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M

embrane cofactor protein (MCP3; CD46) is a regulator of complement activation expressed by most
human cells and tissues (reviewed in Ref. 1). MCP
protects the cell on which it resides, serving as a cofactor for the
plasma serine protease factor I to inactivate deposited C4b and
C3b. In addition, MCP is a receptor for several pathogens including measles virus (MV) (2– 4), group A Streptococcus pyogenes (5), and pathogenic Neisseria (6). MCP also is involved
in reproduction. For example, it is expressed on placental trophoblast and the inner acrosomal membrane of human spermatozoa (7–9), possibly having a role in both fertilization (10) and
habitual abortion (11). Finally, MCP (12) and related human
complement regulators are undergoing evaluation for therapeutic use as soluble inhibitors of complement activation and are
being engineered into transgenic animals to prevent the hyperacute graft rejection that accompanies xenotransplantation (reviewed in Refs. 13 and 14).
Most cells express MCP as a family of four isoforms generated
by alternative splicing at two sites (Refs. 15 and 16; reviewed in
Ref. 1). The amino terminus is identical for all isoforms, consisting
of four of the ligand-interacting modules termed complement control protein (CCP) repeats. Functional sites for C3b and C4b inDivision of Rheumatology, Washington University School of Medicine, St. Louis,
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teractions have been mapped to CCP-2, -3, and -4 (17, 18). Nlinked glycosylation occurs in CCP-1, -2, and -4 (19). Following
the repeats is the alternatively spliced O-glycosylated region that is
enriched in serines, threonines, and prolines (STP domain). A juxtamembranous segment of 12 amino acids of unknown function
terminates the extracellular portion of MCP. Hydrophobic transmembrane and alternatively spliced cytoplasmic domains (Cyt-1
or Cyt-2) complete the carboxyl terminus. The four isoforms are
termed BC1, BC2, C1, and C2 to denote their STP (i.e., BC or C)
and cytoplasmic tail (one or two) content. Rarer isoforms have
been described (16).
Although the binding site(s) for group A Streptococcus and
Neisseria have not been mapped, CCP-1 and -2 are critical for
MV binding and infection (18, 20 –23). Additionally, the Nglycan of CCP-2 is essential for MV binding and infection,
whereas those of CCP-1 and -4 are of minor importance (21,
24 –26). It has been suggested that, rather than contributing to
specific binding, the N-glycan of CCP-2 maintains the conformational angle or reduces flexibility between CCP-1 and -2,
thereby providing a more rigid docking site for MV hemagglutinin (21). Because of the above findings and evidence that isoforms with a smaller STP domain have a diminished ability to
protect against complement attack (18, 27), we sought to examine the impact of these carbohydrate modifications on complement regulatory function by creating, expressing, and evaluating mutants deleted of these sites.
In the present study, we prepared stably transfected glycan deletion mutants in Chinese hamster ovary (CHO) cells. Initially, we
utilized cell lysates of these mutants to assess C3b and C4b cofactor activity and ligand binding. Next, employing clones bearing
equivalent expression levels of control or mutant MCP, we evaluated cytoprotection and C4b fragment cleavage on the cell surface. We determined that the N-glycans of CCP-2 and -4 and the
STP domain were involved in MCP-mediated cytoprotection, a
finding consistent with the evolutionary conservation of these carbohydrate sites.
0022-1767/98/$02.00
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Membrane cofactor protein (MCP; CD46) is a type 1 membrane glycoprotein that inhibits complement activation on host cells.
It also is a measles virus (MV) receptor, an adherence factor for group A Streptococcus pyogenes, and a cellular pilus receptor for
pathogenic Neisseria. The amino terminus of MCP consists of four complement control protein (CCP) repeats, three of which
(CCP-1, -2, and -4) possess N-glycans. Immediately following the CCP modules is an alternatively spliced region for extensive
O-glycosylation (termed the STP domain). Previous studies established that the N-glycan of CCP-2 is essential for MV binding and
infection and that the splicing variants of the STP domain not only affect MV binding and fusion, but also differentially protect
against complement-mediated cytolysis. In this report, we dissect the role of these carbohydrates on complement regulatory
function. We constructed, expressed, and characterized proteins deleting these carbohydrates. For MCP-mediated protection
against cytolysis, the N-glycans of CCP-2 and -4 were necessary, the STP segment influenced but was not essential, and the
N-glycan of CCP-1 was not required. In addition, the rate and magnitude of cell surface cleavage of C4b to C4c and C4d by MCP
and factor I correlated with cytoprotection. These studies expand the structure-function understanding of the active sites of MCP
and elucidate an important role for carbohydrates in its function, a finding consistent with their conservation in the MCP of other
species. The Journal of Immunology, 1998, 161: 3711–3718.
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CD46: ROLE OF N- AND O-GLYCANS
Cofactor assay

Construction of cDNA mutants, expression, and isolation of
clones

This assay utilizes biotinylated ligands (C3b and C4b). The fragments of
the cleavage reaction, resulting from addition of factor I with MCP, were
assessed by Western blot analysis following electrophoresis (10% reducing
SDS-PAGE). C3b and C4b (Advanced Research Technologies, San Diego,
CA) were biotinylated utilizing a 503 molar excess of EZ-Link Sulfo
NHS-LC-biotin (Pierce) per the manufacturer’s directions. The sample was
dialyzed with a Microcon 30 unit (Amicon, Beverly, MA), and aliquots
were stored at 270°C. To optimize the signal, serial dilutions of the reduced biotinylated ligand (25 mM DTT) were evaluated on a 10% SDSPAGE gel and then transferred to nitrocellulose for Western blot analysis
(27). Membranes were rinsed in TTBS (TBS with 0.05% Tween-20) for 2
min and probed with 1:1500 dilution of ExtrAvidin-horseradish peroxidase
(Sigma, St. Louis, MO) for 1 h at 37°C with rotation. Blots were washed
three times with TTBS for 5 min each with rotation. Using a clean dish,
chemiluminescent substrate (SuperSignal; Pierce) was incubated for 1 min
with the blot. The blot was wrapped in plastic wrap and x-ray film exposed
for varying amounts of time followed by film development. The dilution
that produced the optimal signal to noise ratio was utilized.
For the cofactor assay, all dilutions were prepared in low salt buffer (10
mM Tris, pH 7.2, with 25 mM sodium chloride, 1% Nonidet P-40, and
freshly added 2 mM PMSF). C3b or C4b were diluted as determined above.
Factor I (Advanced Research Technologies) was added (100 ng), and cell
lysates (varying from 2.5 to 5 3 108 MCP/assay) were added in a total of
15 ml. Following an incubation at 37°C for 1.5 h, an equal volume of 23
reducing buffer was added, the samples heated to 95°C for 3 min, and
SDS-PAGE/Western blotting performed as described above. X-ray films
were scanned by using a laser densitometer (Pharmacia LKB Biotechnology, Piscataway, NJ) and analyzed with GELscan software (Pharmacia).
The generation of the C4d fragment was monitored and adjusted relative to
the input as measured by the g-chair fragment of C4b. Mutants were compared with wild-type MCP.

Four mutants of the BC1 isoform were constructed. For three constructs a
glutamine (Q) replaced the asparagine (N) in CCP-1, -2, and -4 and were
termed NQ1, NQ2, and NQ4 (25). The fourth construct, termed DSTP,
deleted the STP domain by ligating two PCR-derived segments of BC1 in
the expression plasmid pHbApr1.neo (27). These two segments coded for
the signal peptide through the end of CCP-4 (nucleotide residues 42–1000)
and the region coding for the “undefined” segment through the end of the
cytoplasmic tail (nucleotides 1088 –1518) (see GenBank MCP-BC1
cDNA, accession no. X59405). All cDNA clones were sequenced in their
entirety to verify fidelity.
Transfection was performed per manufacturer’s directions using Lipofectin (Life Technologies, Gaithersburg, MD) in CHO K1 cells. Transfected cells were selected and maintained in Ham’s F-12 medium supplemented with 10% FCS and 0.5 mg/ml geneticin. CHO mutant clones were
obtained by limiting dilution and were selected for expression levels comparable to wild-type clone BC1 (designated as 23-9, as described in
Ref. 27).

Flow cytometry
Flow cytometric analysis was performed as described (27). MCP mAbs
utilized were as follows: TRA-2-10 (28), which binds to an epitope in
CCP-1 (20); M75, which binds to an epitope in CCP-2 (provided by
Tsukasa Seya, Osaka, Japan) (18); and GB24 (29), which binds to a complement functional epitope in CCP-3/4 (17). A rabbit polyclonal Ab to
MCP was kindly provided by CytoMed (Cambridge, MA) (27).

Cell lysates and quantification
Cells were lysed (2 3 107 cells/ml) in 1% Nonidet P-40, 0.05% SDS in
TBS (10 mM Tris, pH 7.2, 150 mM sodium chloride) with 2 mM PMSF for
15 min at 4°C, followed by centrifugation in a microcentrifuge at 12,000 3
g for 10 min. Supernatants were collected and MCP quantified by ELISA
as previously described (17), except as noted below. Briefly, MCP mAb
TRA-2-10 was coated at 5 mg/ml in TBS overnight at 4°C in microtiter
wells (Nunc modules, Fisher Scientific, St. Louis, MO). Wells were
blocked for 1 h at 37°C with 1% BSA and 0.1% Tween-20 in TBS and
rinsed in wash buffer (TBS with 0.05% Tween-20). Cell lysates were prepared over nearly a log of dilutions in dilution buffer (wash buffer with 4%
BSA and 0.25% Nonidet P-40), applied to wells along with an MCP standard, incubated for 1 h at 37°C, and rinsed for 2 min three times with wash
buffer. Next, rabbit anti-MCP antiserum was diluted 1:7000 in dilution
buffer, applied for 1 h at 37°C, and similarly washed. Horseradish peroxidase-coupled donkey anti-rabbit IgG (Jackson ImmunoResearch Laboratories, West Grove, PA) was incubated for 1 h at 37°C followed by similar
washing. Detection was made using the substrate 3,39,5,59-tetramethylbenzidine (TMB) (Pierce, Rockford, IL). Optical density (630 nm) was measured in an ELISA reader.

Western blot analysis
For Western blot analysis, cell lysates of CHO transfectants (200,000 cell
equivalents/lane) were analyzed on a 10% SDS-PAGE and transferred to
nitrocellulose as previously described (27).

Confocal microscopy
Cells were treated identically as described for flow cytometry (27) with the
exceptions noted below. Briefly, cells were grown to ;70% confluency,
collected by brief trypsinization, washed in PBS, resuspended at 5 3 106
cells/ml in 1% FCS in TBS at 4°C, and 100 ml was placed in wells of a
V-bottom microtiter plate. MCP mAb TRA-2-10 IgG was added at 5 mg/ml
for 30 min at 4°C. Cells washed in 1% FCS, and FITC-conjugated F(ab9)2
donkey anti-mouse IgG (Jackson ImmunoResearch) was added for 30 min
at 4°C. Following washing, cells were fixed in 0.5% paraformaldehyde,
collected by cytospin onto microscope slides, and mounted. Fluorescence
images were collected with a 363 oil objective (NA 1.4) using a Bio-Rad
(Hercules, CA) MRC 1024 confocal laser-scanning adaptor attached to a
Zeiss Axoplan upright microscope. The 488-nm lines of an argon-krypton
laser were used for excitation, and the emitted light was filtered through a
522-nm long-pass filter cube and detected by respective photomultipliers.
Images, each of which is 512 3 512 pixels, were recorded with Bio-Rad
Lasersharp software. An image was averaged by two successive frames,
and a stack of 8 to 12 such images was obtained for each cell.

Ligand binding ELISA
C3b and C4b (Advanced Research Technologies) were coated at 5 mg/ml
in TBS overnight at 4°C in microtiter wells (Nunc modules; Fisher Scientific) as described (27).
Briefly, coated wells were blocked 1 h at 37°C with 1% BSA and 0.1%
Tween 20 in TBS and washed in low salt ELISA buffer (LSEB) consisting
of 10 mM Tris (pH 7.2), 25 mM sodium chloride, and 0.05% Tween 20.
Lysates, quantified for MCP by ELISA (see above), were diluted to equivalent quantities over nearly a log in LSEB, and incubated 2 h at 37°C.
Following washing in LSEB, rabbit antiserum to MCP was diluted 1:2500
in LSEB and 4% BSA/0.25% Nonidet-P40, and incubated for 1 h 37°C.
After washing, horseradish peroxidase-coupled donkey anti-rabbit IgG was
added and incubated 1 h 37°C, and the wells were washed. Detection was
made utilizing TMB, and optical density (630 nm) was measured in an
ELISA reader.

Cytoprotection assays
Clones obtained by limiting dilution (see above) possessing equivalent levels of MCP mutants were isolated and employed in cytoprotection assays
as described previously (27). Briefly, 10,000 cells/well were plated overnight in 96-well microtiter plates. The medium was removed and rabbit
anti-hamster Ab (IgG fraction; Sigma) was added (13 mg/ml) for 30 min at
4°C. Ab was removed and serum (diluted in gelatin veronal buffer) was
added for 1 h at 37°C. Wells were washed twice in Dulbecco’s PBS, and
normal medium was added. Cells were grown for 48 h and assessed with
the CellTiter 96 kit per manufacturer’s directions (Promega, Madison, WI).
Assays were performed in quadruplicate on at least three separate occasions. Untreated, Ab-only, and serum-only controls were performed with
each assay. Normal human serum (NHS) and C6-depleted serum (utilized
in C4 deposition studies) were obtained from Quidel (San Diego, CA).

C4b fragment deposition
These studies were performed as previously described (27). Briefly, cells
were challenged identically as for the cytoprotection assays except that
C6-depleted serum was utilized to prevent cytolysis. In addition, for kinetic
analysis, the C6-depleted human serum was incubated for the time points
indicated. mAbs to C4c and C4d (20 mg/ml) were incubated with these
sensitized cells for 30 min at 4°C. Cells were washed and incubated with
FITC-conjugated goat anti-mouse IgG for 30 min at 4°C followed by washing. Cells were fixed in 0.5% paraformaldehyde, and FACS analysis was
performed.
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Results
Characterization of mutant pooled and cloned transfectants
To analyze the importance of N- and O-linked glycosylation on
MCP complement regulatory function, mutants were constructed
by using site-directed mutagenesis to delete each of these sites
(Fig. 1). The motif for N-linked glycosylation (N-X-S/T, with X
being any amino acid except proline (30)), was mutated such that
a glutamine (Q) was substituted for the asparagine (N) in CCP-1,
-2, and -4 and termed NQ1, NQ2, and NQ4, respectively. To assess
the role of O-linked sugars, a mutant deleting the STP domain was
created (termed DSTP). Following the stable transfection of mutant and control cDNAs into CHO cells, expressed MCP and mutant protein were assessed with polyclonal and/or monoclonal antiMCP Abs by FACS and Western blotting. Subsequently, clones
with equivalent levels of expression were isolated and evaluated.
As shown in the Western blot of Figure 2, the BC1 isoform and
glycan deficient mutants displayed the expected relative mobilities.
NQ2 and NQ4 possessed relatively faster mobilities consistent
with the loss of one N-glycan group, whereas the DSTP mutant
demonstrated the fastest mobility (as expected, since it lacks all
O-glycosylation). The somewhat faster mobility of NQ1 vs NQ2
and NQ4 was noted previously and likely results from a conformational effect since the mobility of these forms is equivalent following reduction (25).
Clones were derived by limiting dilution and selected for stability and equivalency of MCP expression by FACS using a polyclonal anti-MCP antiserum (lower part of Fig. 2). The clones utilized were designated as 23-9 (BC1), NQ1-8, NQ2-5, NQ4-12 and
DSTP-30. Next, further comparative evaluations for protein stability and expression patterns of each of these clones were undertaken. First, epitope sites were evaluated by FACS with several
monoclonal anti-MCP Abs (data not shown). The clones selected
exhibited similar MCP expression levels and retained epitopes represented by the mAb: 1) TRA-2-10, which binds a site in CCP-1

and inhibits MV binding (20); 2) M75, which binds to a complement regulatory and MV functional site in CCP-2 (18, 20), and 3)
GB24, which binds to a complement regulatory site in CCP-3/-4
and blocks C3b/C4b binding (17). The FACS profiles for the three
mAb were similar, suggesting that these mAb bind to a peptide
epitope unaltered by the lack of glycans (data not shown).
Second, clones were exposed to human serum (1:8 dilution) for
1 h at 37°C and then lysed. Western blot analysis with an antiMCP polyclonal Ab demonstrated no significant differences in pattern of electrophoretic migration or protein quantity of treated and
untreated cells (data not shown).
Third, to examine cell surface distribution, confocal microscopy
was performed on clones utilizing an anti-MCP mAb (TRA-2-10)
(Fig. 3). This examination revealed a similar and uniform MCP
surface distribution for all clones. In addition, clones “challenged”

FIGURE 2. Western blot analysis of control and mutant transfectant
lysates. FACS means of the isolated clones are listed in the lower portion
of the figure. Nomenclature as in Figure 1. Rabbit polyclonal antiserum to
MCP was utilized as a probe. RCHO, a Chinese hamster ovary (CHO) cell
line transfected with MCP construct in the reverse orientation.
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FIGURE 1. Schematic diagram of native MCP and the four glycan deletion constructs evaluated in this report. Common to all are: 1) four of the
repeating, ligand binding motifs called CCP repeats; 2) the small juxtamembranous segment of unknown functional significance (“U”); 3) the membranespanning, hydrophobic domain; and 4) the intracytoplasmic tail (number 1). The NQ constructs substituted a glutamine (Q) residue for the asparagine (N)
in CCP-1 (termed NQ1), in CCP-2 (NQ2), and in CCP-4 (NQ4). For the DSTP construct, this region was deleted entirely.
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by Ab and C6-deficient human serum (see below) maintained this
pattern (data not shown).
NQ4 and DSTP cell lysates exhibit decreased cofactor activity
Initial comparisons of C3b and C4b cofactor activity were performed utilizing cell lysates of transfectant pools. As indicated in
Figure 4, NQ4 and DSTP lysates had reduced C3b and C4b cofactor activity, whereas NQ1 and NQ2 were equivalent to BC1
(wild type) in C3b activity, but demonstrated a modest decrease in
C4b cofactor activity. These studies suggested that the N- and Oglycosylation domains may be important for regulatory function.
To further examine this possibility and to determine whether alterations in ligand binding accounted for these functional differences, we performed C3b and C4b binding studies.
Glycosylation mutants bind C3b and C4b similarly to wild type
For ligand binding, an ELISA was utilized in which C3b or C4b
was adsorbed to wells and dilutions of quantified transfectant lysates were evaluated (Fig. 5). All mutants retained ligand binding
capability similar to wild-type BC1. As noted previously (27),
there was a modest, but reproducible, preferential binding by wildtype BC1 to C4b vs C3b that was maintained by all mutants except

FIGURE 5. Comparison of C3b and C4b binding by control and mutant
transfectants. Cell lysates were prepared for stably transfected CHO cells
and quantified in an ELISA. Increasing amounts of cell lysates were incubated on C3b- and C4b-coated wells. A–F, Binding of each sample to
C3b and C4b; G and H, comparison of the binding by all to C4b or C3b.
A representative experiment of three is shown.

NQ2 (see Fig. 5, A–E). NQ2 also showed a slight elevation in
binding to both ligands, but more so to C3b. There was a consistent
pattern of slightly enhanced binding by NQ2 and slightly less binding by NQ4 to both C3b and C4b. We concluded that, in this solid
phase assay using solubilized cell lysates, deletion of the N- or
O-linked glycosylation sites had minimal influence on ligand binding. Retention of ligand binding despite partial loss of cofactor
activity as observed for NQ4 and DSTP is consistent with previous
findings that binding and cofactor activity are separable (17, 31).
N-glycosylation domains in CCP-2 and -4 are critical for
cytoprotection

FIGURE 4. C3b and C4b cofactor analysis of mutants as compared with
wild-type MCP. Transfectant cell lysates were quantified by ELISA, incubated with factor I and biotinylated C3b or C4b for 90 min at 37°C, and
separated on reducing SDS-PAGE; a chemiluminescent Western blot analysis was performed utilizing horseradish-avidin conjugate. Laser densitometry was utilized to compare wild-type to mutant cleavage patterns.

The clones profiled in Figure 2 were utilized in cytoprotection assays.
The cells were treated with a polyclonal Ab to hamster cell surface
Ags followed by incubation with NHS as the source of complement.
As expected and established previously, the classical pathway mediates cytoinjury to CHO cells in this system (27, 32, 33).
Figure 6 compares cytoprotection by control and mutant clones
over a range of serum dilutions. The NQ1 mutant was similar to
wild type, suggesting little effect by the N-glycan in CCP-1, consistent with previous results in which CCP-1 was deleted without
altering ligand binding and cofactor activity (17, 18). However,
mutants NQ2 and NQ4 demonstrated a marked decrease in their
cytoprotective capability with an activity profile very similar to the
RCHO control cells (CHO cells transfected with MCP construct in
the reverse orientation). The mutant deleted of the STP region
exhibited an intermediate capacity for cytoprotection.
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FIGURE 3. Confocal microscopy of MCP or control CHO cell clones
utilizing a mAb to MCP (TRA-2-10) and (Fab9)2 FITC-anti mouse IgG.
(Scale bar 5 5 mm.) Two midline frames of each clone are presented.
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Table I. C4 fragment deposition on complement-treated control and
mutant cells a
FACS Mean
Cells

Anti-C4c

Anti-C4d

Ratio, C4c/C4d

RCHO1
BC1
NQ1
NQ2
NQ4
DSTP

1180
200
198
439
276
544

1065
1111
1265
1207
1146
1328

1.10
0.18
0.16
0.36
0.24
0.40

a
Conditions are as described in the legend to Figure 7. FACS means are from
duplicates. A representative experiment of three is presented.

N- and O- glycosylation deletion mutants have diminished C4
cleavage on the cell surface
The differences in the cytoprotective ability of the glycosylation
deletion mutants implied differential potencies of the mutant proteins to serve as cofactors for the factor I-mediated cleavage of
C3b and C4b. Also, since differences had been noted in cofactor
assays employing cell lysates (see Fig. 4), we assessed cofactor
function on the cell surface. For this investigation, we employed a
nonlytic system in which clones were treated with the same antiCHO cell Ab, but C6-deficient human serum was utilized. The
cleavage of C4b was monitored by FACS with mAb against the
cleavage fragments of C4b. Cleavage of C4b by MCP releases a
large fragment (C4c), whereas the smaller fragment (C4d) remains
covalently attached to the cell membrane. As C4b is cleaved, the
quantity of C4c is reduced while the C4d level remains constant.
Thus, a comparison of cell surface C4c vs C4d by FACS permits
a quantitative assessment of the kinetics of C4b cleavage.
Representative histograms comparing C4c vs C4d on the cell
surface are presented in Figure 7. On control cells that do not
express MCP (Fig. 7B), the quantities of C4c and C4d were coincident, indicating that cell-bound C4b was not cleaved and estab-

FIGURE 7. Flow cytometric analysis of the
C4b cleavage fragments of control and mutant
clones. The light line shows C4c, and the dark
line shows C4d. A and B, RCHO control (transfected with MCP in reverse orientation) was
evaluated without (2) and with (1) Ab to CHO.
For B, the “unprotected” CHO control cells demonstrate overlapping C4c and C4d patterns, indicating no C4b degradation. In this assay, cells
were sensitized by incubation with Ab followed
by addition of a 1:8 dilution of C6-depleted human serum. Three separate experiments were
performed with each condition in duplicate.
Representative histograms are shown. See Table
I for mean fluorescence intensities.

lishing that C4b binding protein or other regulatory proteins had no
activity in this regard. All cells expressing MCP possessed C4b
cofactor activity, since there was a reduction of cell-bound C4c
relative to C4d (Fig. 7, C–G). A comparison of the relative mean
fluorescence intensity for these two C4 fragments is presented in
Table I. The relative intensity values were the lowest for wild-type
(BC1) and NQ1 (indicating the highest C4b-cleaving activity) followed by NQ4, NQ2, and DSTP. This pattern parallels results obtained by the cytotoxicity experiments, except that DSTP had less
cofactor activity than anticipated.
Kinetic analysis of C4b cleavage
To further assess these differences in cofactor activity, we examined the cleavage patterns after 10, 20, and 60 min of complement
exposure (Fig. 8). These data indicate that MCP-dependent cofactor activity begins concomitant with C4b deposition. Rapid, incremental cleavage then occurred for at least 20 min for wild type
BC1 as well as the mutants. By 20 min, ;50% of the C4b had been
cleaved in the case of BC1 and NQ1, whereas less cleavage took
place for NQ4, NQ2, and DSTP. At the final time point of 60 min,
25 to 35% of the C4b had not been cleaved to C4c and C4d in wild
type and all mutants except DSTP, in which case 50% remained as
C4b.

Discussion
Several previous studies have suggested that MCP carbohydrates
are functionally relevant (21, 24, 25, 27, 34, 35). The N-glycans in
CCP-2 are important for MV binding and infection (21, 24, 25),
whereas the STP domain may have effects on fusion as well as
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FIGURE 6. Comparison of cytoprotection by control and mutant transfectant clones bearing equivalent expression levels of MCP. Cell clones or
control CHO were assessed in a classical C pathway-mediated system employing rabbit Ab, dilutions of human C (NHS), and Promega CellTiter 96
kit. Percent cytotoxicity was calculated based upon values of untreated
controls (Ab alone and NHS alone controls were equivalent to untreated).
The SE of the mean among quadruplicates was ,7%. Shown is a representative experiment of three.
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FIGURE 8. Kinetic evaluation of C4b cleavage by control and mutant
clones. Experimental conditions similar to that in Figure 7. FACS means
are an average of duplicates. A representative experiment of three is
presented.

were no alterations in the interactions of mutants with peptidespecific mAbs to MCP. Fourth, Western blot profiles of cells exposed to human serum were identical to untreated controls, demonstrating no serum-dependent degradation of MCP. Fifth,
confocal microscopy revealed similarly uniform distribution patterns of MCP protein for all clones (also true of cells “challenged”
by Ab and complement (C6-deficient serum)). Last, ligand binding
assays employing solubilized transfectant lysates demonstrated
similar activity of all mutants as compared with wild-type MCP.
The necessity of N-glycans for function is variable among complement regulatory proteins. For example, the deletion of N-glycans from C4b-binding protein, decay accelerating factor (DAF,
CD55), and CD59 did not diminish complement inhibitory activity
(38 – 40). Consequently, it has been suggested that the N-glycans
of these proteins may serve in other capacities. Specifically, the
single N-site of CD59 is conserved in all homologous mammalian
proteins examined to date and may be a site of interaction with the
T cell accessory molecule CD2 (40). On the other hand, N-glycans
are critical for the function of many other proteins including the
N-linked carbohydrates of Igs that serve a variety of effector functions including complement activation and ligand interaction) (reviewed in Refs. 41 and 42). In addition, for the IFN-g receptor,
inhibition of N-linked glycosylation or modulation of carbohydrate
processing did not prevent receptor transport to the cell membrane,
yet blocked ligand binding thereby completely abrogating receptor
function (43).
An indication of the importance of N-glycans in MCP is suggested by their evolutionary conservation across species (Fig. 9).
Recently, MCP sequence data have become available for African
green monkey (Vero) (44), guinea pig (45), pig (46, 47), and several old and new world monkeys (22). The N-sites in CCP-1, -2,
and -4 are conserved in human, Vero, and all five characterized
species of old world monkeys. Interestingly, MCPs of new world
monkeys retain the N-linked sites in CCP-2 and -4, yet delete
CCP-1 entirely. Deletion of this domain by new world monkeys
may have afforded protection against a potentially lethal microorganism such as MV. Three additional N-sites were possible in
Vero, although enzymatic treatment suggested these may not be
utilized (44), which also may be the case for the other old world
monkeys. In 13 of the 14 species examined, the location of the
N-site of CCP-4 was uniformly conserved. The one exception was
guinea pig MCP, which also possessed an N-glycan in CCP-4, but
at a slightly different locale. Such evolutionary conservation of
these posttranslational modifications, in most cases of the identical
sites, strongly suggests they play important biologic roles.
Deletion of the STP segment produced an intermediate loss of
cytoprotective activity. This finding was not predicted by results of
the cell-bound and fluid phase cofactor assays, which indicated
that DSTP was the least effective cofactor among the mutants. One
explanation may be that these tests assess different parameters in
that cytotoxicity studies measured cell survival, whereas cell lysates and cell surface C4c content exclusively gauged cofactor
activity. Also of note, the level of cytotoxicity and the C4c/C4d
ratio for DSTP was comparable to that observed previously for the
MCP-C1 isoform (which has a smaller and less glycosylated STP
domain) (27). The interpretation of this earlier study was that the
larger BC segment augmented the ability of MCP to act as a cofactor for C4b degradation on the cell surface (27) and is consistent
with the present results of entirely eliminating the STP domain. It
should be recalled that more than 95% of the population express
predominantly the higher (BC) glycosylation forms of MCP,
whereas only 5% predominantly express the C isoforms (48).
Taken together, these studies strongly indicate that the BC isoforms protect better against the classical pathway than C isoforms.
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binding (34, 35). In addition, the alternatively spliced O-glycosylation domain influences complement regulatory function in that
higher m.w. (BC) isoforms protect better against the classical pathway than the less O-glycosylated, lower m.w. C isoforms (27).
Finally, tissue-specific expression of MCP isoforms suggests functional relevance of the STP domain, e.g., BC isoforms predominate
in the kidney and salivary gland, whereas C isoforms predominate
in the brain (34, 36, 37).
The goal of the present study was to further examine these glycan modifications in MCP, and in particular assess the importance
of carbohydrates as they relate to complement regulatory function.
The initial C3b and C4b cofactor assays suggested that glycosylation played a role in regulation since both NQ4 and the DSTP
mutants demonstrated reduced activity. However, ligand binding
studies indicated that all mutants bound both C3b and C4b similarly to wild type. To examine these potentially discrepant observations, we assessed MCP function in a more biologically relevant
assay system.
A significant finding of these subsequent experiments was that
the N-glycans of CCP-2 and -4 were critical for the cytoprotective
activity of MCP. The deletion of either nearly abrogated this inhibitory capability and, thus, was a much more striking functional
deficiency than would have been predicted from the ligand binding
and cofactor assays employing solubilized cell extracts. This activity profile was explained, in part, by a decreased ability for C4b
cleavage in the fluid phase (Fig. 4) as well as on the cell surface
(Fig. 7, Table I). These results are consistent with previous data
indicating that CCP-2 and -4 are required for complement regulatory function (17, 18). The deletion of the N-glycan in CCP-1 did
not diminish the cytoprotective function of MCP, a result also
consistent with previous findings that 1) CCP-1 does not contribute
to complement inhibitory function (17, 18) and 2) it is spliced out
in new world primates (22). Finally, it is worth noting that, in these
cytoprotection experiments, cleavage was strictly MCP dependent
with no detectable activity by C4b-binding protein since non-MCP
expressing CHO cells did not demonstrate cleavage of C4b (see
Fig. 7).
Loss of efficient cytoprotective capacity by glycosylation mutants could be explained by other reasons such as failure of the
mutant protein to be transported to the cell surface or to gross
conformational alterations. Multiple lines of evidence suggested
that these did not occur. First, we were able to obtain stable clones
of mutants and to select for equivalent expression levels utilizing
FACS. Second, Western blots bearing similar cell equivalents revealed appropriate m.w. sizes and similar quantities. Third, there
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FIGURE 9. Comparison of sites of N- and Oglycans of MCP for all species with published sequences. The numbers beneath STP-B and -C segments of the O-linked domain represent the total
number of amino acids per segment and inside parentheses are the number of serine/threonine residues. The dark circles represent the N-linked glycosylation sites in the human sequence. The open
squares are N-linked sites not found in human
MCP. References used are as follows: 19 for A; 44
for B; 45 for C, 46 and 47 for D; and 22 for E. For
the primate data (22), authors indicated conservation of the O-linked domain but did not present the
sequences.

binding and only modestly reduce cofactor activity, but substantially influence cytoprotection, provides an instructive example of
how these carbohydrate moieties may promote enhanced biologic
activity at the cell surface that could not have been appreciated by
studying either the isolated protein or solubilized MCP cell extracts. Indeed, the differences in activity point to additional biologic interactions not evaluated in the above experiments. For example, carbohydrates may facilitate the movement or clustering of
MCP on a cell membrane that could assist its interactions with
ligand, possibly in association with a convertase. Our findings of
the necessity of N-glycans for function coupled with their evolutionary conservation across species establishes important biologic
roles for these modifications in MCP.

Acknowledgments
We thank Haibing Teng, Ph.D., for assistance with confocal microscopy,
and Parveen Chand for assistance with FACS.

References
1. Liszewski, M. K., T. Farries, D. Lublin, I. Rooney, and J. P. Atkinson. 1996.
Control of the complement system. Adv. Immunol. 61:201.
2. Naniche, D., G. Varior-Krishnan, F. Cervoni, T. F. Wild, B. Rossi,
C. Rabourdin-Combe, and D. Gerlier. 1993. Human membrane cofactor protein
(CD46) acts as a cellular receptor for measles virus. J. Virol. 67:6025.
3. Dorig, R. E., A. Marcil, A. Chopra, and C. D. Richardson. 1993. The human
CD46 molecule is a receptor for measles virus (Edmonston strain). Cell. 75:295.
4. Manchester, M., M. K. Liszewski, J. P. Atkinson, and M. B. A. Oldstone. 1994.
Multiple isoforms of CD46 (membrane cofactor protein) serve as receptors for
measles virus. Proc. Natl. Acad. Sci. USA 91:2161.
5. Okada, N., M. K. Liszewski, J. P. Atkinson, and M. Caparon. 1995. Membrane
cofactor protein (MCP; CD46) is a keratinocyte receptor for the M protein of
group A streptococcus. Proc. Nat. Acad. Sci. USA 92:2489.
6. Källström, H., M. K. Liszewski, J. P. Atkinson, and A-B. Jonsson. 1997. Membrane cofactor protein (MCP or CD46) is a cellular pilus receptor for pathogenic
Neisseria. Mol. Microbiol. 25:639.
7. Cervoni, F., T. J. Oglesby, E. M. Adams, C. Milesi-Fluet, M. W. Nickells,
P. Fenichel, J. P. Atkinson, and B. L. Hsi. 1992. Identification and characterization of membrane cofactor protein (MCP) on human spermatozoa. J. Immunol.
148:1431.
8. Seya, T., T. Hara, and M. Matsumoto. 1993. Membrane cofactor protein (MCP,
CD46) in seminal plasma and on spermatozoa in normal and “sterile” subjects.
Eur. J. Immunol. 23:1322.
9. Anderson, D. J., J. S. Michaelson, and P. M. Johnson. 1989. Trophoblast/leukocyte-common antigen is expressed by human testicular germ cells and appears on
the surface of acrosome-reacted sperm. Biol. Reprod. 41:285.

Downloaded from http://www.jimmunol.org/ by guest on May 16, 2021

Previous studies also indicated that the STP domain of DAF was
functionally important. Deletion of this segment produced a complete loss of decay accelerating activity that was reestablished by
re-inserting a similarly sized, but not O-glycosylated, segment
from a noncomplement protein (39). These results point out a role
for the STP region serving as a nonspecific spacer, perhaps projecting the CCP functional domains away from the plasma membrane. In our investigation, there was a moderate decrease in, but
not a complete loss of, function. It is possible that the juxtamembranous segment (the “undefined” domain of 12 amino acids) may
account for these differences.
The O-glycosylated region in MCP of the three other species
available revealed that all possessed at least one domain for Oglycosylation following the CCP region. Vero MCP had a 14residue segment identical to the STP-C domain of human MCP,
guinea pig a 16-amino acid segment with 73% identity to the human C domain, and pig MCP a 17-amino acid segment with 25%
homology to the B domain. Additional cDNA clones and RT-PCR
in these species will be required to establish if this segment is
alternatively spliced in a similar fashion to humans.
Our study and those of many others indicate that, in a classical
pathway mediated system, large amounts of C4b can be deposited
in a few minutes (49). The kinetic analysis of the cofactor activity
of MCP mutants indicated that: 1) C4b cleavage began on the cell
surface concomitant with deposition; 2) the cleavage pattern was
linear for 20 to 30 min, with most of this activity occurring within
this time frame; 3) substantial quantities (;25%) of C4b remained
as such at 60 min, even with wild-type MCP; 4) surprisingly, there
was no cleavage of C4b on the non-MCP expressing CHO control
cells by serum C4b-binding protein; 5) in this system, the rate of
C4b deposition far exceeds the rate of its cleavage, suggesting
limits on the cytoprotective capabilities of regulatory proteins in
Ab-mediated syndromes of autoimmunity; and 6) the ratio of deposited C4b (6 – 8 3 105) to MCP (0.5 3 105) is estimated at
greater than 10 to 1; thus, to cleave 75% of the C4b to C4d and C4c
requires an interaction of each MCP with multiple C4bs.
The majority of membrane proteins of eukaryotic organisms are
glycosylated. These posttranslational modifications play key roles
in biologic functions (30, 50). For MCP, the discovery that the
N-glycans of CCP-2 and -4 do not directly participate in ligand

3718

30. Fiedler, K., and K. Simons. 1995. The role of N-glycans in the secretory pathway.
Cell 81:309.
31. Krych, M., L. Clemenza, D. Howdeshell, R. Hauhart, D. Hourcade, and
J. P. Atkinson. 1994. Analysis of the functional domains of complement receptor
type 1 (C3b/C4b receptor; CD35) by substitution mutagenesis. J. Biol. Chem.
269:13273.
32. Oglesby, T. J., D. White, I. Tedja, M. K. Liszewski, L. Wright,
J. Van den Bogarde, and J. P. Atkinson. 1991. Protection of mammalian cells
from complement-mediated lysis by tranfection of human membrane cofactor
protein (MCP) and decay accelerating factor (DAF). Trans. Assoc. Am. Phys.
104:164.
33. Lublin, D. M., and K. E. Coyne. 1991. Phospholipid-anchored and transmembrane versions of either decay-accelerating factor or membrane cofactor protein
show equal efficiency in protection from complement-mediated cell damage.
J. Exp. Med. 174:35.
34. Buchholz, C. J., D. Gerlier, A. Hu, T. Cathomen, M. K. Liszewski, J. P. Atkinson,
and R. Cattaneo. 1996. Selective expression of a subset of measles virus receptor
competent CD46 isoforms in human brain. Virology 217:349.
35. Iwata, K., T. Seya, S. Ueda, H. Ariga, and S. Nagasawa. 1994. Modulation of
complement regulatory function and measles virus receptor function by the
serine-threonine-rich domains of membrane cofactor protein (CD46). Biochem. J.
304:169.
36. Johnstone, R. W., B. E. Loveland, and I. F. C. McKenzie. 1993. Identification and
quantification of complement regulator CD46 on normal human tissues. Immunology 79:341.
37. Nakanishi, I., A. Moutabarrik, T. Hara, M. Hatanaka, T. Hayashi, T. Syouji,
N. Okada, E. Kitamura, Y. Tsubakihara, and M. Matsumoto. 1994. Identification
and characterization of membrane cofactor protein (CD46) in the human kidneys.
Eur. J. Immunol. 24:1529.
38. Hardig, Y., P. Garcia de Frutos, and B. Dahlback. 1995. Expression and characterization of a recombinant C4b-binding protein lacking the b-chain. Biochem.
J. 308:795.
39. Coyne, K. E., S. E. Hall, E. S. Thompson, M. A. Arce, T. Kinoshita, T. Fujita,
D. J. Anstee, W. Rosse, and D. M. Lublin. 1992. Mapping of epitopes, glycosylation sites, and complement regulatory domains in human decay accelerating
factor. J. Immunol. 149:2906.
40. Rother, R. P., J. Zhao, Q. Zhou, and P. J. Sims. 1996. Elimination of potential
sites of glycosylation fails to abrogate complement regulatory function of cell
surface CD59. J. Biol. Chem. 271:23842.
41. Chuang, P. D., and S. L. Morrison. 1997. Elimination of N-linked glycosylation
sites from the human IgA1 constant region. J. Immunol. 158:724.
42. White, K. D., R. D. Cummings, and F. J. Waxman. 1997. Ig N-glycan orientation
can influence interactions with the complement system. J. Immunol. 158:426.
43. Fischer, T., B. Thomas, P. Scheurich, and K. Pfizenmaier. 1990. Glycosylation of
the human interferon-g receptor: N-linked carbohydrates contribute to structural
heterogeneity and are required for ligand binding. J. Biol. Chem. 265:1710.
44. Murakami, Y., T. Seya, M. Kurita, and S. Nagasawa. 1996. Molecular cloning of
a complementary DNA for a membrane cofactor protein (MCP, CD46)/measles
virus receptor on Vero cells and its functional characterization. Biol. Pharm. Bull.
19:1541.
45. Hosokawa, M., M. Nonaka, N. Okada, and H. Okada. 1996. Molecular cloning of
guinea pig membrane cofactor protein. J. Immunol. 157:4946.
46. van den Berg, C. W., J. M. Perez de la Lastra, D. Llanes, and B. P. Morgan. 1997.
Purification and characterization of the pig analogue of human membrane cofactor protein (CD46/MCP). J. Immunol. 158:1703.
47. Toyomura, K., T. Fujimural, H. Murakami, T. Natsume, T. Shigehisa, N. Inoue,
J. Takeda, and T. Kinoshita. 1997. Molecular cloning of a pig homologue of
membrane cofactor protein (CD46). Int. Immunol. 9:869.
48. Ballard, L., T. Seya, J. Teckman, D. M. Lublin, and J. P. Atkinson. 1987. A
polymorphism of the complement regulatory protein MCP (membrane cofactor
protein or gp45–70). J. Immunol. 138:3850.
49. Ollert, M. W., J. V. Kadlec, K. David, E. C. Petrella, R. Bredehorst, and
C-W. Vogel. 1994. Antibody-mediated complement activation on nucleated cells.
A quantitative analysis of the individual reaction steps. J. Immunol. 153:2213.
50. Varki, A. 1993. Biological roles of oligosaccharides: all of the theories are correct. Glycobiology 3:97.

Downloaded from http://www.jimmunol.org/ by guest on May 16, 2021

10. Anderson, D. J., A. F. Abbott, and R. M. Jack. 1993. The role of complement
component C3b and its receptors in sperm-oocyte interaction. Proc. Natl. Acad.
Sci. USA 90:10051.
11. Kitamura, M., K. Matsumiya, M. Yamanaka, S. Takahara, T. Hara,
M. Matsumoto, M. Namiki, A. Okuyama, and T. Seya. 1997. Possible association
of infertility with sperm-specific abnormality of CD46. J. Reprod. Immunol. 33:
83.
12. Higgins, P. J., J-L. Ko, R. Lobell, C. Sardonini, M. K. Alexxi, and C. G. Yeh.
1997. A soluble chimeric complement inhibitory protein that possesses both decay-accelerating and factor I cofactor activities. J. Immunol. 158:2872.
13. Rooney, I. A., M. K. Liszewski, and J. P. Atkinson. 1993. Using membranebound complement regulatory proteins to inhibit rejection. Xeno 1:29.
14. Cozzi, E., and D. J. G. White. 1995. The generation of transgenic pigs as potential
organ donors for humans. Nat. Med. 1:964.
15. Post, T. W., M. K. Liszewski, E. M. Adams, I. Tedja, E. A. Miller, and
J. P. Atkinson. 1991. Membrane cofactor protein of the complement system:
alternative splicing of serine/threonine/proline-rich exons and cytoplasmic tails
produces multiple isoforms which correlate with protein phenotype. J. Exp. Med.
174:93.
16. Russell, S. M., R. L. Sparrow, I. F. C. McKenzie, and D. F. J. Purcell. 1992.
Tissue-specific and allelic expression of the complement regulator CD46 is controlled by alternative splicing. Eur. J. Immunol. 22:1513.
17. Adams, E. M., M. C. Brown, M. Nunge, M. Krych, and J. P. Atkinson. 1991.
Contribution of the repeating domains of membrane cofactor protein (CD46) of
the complement system to ligand binding and cofactor activity. J. Immunol. 147:
3005.
18. Iwata, K., T. Seya, Y. Yanagi, J. M. Pesando, P. M. Johnson, M. Okabe, S. Ueda,
H. Ariga, and S. Nagasawa. 1995. Diversity of sites for measles virus binding and
for inactivation of complement C3b and C4b on membrane cofactor protein
CD46. J. Biol. Chem. 270:15148.
19. Lublin, D. M., M. K. Liszewski, T. W. Post, M. A. Arce, M. M. Le Beau, and
M. B. Rebentisch. 1988. Molecular cloning and chromosomal localization of
human membrane cofactor protein (MCP): Evidence for inclusion in the multigene family of complement-regulatory proteins. J. Exp. Med. 168:181.
20. Manchester, M., A. Valsamakis, R. Kaufman, M. K. Liszewski, J. Alvarez,
J. P. Atkinson, D. M. Lublin, and M. B. A. Oldstone. 1995. Measles virus and C3
binding sites are distinct on membrane cofactor protein (MCP; CD46). Proc.
Natl. Acad. Sci. USA 92:2303.
21. Manchester, M., J. E. Gairin, J. Alvarez, M. K. Liszewski, J. P. Atkinson, and
M. B. A. Oldstone. 1997. Measles virus recognizes its receptor, CD46, via two
distinct binding domains within SCR1–2. Virology 233:174.
22. Hsu, E. C., R. E. Dorig, F. Sarangi, A. Marcil, C. Iorio, and C. D. Richardson.
1997. Artificial mutations and natural variations in the CD46 molecules from
human and monkey cells define regions important for measles virus binding.
J. Virol. 71:6144.
23. Buchholz, C. J., D. Koller, P. Devaux, C. Mumenthaler, J. Schneider-Schaulies,
W. Braun, D. Gerlier, and R. Cattaneo. 1997. Mapping of the primary binding site
of measles virus to its receptor CD46. J. Biol. Chem. 272:22072.
24. Maisner, A., J. Schneider-Schaulies, M. K. Liszewski, J. P. Atkinson, and
G. Herrler. 1994. Binding of measles virus to membrane cofactor protein (CD46):
importance of disulfide bonds and N-glycans for the receptor function. J. Virol.
68:6299.
25. Maisner, A., J. Alvarez, M. K. Liszewski, J. P. Atkinson, D. Atkinson, and
G. Herrler. 1996. The N-glycan of the SCR 2 region is essential for membrane
cofactor protein (CD46) to function as measles virus receptor. J. Virol. 70:4973.
26. Maisner, A., and G. Herrler. 1995. Membrane cofactor protein with different
types of N-glycans can serve as measles virus receptor. Virology 210:479.
27. Liszewski, M. K., and J. P. Atkinson. 1996. Membrane cofactor protein (MCP;
CD46): isoforms differ in protection against the classical pathway of complement.
J. Immunol. 156:4415.
28. Andrews, P. W., B. B. Knowles, M. Parkar, B. Pym, K. Stanley, and
P. N. Goodfellow. 1985. A human cell-surface antigen defined by a monoclonal
antibody and controlled by a gene on human chromosome 1. Ann. Hum. Genet.
49:31.
29. Hsi, B. L., C.-J. G. Yeh, P. Fenichel, M. Samson, and C. Grivaux. 1988. Monoclonal antibody GB24 recognizes a trophoblast-lymphocyte cross-reactive antigen. Am. J. Reprod. Immunol. Microbiol. 18:21.

CD46: ROLE OF N- AND O-GLYCANS

