THE JOURNAL OF BIOLOGICAL CHEMISTRY VOL. 285, NO. 21, pp. 16012-16022, May 21, 2010
© 2010 by The American Society for Biochemistry and Molecular Biology, Inc.  Printed in the U.S.A.

Glutamine-linked and Non-consensus Asparagine-linked
Oligosaccharides Present in Human Recombinant Antibodies
Define Novel Protein Glycosylation Motifs

Received for publication, December 17,2009, and in revised form, March 5,2010 Published, JBC Papers in Press, March 16, 2010, DOI 10.1074/jbc.M109.096412

John F. Valliere-Douglass®, Catherine M. Eakin®, Alison Wallace®, Randal R. Ketchem®, Wesley Wang®,

Michael J. Treuheit®, and Alain Balland*'

From the Departments of *Ana/ytica/ and Formulation Sciences and $Protein Science, Amgen Inc., Seattle, Washington 98119

We report the presence of oligosaccharide structures on a glu-
tamine residue present in the V; domain sequence of a recom-
binant human IgG2 molecule. Residue GIn-106, present in the
QGT sequence following the rule of an asparagine-linked con-
sensus motif, was modified with biantennary fucosylated oligo-
saccharide structures. In addition to the glycosylated glutamine,
analysis of a lectin-enriched antibody population showed that 4
asparagine residues: heavy chain Asn-162, Asn-360, and light
chain Asn-164, both of which are present in the IgG1 and IgG2
constant domain sequences, and Asn-35, which was present
in CDR| 1, were also modified with oligosaccharide structures
at low levels. The primary sequences around these modified
residues do not adhere to the N-linked consensus sequon,
NX(S/T). Modeling of these residues from known antibody crys-
tal structures and sequence homology comparison indicates
that non-consensus glycosylation occurs on Asn residues in the
context of a reverse consensus motif (S/T)XN located on highly
flexile turns within 3 residues of a conformational change.
Taken together our results indicate that protein glycosylation is
governed by more diversified requirements than previously
appreciated.

The modification of proteins with oligosaccharide structures
linked through the side chain of Asn residues is classically asso-
ciated with the consensus sequence motif, NX(S/T), where X is
not proline (1, 2). The architecture of the OST enzyme complex
and the dolichol pyrophosphate-GlcNAc,Man,Glc, donor oli-
gosaccharide dictate the properties of the C-terminal amino
acids in the N-glycosylation consensus sequence. Mechanistic
studies involving mutation of the +2 amino acid following the
Asn residue have shown that a hydrogen acceptor is necessary
to render the Asn residue sufficiently nucleophilic to displace
the GlcNAc,ManyGlc; oligosaccharide from the dolichol
donor (3, 4). Further insight into the mechanism of N-glycosy-
lation was obtained by replacing the +2 amino acid in the con-
sensus sequon with threonine analogues (5, 6). The results from
these studies indicated that the OST enzyme complex did not
tolerate changes in the position of the threonine methyl group
nor the introduction of charge at the +2 residue. The presence
of a Thrin the +2 position is associated with a higher fraction of
occupancy at a particular N-glycosylation sequon (7) and a
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greater likelihood of occupancy in general (8). In addition to
the necessary requirement for the presence of a Ser or Thr to
occupy the +2 position of a sequon, the absence of Pro in the
+1 position has been found to be absolutely necessary for
N-glycan occupancy (9). This has been attributed to the rigidity
that is imparted to the peptide backbone resulting from the
cyclic structure of Pro (3).

N-Glycosylation has been mechanistically understood to
occur as the side chains of amino acids in the sequon are reori-
ented in the OST active site such that the side chain of the +1
residue is positioned away from the target Asn side chain amide
and the Ser/Thr side chain hydroxyl in the +2 position. The
role of conformational flexibility was highlighted in studies
where Cys residues that constrained the conformational de-
grees of freedom were incorporated N- and C-terminal to con-
sensus sequences in model peptides (10). In the preceding case,
the rigidity resulting from the formation of disulfides proximal
to the consensus Asn was negatively correlated with N-glycan
occupancy in acceptor peptides. The Asx-turn motif was found
to be associated with N-glycan occupancy based on studies
of the solution conformational properties of a series of tri-
peptides as well as their competency as an acceptor substrate
for the OST complex (11, 12). These findings were subse-
quently validated by assessing the substrate specificity of a con-
strained synthetic peptide, which adopted an Asx-turn or
B-turn motif (13, 14).

Petrescu et al. (8) surveyed the neighboring amino acids and
structural features found on glycosylated Asn residues on pro-
teins deposited in the Protein Data Bank (15). There is a greater
likelihood of finding aromatic, hydrophobic amino acids imme-
diately before the glycosylated Asn residue as well as small
hydrophobic and larger hydrophobic amino acids in the +1 and
+3 positions, respectively. There was also a preference for find-
ing Pro in the vicinity of the occupied residue except for the
complete absence in the +1 position and reduced frequency in
the +3 position. From a structural standpoint, it was found that
there was some preference for finding occupied Asn residues
on turns and bends but that there was a marked preference for
finding occupied Asn residues in structural transitions where
the transition occurred at the Asn residue itself or in the +2 or
—2 position with respect to the Asn (8). In subsequent work, it
was found that the probability of Asn occupancy was highly
dependent on the distance of the Asn side chain amide to the
Ser/Thr side chain hydroxyl in the +2 position. The greatest
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frequency of N-glycosylation occurred when this distance was
~7.3 A (16).

Although an understanding of the types of secondary struc-
tures associated with N-glycosylation is important for assessing
the probability of glycosylation at a given consensus Asn, it is
important to note that proteins are typically unstructured at the
time of modification. The OST enzyme complex is membrane
bound and forms a ternary complex with the 60 S ribosomal
subunit and the Sec61 protein translocation channel in the
rough endoplasmic reticulum lumen (17, 18). N-Glycans are
attached to the nascent polypeptide chain on the lumenal side
of the endoplasmic reticulum (ER)? as it is secreted from
the ribosomal peptidyl transferase site (P site), which is located
on the cytoplasmic side of the ER (19). The minimal length of an
extended polypeptide chain necessary to traverse the distance
through the Sec61 protein translocation channel between the P
site and the OST complex is 65 and 75 residues. This relatively
short distance has lead to the concept of protein N-glycosyla-
tion as a co-translational or, perhaps more accurately, a co-
translocational event (20 -22). The coincidental occurrence of
translation and N-glycosylation implies that protein folding
does not influence the occurrence of oligosaccharides at a par-
ticular site. Indeed, the point has been made in previous studies
that examination of the structural context of N-glycosylation is
important for providing an understanding of evolutionarily
conserved glycosylation motifs (8), however, structural aspects
do not necessarily drive the modification event.

We recently documented the presence of N-glycosylation on
asparagine residues not adhering to the canonical motif NX(S/
T), where X is not proline (23). This unexpected modification
was located on asparagine 162 in the C,;1 domain of human
antibodies. Building on this previous finding we asked the ques-
tion of whether this was an isolated phenomena or something
that occurred widely on other non-consensus asparagine resi-
dues in IgG. In our follow up studies, we enriched non-consen-
sus N-glycan structures on a recombinant human antibody. By
exploiting the differential activity of endoglycosidases to con-
sensus and non-consensus N-glycans and applying classic lec-
tin affinity enrichment techniques, we have been able to more
fully probe the tolerance of the OST enzyme complex to non-
canonical motifs and acceptor residues. Our approach has led
to the discovery of a glutamine residue modified with oligosac-
charide structures, a finding that stands in contradiction to our
current understanding of the limitations that protein sequence
imposes on the enzymatic activity of cellular glycosylation
machinery. Of no less importance are the implications that
arise out of the discovery of 3 additional non-consensus Asn-
linked glycosylation sites on a recombinant human IgG2 anti-
body, one of which was also observed on antibodies obtained
from human serum. From our data set, we have delineated the
secondary structural motifs that are correlated with non-con-
sensus glycosylation (NCG) based on known crystal structures

2The abbreviations used are: ER, endoplasmic reticulum; NCG, non-con-
sensus glycosylation; PBS, phosphate-buffered saline; PNGase F, pep-
tide:N-glycosidase; HPLC, high pressure liquid chromatography; CID,
collision-induced dissociation; ETD, electron transfer dissociation; LC,
liquid chromatography; MS, mass spectrometry; HC, heavy chain; LC,
light chain.
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of antibody constant domains and homology modeling of the
occupied Gln and Asn residues. We propose the non-consensus
sequence motif (S/T)XN where N is glycosylated, X may be any
amino acid, is necessary but not sufficient for N-glycosylation
when S/T is not present in the +2 position. Taken together our
current results enable further inquiry into this highly unusual
modification in a targeted manner by providing parameters for
in silico prediction of NCG based on sequence and secondary
structural motifs.

MATERIALS AND METHODS

Recombinant Antibodies—The IgG2 antibodies used in this
study were human recombinant molecules stably expressed in
Chinese hamster ovary cells and purified using conventional
techniques (24). Purified antibodies were formulated in sodium
acetate buffer at pH 5.0.

Endo- and Exoglycosidase Digestion—The C;2 domain con-
sensus N-glycans at Asn-296 (equivalent to 314 in Kabat num-
bering (25)) were removed from ~300 mg of human recombi-
nant IgG2 antibody or the IgG component of pooled normal
human serum (Sigma). The samples were diluted in 30 ml of 50
mM Tris-HCl and deglycosylated with 300,000 units of PNGase
F (New England Biolabs, Ipswich, MA) for 8 h at 37 °C with
orbital agitation at 60 rpm. Terminal N-acetylneuraminic acid
on antibody oligosaccharide structures that have been observed
on non-consensus N-glycans were removed by addition of 2
units of sialidase A (Glyko, Novato, CA) and further incubation
as described above for 2 h. After treatment with endo- and
exoglycosiases, the volume of the antibody pool was increased
to 100 ml with the addition of phosphate-buffered saline (PBS)
and bound to a 5-ml HiTrap MabSelect SuRe protein A column
(GE Healthcare) at a flow rate of 2.0 ml/min. The bound anti-
body was washed with 5 column volumes of PBS to deplete the
treated pool of released oligosaccharides prior to lectin chro-
matography. Bound antibody was eluted with 50 mm sodium
citrate at pH 3.5 and the pH of the eluate was increased to 7.5 by
addition of 1.0 M Tris-HCl at pH 8.0. The protein A eluate was
vacuum filtered with a Steriflip cartridge (Millipore, Bilerica,
MA) and the volume of the eluted pool was brought to 100 ml
with PBS.

Lectin Affinity Chromatography—The deglycosylated, pro-
tein A purified antibody was passed over a 2-ml affinity column
of immobilized Erythrina cristagalli (Vector Labs, Burlingame,
CA), which is specific for terminal galactose, at 0.1 ml/min. The
lectin-bound antibody was washed with 5 column volumes of
PBS at 0.5 ml/min and eluted with 0.2 M lactose-PBS at 0.5
ml/min. Lectin eluates containing antibody were concentrated
10-fold in Centricon/Centriprep spin filters (Millipore) with a
30-kDa molecular mass cut-off and buffer exchanged into 20
mM sodium acetate, pH 5.0. The final protein concentration
was typically 2 mg/ml.

Liquid Chromatography-Mass Spectroscopy (LC-MS) of Re-
duced Heavy and Light Chains—Reversed-phase separation of
antibody heavy and light chains and subsequent mass measure-
ment was carried out as described previously (23).

Peptide Map Analysis—Human antibody was reduced and
alkylated prior to peptide map analysis according to previously
established methods (23). When removal of non-consensus
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N-glycans was required, 1500 units of PNGase F was added to
100 ug of reduced and alkylated antibody and subsequently
incubated at 37 °C for 3 h. Urea was then added to samples at a
final concentration of 2.0 M as well as recombinant trypsin
(Roche Diagnostics) at a ratio of 1:10 (w/w) and incubated at
37 °C for 4 h. Peptides were separated using a Varian Polaris
ether C18 column (1.0 X 250 mm) at 50 °C on a Waters Aquity
HPLC (Waters, Milford, MA) at a flow rate of 70 wl/min. The
mobile phases used in the separation were 0.1% formic acid in
water (A) and 0.1% formic acid in acetonitrile (B). The peptides
were bound to the column in 0.5% B and the buffer composition
was maintained for 10 min, at which time a linear gradient to
50% B in 90 min was initiated to elute the peptides. The
column was brought to 90% B over 12 min and maintained at
90% B for 5 min. Following the column wash, the mobile phase
composition was brought to the initial conditions in 3 min and
equilibrated for 40 min prior to the next injection. The identi-
fication of peptides was determined using a Thermo LTQ XL
mass spectrometer (Thermo Scientific, Waltham, MA) set to
perform collision-induced dissociation (CID) MS?and MS?in a
data-dependent manner.

Site Identification of Non-consensus N-Glycans—Prior to
reduction and alkylation of antibody, 0.3 units of endoglycosi-
dase F2 enzyme was added (Glyko) and samples were incubated
at 37 °C for 16 h. Subsequent sample preparation and peptide
map separation was carried out as described above. The eluate
from the HPLC column was split using an Advion Nanomate
fraction collection robot (Advion Biosciences, Ithaca, NY).
Briefly, the flow rate of 70 ul/min was split and 150 nl was
analyzed on-line with a Thermo LTQ XL mass spectrometer
with electron transfer dissociation (ETD) capability (Thermo
Scientific), whereas the remainder was collected in a 96-well
plate for off-line analysis. Endo F2-digested glycoconjugates
containing a HexNAc-Fuc disaccharide were analyzed by MS
using the Nanomate in static-nanospray infusion mode. The
candidate glycopeptide oligosaccharide linkage was estab-
lished using a combined approach involving CID-MS? at
16-35 volts followed by ETD-MS? or CID-MS? of the puta-
tive glycopeptides. The dominant fragments observed from
CID-MS? analysis of the endo F2-treated glycopeptides were
product ions corresponding to the facile loss of the core-linked
fucose residue. The dominant CID-MS? product was further
fragmented by ETD-MS? or CID-MS? when ETD did not yield
informative fragments ions and the modified amino acid site
was determined by a careful comparison of the fragment ions
observed in the putative glycopeptides and their non-glycosy-
lated counterparts.

IgG2 Homology Model—Structural homology models of the
human IgG2 were generated in-house using the Molecular
Operating Environment (Chemical Computing Group, Mon-
treal, Canada) and PyMOL for both constant and variable
regions. Constant domains were also modeled with Swiss-
Model (26). The scaffolds for creating the homology model
were selected based on sequence similarity and multiple struc-
ture factors across the chains from a single Fv structure for
the non-CDR regions, and based on CDR length, sequence
similarity, and structure diversity for the CDR regions, uti-
lizing known antibody structures from both in-house efforts
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TABLE 1

Oligosaccharide structures observed on non-consensus Asn and GIn
residues

Monoisotopic and average mass additions observed on peptides and reduced anti-

body fragments are shown and the structures themselves are inferred on the basis of
mass alone.

N-Glycan Structures (Monoi!tl)?g:ic /Avg)
M3/NA “hum 1257.449/1258.154
NGA2 npun 1298.476/1299.207

M3/NAF Fhun 1403.507/1404.297
NGA2F ] 1444.534/1445.350
GNA2F ofshma 1606.587/1607.492

NA2 apm. 1622.582/1623.492
NA2F apma 1768.640/1769.635
NA3F %‘! 2133.772/2134.972

HexNAc: m Fucose: a Mannose/Galactose: O

and from the RCSB Protein Data Bank. The Fc domain struc-
ture is modeled from antibody 1HZH in the RCSB Protein Data
Bank (27). Percent solvent accessibility was calculated using
ASAview (28) and the reported values are expressed as relative
solvent accessibility.

RESULTS

Lectin Enrichment and Reduced Mass Analysis of Lectin-en-
riched NCG Sites—Consensus glycosylation sites were removed
with endoglycosidases and non-consensus sites were enriched
with lectin affinity chromatography as described under “Mate-
rials and Methods.” The presence of NCG on both the heavy
and light chain of a recombinant IgG2 antibody was detected by
LC-MS after lectin enrichment. The experimental masses of
the glycosylated, deglycosylated, and lectin-enriched antibody
samples were compared with the theoretical values of the anti-
body HC and LC fragments. We found that the experimental
masses of the lectin-enriched material could be interpreted as
HC and LC modified with various oligosaccharide structure
shown in Table 1. The structures themselves have not been
elucidated, rather, they are inferred on the basis of mass and
agreement with structures typically found in recombinant
antibodies expressed in Chinese hamster ovary cells (29). The
reduced glycosylated heavy chain (Fig. 1, Panel I, A) eluted
before the deglycosylated heavy chain (Fig. 1, Panel 1, B) by
reversed-phase LC-MS. The antibody eluted from the lectin
column contained an early eluting heavy chain population with
a retention time that was consistent with glycosylated heavy
chain (Fig. 1, Panel 1, C). The mass spectrum of the glycosylated
heavy chain peak (Fig. 1, Panel 2) consisted primarily of species
with NGA2F, GNA2F, and NA2F oligosaccharides (Table 1).
The mass spectrum of the reduced antibody light chain was
found to be consistent with the expected, theoretical mass (Fig.

pCEENE

VOLUME 285-NUMBER 21+MAY 21,2010

0T0Z ‘GT aung uo ‘ouj uabuwyy/salrelqr usbwy e 610 ogl mmm woly papeojumoq


http://www.jbc.org/

Panel 1
A HC

(glycosylated)

(Glycosylated mAb)

HC

(deglycosylated)

B

(Deglycosylated mAb)

Absorbance (215 nm)

C Peak 1

(Lectin Eluate)

202 B 24 25 2% 7 8 229 30 3N R 3B/ 34 35 3B ¥ 338 33/ 40 4
Time (min)
o
——
GNA2F
Panel 2 50608.7
(50607.8)
1w{ HC
NGA2F
(Glycosylated) 50446 5
(50445.8)
=
2 o5 NA2F
£ 5{ 50770.7
- (50770.0)
NGA2
50300.4
(50299.6)
50000 50200 50400 50600 50800 51000
Deconvoluted Mass
Panel 3 24321.30
(24321.1)
10 LC
oy
®
c 05
]
£

23’8“0 24000 i Z4‘2[l[l i Zd'dtl[l i 24600 24800
Deconvoluted Mass

Novel Protein Glycosylation Motifs

Degly.
Panel 4 49002.3
(49001.3)
10 HC
(Deglycosylated)

2

@

C 05

i3

£

48600 48800 49000 49200 49400 49600
Deconvoluted Mass

¥

NA2F
Panel 5 50771.6
(50771.0)
01 Peak 1

> NA2

s 50625.6

8" (50624.8)

E NA3F
v 51137.0
50260.4 ©0406.4 (51136.3)
(50250.5) (50405.6) :

n 50200 50400 50600 50800 51000 51200

Deconvoluted Mass

NA2F
Pa n e I 6 26090.7
(26090.7)
1 Peak 2
> i;
@ NA2
g% 25944.2
£ (25944.6)
M3/NA  M3/NAF NA3F
25578.39 25725.8 26456.5
(25579.2) (25725.4) l«\m (26456.0)
A A
25500 25700 2590 26100 26300 26500

Deconvoluted Mass

FIGURE 1. Reduced mass analysis of glycosylated, deglycosylated, and lectin-enriched recombinant human IgG2 antibody. The UV chromatogram of
the reversed phase separations of reduced glycosylated, deglycosylated, and lectin-enriched antibody samples are shown in Panel 1, A-C, respectively. The
glycosylated HC mass spectrum is shown in Panel 2, the light chain mass spectrum is shown in Panel 3 and the deglycosylated antibody HC spectrum is shown
in Panel 4. The lectin-enriched antibody HC mass spectrum from reversed phase peak 1 (Panel 1, C) is shown in Panel 5 and the lectin-enriched antibody LC mass
spectrum from reversed phase peak 2 (Panel 1, C) is shown in Panel 6. The theoretical masses for each species are listed in parenthesis below the observed
masses.

1, Panel 3). After PNGase F and sialidase A treatment, the
reduced heavy chain mass was consistent with the expected
mass for the deglycosylated species (Fig. 1, Panel 4), demon-
strating that enzymatic treatment efficiently removed the N-
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linked glycans present on the C,;2 consensus site Asn-296. The
masses of the early eluting HC peak (Fig. 1, Panel 1, C, with
heavy chain modified with M3/NA, M3/NAF, NA2, NA2F, and
NAS3F oligosaccharide structures (Fig. 1, Panel 5) and the mass
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TABLE 2

Multiply charged masses for non-consensus glycopeptides and the corresponding unmodified peptides
The glycosylated residue is underlined in the peptide sequence and enumerated in the residue column. The theoretical multiply charged masses were calculated for each

observed mass for comparison.

Mass Table of Non-consensus Glycopeptides

Sequence Residue  Glycan Theoretical Mass Observed Mass
DYFPEPVTVYSWNSGALTSGVHTFPAYLASSG -  HC N162 NAZF [M+5H]5" = 1708.42 [M+6H]5*= 1423.85 [M+5H]5*= 1708.67 [M+6H]6‘ =1423.87
LYSLSSVWTVPSSNFGTQTYTCNVDHKPSNTK

NQVSLTCLYK HCN360  NA2F  [M+2HP* = 1467.01 [M+3H*=978.34 [M+2H]* = 1466.47 [M+3H** = 978.51
SSQSILYSSSNENFLTWYQQKPGQPPK LCN35  NASF  [M43H[™=1750.46 [M+4H[™ = 1312.85 [M+3H[* = 175070 [M+4H]™ = 1313.39
VDNALQSGNSQESYTEQDSK LCN1B4  NA2F  [M+3HP*=1302.94 [M+4H™ =977.46 [M+3H]** =1302.97 [M+4H|* =977.46

TFGQGTR LCQI0B  NA2F  [M+2HP*=1268.74 [M+3HP*=846.16 [M+2H]™=1268.20 [M+3H[** = 84597

Sequence Residue Unmodified Theoretical Mass Observed Mass
DYFPEPVTYSWNSGALTSGVHTFPAYLQASSG -  HC N162 N/A [M+11H]“+ = 1692.86 [M+‘:3H]5+ =1354.49 [M+4H]4‘= 1693.11 [M+5H]5+ =1354.70
LYSLSSVWTVPSSNFGTQTYTCNVDHKPSNTK

NQVSLTCLVK HC N360 N/A [M+H]* = 1163.38  [M+2H]2*=582.19 [M+H]*=116273 [M+2H]2*=582.19
SSQSILYSSSNENFLTWYQAKPGQPPK LCN35 WA [M+2H[* = 1558.71 [M+3HP* = 1039.48 [M+2HJ* = 1568.17 [M+3H[** = 1039.69
VDNALQSGNSQESYTEQDSK LC N164 NAA  [M+2H* = 1069.09 [M+3HP* =713.06 [M+2H** = 1069.29 [M+3H*=713.31
TFGQGTR LCQIDE  NA  [M+H]*=766.83  [M+2HP*=383.92 [M+H]*=766.52  [M+2HP* = 384.03
All theoretical and observed values are average mass
Glycan structures are inferred on the basis of mass alone
Panel A [M+H]** domains other that Cy;2 that were
w0 CID-MS? [M+2H]?* = 756.4 Da 1365.75 not aff(?cted by PNGase F tre.atment.
9] ETD-MS? [M+2H]* = 683.4 Da The different glycan profiles ob-
80 served on the original antibody and
70 the lectin eluate samples were rem-
B0 1307 87 iniscent of substantial differences
jg 12(3:595*|J 1349.33 often observed between glycan
20 R structures present on consensus
REL 77 28 29 111842 sites in the variable region and those
§ 10 805 42 90442 103250 1104-7‘5)' k N i J observed on the C,;2 domain con-
g g sensus site (30).
F. Panel B 1162.75 Peptide Map Analysis of Lectin
§ oi ETD-MS? [M+2H]* = 581.9 Da Eluate—Tryptic peptide maps were
80 [M+H]* undertaken to determine N-glyco-
0 c9 Lk sylation sites that were enriched
gg f ATI85D by lectin affinity purification. The
40 z9 | 107217 presence of the deglycosylated tryp-
30 z7 90?530 1 tic peptide in the C;;2 domain of
20 oEs IgG2 antibody containing Asn-296
12 R " and the complete absence of the gly-
750 800 80 900 90 1000 1050 1900 1150 1200 1250 1300 1350 1400 cosylated form of the same peptide
" @ indicated that binding of deglycosy-
N*[le SLTCL V]K lated antibody to the ricin-agarose

29 8 z7

FIGURE 2. ETD-MS?/MS® comparison of glycosylated and non-glycosylated C,;3 peptide amino acids
360-369 after treatment with endo-F2. The modified [M + 2H]*" peptide ion at m/z = 756.4 Da was first
analyzed by CID-MS? to remove the core fucose. The dominant [M + 2H]*" production a at m/z = 683.4 Da was
analyzed by ETD-MS? and the resulting spectrum was compared with the ETD-MS? spectrum from the unmod-

ified [M + 2H]*" peptide ion at m/z = 581.9 Da.

of the later eluting heavy chain peak was consistent with degly-
cosylated heavy chain (data not shown). A low level peak was
observed eluting before the light chain in the lectin eluate (Fig.
1, Panel 1, C, peak 2). The masses of this species were consistent
with the expected mass of the light chain modified with
M3/NA, M3/NAF, NA2, NA2F, and NA3F oligosaccharide
structures (Fig. 1, Panel 6). These results suggested that the
enriched samples likely contained oligosaccharides on antibody
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lectin column was due to oligosac-
charide structures present else-
where on the molecule. In agree-
ment with our prior results (23), the
major glycosylated species observed
was the C1 tryptic peptide corre-
sponding to IgG2 amino acids 151—
213 (25), which contained the putative non-consensus N-glyco-
sylation site at Asn-162 (equivalent to residue 162, Kabat
numbering; data not shown). A comparison of peptide data
from the lectin-enriched antibody and the non-enriched start-
ing material revealed 4 additional peptides with masses consis-
tent with oligosaccharide structures on Asn or Gln residues
that were not part of the canonical N-glycosylation sequence
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TABLE 3
Table of ETD and CID fragment ions

Novel Protein Glycosylation Motifs

The observed masses of the MS® fragment ions for each Endo-F2-digested glycopeptide and the MS” fragments from the corresponding unmodified peptides were
compared to the theoretical masses. The mass added to the modified residue corresponds to a HexNAc monosaccharide, which is maintained at the site of modification after

the loss of the core-linked fucose in the MS? scan event.

Cn3 Asn 360 C_ Asn 164
c-type ions Residue z-type ions c-type ions Residue z-type ions
theor. (G) obs. (G) theor. (NG) obs. (NG) theor. (G) obs. (G) theor. (NG) obs. (NG) theor. (G) obs. (G) theor. (NG) obs. (NG) theor. (G) obs. (G) theor. (NG) obs. (NG)
TN*10 136545 136575  1162.61 1162.75 1vV20
209 103255 103250 103255 1032.42 2D19
3Vvs 904.49 904.42 904.49 904.50 3N18
487 805.43 805.42 805.43 805.33 4A17
5L6 53029  530.25 530.29 53033 5L16
BT5 B58.35  658.50 658.35 65842 6Q15
7C4 7S14'" 168372 1683.83 148064 148067
gL3 802.41 802.50 802.41 80242 B8G13 159669 159667 139361 139367
1236.61 123650  1033.54 103350 9V2 111983 111975  916.45 916,50 9 N*12° 153967 153967 133659  1336.58
10K1 1206.56  1206.58 10811 122154 122142 122154 122158
133462 133458 113154 113158 11Q10
CDR_1 Asn 35 146366 1463.83 126058 126067 12ES 100645 1006.42 1006.45  1006.50
bh-type ions Residue y-type ions [M+2H]** 155069 155083 134761 134767 13S8 87740 877.42 877.40 877.42
theor. (G) obs. (G) theor. (NG) obs. (NG) theor. (G) obs. (G) theor. (NG) obs. (NG) 1649.76 1649.92 144668 144675 14V7 79037 79050 790.37 790.42
1827 1751.81 175183 154874 154775 15'T6 69130 691.33 691.30 691.25
2826 1879.85 1879.83 167677 1676.83 16E5 59025 59025 590.25 590.25
3025 1804.83 180492 17 Q4 46121 46117 461.21 461.17
4S24 1407 .57 1407.25 18D3 33315 333.08 333.15 33317
5123 1982
6L22 140905 140867 1307.45 130717 20K1
7Y21 135247 135208  1250.87 12580.67
8S20 1270.88 127058  1169.28 1169.08 V, GIn 106
9819 122734 122708 112574 112558 c-type ions Residue z-type ions
10818 118380 118358  1082.20 1082.08 theor. (G) obs. (G) theor. (NG) obs. (NG) theor. (G) obs. (G) theor. (NG) obs. (NG)
11 N*17 1140.26  1140.08 177
12E16 9816 981.42 981.61 981.58 2F6 852.40 85242 649.32 649.17
13N15  917.05 917.00 917.05 917.08 365 70533 70525 502.25 502.08
14 F 14 404 64831 64825 445.23 445.33
15L13 5G3 31818 31833 318.18 31817
1B6T12 81238 81242 609.30 603.50 6T2 26116 261.17 261.16 260.92
17W1n 7R 160.11 160.08 160.11 160.08
18Y10
1909
2008
21K7
22P6
23G5
2404
25P3
26P2 *HexNAc
27K1 theor: theoretical, obs: observed, (G): glycosylated, (NG): not glycosylated

motif. The candidate glycopeptide sequences and mass data are
summarized in Table 2 and included Asn-linked glycopeptide
in C;;3 and C; antibody domains as well as an Asn-linked
glycopeptides in CDR; 1 and an apparent Gln-linked glyco-
peptide in the V; antibody domain. The C;1 and C;;3 domain
tryptic glycopeptides described above were also observed in the
lectin-enriched antibody sample derived from pooled normal
human serum (data not shown), indicating that NCG also
occurs in vivo. The lower apparent level of NCG observed in
human serum may be due to the abundant consensus CDR
glycosylation, which is typically present on 30% of circulating
antibodies (29). It is possible that CDR glycans were not com-
pletely removed by PNGase F digestion under native conditions
and these populations were then isolated during lectin capture
along with antibody populations modified with non-consensus
glycans thus reducing the efficiency of the enrichment.
Identification of Glycosylated Residues—ETD-MS fragmen-
tation has previously been used to identify O-glycosylation sites
(31-33), however, the significantly larger size of N-glycans rel-
ative to O-glycans makes it much more difficult to determine
the glycan-amino acid site of attachment on the intact glyco-
peptide. To simplify site identification of non-consensus N-
and Q-linked glycans, samples were digested with endoglycosi-
dase F2, which cleaves specifically after the 1st GIcNAc residue
in the core structure of N-glycosylated oligosaccharides result-
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ing in a fucosylated N-acetylglucosamine (HexNAc-Fuc) disac-
charide at the amino acid site of attachment or a peptide with a
single HexNac residue if the glycan lacks a core fucose.
Endo-F2 digestion of C;;3 domain tryptic peptide residues
360-369 modified with an A2F oligosaccharide resulted in an
[M + 2H]*" ion at m/z = 756.40 Da. Application of the CID-
MS?*/ETD-MS? analysis described above on the C,;3 glycopep-
tide and the corresponding unmodified peptide (Fig. 2, Panels A
and B, respectively) resulted in a clear z-ion series for both
species. A comparison of the theoretical and observed masses
for the c- and z-type ions resulting from ETD fragmentation of
the glycosylated and non-glycosylated peptides indicated that
the glycan was attached to the peptide N-terminal Asn at posi-
tion 360 (384, Kabat numbering) in the IgG2 C,;3 domain based
on the observed mass addition of 203 Da on the glycopeptide
(Table 3). Endo-F2 digestion of CDR; 1 domain tryptic peptide
residues 25-51 modified with an A3F oligosaccharide resulted
inan [M + 3H]*" ion at m/z = 1155.80 Da, which was consis-
tent with mass of the CDR; 1 peptide modified with a HexNAc-
Fuc disaccharide. Adequate sequence information could not be
obtained on the modified species using ETD fragmentation so
the —fucose product from the CID-MS? scan event was further
fragmented by CID-MS® and compared with the CID-MS?
spectra of the unmodified peptide (Fig. 3, Panels A and B,
respectively). A comparison of the modified and unmodified
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Panel A
CID-MS? [M+3H]* = 1155.8 Da
CID-MS? [M+3H]** = 1106.8 Da

[M+3HP*

103917 121058

100

y21@
] y18@9*
yooun| Y192

] 1169.08 122098

(2+)* | 118358
] y1 5@ y11130 08
y18<2*>y19<2~>K h

y16@ 125058
108200 112558

y20@*

|,y Ak I

bering) was glycosylated based on
the observed addition in mass of
~203 Da evident in the z-ion series
beginning at z4 (Table 3). The
assignment of the modified residue
was unambiguous due to the z-ion
series that covered the entire
sequence of the peptide, and the
absence of any Asn residues in the
sequence that could be modified
with an oligosaccharide.

Enzymatic Release of Non-consen-
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sus N-Glycans—As discussed above
we found that NCG present in the
Cy;1 domain of human antibodies at
Asn-162 had an apparent resistance
to digestion by PNGase F under
native, non-denaturing conditions,
whereas the consensus site on the
C,2 domain Asn at position 296
was easily deglycosylated under the
same conditions. Glycan cleavage
from non-consensus sites required
the samples to be first denatured at
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FIGURE 3. CID-MS?/MS? comparison of glycosylated and non-glycosylated CDR, 1 peptide amino acids
25-51 after treatment with endo-F2. The modified [M + 3H]** peptide ion at m/z = 1155.8 Da was first
analyzed by CID-MS? to remove the core fucose. The dominant [M + 3HI** product ion a at m/z = 1106.8 Da
was further analyzed by CID-MS? and the resulting spectrum was compared with the CID-MS? spectrum from

the unmodified [M + 3H]** peptide ion at m/z = 1039.5 Da.

peptide clearly indicated that Asn-35 (29, kabat numbering)
was glycosylated based on the observed addition in mass of
~203 Da evident in the y-ion series (Table 3). There was no
evidence for the modification of the Asn residue in position 37
based on the CID-MS? spectrum of the glycopeptide. Endo-F2
digestion of C; domain tryptic peptide residues 156 —175 mod-
ified with an A2F oligosaccharide resulted in an [M + 3H]*"
ion at m/z = 829.30 Da. A fragment ion comparison of this
species and the unmodified peptide using the methodology
described above (Fig. 4, Panels A and B, respectively) indicated
that the glycan was attached at the Asn residue in position 164
(158, Kabat numbering) based on the observed mass addition of
~203 Da on the glycopeptide relative to the unmodified pep-
tide (Table 3). It was also evident that the other Asn residue on
the glycopeptides, in position 158, was not occupied as there
was no evidence of product ions showing an addition in mass
consistent with a HexNAc modification in ¢-type ions from ¢5
to ¢8 in the ETD-MS? spectrum of the glycopeptide. Endo-F2
treatment of the V; domain tryptic peptide resulted in an [M +
2H]** ion at m/z = 557.80 Da. Application of the CID-MS?/
ETD-MS? analysis used previously on the glycopeptide and the
corresponding unmodified peptide (Fig. 5, Panels A and B,
respectively) resulted in a clear z-ion series for both species. A
comparison of the modified and unmodified peptide clearly
indicated that the Gln residue at position 106 (100, Kabat num-
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A
100 130 1400 an elevated temperature in the pres-
ence of 4 M guanidine HCI, and sub-
sequently reduced and alkylated.
The apparent enrichment of sev-
eral non-consensus oligosaccharide
structures provided us with an
opportunity to test this observation
in a more thorough manner. Previ-
ous work by Fan and Lee (34) on the
substrate specificity of PNGase F to chemically synthesized
N-glycosylated peptides has shown that the glycolytic activity
of the enzyme is dramatically reduced when the +2 amino
acid is not Ser or Thr. The pre-treatment levels of non-con-
sensus glycopeptides in the lectin-enriched eluate were
quantitated by extracted ion current comparison of the mod-
ified and unmodified peptides using the observed masses
shown in Table 2. The levels of NCG in the starting material
(pre-lectin enrichment) were inferred based on the fold-en-
richment of C;;1 NCG as a consequence of the lectin enrich-
ment. The C;1 NCG structures were enriched ~25-fold fol-
lowing lectin affinity chromatography (Table 4) and this
factor was used to estimate the starting levels of all other
NCG as they were not detectable in the pre-lectin enrich-
ment starting material. We investigated the substrate speci-
ficity of PNGase F to endogenous, non-consensus glycans
present on the recombinant antibody used in this study by
treating the lectin-enriched samples with PNGase F prior to
denaturing reduction and alkylation or after denaturing
reduction and alkylation and monitored the reactions by
extracted ion current quantitation of the glycopeptides in
the tryptic peptide maps. Addition of PNGase F prior to
denaturing reduction and alkylation was generally not effec-
tive at releasing non-consensus glycans as the reduction in
the levels of the various glycopeptides decreased less than
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Panel A
CID-MS? [M+3H]* = 829.3 Da
ETD-MS? [M+3H]** = 780.8 Da
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Novel Protein Glycosylation Motifs

of a 14-residue loop (Table 5). The
C, domain Asn in position 164 has
limited solvent accessibility, ~29%
(Fig. 6, panel C) and is located in the
9th position of a 9-residue loop
(Table 5). The solvent accessibility
of GIln-106 located in the V; domain
was found to 74% (Fig. 6, panel C)
and placement of this residue was in
the second to last position of a
12-residue loop (Table 5). These
results are in agreement with a
recent report that surveyed struc-
tural features of consensus glycosy-
lation observed in the PDB and
found that glycosylation occurred
on residues with surprisingly little
solvent accessibility and in regions
near changes in secondary structure
(8). The position of the Asn/Gln
amide with respect to the hydroxyl
group of Ser/Thr residues located
N- or C-terminal to Asn was also

z14*
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c14*| c15*

1649.92

c16*
187983

1539.67

z13™*

1596 67

c16
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z14’
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154775
1804.92
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(') Denotes a charge reduced species resulting from electron transfer

FIGURE 4. ETD-MS?/MS?® comparison of glycosylated and non-glycosylated C, peptide amino acids 156 -
175 after treatment with endo-F2. CID-MS? of the [M + 3H]*" peptide ion at m/z = 829.3 Da resulted in the
removal of the core fucose from the C, glycopeptide. The dominant [M + 3H]?
Da was further analyzed by ETD-MS? and the resulting spectrum was compared with the ETD-MS? spectrum

from the unmodified [M + 2H]*" peptide ion at m/z = 713.1 Da.

15% for 4 out of 5 glycopeptides compared with the pre-
treatment levels (Table 4). However, when PNGase F was
added after the sample was denatured in 4.0 M guanidine and
subsequently reduced and alkylated, the levels of 4 out of 5 of
the non-consensus glycopeptides dropped to less than 2% of
their pre-treatment levels (Table 4).

Structural Motifs and Solvent Accessibility of Glycosylated
Non-consensus Residues—A homology model of the recombi-
nant human IgG2 antibody that was the subject of this study
was generated based on known crystal structures of IgG1 and
IgG2 antibodies with high sequence homology found in the
RCSB Protein Data Bank. The solvent accessibility of each res-
idue was determined by modeling the exposed surface of each
amino acid to a water molecule probe (35). Each of the NCG
sites reported here was found to be solvent accessible with val-
ues ranging from 22 to 99% (Table 5). Asn-162, in the C,1
domain is the least solvent accessible non-consensus site with a
calculated value of 22% (Fig. 6, Panel A). This residue was found
on the second position of an 8-residue loop (Table 3). Asn-360,
which is located in the C;;3 domain, was found to have a calcu-
lated solvent exposure of 91% (Fig. 6, panel B) and was located
in the 3rd position on a 3-residue solvent accessible turn (Table
5). The calculated solvent accessibility of Asn-35 on CDR; 1 was
99.7% (Fig. 6, Panel C) and this residue was in the 11th position

MAY 21, 2010+VOLUME 285+NUMBER 21 RSENE

* production aat m/z = 780.8

1600 1800 determined using the homology
model based on the IgG2 crystal
structure and these distances are
summarized in Table 5. A Ser or Thr
residue was found in the —2 posi-
tion with respect to the non-con-
sensus glycosylated Asn residue in
all occurrences of this modification.
It should be noted that all Asn resi-
dues in the recombinant IgG2
sequence occurring in loops or
turns with a Ser or Thr in the —2 position were glycosylated to
some degree.

DISCUSSION

Using a combination of differential deglycosylation, lectin
enrichment, and sensitive mass spectrometric analyses, we
found evidence for glycosylation events occurring outside the
well established consensus motif. Although validation of this
enrichment strategy on other protein types is necessary to ulti-
mately assess the general utility of the above techniques, clearly,
they have been successful for analyzing non-consensus struc-
tures on antibodies. Without question, the most surprising
result to come out of our current study has been the discovery
of oligosaccharide structures on a Gln residue. Such a finding
has never been described in nature nor resulted from in vitro
studies using model peptides and purified intact OST enzyme
complexes. Interestingly, with exception of the Gln residue,
which is occupied, the modification follows the consensus
sequence motif for N-glycosylation, NX(S/T). Although GIn
shares chemical properties with Asn, it was thought that the
addition of an extra methyl group, which adds ~1.5 A to the
side chain length relative to Asn, would make OST binding and
thus even fractional occupancy of a Gln residue highly unlikely.
However, it now seems that the factors that govern fractional
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Panel A
CID-MS? [M+2H]* = 557.8 Da
ETD-MS? [M+2H]* = 485.3 Da

100

results indicate that Ser/Thr amino
acids that are located in the —2
position relative to the occupied

95342 Asn are mechanistically important

a0 [M;;%;l P for non-consensus N-glycosylation.
80 [M+H]** The complete lack of a C-terminal
;E 87042 Ser/Thr residue following CDR;1
- R Asn-35 and our prior results in
40 5ﬁ425 which the mutation of the non-
30 c6* . consensus Cpl sequence from
e T .y 25 Mg 26 J VSWN'62SGA to VSWN'>AGA re-
g gJ_teass 26117 19% A P . W Y P h sulted in a 2-fold increase in glyco-
g Panel B sylation at Asn-162 (23) indicate
T ETD-MS? [M+2H]** = 383.8 Da that the occurrence qf NCG does
] I not require a C-terminal Ser/Thr.
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80 sensus Asn is drawn from a mea-
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o ’ Hdsas ' C,,3 Asn-360 side chain amide and
20 162018 z2’ 5022%3 6 z6 the Ser side chain hydr9xyl in the
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FIGURE 5. ETD-MS2/MS® comparison of glycosylated and non-glycosylated V, peptide amino acids 103-
109 after treatment with endo-F2. The modified [M + 2H]*>* peptide ion at m/z = 557.8 Da was first analyzed

by CID-MS? to remove the core fucose. The dominant [M + 2H]** product

subsequently analyzed by ETD-MS? and the resulting spectrum was compared with the ETD-MS? spectrum

from the unmodified [M + 2H]*" peptide ion at m/z = 383.8 Da.

TABLE 4

Oligosaccharide occupancy levels observed on non-consensus Asn
and GIn residues before and after lectin enrichment

The pre-treatment level of NCG is inferred from the fold-enrichment of the
glycosylated CH1 peptide due to lectin affinity chromatography. Reduction of
occupancy levels was observed after treatment of the sample with PNGase F
either prior to or after denaturation at elevated temperatures in the presence of
4 M guanidine HCl followed by reduction and alkylation as shown in the 4th and
5th columns, respectively.

% Gly
Glycansite  Unenriched Enriched deF:ICl-;rll;—hRe/dA” R]/er\lf:iceltegly
HC Asn-162 1.07 24.50 24.35 2.94
HC Asn-360 0.12° 2.73 2.58 0.03
LC Asn-35 0.01” 0.23 0.14 ND*
LC Asn-164 0.02° 0.44 0.38 ND
LC GIn-106 0.02¢ 0.59 0.47 ND

“R/A, reduced and alkylated.
? Value extrapolated from HC Asn-162 fold-enrichment.
¢ND, not deteted.

oligosaccharide occupancy are more fluid than previously
thought. It is then perhaps reasonable to expect that replace-
ment of an Asn on a constitutively modified sequon with a GIn
residue might have some very low level of occupancy that would
not be observable without the enrichment and detection strat-
egies that we have employed in the current work.

In this study, we have also sought to define the structural and
conformational contexts that are associated with NCG. Our
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the amide-hydroxyl distance in con-
sensus sequons (16). Although it has
been determined that residues in
the +3 position can inhibit glycosy-
lation in consensus sequons to some
degree (36), it is highly unlikely that
they would participate mechanisti-
cally, over arelatively great distance,
in a positive manner. All NCG sites
that are known contain a Ser or Thr
residue in the —2 position and it now seems apparent that these
residues may perhaps function as a hydrogen acceptor when
there is no Ser or Thr residue present in the +2 position.
Petrescu et al. (16) surveyed the Structural Assessment of Gly-
cosylation Sites data base to determine the distance between
the nitrogen where N-glycosylation takes place and the side
chain oxygen of the sequon serine/threonine located in the +2
position. The N-O distance was found distributed in the
4-10-A range, with a mean of 7.3 A. The distance from
the N-terminal Thr side chain oxygen in the —2 position to the
Asn-360 amide was 8.2 A, which is in line with the 7.3 A average
distance between these atoms in the consensus sequence (16).
The distance from the Ser/Thr side chain hydroxyl located
N-terminal to the non-consensus Asn was determined for all of
the non-consensus sites (Table 5) and all distances are within 1
A of the average value cited by Petrescu et al. (16) for consensus
sequons. We believe that our results offer convincing evidence
for the existence of a non-consensus N-glycosylation sequence
motif (S/T)XN, where N is glycosylated, X may be any amino
acid. This motif seems to be necessary but not sufficient for
N-glycosylation when S/T is not present in the +2 position.
Our results indicate that the non-consensus N-glycosylation
motif is merely a backwards consensus N-glycosylation motif.
Certain amino acids flanking the consensus N-glycosylation
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TABLE 5

Novel Protein Glycosylation Motifs

Summary of the structural context and amino acid sequence surrounding each NCG site and the consensus glycosylation site in IgG Fc

The solvent exposure of each occupied Asn residue was calculated by modeling the exposed surface of each amino acid to a water molecule probe. The distance from the
upstream or downstream Ser/Thr side chain oxygen atom to the occupied Asn/Gln side chain amide was calculated from an IgG2 homology model. The Ser/Thr amino
acids from which distance measurements were taken are shown in blue and the occupied Asn/Gln residues are shown in red. The relative position of the occupied Asn/Gln

residue within the secondary structural element is shown in the 6th column.

Modified Sequerice N/Q Solvent Distance (A) Distance (A) N/Q Position in 2°

Residue Accessibility (%) O-N N-O Structure
N162 VSWNSGA 21.9 8.3 6.9 2/9 (Loop)
N360 MTKNQVS 90.8 8.2 13.1 3/3 (Turn)
N35 SSSNENF 99.7 8.1/7.7/6.3 N/A 11/14 (Loop)
N164 QSGNSQE 29.4 7.2 6.3 9/9 (Loop)
Q106 TFGQGTR 73.9 9.6 7.9 11/12 (Loop)
N296* EQFNSTF 66.3 N/A 4.9 3/3 (Loop)

0O-N: Distance from the upstream SeriThr side chain oxygen to Asn/GIn side chain amide
N-O: Distance from the AsniGIn side chain amide to the downstream SerfThr side chain oxygen

“Indicates glycosylation occurring on a consensus Asn

Panel A

Panel B

v

FIGURE 6. Crystal structure of IgG2 Fab and Fc domains showing the loca-
tion of non-consensus oligosaccharide structures. In Panel A, the IgG2 Fab
crystal structureis rotated so that the HC Fd (gray) is in the foreground and the
LC (green) is in the background and the non-consensus site at Asn-162 is
shown in red. Panel B shows IgG2 Fc homodimer crystal structure with one
chain colored gray and the other modified chain colored blue and the NCG
site at Asn-360 shown in red. In Panel C, the IgG2 Fab crystal structure is ori-
ented to show the occupied Asn and GIn residues (red) at positions 164, 106,
and 35, respectively, from left, occurring on the LC (green).

site are correlated with site occupancy (8) and we believe that
this correlation can be translated to apply to NCG in a limited
manner. It was established by Petrescu et al. (8) that the pres-
ence of a large aromatic residue, particularly Trp and to a lesser
extent Tyr in the —1 position was correlated with a greater
probability of occupancy on a consensus Asn. Sequence analy-
sis of all non-consensus sites indicates that the non-consensus
sequon, Asn-162, which is the most abundant non-consensus
site, is indeed preceded by a Trp in the —1 position (Table 5),
whereas the lower level non-consensus glycopeptides do not
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contain a —1 Trp. At first glance, this result argues against the
idea that the non-consensus sequon is merely a backwards con-
sensus sequon. We have shown in our previous study (23), how-
ever, that mutation of the —1 Trp to Ala in the C,;1 domain
sequence VSWN'®?SGA resulted in a 4-fold increase in NCG
observed at Asn-162. In the case of our hypothetical non-con-
sensus sequon, the +1 residue with respect to the glycosylated
Asn corresponds to the —1 residue in the consensus sequence.
We surmise that the presence of Trp in the —1 position of the
Cy;1 non-consensus sequence SWN negatively affects glycan
occupancy on Asn-162 by interfering with the interaction
between the —2 Ser and the glycosylated Asn. This result on the
non-consensus sequon would be consistent with the work of
Kasturi et al. (37), which demonstrated that the presence of Trp
in the +1 position had an inhibitory effect on N-glycan occu-
pancy of the consensus sequon NXS in an in vitro system.
Through the study of known antibody constant domain sec-
ondary structures, we have determined that NCG occurred on
Asn residues that were present on highly flexible loops and
turns. The amino acid length of loop/turn structures on which
an Asn residue was present varied from 3 to 14 residues in
length. The wide distribution of lengths prompted an investi-
gation into the centrality of the occupied Asn/Gln residues
within the loop/turn structure. We found that NCG occurred
exclusively on domains that were within 3 residues of a transi-
tion in the secondary domain structure that is consistent with
structural contexts typically associated with consensus glycosy-
lation (8). An association of consensus and NCG events with
protein secondary structural features is highly relevant for in
silico prediction of glycosylation. Recent results have clarified
the complementary roles of the two subunits of the OST com-
plex, STT3A and STT3B, in co-translational as well as post-
translational glycosylation events (38). It is widely understood
that the co-translational glycosylation occurs in the absence of
the protein secondary structure, whereas post-translational
glycosylation is concurrent with folding events, as is the case for
human coagulation factor VII, which has been shown to be
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glycosylated well after translation, while it is being folded in the
lumenal space of the ER (39). It is not known whether or not
NCG is mediated by the post-translational machinery of the
OST enzyme complex. We can speculate, however, that if NCG
is mediated by the ST'T3B subunit, then the structural features
associated with this modification may have a direct impact on
non-consensus occupancy. The relatively long time frame asso-
ciated with the folding of various antibody domains, particu-
larly C,;1, which contains the most abundant non-consensus
site (40), and the long residence time in the ER-lumen that is
implied by this process, could favor NCG events. The implica-
tion is that proteins that fold on a very fast time scale may not
reside in the ER-lumen for a sufficient period of time for NCG
to occur. However, multidomain proteins that undergo exten-
sive post-translational folding may be more likely to be glyco-
sylated at non-consensus residues merely because there is a
longer period of time in which these proteins sample the lume-
nal space and thus a greater likelihood that they will transiently
interact with the post-translational glycosylation machinery.

In the present study, we have extended the understanding of
the phenomena of NCG and, with the discovery of a glycosy-
lated glutamine residue, added to the repertoire of residues that
may be modified with oligosaccharides. Our discovery of 4
NCG sites has allowed us to survey the distance between amino
acid side chains thought to be involved mechanistically, pro-
pose a non-consensus N-glycosylation sequence motif, and
specify secondary structural characteristics associated with this
unusual modification. The cataloging of further NCG sites is
ongoing and will continue to contribute to the evolving view of
the fidelity of this ubiquitous protein modification.
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