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ABSTRACT The highly contagious and fast-spreading omicron variant of SARS-CoV-2
infects the respiratory tracts efficiently. The receptor-binding domain (RBD) of the omi-
cron spike protein recognizes human angiotensin-converting enzyme 2 (ACE2) as its re-
ceptor and plays a critical role in the tissue tropism of SARS-CoV-2. Here, we showed
that the omicron RBD (strain BA.1) binds to ACE2 more strongly than does the proto-
typic RBD from the original Wuhan strain. We also measured how individual omicron
mutations affect ACE2 binding. We further determined the crystal structure of the omi-
cron RBD (engineered to facilitate crystallization) complexed with ACE2 at 2.6 A. The
structure shows that omicron mutations caused significant structural rearrangements of
two mutational hot spots at the RBD/ACE2 interface, elucidating how each omicron
mutation affects ACE2 binding. The enhanced ACE2 binding by the omicron RBD may
facilitate the omicron variant’s infection of the respiratory tracts where ACE2 expression
level is low. Our study provides insights into the receptor recognition and tissue tro-
pism of the omicron variant.

IMPORTANCE Despite the scarcity of the SARS-CoV-2 receptor—human angiotensin-con-
verting enzyme 2 (ACE2)—in the respiratory tract, the omicron variant efficiently infects
the respiratory tract, causing rapid and widespread infections of COVID-19. The omicron
variant contains extensive mutations in the receptor-binding domain (RBD) of its spike
protein that recognizes human ACE2. Here, using a combination of biochemical and
X-ray crystallographic approaches, we showed that the omicron RBD binds to ACE2 with
enhanced affinity and also elucidated the role of each of the omicron mutations in
ACE2 binding. The enhanced ACE2 binding by the omicron RBD may contribute to the
omicron variant’s new viral tropism in the respiratory tract despite the low level of ACE2
expression in the tissue. These findings help us to understand tissue tropism of the omi-
cron variant and shed light on the molecular evolution of SARS-CoV-2.

KEYWORDS COVID-19, omicron variant, receptor-binding domain (RBD), receptor-
binding motif (RBM), mutational hotspots, angiotensin-converting enzyme 2, X-ray
crystallography

he omicron variant marks a new phase of the COVID-19 pandemic (1-4). Whereas

previous SARS-CoV-2 strains mainly infect the lungs to cause severe illness, the om-
icron variant mainly infects the respiratory tracts and causes milder symptoms (5, 6).
This new viral tropism speeds up the spread of the omicron variant, causing as many
as 1 million new daily infections in the United States (7). Yet the respiratory tract
tropism of the omicron variant is puzzling. The virus-surface spike protein mediates co-
ronavirus entry into host cells (8, 9). A critical determinant of the species and tissue
tropisms and infectivity of coronaviruses is the binding interactions between the
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FIG 1 Mutations in the receptor-binding motif (RBM) of the omicron variant. (A) Interface between prototypic
RBM and ACE2. ACE2 is in green. RBD core structure is in cyan. RBM is in magenta. RBD residues that have
undergone mutations from the prototypic strain to the omicron variant are labeled in red. Three mutational
hot spots are highlighted as follows: hot spot-353 centers on Lys353 in ACE2, hot spot-31 centers on Lys31 in
ACE2, and hot spot-ridge centers on the receptor-binding ridge in RBD. (B) Surface plasmon resonance (SPR)
assay for ACE2/RBD binding. ACE2-Fc was coated to a protein A chip in a fixed direction, and individual RBDs
flowed through. The data are presented as mean = standard error of the mean (SEM) (n = 3) on a log scale. A
Student’s two-tailed t test was performed to analyze the statistical difference between the prototypic RBD and
each of the other RBDs. ***, P < 0.001; **, P < 0.01; *, P < 0.05. N.S,, statistically not significant. See Table S1
in the supplemental material for detailed binding kinetics. (C) Reverse coating SPR assay for ACE2/RBD binding.
Prototypic RBD-His or omicron RBD-His was coated to a CM5 chip in random orientations through chemical
cross-linking, and His-tagged monomeric ACE2 flowed through. The data are presented as mean = SEM (n = 3)
on a log scale. A Student’s two-tailed t test was performed to analyze the statistical difference between the
prototypic RBD and the omicron RBD. **, P < 0.01. See Table S1 in the supplemental material for detailed
binding kinetics.

receptor-binding domain (RBD) of the spike protein and its host receptor (10, 11).
SARS-CoV-2 RBD recognizes human angiotensin-converting enzyme 2 (ACE2) as its re-
ceptor (12, 13). ACE2 is expressed in the lungs but is poorly expressed in the respira-
tory tracts (14, 15). Elucidating the binding interactions between the omicron RBD and
ACE2 is important for understanding the tissue tropism and infectivity of the omicron
variant.

Structural studies have delineated detailed interactions between SARS-CoV-2 RBD
and human ACE2 (16, 17). The RBD of SARS-CoV-2 and that of closely related SARS-CoV-
1 both contain the following two subdomains: a core structure and a receptor-binding
motif (RBM) (16-18). The RBMs of these coronaviruses mediate the viral interactions with
ACE2. Three mutational hot spots have been identified at both the SARS-CoV-1 RBD/
ACE2 interface and the SARS-CoV-2 RBD/ACE2 interface as follows: two of them center
around Lys353 and Lys31 on ACE2 (i.e,, hot spot-353 and hot spot-31, respectively), and
the third involves a receptor-binding ridge in the RBM (i.e., hot spot-ridge) (17, 19) (Fig.
1A). Compared with SARS-CoV-1 RBD, the RBD from the original SARS-CoV-2 Wuhan
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strain (i.e., prototypic RBD) binds to human ACE2 more tightly because its RBM contains
a more compact receptor-binding ridge (which allows for more extensive interactions
with ACE2) and several residue changes at hot spot-353 and hot spot-31 (which cause
small structural adjustments of the two hot spots) (17, 19) (Fig. 1A). All of the RBM muta-
tions in the omicron variant occurred around the three hot spots (Fig. 1A). To understand
the molecular evolution of SARS-CoV-2 and future trajectory of the pandemic, it is critical
to study how each of these RBM mutations in the omicron variant affects ACE2 binding.

In this study, we measured the binding affinity between the omicron RBD and
human ACE2 using the prototypic RBD as a comparison. We also measured how each
of the RBM mutations in the omicron variant affected ACE2 binding. We further deter-
mined the crystal structure of the omicron RBD complexed with ACE2, elucidating the
structural role for individual RBM mutations in ACE2 binding. Our findings have impli-
cations for tissue tropism, infectivity, and evolution of the omicron variant.

RESULTS

To evaluate the binding interactions between the omicron RBD and human ACE2,
we prepared recombinant omicron RBD and human ACE2 ectodomain and measured
their binding affinity using surface plasmon resonance (SPR). To this end, we coated
Fc-tagged human ACE2 (ACE2-Fc) on a protein A chip, allowed His-tagged omicron
RBD (RBD-His) to flow through, and calculated the binding kinetics (Fig. 1B; see also
Table S1 in the supplemental material). Prototypic RBD-His was used as a comparison
to omicron RBD-His. The result showed that the omicron RBD-His binds to ACE2-Fc 3.9
times as tightly as the prototypic RBD-His does. To confirm the above result, we coated
omicron RBD-His and prototypic RBD-His on two separate chemical cross-linking chips,
allowed His-tagged ACE2 (ACE2-His) to flow through, and calculated the binding
kinetics separately. The result showed that omicron RBD-His binds to ACE2-His 1.7
times as tightly as the prototypic RBD-His does (Fig. 1C; Table S1). Overall, the omicron
RBD binds to ACE2 more tightly than does the prototypic RBD.

To evaluate how individual RBM mutations in the omicron variant affect ACE2 bind-
ing, we prepared prototypic RBD-His containing one of the RBM mutations from the
omicron variant and measured their ACE2 binding using SPR. ACE2-Fc was coated on
the protein A chip and mutant RBD-His flowed through. The results showed that, com-
pared with the prototypic RBD, mutations S477N and N501Y significantly enhanced
ACE2 binding, mutations Q493R, G496S, and Y505H significantly reduced ACE2 bind-
ing, mutation T478K slightly enhanced ACE2 binding, and mutations E484A and Q498R
had less significant impacts on ACE2 binding (Fig. 1B; Table S1). Among these muta-
tions, it is known that the S477N and T478K mutations (parts of hot spot-ridge)
enhance ACE2 binding by introducing new interactions with the N terminus of ACE2
(20). However, the structural bases for the other mutations (parts of hot spot-353 and
hot spot-31) are not known.

To provide a structural understanding for each of the omicron mutations (parts of
hot spot-353 and hot spot-31) on ACE2 binding, we determined the structure of the
interface between the omicron RBD and human ACE2. We previously established a
structural platform for studying the interactions between the RBD from SARS-CoV-1 or
SARS-CoV-2 and ACE2. More specifically, we constructed a chimeric RBD containing
the core structure from SARS-CoV-1 RBD and the RBM region from SARS-CoV-1-like
coronaviruses (e.g., SARS-CoV-2). The complex of this chimeric RBD and ACE2 can be
crystallized reliably under the same condition as the complex of SARS-CoV-1 RBD and
ACE2. In other words, the chimeric RBD provides a crystallization scaffold for studying
the interactions between the RBMs of SARS-CoV-1-like coronaviruses (e.g., SARS-CoV-2)
and ACE2 (17-19, 21). Indeed, structural comparison between the complex of the chi-
meric SARS-CoV-2 prototypic RBD and ACE2 and the complex of the wild-type SARS-
CoV-2 prototypic RBD and ACE2 showed that the two structures are highly similar to
each other in both the overall structure and structural details at the RBD/ACE2 inter-
face (16, 17), confirming the success of the design of the chimeric SARS-CoV-2
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FIG 2 Overall structure of omicron chimeric RBD complexed with human ACE2. (A) Overall structure
of omicron chimeric RBD complexed with ACE2. The omicron chimeric RBD contains the core
structures (in cyan) from SARS-CoV-1 RBD and receptor-binding motif (RBM) (in magenta) from the
prototypic RBD. ACE2 is in green. Two mutational hot spots in the RBM are shown. (B) Interface
between omicron RBM and ACE2. Coloring and labeling are the same as Fig. 1A. (C) Unbiased
composite omit map of the interface between the omicron RBD and ACE2. Contour level is 1o.

prototypic RBD. In this study, we redesigned the chimeric SARS-CoV-2 RBD by incorpo-
rating the six mutations from the omicron RBM (E484A, Q493R, G496S, Q498R, N501Y,
Y505H), which are parts of hot spot-353 and hot spot-31. We successfully crystallized
the complex of this new chimeric RBD (i.e., omicron chimeric RBD) and human ACE2
and determined its structure at 2.6 A resolution (Fig. 2; Table 1). The overall structure
of the omicron RBD/ACE2 complex is highly similar to that of the prototypic RBD/ACE2
complex, but structural details at the hot spot-353 and hot spot-31 differ significantly,
revealing the structural role of each of these mutations in ACE2 binding.

We compared the structural details of hot spot-353 between the prototypic RBD/ACE2
interface and the omicron RBD/ACE2 interface. At the interface between the prototypic
RBD and ACE2, Lys353 in ACE2 is buried in a hydrophobic tunnel with four walls as fol-
lows: Tyr41 and Asp38 in ACE2 and Tyr505 and Asn501 in the RBD (Fig. 3A). At the end of
the tunnel, Lys353 forms a salt bridge and a hydrogen bond with Asp38 in ACE2 and the
main chain of Gly496 in the RBD, respectively. At the interface between the omicron RBD
and ACE2, four omicron mutations have occurred around hot spot-353 (Fig. 3B). The pre-
vious Asn501 in the RBD, one of the tunnel walls, has become a tyrosine, which forms
two hydrogen bonds with the main chain and side chain of the glycine-turned Ser496 in
the RBD. The previous GIn498 in the RBD has become an arginine, which forms a salt
bridge with Asp38 in ACE2. Since Asp38 in ACE2 has found a new salt bridge partner,
Lys353 in ACE2 points to a different direction and forms a salt bridge with Glu37 in ACE2.
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TABLE 1 Crystallization data collection and refinement statistics

Data collection Value(s)?
Space group P12,1
Unit cell dimensions
ab,c (/:\) 81.130, 120.179, 113.325
o B,y() 90, 92.443, 90
Resolution (A) 113.22-2.61 (2.92-2.61)
Riym OF Rierge 0.042 (0.647)
/o 15.5(1.9)
Completeness (%) 92.6 (95.6)
Redundancy 4.0 (4.1)
Refinement
Resolution (A) 30.11-2.61 (2.68-2.61)
No. reflections 36,475 (1,734)
Ryori/ Riree 0.183/0.238
No. atoms 13,148
Protein 12,741
Ligand/ion 394
Water 13
B-factor 95.30
Protein 94.46
Ligand/ion 123.25
Water 69.35
R.m.s. deviations
Bond lengths (A) 0.002
Bond angles (°) 0.44

aStatistics for the highest-resolution shell are shown in parentheses.

The previous Tyr505 in the RBD, another one of the tunnel walls, has become a histidine,
which forms weaker hydrophobic stacking with Lys353. Instead, the new Tyr501 and
Arg498 in the RBD and Tyr41 and Lys353 in ACE2 form hydrophobic and aromatic stack-
ing interactions. Overall, hot spot-353 at the RBD/ACE2 interface has undergone signifi-
cant structural rearrangements in the omicron RBD compared to the prototypic RBD.

We then correlated the structural details of hot spot-353 with the RBD/ACE2 binding
data (Fig. 1B). First, the N501Y mutation in the omicron RBD enhances ACE2 binding
because Tyr501 has formed new favorable interaction network around hot spot-353. The
new interactions include two new hydrogen bonds that stabilize the RBM, as well as sev-
eral hydrophobic and aromatic stacking interactions that enhance RBM/ACE2 binding

A

Human ACE2

v

Human ACE2

His505

Tyr505 Hotspot-353

Prototypic RBM Omicron RBM
FIG 3 Structural details at the mutational hot spot-353. (A) Interface between the prototypic RBM and ACE2. (B)

Interface between the omicron RBM and ACE2. RBM residues that have undergone mutations from the prototypic
strain to the omicron variant are labeled in red. Dotted lines indicate hydrogen bonds or salt bridges.
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FIG 4 Structural details at the mutational hot spot-31. (A) Interface between the prototypic RBM and ACE2. (B)

Interface between the omicron RBM and ACE2. Coloring and labeling are the same as Fig. 3.

(Fig. 3B). Second, the Q498R mutation in the omicron RBD has insignificant net impact
on ACE2 binding because it forms a new favorable salt bridge with Asp38 in ACE2 while
also breaking a favorable salt bridge between Lys353 and Asp38 in ACE2 (Fig. 3B). Third,
the G496S mutation significantly reduces ACE2 binding because Ser496 has steric inter-
ference with Lys353 in ACE2 (Fig. 3B). Last, the Y505H mutation reduces ACE2 binding
because His505 forms a weaker stacking interaction with Lys353 in ACE2 (Fig. 3B).
Therefore, the structural arrangements of hot spot-353 are consistent with the RBD/
ACE2 binding data in explaining the role of individual omicron mutations in ACE2
binding.

We also analyzed the structural details of hot spot-31 at both the prototypic RBD/
ACE2 interface and the omicron RBD/ACE2 interface. At the prototypic RBD/ACE2 inter-
face, Lys31 and Glu35 in ACE2 both form a hydrogen bond with GIn493 in the RBD,
while Glu484 in the RBD is slightly outside the salt bridge range from Lys31 (Fig. 4A).
At the omicron RBD/ACE2 interface, the previous GIn493 in the RBD has become an ar-
ginine, which has charge repulsion with Lys31 and hence forces Lys31 to point to a dif-
ferent direction (Fig. 4B). Instead, Lys31 forms a hydrogen bond with GIn76 in ACE2.
The newly appeared Arg493 in the RBD forms a hydrogen bond with the main chain of
residue 490 in the RBD. The E484A mutation in the RBD did not form any new interac-
tion or change the structure of the residing loop. Therefore, the Q493R mutation
reduces ACE2 binding by disrupting two favorable interactions at hot spot-31 (those
between GIn493 and Lys31 and between GIn493 and Glu35), while the E484A mutation
has little impact on ACE2 binding.

DISCUSSION

The recent tropism change of the omicron variant from the lungs to respiratory
tracts marks an important phase of the COVID-19 pandemic because the newly gained
respiratory tract tropism allows the omicron variant to be more transmissible while
causing milder symptoms and lower fatality rate (5, 6). Two important determinants of
the species and tissue tropisms of coronaviruses are the binding affinity between the
spike protein and its host receptor and the cleavage of the spike protein by host pro-
teases (10, 11, 22-24). While it remains to be seen whether the omicron spike protein
has altered protease susceptibility compared to previous strains, the current study
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examined whether the binding affinity between the spike RBD and human ACE2 has
altered for the omicron variants.

Our study demonstrated that the omicron RBD binds to Fc-tagged dimeric ACE2 3.9
times as strongly as the prototypic RBD does. This is in contrast to a recently published
study showing that the omicron RBD and prototypic RBD bind to Fc-tagged ACE2 with
similar affinity (25). However, there was a key difference in the SPR methodology
between the current study and the published study. In the current study, Fc-tagged
ACE2 was coated to the protein A chip in a fixed orientation, such that the virus-bind-
ing surface of ACE2 was facing up and fully accessible to the flown-though His-tagged
RBD; in the published study, Fc-tagged ACE2 was coated to the CM5 chip in random
orientations (or certain unknown preferred orientation) through chemical cross-linking.
It is worth noting that on cell surfaces, ACE2 is a dimer with the virus-binding surface
facing outwards. Hence, our SPR measurement is more physiologically relevant. We
confirmed our result using the reverse coating SPR: His-tagged RBD was coated to the
CM5 chip in random orientations through chemical cross-linking, and His-tagged
monomeric ACE2 flowed through. The result confirmed that omicron RBD binds to
ACE2 more strongly than does the prototypic RBD, although the difference was only
1.7-fold. Again, our first SPR approach with Fc-tagged ACE2 coated to protein A chips
was the most physiologically relevant, while our second SPR approach confirmed the
conclusion.

Our study also measured how each of the RBM mutations in the omicron variant
affected ACE2 binding. We showed that S477N, N501Y, and T478K enhanced ACE2
binding; Q493R, G496S, and Y505H reduced ACE2 binding; and E484A and Q498R had
less significant impact on ACE2 binding. These mutations were distributed around the
following three previously identified mutational hot spots: hot spot-353 (centering on
ACE2 residue Lys353), hot spot-31 (centering on ACE2 residue Lys31), and hot spot-
ridge (centering on the receptor-binding ridge in RBD). Because the structural basis for
the mutations in hot spot-ridge has been elucidated, the current study focused on the
mutations in hot spot-353 and hot spot-31. To this end, we determined the structural
interface between the omicron RBM and human ACE2 using a well-established crystal-
lization platform involving a chimeric RBD. We previously showed that both SARS-CoV-
2 and SARS-CoV-1 RBDs have evolved to accommodate Lys353 and Lys31 at the RBD/
ACE2 interface that is rich in hydrophobic residues, particularly tyrosines (17-19, 21).
The current study revealed that at both hot spot-353 and hot spot-31, significant struc-
tural arrangements have taken place for the omicron RBD compared to the prototypic
RBD. Particularly, the previous salt bridge between Lys353 and Asp38 and hydrogen
bonds between Lys31 and GIn493 and between Glu35 and GIn493 have been broken
by new mutations; instead, both Lys353 and Lys31 point to a different direction and
form a new hydrogen bond with different residues. Each of the new RBM mutations in
the omicron RBD (except E484A) plays a role in the structural arrangements of the two
hot spots, explaining our RBD/ACE2 binding data. These significant structural arrange-
ments at the hot spots mark a significant evolutionary twist of SARS-CoV-2 RBD.

Our finding about enhanced ACE2 binding by the omicron RBD has important
implications for understanding the COVID-19 pandemic. Human ACE2 is expressed at
lower levels in the respiratory tracts than in the lungs (14, 15). Enhanced ACE2 binding
by the RBD may facilitate the omicron variant’s infection of the respiratory tracts.
Moreover, we recently showed that whereas the RBD in the prototypic spike protein
takes a mixture of standing-up position for receptor binding and lying-down position
for immune evasion, the RBD in the omicron spike protein predominantly takes a
standing-up conformation (26), which should further enhance ACE2 binding. Thus, the
omicron variant appears to have evolved the following two strategies for enhanced
ACE2 binding: evolution of the RBD and opening up of the spike. Both of these strat-
egies may have contributed to the respiratory tract tropism of the omicron variant. Our
findings shed light on the tissue tropism and infectivity of the omicron variant and
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provide insights into the molecular evolution of SARS-CoV-2 and future trajectory of
the COVID-19 pandemic.

MATERIALS AND METHODS

Plasmids. The genes encoding the receptor-binding domain (RBD) of SARS-CoV-2 prototypic strain
(GenBank accession number QHD43416.1) and human ACE2 (GenBank accession number NM_021804)
were both synthesized (GenScript Biotech). The gene encoding the RBD from SARS-CoV-2 omicron strain
(B.1.1.529; GISAID EPI_ISL_6647960) was constructed by site-directed mutagenesis of the prototypic RBD
(residues 319 to 535). The gene encoding the chimeric omicron RBD was constructed by site-directed
mutagenesis of the chimeric prototypic RBD (17). The prototypic RBD-His, prototypic RBD-His mutants,
and omicron RBD-His were subcloned into pLenti-transfer vector (Addgene) with an N-terminal tissue
plasminogen activator (tPA) signal peptide and a C-terminal His tag. Human ACE2-Fc (residues 1 to 615)
was subcloned into the same vector except that a C-terminal human 1gG4 Fc region replaced the His
tag. Chimeric omicron RBD-His and human ACE2-His (residues 1 to 615) were subcloned into pFastBac |
vector (Life Technologies) with an N-terminal honeybee melittin signal peptide and a C-terminal His tag.

Protein expression and purification. The prototypic RBD-His, prototypic RBD-His mutants, omicron
RBD-His, and ACE2-Fc were prepared from 293F mammalian cells as previously described (27). Briefly,
lentiviral particles were packaged for construction of stable cell lines expressing prototypic RBD-His, pro-
totypic RBD-His mutants, omicron RBD-His, or ACE2-Fc. Puromycin (Gibco) was used for the selection of
stable cell lines. The proteins were collected from the cell culture medium, purified on a nickel-nitrilotri-
acetic acid (Ni-NTA) column for His-tagged proteins or on a protein A column for Fc-tagged protein, and
purified further on a Superdex 200 gel filtration column (Cytiva).

Chimeric omicron RBD-His and human ACE2-His were prepared from sf9 insect cells using the Bac-
to-Bac system (Life Technologies) as previously described (17). Briefly, the His-tagged proteins were har-
vested from cell culture medium, purified on an Ni-NTA column, and purified further on a Superdex 200
gel filtration column (Cytiva).

Crystallization and structure determination. The complex of the omicron chimeric RBD and human
ACE2 was purified on gel filtration chromatography. Crystals of the complex were grown at room tempera-
ture over wells containing 100 mM Tris (pH 8.5), 18 to 22% polyethylene glycol 6000 (PEG 6000), and
100 mM Nacl. Crystals were flash-frozen in liquid nitrogen. X-ray diffraction data were collected at beam-
line 12-1 of the Stanford Synchrotron Radiation Lightsource (SSRL). Data processing was done using
HKL2000 (28). The structure was determined by molecular replacement using the structure of prototypic
chimeric RBD complexed with ACE2 as the search template (Protein Data Bank accession number 6VW1).
Molecular replacement and model refinement were done using PHENIX and CCP4 (29, 30). Model building
was done using COOT (31). Structural figures were made using PYMOL (The PyMOL Molecular Graphics
System, Version 2.0; Schrodinger, LLC.). Structure data and refinement statistics are shown in Table 1.

Protein-protein binding assay. Surface plasmon resonance assay using a Biacore S200 system
(Cytiva) were carried out as described previously (17). Briefly, ACE2-Fc was immobilized to a protein A chip
(Cytiva). The running buffer composed of 10 mM HEPES pH 7.4, 150 mM NaCl, 3 mM EDTA, and 0.05%
Tween 20. Serial dilutions of purified recombinant RBD-His were injected ranging in concentration from 20
to 320 nM. In a different approach, RBD-His was immobilized to a CM5 sensor chip through chemical
cross-linking (Cytiva). Serial dilutions of purified recombinant ACE2-His were injected ranging in concentra-
tion from 100 to 1,600 nM. Binding kinetics were calculated using Biacore evaluation software (Cytiva).

Data availability. Coordinates and structure factors have been submitted to the Protein Data Bank
under accession number 7UON.

SUPPLEMENTAL MATERIAL

Supplemental material is available online only.
SUPPLEMENTAL FILE 1, PDF file, 0.1 MB.
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