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Coronaviruses (CoVs) can infect humans and multiple species of animals, causing a wide spectrum of
diseases. The coronavirus main protease (Mpro), which plays a pivotal role in viral gene expression and
replication through the proteolytic processing of replicase polyproteins, is an attractive target for anti-CoV
drug design. In this study, the crystal structures of infectious bronchitis virus (IBV) Mpro and a severe acute
respiratory syndrome CoV (SARS-CoV) Mpro mutant (H41A), in complex with an N-terminal autocleavage
substrate, were individually determined to elucidate the structural flexibility and substrate binding of Mpro. A
monomeric form of IBV Mpro was identified for the first time in CoV Mpro structures. A comparison of these
two structures to other available Mpro structures provides new insights for the design of substrate-based
inhibitors targeting CoV Mpros. Furthermore, a Michael acceptor inhibitor (named N3) was cocrystallized with
IBV Mpro and was found to demonstrate in vitro inactivation of IBV Mpro and potent antiviral activity against
IBV in chicken embryos. This provides a feasible animal model for designing wide-spectrum inhibitors against
CoV-associated diseases. The structure-based optimization of N3 has yielded two more efficacious lead com-
pounds, N27 and H16, with potent inhibition against SARS-CoV Mpro.

Coronaviruses (CoVs) are highly prevalent and severe
pathogens that cause a wide range of diseases in multiple
species of animals, including humans (16, 25, 30, 36). In 2003,
the etiological agent responsible for the global outbreak of a
life-threatening atypical pneumonia that caused approximately
800 deaths worldwide was identified as the severe acute respi-
ratory syndrome CoV (SARS-CoV) (7, 9, 14, 15, 24). A pro-
totype of the Coronaviridae family is avian infectious bronchitis
virus (IBV) (16, 30), which belongs to the genetic group III of
CoV (16) and causes considerable economic losses for the
poultry industry worldwide (5, 13).

CoVs are enveloped positive-stranded RNA viruses with the
largest viral RNA genomes known to date, ranging from 27 to
31 kb (16). The CoV replicase gene encodes two overlapping
polyproteins, termed pp1a and pp1ab, which mediate viral
replication and transcription (3, 16, 29, 36). The maturation of
CoVs involves a highly complex cascade of proteolytic process-
ing events on the polyproteins to control viral gene expression
and replication. Most maturation cleavage events within the
precursor polyprotein are mediated by the CoV main protease
(CoV Mpro; also known as 3CL protease or 3CLpro), a three-
domain (domains I to III) cysteine protease with a chymotryp-
sin-like two-domain fold at the N terminus (10, 18, 37). The

structures of CoV Mpros revealed that two CoV Mpro mole-
cules form an active homodimer (1, 2, 33, 35). A Cys-His
catalytic dyad is located in a cleft between domains I and II (1,
2, 35), and the N-terminal residues 1 to 7 (or N finger) of Mpro

are considered to play an important role in the proteolytic
activity (1, 2, 33, 35). The C-terminal domain III is reported to
be required for dimerization (28).

Here, we report the crystal structures of two CoV Mpros. The
first is the IBV Mpro structure with a dimeric form and a
unique monomeric form in one asymmetric unit. The mono-
meric form has not been observed in any of the previously
reported CoV Mpros; its C terminus inserts into one of the
active sites present in the dimer. The second is the structure of
an active-site mutant, H41A, of SARS-CoV Mpro in complex
with the N-terminal 11-amino-acid peptide as the substrate,
which provides insights into the substrate binding and speci-
ficity of the S1� to S5� sites in SARS-CoV Mpro in an unprec-
edented way.

As the CoV Mpro is responsible for the maturation of itself
and the subsequent maturation of the replicase polyproteins
(37), it has become an attractive target for anti-CoV drug
design. Here, we also present the cocrystal structure of IBV
Mpro in complex with N3, a wide-spectrum inhibitor that we
designed previously to target CoV Mpros (34). We further
demonstrate its rapid in vitro inactivation against the viral
protease and potent antiviral activity toward IBV in chicken
embryos. This assay provides an easily accessible animal model
for optimizing wide-spectrum inhibitors against CoV-associ-
ated diseases. A comparison of the substrate binding sites of
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IBV Mpro and SARS-CoV Mpro provides further insights for
the design of substrate-based inhibitors targeting CoV Mpros.
Further modification of Michael acceptor inhibitors based on
the new structural information provided here results in two
improved inhibitors, termed N27 and H16, with potent inhibi-
tion against SARS-CoV Mpro.

MATERIALS AND METHODS

Protein purification and crystallization. The protein expression, purification,
and crystallization of native IBV Mpro has been described previously (20, 34).
The crystal structure of IBV Mpro could not be determined using conventional
molecular replacement techniques. Therefore, a selenomethionyl (SeMet) de-
rivative of IBV Mpro was prepared for crystallization and data collection. The
recombinant plasmid pGEX-4T-1-IBV Mpro was used to transform the methio-
nine auxotrophic B834 (DE3) Escherichia coli strain (Novagen), which was prop-
agated in minimal medium supplemented with 60-mg liter�1 L-SeMet. The
SeMet-substituted IBV Mpro was purified as described before and concentrated
to 20 mg ml�1 for crystallization. The best crystals were obtained using streak
seeding, with 2.5% (wt/vol) polyethylene glycol 4000 (PEG4K), 12% (vol/vol)
2-propanol, and 0.1 M sodium cacodylate (pH 6.5) as the reservoir solution.

Crystals of IBV Mpro complexed with inhibitor N3 were produced by cocrys-
tallization. IBV Mpro was incubated with an equal molar concentration of N3 for
24 h at 4°C. This complex did not crystallize under conditions described above.
However, single cubic crystals were obtained in 1 day by the hanging drop vapor
diffusion method at 18°C using a reservoir solution containing 20% (wt/vol)
PEG10K and 0.1 M HEPES (pH 7.5) without any seeds.

The coding sequence of SARS-CoV Mpro was cloned from the SARS-CoV
BJ01 strain and inserted into the BamHI and XhoI sites of pGEX-6p-1 plasmid
DNA (Amersham Biosciences). The PCR-based overlap extension method (12)
was used to produce an active-site knockout mutant of SARS CoV Mpro with
His-41 replaced by Ala (H41A) using pGEX-6p-1–SARS-CoV Mpro as a tem-
plate. The primers were designed so that the ends of the two PCR products
contained complementary sequences, which allowed the two fragments to be
spliced in a second PCR. The four primers used for the single point mutation
were the following: 5�-CGGGATCCAGTGGTTTTAGG AAAATG-3� (forward
A), 5�-CCGCTCGAGTCATTGGAAGGTAACACCAGA-3� (reverse A), 5�-A
ATGACCGCTCTTGGACAGTATACTGT-3� (forward B), and 5�-CCAAGAG
CGGTCATTTGCACAGCAGAA-3� (reverse B). Specifically, in the first PCR
two sets of primers (forward A/reverse B and forward B/reverse A) were used to
generate the templates for the second PCR. The two primers (forward A/reverse
A) were used in the second PCR, and then the PCR products were inserted into
the BamHI and XhoI sites of the pGEX-6p-1 plasmid. The resulting plasmids
containing the H41A mutation were verified by sequencing and then transformed
into E. coli BL21 (DE3) cells. The protein expression and purification of the
SARS-CoV Mpro were described previously (35). The crystallization of SARS-
CoV Mpro (H41A) was the same as that for the wild-type protease (33, 35). An
11-amino-acid peptidyl substrate of the sequence TSAVLQSGFRK was dis-
solved at a 20 mM concentration in 7.5% (wt/vol) PEG6K, 6% (vol/vol) dimeth-
ylsulfoxide (DMSO), and 0.1 M morpholineethanesulfonic acid (Mes) (pH 6.0).
A 3-�l aliquot of this solution was added to the crystallization drop (3 �l), and
the crystals were soaked for 8 days before data collection.

Diffraction data collection. A total of four data sets were collected (Table 1).
Data for the SeMet IBV Mpro derivative were collected to a 2.8-Å resolution at
the peak wavelength (for the maximum f�) at 100°K using a Structural Biology
Center (2,000 by 2,000) charge-coupled display detector on beamline BL19-ID of
the Advanced Photon Source, Argonne National Laboratory. The cryoprotectant
solution contained 20% (vol/vol) glycerol, 2% (wt/vol) PEG4K, 9.6% (vol/vol)
2-propanol, and 0.08 M sodium cacodylate (pH 6.5). Another data set for the
native IBV Mpro was collected to a 2.35-Å resolution at 100°K on beamline
BL-5A at Photon Factory (KEK, Japan) using an ADSC Q315 e-coupled display
detector. Data for the IBV Mpro-N3 complex and SARS-CoV Mpro H41A mu-
tant peptidyl substrate complex were collected at 100°K in house with a Rigaku
CuK� rotating-anode X-ray generator (MM007) at 40 kV and 20 mA (1.5418 Å)
and using a Rigaku R-AXIS IV�� image plate detector. The IBV Mpro complex
crystal was used directly in data collection without a cryoprotectant. The cryo-
protectant solution for the SARS-CoV Mpro mutant complex contained 30%
PEG400 and 0.1 M Mes (pH 6.0). All data integrations and scaling were per-
formed using HKL2000 (23). The Matthews coefficient of the new IBV Mpro

crystal form suggested the existence of three protein molecules per asymmetric
unit with an estimated solvent content of 54%.

Structure solution, refinement, and analysis. The IBV Mpro structure was
solved by the single-wavelength anomalous dispersion method (11) using the
diffraction data set collected at the peak wavelength for selenium. The analysis
of the selenium positions, performed with the program SHELXD (27), located
all 12 expected selenium sites (four in each protein molecule). Phasing and
density modifications subsequently were performed with SOLVE (32) and
RESOLVE (31). The resulting electron density maps were of sufficient quality
for chain tracing. Molecular replacement performed with CNS (4) was employed
for tracing the typical homodimer (named molecules A and B) into the electron
density map using the crystal structure of human CoV-229E (HCoV-229E) Mpro

as a starting model (Protein Data Bank code 1P9S). The third Mpro molecule
(named molecule C) was clearly identified in the electron density map, and its
tracing was facilitated using the noncrystallographic symmetry of the selenium
positions. Cycles of manual adjustment to the model with Coot (8) and subse-
quent refinement using REFMAC (21) led to a final model with a crystallo-
graphic R factor (Rcryst) of 22.7% and a free R factor (Rfree) of 25.9% at 2.35-Å
resolution.

The IBV Mpro-N3 complex structure was determined by the molecular re-
placement method implemented in CNS using the homodimer (molecules A and
B) from the above-described native IBV Mpro structure as the search model.
Manual adjustments to the model were made with the program O (22), and
subsequent refinement was performed in CNS. Data quality and refinement
statistics are summarized in Table 1.

The structure of the mutant protein (SARS-CoV Mpro H41A) in complex with
its N-terminal peptide substrate was determined by the molecular replacement
method using a SARS-CoV Mpro monomer (Protein Data Bank code 1UK2)
(35) as a search model. In the complex structure, there are two Mpro molecules
(named A and B) per asymmetric unit, and it forms a symmetrical homodimer.
An 11-mer peptide was identified in molecule A and an 8-mer peptide in mol-
ecule B from the initial difference electron density maps. The validation of all
final models was carried out with PROCHECK (17).

In vitro inhibition assays. Proteolytic activity assays of IBV Mpro have been
described previously (33, 34). The fluorogenic substrate of SARS-CoV Mpro,
MCA-AVLQSGFR-Lys(Dnp)-Lys-NH2 (�95% purity; GL Biochem Shanghai
Ltd., Shanghai, China), was used to assess the activity of IBV Mpro. The excita-
tion and emission wavelengths of the fluorogenic substrate were 320 and 405 nm,
respectively. The assay was performed in a buffer of 50 mM Tris-HCl (pH 7.3)
and 1 mM EDTA at 30°C, and kinetic parameters were determined by following
our previous work (34).

In ovo inhibition. Titers of the IBV M41 viruses were established as follows.
The virus was serially 10-fold diluted in phosphate-buffered saline (PBS) and
then inoculated into the allantoic cavity of 10-day-old specific-pathogen-free
(SPF) chicken embryos (six embryos per dilution and 0.1 ml virus dilution per
embryo). The embryos were incubated at 37°C and were inspected daily. Eight
days after inoculation, the eggs were opened and examined to check for typical
lesions (including crispature and dwarfism in embryos, yolk sac shrinking, an
increase in allantoic fluid, and lithate deposits on the midkidney of embryos) that
might signify IBV infection. Six embryos inoculated with PBS were used as
negative controls, and another six uninoculated embryos were used as blank
controls. The dilution that could cause 50% of embryos to be infected by IBV
was calculated using the method described by Reed and Muench (26) and
determined as the virus titer (50% egg infectious dose [EID50]).

To assess whether N3 could be used as an anti-IBV preventive agent or a
curative agent, two groups of in ovo inhibition experiments were performed. For
the curative group, a series of doses of N3 (0.02 to 0.64 �mol) was injected into
the allantoic cavity of 10-day-old SPF chicken embryos 3 h (for eight embryos;
repeated per dose of N3) or 6 h (for six embryos; repeated per dose of N3) after
inoculation by a 100-EID50 titer of IBV M41 virus. For the preventive group, N3
was preinjected into the embryos 3 h (for eight embryos; repeated per dose of
N3) or 6 h (six embryos; repeated per dose of N3) prior to the inoculation by a
100-EID50 titer of virus. Eight days after inoculation, the eggs were opened to
check if the embryos were infected by IBV. The inhibitor dose that could protect
50% of embryos from IBV infection was calculated using the method described
by Reed and Muench (26) and expressed as the 50% protective dose (PD50).

Meanwhile, a preliminary toxicity assay was performed to assess any potential
adverse effects of N3 on the development of chicken embryos. The highest dose
of N3 (0.64 �mol) dissolved in DMSO was injected into 16 embryos. Sixteen
embryos inoculated with DMSO were used as negative controls, while another 16
uninoculated embryos were used as blank controls. Eight days after inoculation,
half of the eggs were opened and examined for pathological changes to the
organs of the embryos. The remainder of the eggs were continuously incubated
at 37°C until the chickens were hatched. All in ovo experiments were performed
in a biosafety level 2 bioprotective laboratory.
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Accession codes. Coordinates and structure factors for IBV Mpro, IBV Mpro in
complex with inhibitor N3, and the SARS-CoV Mpro H41A mutant in complex
with an N-terminal substrate have been deposited in the Protein Data Bank
under accession numbers 2Q6D, 2Q6F, and 2Q6G, respectively.

RESULTS

Overall structure of native IBV Mpro. The IBV Mpro crystal
structure at a 2.35-Å resolution shows three Mpro molecules,
named A, B, and C, per asymmetric unit (Fig. 1A), which is
unique among all CoV Mpro structures reported to date. While
molecules A and B form a typical catalytically active and sym-
metrical homodimer, molecule C is not involved in such a
dimer. Instead, its C terminus inserts into the substrate binding
site of molecule A (Fig. 1A). Molecules A and B are quite
similar, with an RMSD (root mean square deviation) of 1.1 Å
for all equivalent C� atoms, while molecule C is less similar to
either A or B, having a mean RMSD of 2.5 Å for the C� atoms
of residues 6 to 183.

Each IBV Mpro molecule is comprised of three domains, I to

III (Fig. 1B). Domains I and II (i.e., residues 3 to 99 and 100
to 182, respectively) have a chymotrypsin-like, two-�-barrel
fold in common with the Mpro structures of transmissible gas-
troenteritis CoV (TGEV), HCoV-229E, and SARS-CoV (1, 2,
35). Domain III (residues 199 to 307) of IBV Mpro consists of
five � helices that adopt a globular structure apparently unique
to CoV Mpro. Domains II and III are connected by a loop of
residues 183 to 198, which exhibits two distinct conformations
in the three Mpro molecules. In molecules A and B, it assumes
a fairly extended conformation; in molecule C, however, resi-
dues 186 to 190 form a short helix (Fig. 1E). The substrate
binding sites are located in the deep cleft between domains I
and II, with the catalytic dyad formed by His-41 and Cys-143 at
the center of this cleft. Each subunit contains one substrate
binding site contributed mainly from itself. Nevertheless, the
two monomers swap their N termini to stabilize the S1 pocket
in the IBV Mpro dimer; similar swapping was also observed in
the Mpro structures of TGEV, HCoV-229E, and SARS-CoV
(1, 2, 19, 33, 35). This arrangement may explain the require-

TABLE 1. Data collection and refinement statistics

Parameter

Data set for:

Se-Met IBV Mpro Native IBV Mpro IBV Mpro N3 SARS-CoV Mpro

H41A substrate

Data collection statistics
Wavelength (Å) 0.9795 1.0000 1.5418 1.5418
Resolution (Å) 50–2.8 (2.91–2.80)b 50–2.35 (2.43–2.35) 50–2.00 (2.07–2.00) 50–2.40 (2.49–2.40)
Space group P6122 P6122 P1 P21
Cell parameters

a (Å) 118.2 118.9 53.2 52.0
b (Å) 118.2 118.9 54.5 95.8
c (Å) 267.7 270.9 66.7 67.7
� (°) 90.0 90.0 111.1 90.0
� (°) 90.0 90.0 104.3 102.9
	 (°) 120.0 120.0 91.3 90.0

Total reflection 713,639 339,766 165,955 82,777
Unique reflection 56,512 47,480 42,883 25,190
Completeness (%) 100.0 (100.0) 98.9 (99.8) 94.2 (82.6) 99.8 (99.9)
Redundancy 12.6 (8.6) 7.2 (7.3) 3.9 (3.3) 3.3 (3.3)
Rmerge

a 0.170 (0.715) 0.054 (0.358) 0.041 (0.225) 0.106 (0.474)
Sigma cutoff 0 0 0 0
I/
 (I) 16.6 (2.5) 39.8 (5.3) 30.4 (5.1) 11.8 (2.5)

Refinement statistics
Resolution range (Å) 50–2.35 50–2.00 30–2.50
Rwork

c (%) 22.7 21.6 19.9
Rfree (%) 25.9 24.2 26.7
RMSD from ideal geometry

Bonds (Å) 0.009 0.011 0.007
Angles (°) 1.62 1.75 1.39

Average B factor (Å2)
Main chain 50.3 40.4 29.7
Solvent 56.4 49.9 42.1

Ramachandran plotd

Favored (%) 85.7 91.6 84.3
Allowed (%) 14.0 8.4 14.4
Generously allowed (%) 0.3 0.0 0.7
Disallowed (%) 0.0 0.0 0.6

a Rmerge � �Ii�I�/�I, where Ii is the intensity of an individual reflection and I� is the average intensity of that reflection.
b Rwork � �Fp�Fc/�Fp, where Fc is the calculated and Fp is the observed structure factor amplitude.
c Ramachandran plots were generated by using the program PROCHECK.
d Numbers in parentheses correspond to the highest-resolution shell.
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ment of dimerization for the full activity of the Mpro proteins
(1, 2, 19, 33, 35).

According to a structure-based sequence alignment (Fig. 2),
there is one deletion and two insertions in IBV Mpro not found
in the Mpro of TGEV and HCoV-229E. The two insertions,
namely, residue 70 and residues 216 to 221, all are located in
loop regions with unknown functional significance. The three-
residue deletion after Leu-50 makes the corresponding loop
(i.e., residues 44 to 50) much tighter than the equivalent region
in TGEV and HCoV-229E Mpro. The side chain of Lys-45 in
this loop is involved in the formation of the S2 pocket, corre-
sponding to Thr-47 in TGEV Mpro and HCoV Mpro and
Met-49 in SARS-CoV Mpro. Therefore, the S2 subsite appears
to be unique in IBV Mpro.

Substrate binding sites of IBV Mpro. In the IBV Mpro struc-
ture, the substrate binding pockets of molecule A are occupied

by the C terminus (residues 302 to 307, corresponding to the
P6 to P1 sites of the Mpro substrate) of molecule C (Fig. 1C and
D), which forms an antiparallel � sheet with �11 (residues 163
to 166) in domain II and with residues 188 to 190 of the linker
loop between domains II and III.

In this A-C complex, the S1, S2, and S4 substrate binding
sites of molecule A can be clearly recognized (Fig. 1D). The
side chains of Phe-A138, His-A161, Glu-A164, and His-A170
are involved in constituting the S1 subsite, which has an abso-
lute requirement for Gln at the P1 position via two hydrogen
bonds (1, 2, 35). Nevertheless, the side chain of Gln-307 of
molecule C does not fit well into the S1 pocket. Instead, its side
chain is flipped out from the pocket, probably because the
availability of the main chain carboxyl group of Gln in this case
(the distance between the carboxyl carbon of Gln-C307 and the
sulfur atom of the catalytic Cys-A143 is �3.1 Å). As a result,

FIG. 1. Three-dimensional structure of IBV Mpro. (A) Overall structure of IBV Mpro in one asymmetric unit. Molecules A (green) and B (cyan)
form a homodimer, with the C terminus of molecule C (magenta) inserted into the substrate binding pocket of molecule A. Catalytic dyads are
indicated, and the N and C termini are labeled by blue and red spheres and the letters N and C, respectively. (B) Subunit of IBV Mpro (molecule
B). � Helices are colored red, � strands are colored blue, and loops are colored yellow. Domains I, II, and III and the catalytic dyad residues His-41
and Cys-143 are indicated. (C) A stereo view showing the C terminus of molecule C bound into the substrate binding site of molecule A. The C302
to C307 residues are shown in gold and are covered by an omit map at 2.35-Å resolution contoured at 1.2 
. Residues forming the substrate binding
pocket in molecule A are shown in silver. (D) Surface of the substrate binding sites of molecule A in the IBV Mpro structure. The S1�, S2�, S1,
S2, and S4 subsites are labeled, and the C terminus of molecule C, which occupies the substrate binding sites, is colored magenta. (E) Surface of
the substrate binding sites of molecule C in IBV Mpro. The S1�, S2�, and S1 subsites are labeled, and residues 186 to 190, which form a novel helix,
also are labeled.

FIG. 2. Structure-based sequence alignment of the main proteases of CoV from all three groups. SARS-CoV, SARS-CoV (group II); MHV,
mouse hepatitis virus (group II); TGEV, porcine TGEV (group I); HCoV, HCoV 229E (group I); and IBV, avian IBV (group III). Secondary
structures of SARS-CoV Mpro are indicated above the sequence. Residue numbers of SARS-CoV Mpro (above) and IBV Mpro (below) also are
indicated. The catalytic dyad His-41 and Cys-145 (SARS-CoV Mpro) are labeled.
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the side chain of Gln-P1 is more or less flexible and forms only
one hydrogen bond with Glu-A164. The oxyanion hole is not
properly formed by Gly-A141, Ala-A142, and Cys-A143, prob-
ably due to a disturbance by the flexible Gln, in contrast to the
correctly folded oxyanion holes in molecule B. The side chains
of His-A41, Lys-A45, Leu-A163, Phe-A179, Asp-A185, and
Glu-A187 are involved in forming the deep hydrophobic S2
subsite that is able to accommodate the relatively large side
chain of conserved Leu or, in a few cases, Val in the substrates
of IBV Mpro. As expected, the side chain of Leu-P2 (Leu-
C306) is well oriented into the S2 hydrophobic pocket and
stabilized by van der Waals interactions. The side chain of
Arg-P3 (Arg-C305) is oriented toward bulk solvent but also
interacts with the side chain of Glu-164 via van der Waals
interactions. The side chains of Leu-A163, Leu-A165, Tyr-
A183, and Gln-A190 form the relatively small hydrophobic S4
subsite, which should be able to accommodate small residues
such as Val, Ser, Thr, Ala, or Pro. The Gly-P5 and Gly-P6
residues are in faint interactions with the protease. No other
interaction is observed between molecule C and molecules A
and B from the same asymmetric unit in the IBV Mpro crystal
structure.

The monomeric form of IBV Mpro. Molecule C presents a
novel conformation distinct from those of the other two Mpro

molecules in the IBV Mpro structure. The superposition of the
first two domains in molecules C and A confirmed that they
share similar domain structures (Fig. 3). However, they bear
clear structural differences at the whole-molecule level, mostly
due to the conformational change in the linker region connect-
ing the N-terminal two-�-barrel domains (domains I and II)
with the C-terminal �-helical domain III. This conformational
change includes the formation of a short helix (residues 186 to
190) in this linker region (Fig. 3), which results in a nearly 5-Å
movement of domain III away from domains I and II in mol-
ecule C. Differences also occur in the N- and C-terminal con-
formations between molecules C and A. As described above,
the C terminus of molecule C fits well into the substrate bind-
ing pocket of molecule A, which was not observed in those of
molecules A and B. At the other end, the N terminus of
molecule C is flexible and directed away from the surface
of domain I; thus, residues 1 to 5 in molecule C could not be
traced in the electron density map. In contrast, the N terminus
of molecule A inserts into the dimer interface formed by its
own domains II and III as well as domain II of the neighboring
subunit, where it makes a number of specific interactions to
stabilize the dimer structure. This monomer structure of IBV
Mpro reveals a significant structural flexibility of the linker
region connecting domains II and III that has not been re-
ported for other structures of dimeric CoV Mpros to date. The
presence of the monomeric form probably was triggered by the
binding and fixation of its C terminus in the active site of
the Mpro dimer, which may preclude dimerization.

In the absence of dimerization, the substrate binding sites of
molecule C are not well organized. Only the S1, S1�, and S2�
subsites maintain their correct conformations (Fig. 1E). The S2
and S4 subsites collapse, partly because residues 186 to 190 in
the linker region adopt an unusual helical conformation (Fig.
1E). Nevertheless, the flexibility in the linker region may allow
incidental activity in molecule C in the absence of dimeriza-
tion, which is required for the maturation of Mpro. In contrast,

in the homodimer form the linker region adopts a conforma-
tion to achieve the highest level of proteolytic activity.

Overall structure of SARS-CoV Mpro H41A mutant in com-
plex with its N-terminal substrate. To further investigate the
substrate binding and specificity of CoV Mpro, we crystallized
an active-site knockout mutant, H41A, of SARS-CoV Mpro,
soaked the crystals with its natural, N-terminal peptide sub-
strate, and determined the complex crystal structure at a 2.5-Å
resolution. There are two Mpro molecules per asymmetric unit
in this complex structure, named A and B, which form a typical
Mpro dimer. Both subunits have the same overall structure and
almost identical substrate binding modes. An 11-amino-acid
peptide in subunit A and an 8-amino-acid peptide in subunit B
were identified from difference Fourier electron density maps.
The enzyme-bound 11-mer peptidyl substrate essentially is
comprised of two parts, the N-terminal residues P6 to P1 and
the C-terminal residues P1� to P5�, which roughly assume con-
formations of two separate � strands (Fig. 4A). Similarly to the
conformation of the C-terminal residues observed in the IBV
Mpro crystal structure, residues P6 to P1 form an antiparallel �
sheet with residues 164 to 168 on one side and residues 189 to
191 of the linker loop between domains II and III on the other
side (Fig. 4B). The P1� to P5� strand is located in a groove
formed by �2 (residues 24 to 27) and the loop of residues 142
to 144 near the catalytic Cys-145 (Fig. 4A and B).

Substrate binding sites of SARS-CoV Mpro. On the N-ter-
minal side of the substrate, the P6 to P1 positions (Thr-Ser-
Ala-Val-Leu-Gln) share a similar binding mode with the pre-
viously reported SARS-CoV Mpro structures in complex with a
variety of Michael acceptor inhibitors (34). In particular, in the
S1 subsite the Gln residue required for high cleavage efficiency
seems to intercalate more naturally than the lactam ring in the
Michael acceptor inhibitors that we previously designed (34).

FIG. 3. Superposition of the first two domains in molecules C (red)
and A (blue) of the IBV Mpro structure. The structures of domains I
and II are quite similar. While domains III from the two proteins also
are quite similar (with a C� RMSD of 0.5 Å), its location in molecule
C is transformed away from domains I and II by a conformational
change in the long linker region (labeled in the figure) connecting
domains II and III.
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FIG. 4. Structure of the SARS-CoV Mpro H41A mutant in complex with an N-terminal 11-peptidyl substrate. (A) Surface representation of
SARS-CoV Mpro H41A mutant (white) in complex with the N-terminal substrate (yellow). Positions of P3 to P5�, S1 to S2�, and residues forming
the S1�, S2� sites are labeled. Notice that there are three water molecules (shown as red spheres) occupying the S2� pocket. (B) Stereo view showing
the N-terminal peptide substrate bound into the substrate binding pocket of the SARS-CoV Mpro H41A mutant. The substrate is shown in gold
and is covered by an omit map at 2.5-Å resolution contoured at 1.2 
. Residues forming the substrate binding pocket are shown in silver. Three
water molecules (in red) occupy the S2� pocket. (C) Schematic diagram of the interactions between the N-terminal 11-peptidyl substrate and the
SARS-CoV Mpro H41A mutant. The substrate is shown in blue. Hydrogen bonds are shown as dashed lines, and interaction distances are marked.
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Two strong hydrogen bonds, between the Oε1 atom of Gln-P1
and the Nε2 atom of His-163 (2.5 Å) and between the Nε2
atom of Gln-P1 and the main chain carbonyl oxygen of Phe-
140 (2.8 Å), ensure that the conserved Gln-P1 residue com-
fortably fits in the S1 pocket (Fig. 4C). The latter hydrogen
bond has not been reported for previous enzyme-inhibitor
complex structures. The carbonyl oxygen of Gln-P1 is stabi-
lized by the oxyanion hole formed by the amide groups of
Gly-143 and Cys-145 (Fig. 4C). The P2 to P4 residues bind to
the enzyme similarly to the previously reported peptidyl inhib-
itors (34). In addition, the Ser-P5 and Thr-P6 residues interact
with Pro-168 and Ala-191 of the enzyme through van der
Waals interactions.

On the C-terminal side, no structural information for the
binding mode of P1� to P5� residues with Mpro has previously
been reported. Therefore, the complex structure presented
here allows us to explore the substrate binding and specificity
of S1� to S5� in SARS-CoV Mpro in an unprecedented way
(Fig. 4). Small residues such as Ser, Gly, and Ala are preferred
at the relatively shallow S1� subsite, which is composed of
Thr-25, Leu-27, Cys-38, Pro-39, Ala-41, Val-42, and Cys-145.
The small P1� residue directly interacts with the side chains
of Thr-25, Leu-27, and Cys-145 via van der Waals interactions.
The S2� subsite is a narrow but deep pocket composed of
residues Thr-26, Asn-28, Tyr-118, Asn-119, and Gly-143. In our
complex structure, the S2� subsite is occupied by Gly-P2�, with
additional space occupied by three ordered water molecules
(W21, W24, and W80). The hydrophilic S2� pocket can accom-
modate a long side chain residue at the P2� position, such as
the lysine residue at the corresponding site for its C-terminal
autocleavage. The main-chain amide and the carbonyl oxygen
of Gly-P2� form a pair of hydrogen bonds with the main-chain
atoms of Thr-26 (Fig. 4C). The P3� side chain appears to point
toward the solvent and makes no specific interactions with the
protease. The Arg-P4� residue also is stabilized by two hydro-
gen bonds: one occupies 3.1 Å between the amide group of
Arg-P4� and the carbonyl oxygen of Thr-24, and the other
occupies 2.9 Å between the N�1 atom of Arg-P4� and the Nε2

atom of Gln-69. The complex structure shows that the P5�
residue has little interaction with the protease.

Active-site comparison between IBV Mpro and SARS-CoV
Mpro. Since the substrate-bound structures of both IBV Mpro

and SARS-CoV Mpro became available from this study, we
compared the conformations of the active sites in these two
structures (Fig. 5). In the S1 subsite, the outer wall made up of
residues 141 to 143 in the SARS-CoV Mpro structure is not
present in the IBV Mpro structure, possibly due to the distur-
bance of Gln-P1 (Gln-C307). Ala-140 of IBV Mpro is away
from the active site, so that the S1 pocket is larger than that in
SARS-CoV Mpro. Lys-45 and Glu-187 in IBV Mpro, instead of
Met-49 and Glu-189 in SARS-CoV Mpro, form the outer wall
of the S2 subsite (Fig. 1D). Lys-45 of IBV Mpro moves �2 Å
away from the S2 subsite, such that the S2 pocket in IBV Mpro

is slightly larger than that in SARS-CoV Mpro. The P3 position
of IBV Mpro is occupied by an arginine residue with a long side
chain, which makes interactions with the side chains of Glu-164
and Arg-B305. It seems likely that a longer side chain is pre-
ferred to stabilize the substrate binding site here and that
the modification of the P3 position may be a good choice
for the design of substrate-based inhibitors targeting CoV
Mpro. The S1� and S2� subsites are quite similar in both Mpro

structures, implying substrate conservation on the two subsites,
which also may be applicable for inhibitor design.

Structure of IBV Mpro in complex with inhibitor N3. We
have previously designed a series of broad-spectrum inhibitors
targeting CoV Mpro (34). Of these inhibitors, a Michael accep-
tor inhibitor named N3 strongly inhibits the replication of
SARS-CoV, TGEV, HCoV-229E, mouse hepatitis virus A59,
and feline infectious peritonitis virus in cell-based assays (34).
In this study, the cocrystallization of N3 with IBV Mpro yielded
high-quality crystals. The subsequent high-resolution structure
of IBV Mpro in complex with N3 together with the in vitro
inhibition assay results (shown in Table 2) reveal that N3 could
block the activity of the Mpro through a standard Michael
addition reaction.

Unlike the native structure, the complex structure of IBV

FIG. 5. Superposition of the substrate-binding pockets of IBV Mpro (molecule A) and SARS-CoV Mpro mutant-substrate complex (in stereo).
The C terminus of molecule C (P6 to P1 sites) in IBV Mpro (cyan) is in magenta, and the peptidyl substrate of SARS-CoV Mpro (green) is in yellow.
Residues of SARS-CoV Mpro are labeled in black, and residues of IBV Mpro are labeled in blue.
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Mpro with the inhibitor N3 has a homodimer in each asymmet-
ric unit. Each dimer has approximate C2 symmetry, which is
consistent with other Mpro-inhibitor complex structures we
have solved to date (33, 34). From the omit electron density
map, clear electron density was identified for N3 bound in the
substrate binding pocket (Fig. 6B and C). Residues P3 to P5
form a typical antiparallel � sheet with residues 163 to 166 of
the �11 strand on one side, while on the other side they inter-
act with residues 187 to 189 of the loop linking domains II
and III.

In the inhibitor-bound complex structure, the S	 atom of the
nucleophilic Cys-143 forms a clear 1.9-Å C-S covalent bond
with the C� atom of the vinyl group, which is a typical Michael
addition (Fig. 6B). The fact that Michael acceptor inhibitors
can irreversibly react with the active site of the enzyme makes
N3 a standard suicide inhibitor. We have previously reported
the crystal structure of SARS-CoV Mpro in complex with N3
(33, 34), so we superimposed the substrate binding pockets of
the IBV Mpro-N3 and SARS-CoV Mpro-N3 complex struc-
tures. A comparison of the two inhibitor-bound complex struc-
tures implies a similar binding mode of this Michael acceptor
inhibitor (Fig. 6D). The largest difference between the two
complex structures occurs, however, in the orientation of the
benzyl ester group. The side chain of Asn-142 in the SARS-
CoV Mpro complex structure disturbs the comfortable orien-
tation of the benzyl ester at the P1� site. In the corresponding
position of IBV Mpro, Asn-142 is replaced with Ala-140, and
the benzyl ester points toward the solvent in a much more
comfortable orientation. Another significant difference lies in
the S2 site, where Lys-45 in the IBV Mpro complex structure is
replaced by Met-49 in the SARS-CoV Mpro complex structure.

In ovo inhibition of IBV by N3. An in ovo inhibition assay in
chicken embryos was performed to further substantiate the
effects of N3 on IBV inhibition. One method used was the
neutralization test in chicken embryos, which was implemented
to assess the neutralizing power of an antiserum or inhibitor
against pathogens such as viruses (6). Infection by the IBV
M41 strain was identified by the presence of typical lesions (as
described in Materials and Methods). Firstly, the virus titer
(EID50) of this IBV M41 strain was determined as 0.1 ml, a
10�6.5 dilution of viruses. To assess the stage of infection at
which the inhibitor can be used effectively, a series of doses of
N3 was used as curative agents and introduced into the chicken
embryos 3 h (Fig. 7A) or 6 h (Fig. 7B) following inoculation
with a 100-EID50 titer of IBV M41 virus. The dose-response

data show that N3 is able to penetrate cells to inhibit the
replication of IBV viruses, probably at the beginning of infec-
tion (Fig. 7A and B). The PD50 of N3 was calculated as 0.13
�mol for the 3-h group and 0.17 �mol for the 6-h group
according to the method described by Reed and Muench (26).
These inhibition data further imply that the earlier N3 is used
during infection, the more effective is the inhibition of the IBV
virus. For instance, a 0.08-�mol dose of N3 per embryo intro-
duced 3 h after inoculation could protect �40% of chicken
embryos not infected by the IBV M41 virus, while it could
protect no chicken embryos when introduced 6 h after inocu-
lation. However, a 0.64-�mol dose of N3 per embryo intro-
duced either 3 or 6 h after inoculation could protect, in both
cases, all chicken embryos from infection.

To verify whether N3 could be used as an anti-IBV preven-
tive agent, another group of experiments was performed. A
series of doses of N3 was introduced into the chicken embryos
3 h (Fig. 7C) or 6 h (Fig. 7D) prior to virus inoculation. The
PD50 of N3 for this preventative group was calculated as 0.099
�mol for the 3-h group and 0.095 �mol for the 6-h group.
Therefore, consistently with the antiviral activity of N3 in vitro,
our results show better inhibition of IBV with N3 used as a
preventive agent than as a curative agent.

Meanwhile, in the preliminary toxicity assay of N3 on
chicken embryos, half of the eggs from the three groups (0.64-
�mol N3 control group, DMSO-negative control group, and
blank control group) were opened and examined 8 days after
inoculation. No significant pathological changes or lesions
were found in the shape and organs of chicken embryos. The
remaining eggs from the three groups then were hatched, and
no significant differences were found in the baby chickens
physically or spiritually. Thus, the toxicity assay for N3 signifies
that even a 0.64-�mol dose of N3 per embryo has no detectable
negative impact on the development of the chicken embryos.

Further improvements on inhibitor design. The substrate-
bound structures of IBV Mpro and SARS-CoV Mpro provide
useful information for antiviral drug design. Taking the frame-
work of N3 as a starting point, we designed another series of
Michael acceptor inhibitors and measured their inhibition ac-
tivities against SARS-CoV Mpro and IBV Mpro. Two of these
new inhibitors, named N27 and H16 (Fig. 6A), which were
synthesized by the State Key Laboratory of Bioorganic and
Natural Products Chemistry, Shanghai Institute of Organic
Chemistry, Chinese Academy of Sciences, Shanghai, China,
have a relatively large side chain at the P3 position and show

TABLE 2. Enzyme activity and enzyme inhibition data for IBV Mpro and SARS-CoV Mpro

Enzyme and
inhibitor Km (�M) kcat (s�1) Ki (�M) k3

a (10�3 s�1) k3/Ki (M�1 s�1)

IBV Mpro 119 � 14 0.23 � 0.02
N3 3.6 � 0.4 25.3 � 1.4 (7.1 � 0.6) � 103

N27 2.6 � 0.3 22.9 � 2.1 (8.7 � 0.4) � 103

H16 2.8 � 0.2 21.0 � 1.4 (7.5 � 0.5) � 103

SARS-CoV Mpro 40.0 � 0.8 1.06 � 0.04
N3 9.6 � 1.0 142 � 28 (15.0 � 2.8) � 103

N27 3.1 � 0.2 61.3 � 4.6 (20.0 � 0.7) � 103

H16 3.3 � 0.5 89 � 20 (27.0 � 4.8) � 103

a k3, activation rate constant for covalent bond formation.
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more potent inhibition against SARS-CoV Mpro than N3, al-
though they show inhibition against IBV Mpro similar to that of
N3 (Table 2). Their cocrystal structures with SARS-CoV Mpro

(data not shown) indicate that the substitution of larger side
chains for Val at the P3 position could enhance the van der
Waals interaction with the side chain of Glu-166.

DISCUSSION

In this study, we analyzed the structures of native IBV Mpro

and a SARS-CoV Mpro active-site mutant, H41A, in complex
with its N-terminal peptide substrate. First, in the structure of
IBV Mpro, there are three crystallographically independent
Mpro molecules. Two of them form a symmetric, catalytically
active homodimer with two identical but independent active
sites. The other Mpro molecule is identified with its C-terminal
autocleavage residues inserted into one of the substrate bind-
ing sites of the catalytic dimer. Second, the substrate-bound
structure of the SARS-CoV Mpro mutant offers novel, detailed
information on the binding pattern of the P6 to P5� sites. For
example, the main chain of the P6 to P1 � strand is at an angle

of �125° to the P1� to P5� strand around the P1 to P1� site,
which probably facilitates the specific cleavage at this site.

A comparison of the substrate binding sites in the two Mpro

structures provides structural insights for the design of sub-
strate-based inhibitors targeting CoV Mpros. The conservation
at the S1� and S2� subsites in the two structures has prompted
us to design a new generation of inhibitors with, for example,
a small P1� residue and a long hydrophilic P2� side chain.
Furthermore, at the substrate binding site of molecule A in
IBV Mpro, the orientation of the long side chain of Arg-P3
(Arg-C305) is in accordance with that of Glu-A164, which
would stabilize the substrate (or inhibitor) binding at this po-
sition via a van der Waals interaction between these two res-
idues (Fig. 1C). The interaction discussed above suggests that
the modification of the P3 position with a relatively long side
chain potentially is beneficial for inhibitor-Mpro binding. This
notion is strongly supported by the observation that N27 and
H16 inhibitors, both of which have a larger side chain than N3
at the P3 position, show significantly improved inhibition abil-
ity against SARS-CoV Mpro. Moreover, the S2 subsite in IBV

FIG. 6. Structure of IBV Mpro in complex with N3. (A) Chemical structures of inhibitors N3, N27, and H16. (B) Surface representation of IBV
Mpro (white) in complex with N3 (magenta). The P1 to P5 and P1� groups and residues forming the substrate binding pocket are labeled. (C) Stereo
view showing N3 bound into the substrate binding pocket of IBV Mpro. The N3 inhibitor is shown in gold and is covered by an omit map at 2.0-Å
resolution contoured at 1.2 
. Residues forming the substrate binding pocket are shown in silver. A water molecule (in red) forms hydrogen bonds
with N3. (D) Superposition of the substrate-binding pockets of IBV Mpro-N3 complex and SARS-CoV Mpro-N3 complex (in stereo). The N3
inhibitor bound into the substrate binding pocket of SARS-CoV Mpro (cyan) is in yellow, while the N3 inhibitor bound into the substrate binding
pocket of IBV Mpro (green) is in magenta.

FIG. 7. In ovo inhibition assay of N3 against IBV. (A) The effect of N3 (represented by the percentage of uninfected embryos) when it was
introduced 3 h after inoculation by a 100-EID50 titer of IBV M41 virus. Eight embryos were subjected to each dose of N3. (B) The effect of N3
when it was introduced 6 h after inoculation by a 100-EID50 titer of IBV M41 virus. Six embryos were subjected to each dose of N3. (C) The effect
of N3 when it was preintroduced 3 h before inoculation by a 100-EID50 titer of IBV M41 virus. Eight embryos were subjected to each dose of N3.
(D) The effect of N3 when it was preintroduced 6 h before inoculation by a 100-EID50 titer of IBV M41 virus. Six embryos were subjected to each
dose of N3. The percentage of uninfected is shown in black, and the percentage of infected is shown in gray.
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Mpro is slightly wider than the corresponding subsite of SARS-
CoV, which suggests that the substitution of a larger residue at
the P2 position may enhance the efficacy of inhibitors targeting
IBV Mpro. In addition, according to the native IBV Mpro struc-
ture, the monomeric form of Mpro reveals significant structural
flexibility in the interdomain linker region, which may allow
incidental activity during CoV Mpro maturation. Thus, locking
the loop region into a certain conformation may provide a new
strategy to block the activity of CoV polyprotein.

In addition to the above-described two structures that show
specific substrate/product binding of CoV Mpros, we also char-
acterized the inhibitor-bound structure of IBV Mpro, which
shares a similar binding mode with the previously reported
Mpro structures in complex with Michael acceptor inhibitors.
The in ovo inhibition assay performed in chicken embryos,
together with the in vitro inhibition assay, provides evidence
that N3 can block IBV replication via inhibition of the Mpro,
the key enzyme in the viral replication cycle. N3 shows a high
level of inhibitory efficiency, as our results indicate that a
0.64-�mol (or 44-�g) dose of inhibitor per embryo is sufficient
to effectively prevent infection by IBV. As reported previ-
ously, the Michael acceptor inhibitors are wide-spectrum
inhibitors against all CoV-associated diseases. Hence, the in
ovo inhibition assay reported here provides a feasible ap-
proach for the discovery of anti-SARS drug candidates,
which is important considering the high risk to human
health posed by SARS-CoV.
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