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Most of the SARS-CoV-infected patients spon-
taneously recoveredwithout clinical intervention
while a small percentage succumbed to the dise-
ase. Here, we characterized temporal changes
in N protein-specific and S glycoprotein-specific
neutralizing antibody (Nab) responses in infected
patients who have either recovered from or
succumbed to SARS-CoV infection. Recovered
patients were found to have higher and sustain-
able levels of both N protein-specific and S
glycoprotein-specific Nab responses, suggesting
that antibody responses likely play an important
role in determining the ultimate disease outcome
of SARS-CoV-infected patients. J. Med. Virol.
78:1–8, 2006. � 2005 Wiley-Liss, Inc.
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INTRODUCTION

SARS, or severe acute respiratory syndrome, is a
serious respiratory illness caused by a novel variant of
coronavirus (SARS-associated coronavirus, SARS-CoV)
[Drosten et al., 2003; Holmes, 2003a,b; Holmes and
Enjuanes, 2003;Ksiazek et al., 2003;Kuiken et al., 2003;
Lee et al., 2003;Marra et al., 2003; Peiris et al., 2003a,b;
Poutanen et al., 2003; Rota et al., 2003; Tsang et al.,
2003]. Most of the SARS-CoV-infected patients sponta-
neously recovered without clinical intervention while a
small percentage succumbed to the disease. Age is one
of the major factors in determining the fatality rate,
demonstrated by a significantly higher rate (43.3%) for
patients aged60 years or older than for patients younger
than 60 years (13.2%) [Donnelly et al., 2003]. The role of
immune responses, however, is less clear.While there is
no systematic evaluation of cytotoxic T-cell (CTL)
activity in infected patients, there are some reports
showing detection of binding antibodies to nucleocapsid

(N) and spike (S) glycoprotein after about 2 weeks,
remaining detectable for as long as 210 days after the
onset of symptoms [Shi et al., 2003, 2004; Huang et al.,
2004; Leung et al., 2004; Liu et al., 2004; Nie et al.,
2004a; Temperton et al., 2005]. The antibody isotypes
reactive to N and S proteins are found to be IgM, IgG,
and IgA, although there are kinetic differences among
these three isotypes against viral antigens during the
course of disease [Li et al., 2003; Shi et al., 2004; Woo
et al., 2004b,c]. It has also been reported that patients
who died of SARS did not produce any type of antibodies
against N protein, whereas those who recovered from
the infection did [Leung et al., 2004]. However, many of
these studies were conducted using recombinant N and
S proteins produced in bacteria E. coli [Huang et al.,
2004; Li et al., 2003; Leung et al., 2004; Shi et al., 2003
2004; Woo et al., 2004b,c], the conformation of which
may or may not resemble those on the SARS-CoV, in
particular for the highly glycosylated S protein. Recent
studies by Nie et al. [2004a] and Temperton et al. [2005]
haveusedapseudotypedvirus bearingSglycoprotein on
the viral surface to evaluate the presence of neutralizing
antibodies (Nab) in recovered individuals. They found
that the majority of patients have detectable levels of S
glycoprotein-specific Nab, which can last over 200 days
after the onset of symptom [Nie et al., 2004a; Temperton
et al., 2005]. In the study by Nie et al. [2004a], it is not
known why the remaining 14.1% of patients had never
developedNab, or if theywere simply not infected at the
time of sampling. Based on their cross-sectional studies
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of 623 serum samples collected from these probable
cases [Nie et al., 2004a], they found that Nab became
detectable around 5–10 days, peaked around 20–
30 days, and could sustain for well over 150 days after
the onset of symptoms.However,Nab responses in those
who unfortunately died of SARS-CoV infection have not
been characterized [Nie et al., 2004a].
In this report, using both the ELISA-based and

pseudotyped retrovirus-based neutralization systems,
we characterized temporal changes inNprotein-specific
antibody and S glycoprotein-specific Nab responses in
infected patients who have either recovered from or
succumb to SARS-CoV infection. We have found that in
those recovered patients, antibodies against N protein
were detectable as early as 10–15 days, peaked around
20 days, and sustained high levels 87 days after the
onset of symptoms.However, in those patientswhodied,
N protein-specific antibodies were either never devel-
oped or initially developed during the first 2–3 weeks
and then decreased dramatically in ensuing period. In
regard to S glycoprotein-specific Nab, both recovered,
and deceased patients developed detectable levels
during the first 10–15 days after the onset of symptoms,
although the actual titer is significantly lower in
the former than in the latter group. The production of
Nab in the deceased patients was surprisingly faster
than in recovered patients, and reached highest levels
on day 15 after the onset of symptoms while Nab levels
in recovered patients were still rising. What set these
two groups of patients apart are their subsequent
levels of Nab during the ensuing period of infection.
While recovered patients continue to have higher
levels of Nab and peak around day 20 after the onset
of symptoms, those deceased patients dramatically
reduced their levels after 15 days of onset symptoms.
These results suggest that high and sustainable levels
of N protein-specific and S glycoprotein-specific Nab
are correlated with recovery of SARS-CoV-infected
patients. The underlying mechanism for significant
and rapid loss of anti-N antibodies and anti-S glycopro-
tein Nab in the deceased patients is currently
unknown. It could either be due to the over exhaustion
of the immune system as a result of excess virus
replication and production or specific loss or inhibition
of antibody producing cells. The former hypothesis
would agree with the immunopathologic effects of
SARS-CoV on lung and spleen, and rapid and general-
ized lymphopenia in SARS patients during the acute
phase of infection [Booth et al., 2003; Li et al., 2004;
Leung et al., 2004; Nicholls et al., 2003; Peiris et al.,
2003a,b; Poutanen et al., 2003; Wong et al., 2003; Woo
et al., 2004a]. Future studies are warranted to dissect
these possibilities.

RESULTS

Development and Characterization of a
Pseudotyped Retrovirus Bearing S Glycoprotein

To studyNab responses to SARS-CoV, there is a great
need to develop a sensitive, specific, and safe assay that

is dependent on the functionality of the S glycoprotein.
While the culture system using live SARS-CoV can be
explored, the safety concerns and technical require-
ments for performing such a culture with a live virus
have hampered the broad use of such a system. We
sought to overcome these technical hurdles by develop-
ing a pseudotyped retrovirus bearing native and full-
length S glycoprotein of SARS-CoV. We first cloned a
wild-type full-length S gene by PCR amplification
directly from cDNAgenerated from fetal rhesusmonkey
kidney (FRhK-4) cells infected with a SARS-CoVHK-39
(Genbank accession number AY278491) [Zeng et al.,
2003]. To improve the levels of protein expression, we
also constructed a codon-optimized full-length S gene
using synthetic overlapping oligonucleotides. The
amplified products were then cloned into a eukaryotic
expression vector pcDNA3.1 under the control of CMV
promoter (Invitrogen, Inc., Carlsbad, CA). The full-
length S gene sequence was confirmed by sequencing.
To our surprise, the wild-type S gene did not express
detectable levels of S glycoprotein despite multiple
attempts whereas the optimized gene expressed high
levels of S glycoprotein in the transfected 293 cells (data
not shown), suggesting that a genetic feature of thewild-
type S gene or the particular promoter and gene
combination prevents efficient transcription and trans-
lation of these gene constructs. In any case, it is clear
that the optimization approach has significantly
increased the expression levels of S glycoprotein in
mammalian cells, a critical step for the development of
our pseudotyped retrovirus system.We have, therefore,
used codon-optimized S gene to generate a pseudotyped
retrovirus. Specifically, construct pNL43R-E-luciferase
containing the vpr- and env-defective HIV-1 proviral
genome and expression plasmid encoding the optimized
full-length S glycoprotein were co-transfected into the
293 cells to generate a pseudotyped retrovirus (Fig. 1). A
control plasmid expressing HIV-1 envelop glycoprotein
JRFL strain was also co-transfected with construct
pNL43R-E-luciferase. Forty-eight hr after transfection,
culture supernantantwas collected and tested forHIV-1
p24 antigen content (Aalto Bio Reagents, Dublin,
Ireland) for standardizing retrovirus input in the
subsequent neutralization assay.

To test the entry efficiency of the pseudotyped retro-
virus bearing S glycoprotein, multiple cells lines were
used including Vero, VeroC1008, Vero76, Huh-7.5,
Hep3B, 293/ACE2, 293, BHK-21 Host-T4-X4 or R5,
and 5.25m7. Figure 2 demonstrates the entry efficiency
of the pseudotyped retrovirus into these cell lines. It is
clear the pseudotyped retrovirus bearing S glycoprotein
is able to enter Vero, VeroC1008, Vero76, Huh7.5, and
most efficiently 293/ACE2, but not Hep3B, 293, BHK21,
Host-T4-X4 or R5, and 5.25m7. The cell tropism of the
pseudotyped retrovirus is, therefore, consistent with
that of live SARS-CoV reported previously [Peiris et al.,
2003b]. Entry efficiency into the 293/ACE2 cell line (293
cell line transduced with SARS-CoV receptor gene
ACE2) is about 10–100-fold higher than that into other
susceptible cell lines (Fig. 2). On the other hand, the
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pseudotyped retrovirus bearing the HIV-1 JRFL envel-
ope is only able to infect cell lines 5.25m7 and Host-T4-
R5, consistentwith its cellular tropismand requirement
for CD4 and CCR5 expression for entry, although the
entry efficiency into Host-CD4-R5 is about a log higher
compared to that into 5.25m7 (Fig. 2). To further confirm
entry specificity through SARS-CoV receptor ACE2, the
pseudotyped retrovirus infection of three susceptible
cell lines (293/ACE2, Huh7.5, and VeroC1008) was
tested in the presence of polyclonal anti-ACE2 anti-
bodies (R&D systems, Minneapolis, MN) or soluble
ectodomain of ACE2 proteins. As shown in Figure 3,
entry of a pseudotyped retrovirus bearingSglycoprotein
into these three cell lines was significantly inhibited in
the presence of anti-ACE2 antibody (IC90�4 mg/ml) or
solubleACE2 (IC90� 20nM), suggesting that retroviral
entry is mediated specifically through the receptor
ACE2. These results have presented evidence that this
pseudotyped retrovirus is capable of infecting target cell
lines susceptible to live SARS-CoV infection but notnon-
susceptible ones. Furthermore, infection by this pseu-
dotyped retrovirus can be effectively blocked by poly-
clonal antibodies specific to the receptor ACE2 or by
soluble formsofACE2, further confirming the structural
and functional integrity of S glycoprotein on this
pseudotyped retrovirus. These results are in complete
agreement with reports published previously for other
viralpseudotypesystem[Giroglouetal., 2004;Hanetal.,
2004; Moore et al., 2004; Nie et al., 2004b; Temperton
et al., 2005].

Neutralizing Antibody Responses Against S
Glycoprotein and N Protein During the Course

of Infection With SARS-CoV

Since the 293/ACE2 cell line is the most susceptible
to entry of the pseudotyped retrovirus bearing S

Fig. 1. Schematic representation of plasmid constructs used to generate pseudotyped retrovirus bearing
either SARS S glycoprotein or HIV-1 JRFL envelop glycoprotein. The insert illustrates the time course for
generating pseudotyped retrovirus and subsequent infection of target cells by the pseudotyped retrovirus.

Fig. 2. Entry efficiency of pseudotyped retrovirus bearing either
SARS S glycoprotein (filled boxes) or HIV-1 JRFL envelop glycoprotein
(open boxes) into various cell lines.
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glycoprotein, we chose this cell line for studies of
neutralization antibody (Nab) activities of serum sam-
ples collected from SARS-CoV-infected patients. Cross-
sectional serum samples were collected from eight
deceased and eight recovered patients of SARS-CoV
infection. Sequential serum samples were also collected
from three deceased and three recovered patients. All
study patients were admitted to United Christian
Hospital and Caritas Medical Centre between March
24th and April 28th in 2003. The study was approved by
the local ethics committees and the IRB of the Rock-
efeller University. Diagnosis of coronavirus infection
was made with nasopharyngeal swabs on admission
and/or convalescent serum from days 14 to 28 after the
onset of symptoms. The detailed reports on clinical
manifestation of these patients during the course of
infection have been published elsewhere [Chu et al.,
2004].
We first studied the Nab activities in cross-sectional

samples. Serum sampleswere serially diluted 100-, 200-,
400-, 800-, 1,600-, and 3,200-fold prior to mixing with
the p24 normalized pseudotyped retrovirus bearing the
S glycoprotein and incubated for 1 hr at 378C before
adding to the 293/ACE2 cell line. Seventy-two hr later,
cells were lysed with 50 ml/well of cell lysis buffer
(Promega, Madison, WI) for 30 min at RT, and 30 ml of
lysate was then tested for luciferase activity. Figure 4
demonstrates the serum Nab activities against the
pseudotyped retrovirus in both deceased (A) and
recovered (B) groups. In the deceased group, Nab
activities were detected in all patients, though signifi-
cant differences exist among different patients. Serum
samples from patients D02, D03, and D08, for instance,
retained over 90% neutralizing activities despite a
3,200-fold dilution. The same fold dilution for other
serum samples, however, have significantly reduced
Nab activities from 20% to 60% for patients D06, D04,
D05, D01, and D07 (Fig. 4A). In the recovered group,

Nab activities were also detected in all patients with
variable levels. In four (R11, R12, R13, and R14) of the
eight patients, dilution of 3,200-fold had minimal effect
on serumNabactivities,while the same fold dilutionhas
reduced Nab activities from 20% to 55% for the rest
of the patients (Fig. 4B). Furthermore, comparing
overall Nab activities between the deceased and the
recoveredgroup, there is a clear trend that the recovered
group has relatively higher levels compared to that of
the deceased group (Fig. 4C), although none of the
comparisons at a given dilution yield any significant
differences between the two groups. Finally, there are
clear dose-dependent Nab activities for all samples
tested, reinforcing the structural and functional integ-
rity of codon-optimized S glycoprotein on the surface of
pseudotyped retrovirus (Fig. 4).

The same set of serum samples were also tested for
their antibody binding activities to SARS-CoV N
protein. We first cloned full-length N gene into the
bacteria expression vector pET19b (Novagen, Inc.,
Madison, WI) through two unique restriction enzyme
sites, Nde I and BamH I artificially inserted to the 50-
and 30-end of the gene, respectively. The 30-end of theN
gene lacked the termination codon and fused to His-tag,
whichwas used to purify recombinantN protein fromE.
coli strain BL21 (DE3) (Novagen, Inc.) through interac-
tion with Ni-NTA agarose (Qiagen, Inc., Valencia, CA).
Serum antibody binding activities to N protein was
evaluated by quantitative ELISA. Figure 5 shows the
relative titer of N protein-specific binding antibodies in
the deceased (A) and the recovered (B) groups. For each
serum sample, antibody-binding activities were tested
for serial dilutions at 200-, 400-, 800-, 1,600-, 3,200-, and
6,400-fold. For significant numbers of patients in both
groups, detectable levels of anti-N binding antibodies
were found, although a large degree of variation existed
among different patients. Overall, the average level of
binding antibodies in the recovered group seems higher

Fig. 3. Entry inhibition of pseudotyped retrovirus bearing S glycoprotein by ACE2-specific antibodies
and soluble ACE2 protein. Percent of inhibition by ACE2-speicific antibodies was exemplified in solid
whereas that for control antibodies were in open symbols (left panel). Right panel demonstrates potent
inhibition of retroviral entry by soluble ACE2 protein. This figure collectively highlights the entry of
pseudotyped retrovirus into target cell lines specifically mediated through the ACE2 receptor.
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than that in the deceased group (Fig. 5C). Four patients
(D01, D04, D06, and D08) in the deceased group, for
example, had OD reading at 450 nm less than 1 at
dilution200,while there is only one suchpatient (R16) in
the recovered group (Fig. 5A,B). However, none of the
comparisons at any given dilution revealed statistical
differences between these two groups, suggesting that
binding antibodies to N protein, like S glycoprotein-
specific Nab activities studied above, may not be
associated or immunologic surrogate for disease out-
come in SARS-CoV infection.

The lack of association between the levels of antibody
responses against S glycoprotein and N protein and the
disease outcome could be due to the insufficient number
of patients studied and/or the actual timing of cross-
sectional sampling since antibody responses against
both of these proteins are a dynamic and evolving
process during the course of infection [Li et al., 2003;Nie
et al., 2004a;Shi et al., 2004;Tempertonet al., 2005;Woo
et al., 2004b]. To further study the relationship between
antibody responses and disease outcome in a temporal

perspective, we collected sequential serum samples
from three deceased (d1, d2, and d3) and three recovered
(r1, r2, and r3) patients of SARS-CoV infection. Four to
seven sequential samples were collected from each
patient from day 9 to day 22 for the deceased patients
and from day 4 to day 87 for the recovered patients after
the onset of symptoms. The serumsampleswere serially
diluted at 100-, 200-, 400-, 800-, 1,600-, and 3,200-fold,
mixed with pseudotyped retrovirus bearing the S
glycoprotein, and assayed for their Nab activities.
Figure 6 shows the sequential serum Nab activities
from the three deceased and three recovered patients
based on the luciferase activities measured 72 hr after
infection with the pseudotyped retrovirus. Three
deceased patients had detectable levels of Nab activities
on day 9–11, which rapidly peaked and reached plateau
between days 12 and 16 after the onset of symptoms
(Fig. 6, upper panel). However, dramatic drops in Nab
activities were found in all three deceased patients
approximately 5 days afterwards, which coincided with
their clinical deterioration (Fig. 6, upper panel) followed

Fig. 4. Cross-sectional studies of neutralizing antibody (Nab) activities in patients either deceased (A) or
recovered (B) from SARS-CoV infection. The box plot (C) compares overall Nab activities in two patient
groups. The top and bottomof each rectangular box denote the 75th and25thpercentiles, respectively, with
the median shown inside the box. Horizontal bars extending from each box represent the 90th and 10th
percentiles.

Fig. 5. Cross-sectional studies of Nprotein-specific antibody responses in patients either deceased (A) or
recovered (B) from SARS-CoV infection. The box plot (C) compares overall N protein-specific antibody
responses in two patient groups. The top and bottom of each rectangular box denote the 75th and 25th
percentiles, respectively, with the median shown inside the box. Horizontal bars extending from each box
represent the 90th and 10th percentiles.
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by their death on day 25, 26, and 33 after the onset of
symptom for d1, d2, and d3, respectively [Chu et al.,
2004].
The temporal changes in Nab activities in recovered

patients are distinctly different from that of the
deceased patients. Although Nab activities were found
in all three patients on day 4–10 after the onset of
symptoms, the actual titer is significantly lower com-
pared to that in the deceased patients during the same
time period (P<0.007), in particular for patients r1 and
r3 (Fig. 6, lower panel). Furthermore, it took an average
of 20 days for the recovered patients to reach their peak
of Nab activities, as opposed to only 14.7 days for the
deceased patients (Fig. 6). Finally, there was no
significant reduction in Nab activities after the peak
Nab activities were reached, and in one patient (r3) Nab
activities were retained at the highest levels, 87 days
after the onset of symptoms (data not shown).
Sequential antibody response against N protein has

also been evaluated for the two groups of patients. As
shown in Figure 7, the three deceased patients either
never developed any anti-N protein antibodies (d2 and
d3), or initially developed some levels and then gradu-
ally dropped 25 days (d1) after the onset of symptoms
(Fig. 7, upper panel). The recovered patients, however,
started to develop anti-N protein antibodies between
days 10 and 15 after the onset of symptoms, and
gradually increased their titers at least 8–16-folds
compared to the baseline levels 20–25 days after the
onset of symptoms (Fig. 7, lower panel). Those results

clearly demonstrated that there is strong correlation
between strong antibody responses to N and S proteins
and the survival of SARS-CoV infection patients.

DISCUSSION

In this report, we characterized temporal antibody
responses against N protein and S glycoprotein
during the first month of infection with SARS-CoV.
Using pseudotyped retrovirus bearing S glycoprotein
and ELISA-based method, we compared specific Nab
and binding antibody activities in both cross-sectional
and sequential samples collected from infected patients.
In cross-sectional studies, we found a trend that
recovered patients tended to have higher levels of Nab
against S glycoprotein and binding antibodies against N
protein than that in deceased patients. This trend was
further confirmed by the studies of sequential samples.
Although the number of patients studied in this report is
quite small, the consistent results particularly from
sequential studies suggest that higher levels of antibody
responses are correlated with patients’ recovery, and
may play an important role in clearing and removing
SARS-CoV in infected patients. It is interesting to note
that there are considerable differences in the dynamics of
antibody responses between the two groups of patients.
WhileNabactivities in thedeceasedpatientswerehigher
and developed faster compared to that in the recovered
patients during the first 15 days after the onset of symp-
toms, such activities, however, lacked the sustainability

Fig. 6. Sequential analysis ofNabactivities in patients either deceased (upper panel) or recovered (lower
panel) fromSARS-CoV infection. All serumsampleswere serially diluted (100-, 200-, 400-, 800-, 1,600-, and
3,200-fold) prior to neutralization studies.
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anddiminished rapidly in the ensuing period of infection.
Nab activities in recovered patients, on the other hand,
developed slowly and were able to maintain high levels
for an extended period of time. In fact, many of the
recovered patients have sustained high levels of Nab
activities even 300 days after the onset of symptoms
(Taisheng Li, personal communication). The mechanism
underlying such dichotomy in two groups of patients is
currently unknown. It is possible that excessive and
‘‘overly-quick’’ immune activation in those deceased
patients had triggered systematic breakdown of the
immune system. Severe inflammation and significant
higher levels of pro-inflammation cytokine found in
SARSpatientsare consistentwith thishypothesis [Booth
et al., 2003; Lee et al., 2003; Nicholls et al., 2003; Peiris
et al., 2003a,b; Poutanen et al., 2003; Tsang et al., 2003;
Wong et al., 2003]. However, systematic breakdown of
the immune systemcould also be the direct consequences
of dysfunction or loss of function of other bodily systems
such as respiratory, since air-space consolidation is
distinct manifestation of SRAR patients [Booth et al.,
2003; Lee et al., 2003; Nicholls et al., 2003; Peiris et al.,
2003a,b; Poutanen et al., 2003; Tsang et al., 2003; Wong
et al., 2003]. Splenic astrophy and rapid and generalized
lymphopenia observed in SARS-CoV-infected patients
could also lead to reduced levels of antibody production
[Booth et al., 2003; Ksiazek et al., 2003; Li et al., 2004;
Nicholls etal., 2003;Peiris etal., 2003a,b;Poutanenetal.,
2003;Wong et al., 2003]. Future studies would be needed
to dissect out these possibilities.

ACKNOWLEDGMENTS

We are indebted to the patients for their participation
and general support from the Irene Diamond Fund.

REFERENCES

Booth CM, Matukas LM, Tomlinson GA, Rachlis AR, Rose DB, Dwosh
HA, Walmsley SL, Mazzulli T, AvendanoM, Derkach P, Ephtimios
IE, Kitai I, Mederski BD, Shadowitz SB, Gold WL, Hawryluck LA,
Rea E, Chenkin JS, Cescon DW, Poutanen SM, Detsky AS. 2003.
Clinical Features and Short-term Outcomes of 144 Patients With
SARS in the Greater Toronto Area. Jama 289:2801–2809.

ChuCM, ChengVC,Hung IF,WongMM,ChanKH, ChanKS, Kao RY,
Poon LL, Wong CL, Guan Y, Peiris JS, Yuen KY. 2004. Role of
lopinavir/ritonavir in the treatment of SARS: Initial virological and
clinical findings. Thorax 59:252–256.

Donnelly CA,Ghani AC, LeungGM,Hedley AJ, Fraser C, Riley S, Abu-
Raddad LJ, Ho LM, Thach TQ, Chau P, Chan KP, Lam TH, Tse LY,
Tsang T, Liu SH, Kong JH, Lau EM, Ferguson NM, Anderson RM.
2003. Epidemiological determinants of spread of causal agent of
severe acute respiratory syndrome in Hong Kong. Lancet 361:
1761–1766.

Drosten C, Gunther S, Preiser W, van derWerf S, Brodt HR, Becker S,
Rabenau H, Panning M, Kolesnikova L, Fouchier RA, Berger A,
Burguiere AM, Cinatl J, Eickmann M, Escriou N, Grywna K,
Kramme S, Manuguerra JC, Muller S, Rickerts V, Sturmer M,
Vieth S, Klenk HD, Osterhaus AD, Schmitz H, Doerr HW. 2003.
Identification of a novel coronavirus in patients with severe acute
respiratory syndrome. N Engl J Med 348:1967–1976.

Giroglou T, Cinatl J, Jr., Rabenau H, Drosten C, Schwalbe H, Doerr
HW, von Laer D. 2004. Retroviral vectors pseudotyped with severe
acute respiratory syndrome coronavirus Sprotein. JVirol 78:9007–
9015.

Han DP, KimHG, Kim YB, Poon LL, ChoMW. 2004. Development of a
safe neutralization assay for SARS-CoV and characterization of S-
glycoprotein. Virology 326:140–149.

Fig. 7. Sequential analysis of N protein-specific activities in patients either deceased (upper panel) or
recovered (lower panel) fromSARS-CoV infection.All serumsampleswere serially diluted (100-, 200-, 400-,
800-, 1,600-, and 3,200-fold) prior to ELISA analysis.

J. Med. Virol. DOI 10.1002/jmv

Antibody Responses Against SARS Coronavirus 7



Holmes KV. 2003a. SARS coronavirus: A new challenge for prevention
and therapy. J Clin Invest 111:1605–1609.

Holmes KV. 2003b. SARS-associated coronavirus. N Engl J Med
348:1948–1951.

Holmes KV, Enjuanes L. 2003. Virology. The SARS coronavirus: A
postgenomic era. Science 300:1377–1378.

Huang LR, Chiu CM, Yeh SH, HuangWH, Hsueh PR, Yang WZ, Yang
JY, Su IJ, Chang SC, Chen PJ. 2004. Evaluation of antibody
responses against SARS coronaviral nucleocapsid or spike proteins
by immunoblotting or ELISA. J Med Virol 73:338–346.

Ksiazek TG, Erdman D, Goldsmith CS, Zaki SR, Peret T, Emery S,
TongS,UrbaniC,ComerJA,LimW,RollinPE,Dowell SF, LingAE,
HumphreyCD,ShiehWJ,Guarner J,PaddockCD,RotaP,FieldsB,
DeRisi J, Yang JY, Cox N, Hughes JM, LeDuc JW, Bellini WJ,
Anderson LJ. 2003. A novel coronavirus associated with severe
acute respiratory syndrome. N Engl J Med 348:1953–1966.

Kuiken T, Fouchier RA, Schutten M, Rimmelzwaan GF, van
Amerongen G, van Riel D, Laman JD, de Jong T, van Doornum G,
LimW, Ling AE, Chan PK, Tam JS, ZambonMC, Gopal R, Drosten
C, van der Werf S, Escriou N, Manuguerra JC, Stohr K, Peiris JS,
Osterhaus AD. 2003. Newly discovered coronavirus as the primary
cause of severe acute respiratory syndrome. Lancet 362:263–270.

LeeN,HuiD,WuA,ChanP,CameronP, JoyntGM,AhujaA,YungMY,
Leung CB, To KF, Lui SF, Szeto CC, Chung S, Sung JJ. 2003. A
major outbreak of severe acute respiratory syndrome inHongKong.
N Engl J Med 348:1986–1994.

LeungDT, TamFC,MaCH, Chan PK, Cheung JL,NiuH, TamJS, Lim
PL. 2004. Antibody response of patients with severe acute
respiratory syndrome (SARS) targets the viral nucleocapsid. J
Infect Dis 190:379–386.

Li G, Chen X, Xu A. 2003. Profile of specific antibodies to the SARS-
associated coronavirus. N Engl J Med 349:508–509.

Li T, Qiu Z, Zhang L, Han Y, He W, Liu Z, Ma X, Fan H, Lu W, Xie J,
WangH,DengG,WangA. 2004. Significant changes of peripheral T
lymphocyte subsets in patients with severe acute respiratory
syndrome. J Infect Dis 189:648–651.

Liu X, Shi Y, Li P, Li L, Yi Y,MaQ, Cao C. 2004. Profile of antibodies to
the nucleocapsid protein of the severe acute respiratory syndrome
(SARS)-associated coronavirus in probable SARS patients. Clin
Diagn Lab Immunol 11:227–228.

MarraMA, Jones SJ, Astell CR, Holt RA, Brooks-Wilson A, Butterfield
YS,Khattra J,AsanoJK,Barber SA,ChanSY,CloutierA,Coughlin
SM, FreemanD,GirnN,GriffithOL, LeachSR,MayoM,McDonald
H, Montgomery SB, Pandoh PK, Petrescu AS, Robertson AG,
Schein JE, Siddiqui A, SmailusDE, Stott JM,YangGS, PlummerF,
Andonov A, Artsob H, Bastien N, Bernard K, Booth TF, Bowness D,
CzubM,DrebotM, Fernando L, Flick R, GarbuttM,GrayM,Grolla
A, Jones S, Feldmann H, Meyers A, Kabani A, Li Y, Normand S,
Stroher U, Tipples GA, Tyler S, Vogrig R, Ward D, Watson B,
Brunham RC, Krajden M, Petric M, Skowronski DM, Upton C,
Roper RL. 2003. The Genome sequence of the SARS-associated
coronavirus. Science 300:1399–1404.

Moore MJ, Dorfman T, Li W, Wong SK, Li Y, Kuhn JH, Coderre J,
Vasilieva N, Han Z, Greenough TC, Farzan M, Choe H. 2004.
Retroviruses pseudotyped with the severe acute respiratory
syndrome coronavirus spike protein efficiently infect cells expres-
sing angiotensin-converting enzyme 2. J Virol 78:10628–10635.

Nicholls JM, PoonLL, LeeKC,NgWF, Lai ST, LeungCY,ChuCM,Hui
PK, Mak KL, LimW, Yan KW, Chan KH, Tsang NC, Guan Y, Yuen
KY, Peiris JS. 2003. Lung pathology of fatal severe acute
respiratory syndrome. Lancet 361:1773–1778.

NieY,WangG,ShiX, ZhangH,QiuY,HeZ,WangW,LianG,YinX,Du
L, Ren L,Wang J, He X, Li T, Deng H, DingM. 2004a. Neutralizing
antibodies in patients with severe acute respiratory syndrome-
associated coronavirus infection. J Infect Dis 190:1119–1126.

Nie Y,Wang P, Shi X,Wang G, Chen J, Zheng A,WangW,Wang Z, Qu
X, Luo M, Tan L, Song X, Yin X, Ding M, Deng H. 2004b. Highly

infectious SARS-CoV pseudotyped virus reveals the cell tropism
and its correlation with receptor expression. Biochem Biophys Res
Commun 321:994–1000.

Peiris J, Chu CM, Cheng V, Chan KS, Hung I, Poon L, LawKI, Tang B,
Hon T, Chan CS. 2003a. Clinical progression and viral load in a
community outbreak of coronavirus-associated SARS pneumonia:
A prospective study. Lancet 361:1767–1772.

Peiris JS, Lai ST, Poon LL, Guan Y, Yam LY, Lim W, Nicholls J, Yee
WK, YanWW, Cheung MT, Cheng VC, Chan KH, Tsang DN, Yung
RW, Ng TK, Yuen KY. 2003b. Coronavirus as a possible cause of
severe acute respiratory syndrome. Lancet 361:1319–1325.

Poutanen SM, Low DE, Henry B, Finkelstein S, Rose D, Green K,
Tellier R, Draker R, Adachi D, Ayers M, Chan AK, Skowronski
DM, Salit I, Simor AE, Slutsky AS, Doyle PW, Krajden M, Petric
M, Brunham RC, McGeer AJ. 2003. Identification of severe
acute respiratory syndrome in Canada. N Engl J Med 348:
1995–2005.

Rota PA, ObersteMS,Monroe SS, NixWA, Campagnoli R, Icenogle JP,
Penaranda S, Bankamp B, Maher K, Chen MH, Tong S, Tamin A,
Lowe L, Frace M, DeRisi JL, Chen Q, Wang D, Erdman DD, Peret
TC, BurnsC, KsiazekTG,Rollin PE, SanchezA, Liffick S,Holloway
B, Limor J, McCaustland K, Olsen-Rasmussen M, Fouchier R,
Gunther S, Osterhaus AD, Drosten C, PallanschMA, Anderson LJ,
Bellini WJ. 2003. Characterization of a novel coronavirus
associated with severe acute respiratory syndrome. Science 300:
1394–1399.

Shi Y, Yi Y, Li P, Kuang T, Li L, DongM,MaQ, Cao C. 2003. Diagnosis
of severe acute respiratory syndrome (SARS) by detection of SARS
coronavirus nucleocapsid antibodies in an antigen-capturing
enzyme-linked immunosorbent assay. J Clin Microbiol 41:5781–
5782.

Shi Y, Wan Z, Li L, Li P, Li C, Ma Q, Cao C. 2004. Antibody responses
against SARS-coronavirus and its nucleocaspid in SARS patients. J
Clin Virol 31:66–68.

Temperton NJ, Chan PK, Simmons G, Zambon MC, Tedder RS,
Takeuchi Y, Weiss RA. 2005. Longitudinally profiling neutralizing
antibody response to SARS coronavirus with pseudotypes. Emerg
Infect Dis 11:411–416.

TsangKW,HoPL,OoiGC,YeeWK,WangT, Chan-YeungM,LamWK,
Seto WH, Yam LY, Cheung TM, Wong PC, Lam B, Ip MS, Chan J,
Yuen KY, Lai KN. 2003. A cluster of cases of severe acute
respiratory syndrome inHongKong.NEngl JMed 348:1977–1985.

Wong KT, Antonio GE, Hui DS, Lee N, Yuen EH, Wu A, Leung CB,
RainerTH,CameronP,ChungSS, Sung JJ,AhujaAT. 2003. Severe
acute respiratory syndrome: Radiographic appearances and pat-
tern of progression in 138 patients. Radiology 228:401–406.

Woo PC, Lau SK, Tsoi HW, Chan KH, Wong BH, Che XY, Tam VK,
Tam SC, Cheng VC, Hung IF, Wong SS, Zheng BJ, Guan Y,
Yuen KY. 2004a. Relative rates of non-pneumonic SARS corona-
virus infection and SARS coronavirus pneumonia. Lancet 363:
841–845.

Woo PC, Lau SK, Wong BH, Chan KH, Chu CM, Tsoi HW, Huang Y,
Peiris JS, Yuen KY. 2004b. Longitudinal profile of immunoglobulin
G (IgG), IgM, and IgA antibodies against the severe acute
respiratory syndrome (SARS) coronavirus nucleocapsid protein in
patients with pneumonia due to the SARS coronavirus. Clin Diagn
Lab Immunol 11:665–668.

Woo PC, Lau SK, Wong BH, Tsoi HW, Fung AM, Chan KH, Tam VK,
Peiris JS, YuenKY. 2004c. Detection of specific antibodies to severe
acute respiratory syndrome (SARS) coronavirus nucleocapsid
protein for serodiagnosis of SARS coronavirus pneumonia. J Clin
Microbiol 42:2306–2309.

ZengFY,ChanCW,ChanMN,ChenJD,ChowKY,HonCC,HuiKH,Li
J, Li VY,WangCY,WangPY,GuanY, ZhengB, PoonLL,ChanKH,
Yuen KY, Peiris JS, Leung FC. 2003. The complete genome
sequence of severe acute respiratory syndrome coronavirus strain
HKU-39849 (HK-39). Exp Biol Med (Maywood) 228:866–873.

8 Zhang et al.

J. Med. Virol. DOI 10.1002/jmv


