis.

Offline RP-HPLC Fractionation
A 20 µL aliquot of the HIV Env protein digest mixture was injected onto a C18 column (150
mm × 4.6 mm, 5 µm size column particle, Alltech, Deerfield, IL). Mobile phases utilized for
the fractionation were A, 99.9% deionized H2O and 0.1% formic acid, and B, 99.9%
CH3CN and 0.1% formic acid. The following CH3CN/H2O multistep gradient was used to
elute the glycopeptides from the column at a flow rate of 1 mL/min: 5% mobile phase B for
3 min, followed by a linear increase to 40% B in 15 min, a 15 min hold at 40% B, then a
linear increase to 85% B in 20 min. The column was then held at 85% B for 7 min before re-
equilibration. Fractions were collected every minute for 60 min. The HPLC fractions were
dried in a centrivap (Labconco Corporation, Kansas City, MO) and reconstituted with 10 µL
of H2O. A total of 60 fractions were analyzed by MALDI MS.

N-Deglycosylation
HIV glycopeptide enriched fractions were deglycosylated using N-glycosidase F
(CalBioChem) utilizing the protocol recommended by the manufacturer. Briefly, a solution
containing 500 units/mL of N-glycosidase F was prepared by adding 100 µL of deionized
H2O to 50 units of lyophilized enzyme in a vial. Glycans were released in each glycopeptide
enriched fraction by adding 25 µL of 20 mM NH4HCO3 (pH ) 8) and 4 µL of N-glycosidase
F solution. The reaction was incubated overnight at 37 °C and was stopped the following
day by heating the sample to 100 °C. The resulting solution was subsequently analyzed by
MALDI MS.

Mass Spectrometry and Liquid Chromatography
MALDI MS and MS/MS experiments were performed on an Applied Biosystems 4700
Proteomics Analyzer mass spectrometer (Foster City, CA) operated in the positive ion
mode. Samples were prepared by mixing equal volumes of the analyte and matrix solutions
in a microcentrifuge tube, then immediately deposited on a MALDI plate, and allowed to
dry in air. The matrix solution was prepared by mixing equal volumes of saturated solutions
of CHCA in 50% CH3CN in H2O with 0.1% TFA and DHB in 50% CH3CN in H2O.
Samples were irradiated with an ND:YAG laser (355 nm) operated at 200 Hz. This
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instrument was equipped with automated and multisampling capabilities for rapid sample
analysis. Mass spectra were acquired in both reflectron and linear ion modes and were
generated by averaging 3200 individual laser shots into a single spectrum. Each spectrum
was accumulated from 80 shots at 40 different locations within the MALDI spot. The laser
intensity was optimized to obtain adequate signal-to-noise (S/N) ratio and resolution for
each sample. MALDI MS/MS data were acquired using a collision energy of 1 kV with
nitrogen as collision gas.

LC/ESI-FTICR MS and MS/MS experiments were performed using a hybrid linear ion-trap
(LIT) Fourier Transform ion cyclotron resonance mass spectrometer (LTQ-FT,
ThermoElectron, San Jose, CA) directly coupled with a Dionex UltiMate capillary LC
system (Sunnyvale, CA) equipped with FAMOS well plate autosampler. Mobile phases
utilized for the experiment consisted of solvent A, 99.9% deionized H2O and 0.1% formic
acid, and solvent B, 99.9% CH3CN and 0.1% formic acid, which were pumped at a flow rate
of 5 µL/min. Samples were injected into a C18 PepMap 300 column (300 µm i.d. × 15 cm,
300 Å, LC Packings, Sunnyvale, CA). After loading 5 µL of sample, glycopeptides were
eluted at a flow rate of 5 µL/min using the same gradient described above. A short wash and
blank run were performed between every sample to ensure that there was no sample
carryover. The hybrid LIT-FT-MS was operated in a data-dependent scanning mode with
scan event details as follows: A full FT-MS scan within the mass range m/z 800–2000
followed by three data-dependent MS/MS scans of the three most intense glycopeptide
molecular ions from the full MS scan were sequentially and dynamically selected for
subsequent collision-induced dissociation (CID) in the LTQ linear ion trap using a
normalized collision energy of 35% and a 3 min dynamic exclusion window. When the data-
dependent MS/MS scan detects a neutral loss corresponding to monosaccharide units
(hexose or HexNAc), an MS3 scan event is triggered for the parent ion. The temperature for
the capillary of the ion source was set at 200 °C and an ESI voltage of 4.0 kV was used,
scanning in the positive ion mode.

Glycopeptide Identification
Tandem mass spectra generated from MALDI MS and ESI-MS analyses were analyzed
using GlycoPep DB58 and GlycoPep ID59 to elucidate the HIV Env protein tryptic
glycopeptide compositions. The details of the glycopeptide compositional analysis have
been described previously. Briefly, the peptide portion is determined using the collision
induced dissociation (CID) data. For MALDI MS analysis, CID data from glycopeptide
enriched fractions were inspected manually to identify the characteristic signature fragment
ion of the cross-ring cleavage, 0,2X ion. This ion was used to verify the peptide portion of
the glycopeptide. Once the peptide was identified, the peak list of the MS data from the
fraction in which the peptide sequence was ascertained was searched against all
carbohydrate entries in the GlycoPep DB database. The query result generated all plausible
glycopeptide compositions which were subsequently refined and verified by evaluating the
MS and MS/MS data. The compositional assignment for ESI FTICR-MS data is realized
using GlycoPep ID to determine the peptide portion of the glycopeptide and GlycoPep DB
for glycopeptide composition. Identification of peptide portion is facilitated using GlycoPep
ID, in which a peptide prediction table is generated from a theoretical digest of the
glycoprotein of interest with their corresponding sequence and m/z values as well as a list of
predicted m/z values of the cross-ring cleavages, 0,2X or 0Y1 ions.

Go et al. Page 5

J Proteome Res. Author manuscript; available in PMC 2013 May 20.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Results and Discussion
CON-S and JR-FL Envelope Glycoproteins

Modified forms of the synthetic Env immunogen, CON-S, representing the group M and the
wild-type clade B Env protein, JR-FL were used in this study due to the marked
improvement in immunogenicity and the protein’s ability to express soluble oligomeric
protein.53,54,60 On the basis of the full-length sequence of gp160 of the reference HIV strain,
HXB2, the gene construct of the modified form of CON-S (gp140ΔCFI) was constructed
with three internal deletions that included the gp120/gp41 proteolytic cleavage site (C,
residues 510–511), fusion domain of gp41 (F, residues 512–527), and the region between
two heptad repeats (residues 546–579, 628–655) in the immunodominant region (I) and
shortened variable loops, whereas the modified form of JR-FL (gp140ΔCF) lacked the
gp120/gp41 proteolytic cleavage site (C), and the fusion domain (F) of gp41.60 Both of the
Env immunogens were lectin-purified and were propagated in rVV.53,54 The full sequence
alignment of CON-S gp140ΔCFI and JR-FL gp140ΔCF is shown in Figure 1 with the
potential glycosylation sites shown in red. The protein sequence of CON-S gp140ΔCFI and
JR-FL gp140ΔCF is 81% identical. As can be seen in Figure 1, the Env proteins differ in
nine potential glycosylation sites. Missing potential glycosylation sites in JR-FL gp140ΔCF
but present in CON-S gp140ΔCFI and vice versa are shown in boxes. Glycosylation
analysis using N-glycosite (http://www.hiv.lanl.gov/) reveals 31 and 27 potential
glycosylation sites for CON-S gp140ΔCFI and JR-FL gp140ΔCF, respectively. Throughout
the text, CON-S gp140ΔCFI and JR-FL gp140ΔCF are referred as CON-S and JR-FL,
respectively.

Glycosylation Mapping by Mass Spectrometry
The global mapping and comprehensive identification of glycosylation using glycopeptide-
based MS analysis is perhaps one of the most challenging tasks in glycoproteomics. This
difficulty mainly stems from the low ionization efficiency of glycopeptides, the extensive
glycan heterogeneity at each glycosylation site, the relatively lower glycopeptide
concentration compared to peptides, and the complexity of data analysis. Central to any
successful MS analysis is the design and choice of sample preparative aides. Recently, we
performed a thorough evaluation of several chromatographic and enrichment methods used
for glycopeptide-based MS analysis and optimized them to markedly improve the
glycopeptide coverage.61 Accordingly, we tailored an optimized sample preparation method
that is well-suited for the analysis of the extensively glycosylated recombinant HIV Env
proteins, CON-S and JR-FL. Figure 2 provides a schematic representation of the
experimental template used in this study. Our approach was to integrate both MALDI MS
and LC/ESI FTICR MS analyses to obtain a global profile of the glycosylation and
distinguish differences in the glycosylation profile between the two Env immunogens.

CON-S and JR-FL both have ~600 amino acid residues. The reduced Env proteins have 15
cysteine residues, which were alkylated at the protein level by reacting the cysteine residues
with IAA producing carbamidomethylated Env proteins. The carbamidomethylated Env
proteins were subjected to all operations typical of an in-solution trypsin digestion
generating about 100 possible tryptic fragments when allowing for up to one internal trypsin
cleavage site (single missed cleavage). After digestion with trypsin, two separate aliquots of
the glycoprotein digest were either subjected to HPLC fractionation for MALDI MS
analysis or LC/ESI FTICR MS analysis (Figure 2). For both MS experiments, glycopeptides
were separated within an 80-min gradient. Out of the 60 HPLC fractions collected for each
sample for MALDI analysis, there were 36 and 38 fractions that contained glycopeptides for
JR-FL and CON-S, respectively. These fractions were subjected to MS/MS analysis to
deduce the glycopeptide composition present in each fraction. A portion of each
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glycopeptide fraction was treated further with PNGase F to validate the peptide assignment
and determine which of the potential glycosylation sites were occupied (Figure 2).
Glycopeptide analysis using LC/ESI-FTICR-MS and MS/MS analysis was performed using
data-dependent acquisition mode with the hybrid LTQ linear ion trap. Glycopeptides were
identified by locating clusters of peaks whose characteristic mass differences correspond to
the masses of the monosaccharide units (hexose, HexNAc, etc.) in the ESI FTICR-MS data.
We have identified all of the 31 and 27 potential glycosylation sites for CON-S and JR-FL
from our analysis (Table 1).

Glycosylation Profiles of CON-S and JR-FL
A total of 19 and 16 tryptic glycopeptides with both single and multiple glycosylation sites
were identified for CON-S and JR-FL, respectively (see Figure 1). The glycosylation
profiles, which include the glycan motif and site occupancy, were compared for CON-S and
JR-FL. A partial list of the glycopeptide compositions is shown in Table 2 and the complete
list is found in Supplementary Tables 1A, 1B, 2A and 2B in Supporting Information.
Representative MALDI MS and LC/ESI-FTICR MS and the corresponding tandem MS
spectra of the glycopeptide fractions shown in Figure 3 depict the tryptic glycopeptides in
the V2 and V3 regions for JR-FL (Figure 3A) and CON-S (Figure 3B), respectively.
Glycopeptide compositions were deduced after identifying the peptide portion of the
glycopeptide from MS/MS data (Figure 3 inset),and the glycan portion was verified using
the mass list from each spectrum. Compositional analysis generated ~500 putative
identifications for each immunogen per MS technique used. The query results were refined
by evaluating the MS spectra manually and further confirming the assignments with all the
available MS/MS data. Overall, we have identified over 300 unique glycopeptide
compositions per immunogen consisting of high mannose, hybrid, and complex type N-
linked glycans. This high level of coverage of glycosylation heterogeneity is unprecedented.

To differentiate the glycosylation motifs between the synthetic and wild-type Env
immunogen and facilitate analysis, the glycoforms were broadly categorized into two
groups, namely, high mannose and processed glycans. High mannose glycans consist of
mannose-containing structures with 5–9 mannose sugars, whereas processed glycans include
all hybrid and complex type structures. The processed glycans were counted according to
the following criteria: hexose (Hex) ≥ 3 and N-acetylglucosamine (HexNAc) ≥ 4 or Hex ≥ 4
and HexNAc ≥ 3. Figure 4A shows a summary of the glycosylation data populating each
site. A closer look indicates that the CON-S and JR-FL differ in their site occupancy and the
glycosylation pattern particularly surrounding the immunodominant V3 loop. To elucidate
how these two differences in glycosylation profiles can affect the immunogenicity of the
Env proteins, a detailed comparison of the glycosylation of the Env proteins was made, and
its implications to vaccine design are discussed below.

A. Open Glycosylation on CON-S and JR-FL
The identified glycopeptides isolated from the tryptic digests of CON-S and JR-FL
accounted for 31 and 27 potential glycosylation sites, respectively. While the glycopeptide
mass mapping experiment allowed for the identification of glycopeptides, it cannot directly
predict the site occupancy. Several identified glycopeptides contain more than one
glycosylation site (see Table 1). To identify which sites were occupied on these
glycopeptides, the glycopeptides were enzymatically deglycosylated to determine the site
occupancy.62–65 The enzymatic release of glycans converts asparagine in the NXT/S to
aspartic acid resulting in a mass shift of 1 Da per site. Figure 5A contains representative MS
data of a deglycosylated glycopeptide fraction for CON-S. Four deglycosylated
glycopeptides exhibiting a mass increment of 1 Da each were detected, indicating that each
of these glycopeptides contains one utilized glycosylation site. Tandem MS analysis of these
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peptides was performed to validate the peptide sequence as well as to determine site
utilization for peptides with multiple glycosylation sites. MS/MS data (Figure 5B) of the
tryptic peptide, NNN413NTN416DTITLPCR, in the V4 loop shows which of the two
potential glycosylation sites is occupied. The N413NT site is occupied, as evidenced by the
fact that this asparagine has been converted to aspartic acid. The second site, N416DT, must
be unutilized, since the MS/ MS data clearly indicate that this residue is still an asparagine,
after PNGase F treatment. Analysis of another glycopeptide fraction containing this peptide
shows that both N413NT and N416DT are utilized. Thus, N416DT is variably occupied, as
both glycosylated and nonglycosylated asparagines (N416) were identified by MALDI MS
from PNGase F treated glycopeptide fractions. Overall, our results revealed that out of the
31 potential glycosylation sites detected for CON-S (Table 1), glycosylation sites at N141 in
the C1–V1 region, N191 in the V1/V2 region, and N631 and N643 in the transmembrane
region were not utilized at any time, and nine sites that included N135 in C1–V1 region,
N159 and N201 in the V1/V2 region, N245 and N293 in the conserved region 2 (C2), N305
in the V3 region, N344 in the conserved region 3 (C3), N416 in the V4 loop, and N466 in
the V5 loop were variably utilized (Figure 4B, top). For JR-FL, the sites at N138 in the V1
region, N192 in the V1/V2 region, and two sites at N617 (or 622) N643 in the
transmembrane region were not utilized and the site at N159 was variably utilized (Figure
4B, bottom). It should be noted that, for the long peptide portion in the V4 region, two sites
were occupied out of five potential glycosylation sites. We were not able to determine which
sites were occupied by MS/MS experiments due to the inherent low ionization efficiency of
this high mass species. Table 1 shows the list of identified tryptic glycopeptides with open
and variable glycosylation sites for both CON-S and JR-FL.

The observed variation in the degree of glycosylation occupancy for both immunogens can
be attributed to several factors that commonly affect the efficiency of protein glycosylation.
It is known that the extent of protein glycosylation is governed by the primary structure of X
in the consensus glycosylation site, NXT/ S, the amino acid residue flanking the NXT/S, the
structural conformation of the local environment surrounding NXT/S, and the availability of
the array of key glycosylating enzymes during glycan biosynthesis/processing.43,45,66 Close
examination of the amino acid sequence surrounding NXT/S for each glycopeptide in Table
1 indicates that the heterogeneity in site occupancy can be attributed to the conformation of
the local environment surrounding NXT/S and the amino acid at position X. For instance,
the absence of glycosylation on the second asparagine residue for the glycopeptide,
LDVVPIDDNNN190N191SSNYR, in the V2 region for CON-S is most likely due to steric
occlusion. The same trend is observed for a similar glycopeptide on JR-FL. After the
transfer of N-linked glycans on N190 (CON-S) or N191 (JR-FL), the glycan addition to
N191 or N192 is not favorable due to steric hindrance. Inefficient glycosylation at N135,
N141, N159, N245, N293, N305, N397, N416, N466, and N631 for CON-S and N138 and
N159 for JR-FL may also be due to steric hindrance of occupied glycosylation sites in close
proximity. Glycosylation efficiency is also regulated by the presence of large hydrophobic
residues (W, L, F, and Y) and negatively charged residues (E and D) at position X in the
consensus, NXT/S.67,68 Thus, the lack of glycosylation at N643, for both CON-S and JR-
FL, located at the transmembrane region is likely influenced by the presence of tyrosine (Y)
at the X position. Inefficient glycosylation at the variably occupied site at N293 before the
V3 region and N466 in the V5 region for CON-S is most likely influenced by the presence
of glutamic acid (E) at the X position.

In addition to the primary sequence effecting glycosylation site occupancy, it is also quite
possible that the cell line used to express the protein contributes to the number of open
glycosylation sites in CON-S and JR-FL. Previous analyses, which have shown that all the
potential glycosylation sites on Env are occupied, were conducted on proteins expressed in
CHO cells.13,36 In contrast, JR-FL and CON-S were both expressed in 293-T cell line. Other

Go et al. Page 8

J Proteome Res. Author manuscript; available in PMC 2013 May 20.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



glycoproteins have been described that contain dramatically different glycosylation patterns,
when the proteins are obtained from different mammalian species.41,42 If the differences in
cell line used contribute to the differences in glycosylation site occupancy in Env, this would
imply that changing cell lines for an immunogen could have an effect in its glycosylation
profile and, as a result, its immunogenicity.

The existence of open and variable glycosylation can directly affect the immunogenicity of
the Env proteins. Indeed, the susceptibility of the virus toward antibody neutralization is
dependent on whether the unutilized sites could either effectively or ineffectively expose
key protein epitopes. An increase in antibody neutralization was observed when the
glycosylation sites in the V3 regions and near the receptor binding region were
deglycosylated.47,50 Our results show that more open sites surround the V1/V2, C2, and V3
regions for CON-S, compared to the less effective immunogen, JR-FL.

B. Glycosylation and Protein Structure
In addition to determining whether the glycosylation sites are occupied, glycosylation
analysis also provides some insight into the three-dimensional (3D) conformation of the
protein, and its structural heterogeneity in vivo. Given that the appended carbohydrates
could either be heavily processed or not, depending on the site’s accessibility to key
glycosylating enzymes, the variability in glycosylation processing provides a probe of the
protein’s local structure at a particular glycosylation site. High mannose glycans indicate
minimal processing and a more protected local 3D structure, whereas fully processed
glycans indicate that the glycosylation site was readily accessible to glycosyltransferase
enzymes in the Golgi. In fact, high mannose glycans have been previously shown to help
stabilize the local 3D conformation of proteins.45,69,70 Of course, Env immunogens must be
able to adapt stable 3D conformations so they can provide conserved structural epitopes that
elicit strong immunological response. To probe differences in protein structure between JR-
FL, a poor immunogen, and CON-S, a more effective immunogen, we highlight two key
regions/segments where glycosylation is different between the two proteins.

The first region where the difference in glycosylation was observed is the region before the
V1 loop. The glycosylation site is located in the first conserved (C1) region. The sequence
alignment of the 62-residue segment of the glycopeptide identified in the C1 region of CON-
S and JR-FL is 95% identical (Figure 6A). Since the two sites have identical sequence, one
would reasonably expect that these sites are equally exposed and accessible to glycosylation
enzymes. However, our glycosylation data clearly shows different glycan motifs on CON-S
and JR-FL (Figure 6B). CON-S glycans consist of high mannose structures with 5–9
mannose (Man) sugars and processed glycans which are mostly complex type structures
with some degree of sialylation and a minimal amount of fucosylation. In contrast, JR-FL
glycans consist of a single high mannose structure (Man5) and a greater number of
processed glycoforms, most of which have been more fucosylated than CONS. It should be
noted that both immunogens are rVV expressed proteins and have undergone the same
sample processing prior to MS analysis, so the expression and analysis conditions cannot be
used to explain the glycosylation differences detected, and neither can the primary sequence.
The results suggest that the difference in glycosylation is dictated by the structural
conformation of the local environment surrounding the glycosylation site. Certain
conformations would be more favorable for processing; in this case, JR-FL’s higher degree
of processing indicates that it must have a different 3D structure at this site, compared to
CON-S. The relatively low accessibility of the same glycosylation site for CON-S evidenced
by the presence of more high mannose structures implies that this site is partially buried in
the folded protein. Thus, it is likely that this particular region for CON-S has lower protein
flexibility allowing more stable 3D conformation in this region. This hypothesis is supported
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by the precedent that the extent of glycosylation of a particular site reflects the particular
local conformation of the protein surrounding the glycosylation site.44,71

The next region where CON-S and JR-FL differ in glycosylation is the region surrounding
the V3 loop (Figure 4). The V3 loop spans a 35-residue segment connected by a disulfide
bond and this region is known to be a determinant for HIV tropism and receptor binding.
This region is glycosylated before and after the loop. Our data shows that the sites at N245,
N266, N293, and N299 in the C2 region and N305 in the V3 loop for CON-S are variably
unoccupied as discussed in the preceding section. When glycosylated, these sites were
generally occupied by high mannose, hybrid type glycans, and smaller complex type
structures (Figure 7). In contrast, corresponding sites in JR-FL are fully glycosylated with
larger processed glycoforms. The mere presence of a large population of high mannose
glycans on these sites for CON-S gp140ΔCFI suggests that these sites went through very
minimal processing (i.e., glucose trimming) before the protein exited the Golgi. These sites
are either completely or partially buried within the protein backbone after folding and
thereby less accessible to glycosyltransferase enzymes for processing in the Golgi. With
more high mannose structures on these regions, the protein flexibility is also reduced.44,71

While the V3 region of CON-S is less accessible to glycosyltransferase enzymes, this degree
of inaccessibility could ultimately be a reason why the V3 region of CON-S elicits more
neutralizing antibodies, compared to JR-FL. Since JR-FL is more accessible to
glycosyltransferase enzymes, its glycosylation is substantially larger than the glycosylation
on CON-S. As a result of JR-FL’s heavier glycosylation both in the number of sites
occupied and in the size of the glycans present, the protein sequence in this local area is
covered more effectively by glycans, masking key epitopes from antibodies. In contrast, the
protein sequence in the V3 loop of CON-S is generally less shielded and key epitopes are
more accessible to antibodies.

Implications to Vaccine Design
The first step in understanding how glycosylation influences Env’s immunogenicity is to
define its global glycosylation profile. Distinguishing the differences in glycosylation
provide insights on how the glycan profiles affect the functional conformation of the protein,
necessary for eliciting potent immune response. While the overall degree of glycosylation
within isolates and across clades is conserved to maintain the glycan shield, glycosylation
continues to evolve to effectively mask underlying epitopes and perhaps eliminate nonself
glycosylation patterns generated by the host cell glycosylation machinery to evade immune
recognition.71,72 Therefore, the design of an effective Env protein-based immunogen as a
vaccine component should require a detailed analysis of the differences in glycosylation
profile between immunogens to improve vaccine development.

In an effort to accomplish this goal, we have characterized the glycosylation of the synthetic
Env protein CON-S representing group M with shortened variable loops derived from clade
C and the wild-type clade B JR-FL and performed a comparative study of their
glycosylation profile. In the context of amino acid sequence of these two Env proteins, they
differ in nine potential glycosylation sites. Such differences could affect glycosylation
efficiency and how proteins fold in general. While the differences in amino acid sequence
between Env’s provides an avenue to understand protein structure and glycosylation,
defining the specific glycosylation footprint at each site provides additional insights as to
why one vaccine candidate is more immunogenic than the other. Our analysis shows a
substantial difference in glycosylation in terms of the degree and the type of glycosylation
pattern between CON-S and JR-FL. This difference can be correlated to differences in
protein structure and ultimately immunogenicity. Our results indicated that the more
immunogenic Env protein has more unutilized sites surrounding the V1, V2, C2, andV3
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regions and has more high mannose structures as well as smaller processed type glycoforms
in the C2 and the immunodominant V3 and V4 regions.

An effective Env immunogen must have a low degree of structural heterogeneity to allow
better neutralization of underlying structural epitopes and the glycosylation of CON-S
suggests that its structure is more highly conserved than JR-FL. Specifically, CON-S
contains a higher degree of high mannose glycans in the C2 domain and V4 region, along
with minimally processed glycoforms and high mannose structures in the V3 loop. This
observation is reflective of the presence of more occluded glycosylation sites surrounding
the C2, V3, and V4 regions. Since the high mannose glycoforms are known to reduce
protein flexibility, these glycans are likely to promote protein stability and preserve specific
protein configuration in these regions. In addition, the presence of more unutilized
glycosylation sites surrounding these regions indicates that the key protein epitopes are more
exposed, which would assist in eliciting antibody response. From the data obtained thus far,
the glycosylation features that appear to add to CON-S’s enhanced immunogenicity include
the number of open glycosylation sites,and the regions containing high-mannose glycans in
the early part of the sequence, which correlate to a more well-conserved protein structure.
These key findings are consistent with recent immunology data on CON-S gp140ΔCFI
where high titers of antibodies were elicited when used in DNA vaccine in small animal
models.54 Further study and refinement of the correlation between glycosylation and
immunogenicity will provide the opportunity to enable identification of certain
glycosylation footprints of Env proteins that will promote the induction of antibodies to a
broad spectrum of HIV-1 isolates. Such study is a step toward improving HIV vaccine
design/development. We are currently characterizing other synthetic as well as wild-type
Env immunogens and correlating the glycosylation pattern with immunologic activity in
small animal models.

Conclusions
A glycopeptide-based mass mapping approach was used to characterize the glycosylation of
two Env protein vaccine candidates in a glycosylation site-specific fashion. Our results show
that the two Env proteins have different glycosylation site occupancy and different
characteristic sets of glycan motifs populating each glycosylation site. CON-S and JR-FL
are the first two proteins shown to contain unoccupied potential glycosylation sites in the
Env, and CON-S has a particularly high level of unoccupied sites: 19/31 are unoccupied at
least some of the time. The open sites could be present in these proteins in part because a
293-T cell line was used as the expression system for both CON-S and JRFL. Additionally,
the higher level of unoccupied sites on CON-S, compared to JR-FL, could be due, in part, to
its unique primary sequence.

Unraveling the differences in glycosylation provided important biological insights as to why
CON-S may be more immunogenic than JR-FL. The characteristic features of CON-S
include more unoccupied sites and glycosylation sites that are populated with smaller
glycoforms and/or high mannose structures. Such a glycosylation pattern would render
better accessibility of antigenic epitopes to neutralizing antibodies. Together with the
immunological data, glycosylation sitespecific analysis is one avenue of research that could
provide information in directing antibody response and perhaps in the future hold the key in
designing effective immunogen against the HIV virus.
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Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
Sequence alignment of CON-S gp140 ΔCFI and JR-FL gp140ΔCF. Dashes indicate gaps in
amino acid sequence and the location of the variable regions (V1–V5) are shown. Potential
glycosylation sites are in red. and differences in potential glycosylation sites are boxed.
Identified tryptic fragments are underlined.
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Figure 2.
Schematic representation of the experimental approach of the glycosylation mapping and
profiling.
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Figure 3.
Representative (A) LC/ESI-FTICR MS and (B) MALDI MS spectra of two separate
glycopeptide fractions generated from the proteolytic digest of the envelope proteins. Inset:
MS/MS spectra of the identified tryptic glycopeptides. Peptide portion was determined from
the characteristic cross-ring cleavages, 0,2X (in MALDI MS/MS) and 0Y1 (in LC/ESI MS/
MS) ions.
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Figure 4.
(A) Summary of glycan compositions (in percent) present on the identified glycosylation
site. Glycan compositions were broadly categorized into two classes (see text). Processed
glycans include hybrid and complex type structures. (B) Variably utilized and unutilized
glycosylation sites for CON-S gp140 ΔCFI (top, blue) and JR-FL gp140 ΔCF (bottom,
gray). Note that numbers on top or bottom of the bars in A and B represent the glycosylation
site/s. Multiple numbers at the bottom of the bar in B denote either of the glycosylation sites
are utilized.
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Figure 5.
(A) Representative MALDI MS spectrum of the deglycosylated glycopeptide fraction of
CON-S gp140ΔCFI. Four tryptic peptides bearing potential glycosylation sites (see legend)
were identified. (B) MS/MS spectrum of one of the identified peptides in A bearing two
potential glycosylation sites. Only one site is utilized as shown.
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Figure 6.
(A) Sequence alignment of 62-residue segment of the glycopeptide identified in the C1
region of the envelope proteins. The amino acid residues are colored according to their
properties. The sequence is 95% identical. Difference in amino acid residue is boxed.
Glycosylation site is highlighted in green. (B). Pictorial representation of the identified
glycoforms. The structures shown are biologically relevant structures. These are glycan
structures commonly found in biological systems and note that isoforms exist.
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Figure 7.
Glycosylation of the tryptic glycopeptide at the beginning of the V3 region for JR-FL gp140
ΔCF and CON-S gp140 ΔCFI showing the utilized sites and identified glycan compositions.
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Table 1

Tryptic Glycopeptides Detected by MALDI MS and LC ESI-FTICR MS

Glycopeptide Number of
Potential

Glycosylation
Sites

Number of
Sites

Occupied

CON-S gpl40 ΔCFI

A. Glycopeptides with fully occupied Sites

  EAN48TTLFCASDAK 1 1

  AYDTEVHNVWATHACVPTDPNPQEIVLEN87VTENFNMWK 1 1

  CNDKKFN237GTGPCK 1 1

  SEN280ITNNAK 1 1

  QAHCN337ISGTK 1 1

  LREHFNN361K 1 1

  SN453ITGLLLTR 1 1

B. Glycopeptides with open and/or partially occupied sites

  LTPLCVTLN129CTNVN135VTN138TTN141NTEEK 4 2 and 3

  N155CSFN159ITTEIR 2 1 and 2

  LDVVPIDDNNN190N191SNYR 2 1

  LINCN201TSAITQACPK 1 0 and 1

  N245VSTVQCTHGIKPVVSTQLLLN266GSLAEEEIIIR 2 1 and 2

  TIIVQLN293ESVEIN299CTRPNN305NTR 3 1 and 2

  WN344K 1 0 and 1

  GEFFYCN391TSGLFN397STWIGN403GTK 3 2 and 3

  NNN413NTN416DTITLPCR 2 1 and 2

  DGGNN466NTN469ETEIFRPGGGDMR 2 1 and 2

C. Nonglycosvlated Peptides

  DQQLEIWDN631MTMEWER 1 0

  EINN643YTDIIYSLIEESQNQQEK 1 0

JR-FL gpl40 ΔCF

A. Glycopeptides with fully occupied sites

  AYDTEVHNVWATHACVPTDPNPQEVVLEN87VTEHFNMWK 1 1

  N245VSTQCTHGIRPVVSTQLLLN266GSLAEEEIIIR 2 2

  SDN280FTNNAK 1 1

  ESVEIN299CTRPNN305NTR 2 2

  QAHCN337ISR 1 1

  AKWN344DTLK 1 1

  LREQFEN361K 1 1

  CSSN453ITGLLLTR 1 1

  DGGINEN469GTE1FRPGGGDMR 1 1

  IWNN631MTWMEWER 1 1

B. Glycopeptides with open and partially occupied sites
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Glycopeptide Number of
Potential

Glycosylation
Sites

Number of
Sites

Occupied

  LTPLCVTLNCKDVN135ATN138TTN141DSEGTMER 3 2

  N155CSFN159ITTSIRDEVQK 2 1 and 2

  LDVVPIDNN191N192TSYR 2 1

  TIVFN367HSGGDPEIVMHSFNCGGEFFYCN391STQLFN397STWNN402NTEGSN412NTEGNTITLPCR* 5 2

  LICTTAVPWN617ASWSN622K 2 1

C. Nonglycosylated Peptide

  EIDN643YTSEIYTLIEESQNQQEK 1 0
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