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Virological characteristics of the SARS-CoV-2
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two Omicron subvariants
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In late 2022, SARS-CoV-2Omicron subvariants have become highly diversified,
and XBB is spreading rapidly around the world. Our phylogenetic analyses
suggested that XBB emerged through the recombination of two cocirculating
BA.2 lineages, BJ.1 and BM.1.1.1 (a progeny of BA.2.75), during the summer of
2022. XBB.1 is the variant most profoundly resistant to BA.2/5 breakthrough
infection sera to date and is more fusogenic than BA.2.75. The recombination
breakpoint is located in the receptor-binding domain of spike, and each region
of the recombinant spike confers immune evasion and increases fusogenicity.
We further provide the structural basis for the interaction betweenXBB.1 spike
and humanACE2. Finally, the intrinsic pathogenicity of XBB.1 inmale hamsters
is comparable to or even lower than that of BA.2.75. Our multiscale investi-
gation provides evidence suggesting that XBB is the first observed SARS-CoV-2
variant to increase its fitness through recombination rather than substitutions.

The SARS-CoV-2 Omicron variant has been the current variant of
concern since the end of 20211. As of December 2022, recently emer-
ging Omicron subvariants are undergoing convergent evolution,
acquiring substitutions at the same residues of the spike (S) protein,
suchasR346, K444, L452,N460, andF4862,3. For instance, theOmicron
BQ.1.1 variant, which is a descendant of Omicron BA.5 and is becoming
predominant inWestern countries1 as of December 2022, possesses all

convergent substitutions, such as R346T, K444T, L452R, N460K, and
F486V. Recent studies, including ours, have suggested that L452R4–9,
N460K2,6,10,11, andR346T2 increase the binding affinity of the SARS-CoV-
2 S protein to human angiotensin-converting enzyme 2 (ACE2), the
receptor for viral infection, while R346T12,13, K444T13 and F486V2,4,5,13–15

contribute to evasion of antiviral humoral immunity induced by vac-
cination and natural SARS-CoV-2 infection. Similar to the observations
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in BA.55 and BA.2.7510, combinational substitutions in the S protein to
(1) evade antiviral humoral immunity in exchange for a decrease in
ACE2 binding affinity (e.g., F486V) and (2) enhance ACE2 binding
affinity to compensate for the decreased affinity associated with
immune evasion substitution (e.g., L452R and N460K) have been fre-
quently observed in recently emergingOmicron subvariants, including
BQ.1.1. These observations suggest that acquiring these two types of
substitutions in the S protein is a trend that allows recently emerging
Omicron subvariants to spread more efficiently than prior ones.

In addition to the diversification and subsequent convergent
evolution of emerging Omicron subvariants (e.g., BQ.1.1), a recombi-
nant variant called XBB has recently emerged. The Omicron XBB var-
iant likely originated through the recombination of two BA.2
descendants, BJ.1 and BM.1.1.1 a progeny of BA.2.7516. While the BQ.1
lineage is becoming predominant in Europe, XBB has become pre-
dominant in India and Singapore and is spreading in several countries17

as of December 2022. As of October 28, 2022, the WHO classifies XBB
as an Omicron subvariant under monitoring1. Recent studies including
ours have revealed the virological features of BQ.12,12,18. However, the
features of XBB, another Omicron subvariant of concern, have not
been fully elucidated.

In this study, we explored the virological characteristics of XBB,
particularly its transmissibility, immune resistance, ACE2 binding affi-
nity, infectivity, fusogenicity, structural information andpathogenicity
in a hamster model without a history of vaccination and viral infection
(hereafter referred to as intrinsic pathogenicity).

Results
Evolution and epidemics of the XBB variant
As of December 2022, most of the prevalent Omicron lineages,
including BA.5, belong to the phylogenetic clade related to BA.2
(Fig. 1a). Of these, certain highly diversified BA.2 subvariants, such as
BA.2.75 andBJ.1, werefirst identified in SouthAsia and are referred to as
second-generation BA.2 variants (Fig. 1a). Recently, the XBB variant
emerged as a recombinant lineage between the second-generation
BA.2 variants BJ.1 (BA.2.10.1.1) andBM.1.1.1 (BA.2.75.3.1.1.1; a descendant
of BA.2.75)16 (Fig. 1a). XBBharbors the substitutionsR346T,N460K, and
F486S, which were convergently acquired during Omicron evolution
(Fig. 1b; the mutations in the non-S region are summarized in Supple-
mentary Fig. 1)2. To trace the recombination event that led to the
emergence of the XBB variant, we retrieved all SARS-CoV-2 sequences
deposited to GISAID (as of October 3, 2022) with PANGO lineage des-
ignation matching BJ.1, BM.1, XBB, and all their descendant lineages
(including BM.1.1, BM.1.1.1, and XBB.1). Recombination analysis on the
aligned set of sequences, using a number of independent recombina-
tion detection methods implemented in RDP519 (see “Methods”),
robustly identified a single recombination breakpoint unique to all XBB
sequences at genomic position 22,920 (matching the Wuhan-Hu-1
reference genome) (Fig. 1c). No evidence of recombination was found
in the BJ.1 and BM.1 sequences in the dataset. Consistent with the result
of the RDP5 analysis, visual inspection of the nucleotide differences
between the consensus sequences of XBB, BJ.1, and BM.1 (including
BM.1.1 and BM.1.1.1) clearly illustrated that the identity of XBB to BJ.1
ends at genome position 22,942, and the identity of XBB to BM.1 starts
after position 22,896 (Fig. 1c). Together, our analysis suggests that the
recombination breakpoint is between positions 22,897 and 22,941,
within the receptor binding domain (RBD) of the S protein (corre-
sponding to amino acid positions 445–460) (Fig. 1c).

We then split the sequence alignment at position 22,920 to
determine the evolutionary history of each nonrecombinant segment
of the XBB genomes. The phylogenetic reconstructions recapitulate
the recombination results, with the 5ʹ end major parental sequence
being derived from the BJ.1 clade and the 3ʹ end minor parental
sequence from the BM.1.1.1 clade (Fig. 1d). Using the longer 5ʹ end
nonrecombinant part of these genomes, we estimated the emergence

date of XBB using Bayesian tip-dated phylogenetic inference (see
“Methods”) (Fig. 1d). Our analysis suggests that the XBB clade’s most
recent common ancestor (tMRCA) existed at the start of July 2022
(median posterior date: July 7, 2022; 95% HPD confidence intervals:
from June 10, 2022, to July 29, 2022). We also dated the tMRCA
between the XBB and BJ.1 lineages at the start of June 2022 (median
posterior date: June 11, 2022; 95% HPD intervals: fromMay 22, 2022, to
June 26, 2022) (Fig. 1d). Together, our analyses suggest that XBB
emerged through the recombination of two cocirculating lineages, BJ.1
and BM.1.1.1, during the summer of 2022.

To trace the shift in viral fitness during the evolution of Omicron
that led to the emergence of XBB, we estimated the effective repro-
duction number (Re) of XBB-related variants based on the epidemic
data of SARS-CoV-2 in India, where XBB-related lineages circulated
(from June 1 to November 15, 2022) (Fig. 1e and Supplementary Fig. 1b
and Supplementary Table 1). BJ.1 and BM.1/BM.1.1/BA.1.1.1 showed
higher Re values than their parental lineages, BA.2.10 and BA.2.75,
respectively. Furthermore, the Re value of XBB is 1.23- and 1.20-times
higher than those of the parental BJ.1 and BM.1.1.1, respectively (Fig. 1e
and Supplementary Fig. 1b and Supplementary Table 1). Importantly,
this is the first documented example of a SARS-CoV-2 variant
increasing its fitness through recombination rather than substitutions.

As of December 2022, two viral lineages are expanding their epi-
demics around the world: BQ.1 lineages and XBB lineages. To investi-
gate the prevalence of these two lineages in various geographic
regions, we estimated the epidemic frequency of each variant as of
November 15, 2022, in eachcounty (Fig. 1f andSupplementaryTable 2).
BQ.1 lineages have spread and reached dominance in European,
American, and African countries, reflecting the likelihood that BQ.1
emerged from the African continent20 (Fig. 1f). On the other hand, XBB
lineages have spread and reached dominance in South and Southeast
Asian countries, such as India, Singapore, and Indonesia, reflecting the
fact that XBBwasfirst identified in SouthAsia (Fig. 1f). Furthermore,we
constructed a hierarchical Bayesian model and estimated the global
average and country-specific Re values of XBB lineages according to
the epidemic data of countries where XBB lineages cocirculated with
BQ.1 lineages (Fig. 1g, h, Supplementary Fig. 1c and Supplementary
Table 3). Our analysis shows that the Re values of XBB and XBB.1 (i.e.,
XBB harboring S:G252V) are 1.24- and 1.26-times higher than that of
BA.5 and are comparable with those of BQ.1 and BQ.1.1 (Fig. 1g and
Supplementary Fig. 1c). Together, our analyses show that both BQ.1
and XBB lineages, which exhibit similar advantages in estimated viral
fitness, are becoming predominant in theWestern and Eastern regions
of the world, respectively.

Immune resistance of XBB.1
To investigate the virological features of XBB, we first evaluated the
immune resistance of XBB using HIV-1-based pseudoviruses. In the
present study, we used the major S haplotype of XBB lineages as of
October 3, 2022, corresponding to the S protein of XBB.1, for the
following experiments. In the case of breakthroughBA.2 infection sera,
BA.2.75 did not exhibit significant resistance when compared to BA.2
(Fig. 2a), which is consistent with our prior study10. In contrast, we
found that XBB.1 exhibits profound (30-fold) resistance to break-
through BA.2 infection sera (P = 0.0002, Fig. 2a). To determine the
amino acid substitutions conferring this resistance to breakthrough
antisera, we constructed BA.2 S mutants that harbor individual single
substitutions present in XBB.1. We did not analyse the substitutions
that also appear in BA.2.75 (e.g., G446S) since we already analysed
these substitutions in our previous study10. As shown in Fig. 2a, several
substitutions, such as V83A (2.1-fold, P =0.0034), Y144del (2.9-fold,
P =0.0002), Q183E (2.0-fold, P =0.0039), R346T (2.1-fold, P = 0.0005),
L368I (1.8-fold, P =0.042), V445P (2.1-fold, P =0.0002), F486S (3.0-
fold, P = 0.0002), and F490S (2.7-fold, P =0.024), conferred significant
resistance to breakthrough BA.2 infection sera. Because the immune
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resistance conferred by each individual substitution is relativelyminor
when compared to the resistance of XBB.1 (Fig. 2a), our data suggest
that multiple substitutions in the XBB.1 S cooperatively contribute to
the resistance against humoral immunity induced by breakthrough
BA.2 infection.

Consistent with our previous study10, BA.2.75 showed a statisti-
cally significant (1.8-fold) resistance to breakthrough BA.5 infection
sera when compared to BA.2 (P = 0.0016, Fig. 2b). Moreover, XBB.1
exhibited profound (13-fold) resistance to breakthroughBA.5 infection
sera (P <0.0001, Fig. 2b). A neutralization assay using pseudoviruses

Fig. 1 | Phylogenetic and epidemic analyses of the XBB lineage. a Muximum
likelihood tree of representative sequences from PANGO lineages of interest: BA.1,
BA.2, BA.4, BA.5, BA.2.75, BJ.1 and BM.1.1.1, rooted on a B.1.1 outgroup (not shown).
The recombinant parents of XBB are annotated on the tree as cartoon clades.
b Amino acid differences in the S proteins of Omicron lineages. c Nucleotide dif-
ferences between the consensus sequences of the BJ.1, BM.1 (including BM.1.1/
BM.1.1.1) lineages and the XBB (including XBB.1) lineage, visualized with snipit
(https://github.com/aineniamh/snipit). d Maximum clade credibility time-
calibrated phylogeny of the 5ʹ non-recombinant segment (1–22,920) of the XBB
variant (left) and non-calibrated maximum likelihood phylogeny of the 3ʹ non-
recombinant segment (22,920–29,903) (right). The right hand-side tree is rooted
on a BA.2 outgroup (not shown). e Relative effective reproduction number (Re)

values for viral lineages in India, assuming afixedgeneration timeof 2.1 days. TheRe

of BA.2 is set at 1. Dot color indicates the posterior mean of the Re, and an arrow
indicate phylogenetic relationship. See also Supplementary Fig. 1b. f Difference in
the circulated regions between BQ.1 andXBB lineages. Estimated lineage frequency
as of November 15th, 2022 in each country is shown. Countries with ≥50% and ≥20%
frequencies are annotated for the BQ.1 and XBB lineages, respectively. gRelative Re

values for viral lineages, assuming a fixed generation time of 2.1 days. The Re value
of BA.5 is set at 1. The posterior (violin), posterior mean (dot), and 95% Bayesian
confidential interval (CI; line) are shown. The global average values estimated by a
hierarchical Bayesian model27 are shown. See also Supplementary Fig. 1c. h Esti-
mated lineage dynamics in each countrywhereBQ.1 and XBB lineages cocirculated.
Posterior mean, line; 95% CI, ribbon. Source data are provided with this paper.
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with BA.2 derivatives revealed that the Y144del mutation (1.8-fold,
P =0.016) resulted in resistance to breakthrough BA.5 infection sera
(Fig. 2b). Furthermore, in our previous study, we showed that G446S, a
common substitution of BA.2.75 and XBB, conferred immune resis-
tance to breakthrough BA.5 infection sera10. Together, these observa-
tions suggest that these two mutations (Y144del and G446S)
cooperatively contribute to the resistance against humoral immunity
induced by breakthrough BA.5 infection. We then assessed the sensi-
tivity of XBB.1 to the 4-dose vaccine sera. As shown in Fig. 2c–e,
XBB.1 significantly escaped from monovalent vaccine sera (23.3-fold,
P <0.0001), BA.1 bivalent vaccine sera (19-fold, P <0.0001), and BA.5
bivalent vaccine sera (41-fold, P <0.0001) compared with B.1.1. The
neutralization assay using BA.2-basedderivatives showed thatmultiple
substitutions, especially V445P andN460K, also contributed to escape
from humoral immunity elicited by 4-dose vaccination.

To further evaluate the antigenicity of XBB.1 S, we used sera
obtained from infected hamsters at 16 days post-infection (d.p.i.).
Since the divergence of infection and vaccination histories in humans
has grown rapidly, the immune background of human sera cannot be

identical. On the other hand, the serum obtained from laboratory
animals infected with a single strain of a virus can be useful for anti-
genic comparison among emerging variants, as in influenza virus
studies21. As shown in Fig. 2f, XBB.1 exhibited profound resistance to
the sera obtained from hamsters infected with BA.2, BA.5, BQ.1.1, and
BA.2.75. Moreover, XBB.1-infected hamster sera exhibited a remark-
able antiviral effect against only XBB.1 (Fig. 2f). The cartography based
on the neutralization dataset using hamster sera (Fig. 2f) showed that
the cross-reactivity of each Omicron subvariant is correlated to their
phylogenetic relationship (Fig. 1a). The antigenicity of XBB.1 is distinct
from that of the other Omicron subvariants tested (Fig. 2g). These
observations suggest that XBB.1 is antigenically different from the
other Omicron subvariants, including BQ.1.1, and therefore markedly
evades BA.2/5 infection-induced herd immunity in the human
population.

ACE2 binding affinity of XBB.1 S
We then evaluated the features of XBB.1 S that potentially affect viral
infection and replication. A yeast surface display assay2,10,22,23 showed

Fig. 2 | Immune resistance of XBB.1. Neutralization assays were performed with
pseudoviruses harboring the spike (S) proteins of B.1.1, BA.1, BA.2, BA.5, BQ.1.1,
BA.2.75 andXBB.1. The BA.2 S-basedderivatives are included in (a–e). The following
sera were used. Convalescent sera from fully vaccinated individuals who had been
infected with BA.2 after full vaccination (9 2-dose vaccinated and 5 3-dose vacci-
nated. 14 donors in total) (a), and BA.5 after full vaccination (2 2-dose vaccinated
donors, 17 3-dose vaccinated donors and 1 4-dose vaccinated donors. 20 donors in
total) (b). 4-dose vaccine sera collected at 1 month after the 4-dose monovalent
vaccine (15 donors) (c), BA.1 bivalent vaccine (20 donors) (d), and BA.5 bivalent
vaccine (21 donors) (e). f Sera from hamsters infected with BA.2 (12 hamsters), BA.5
(12 hamsters), BQ.1.1 (6 hamsters), BA.2.75 (12 hamsters), and XBB.1 (6 hamsters).

gAntigenic cartographybasedon the results of neutralization assays using hamster
sera (Fig. 2f). Assays for each serum sample were performed in triplicate to
determine the 50% neutralization titer (NT50). Each dot represents one NT50 value,
and the geometric mean and 95% confidential interval (CI) are shown. Statistically
significant differences were determined by two-sided Wilcoxon signed-rank tests.
The P values versus BA.2 (a), BA.5 (b), or XBB.1 (c–f) are indicated in the panels. For
the BA.2 derivatives (a–e), statistically significant differences (P <0.05) versus BA.2
are indicated with asterisks. Red and blue asterisks, respectively, indicate
decreased and increased NT50s. The horizontal dashed line indicates the detection
limit (120-fold). Information on the convalescent donors is summarized in Sup-
plementary Table 5. Source data are provided with this paper.
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that the binding affinity of XBB.1 S RBD to human ACE2 receptor
(1.00 ±0.069) is significantly lower than that of ancestral BA.2 S RBD
(1.49 ±0.054) (Fig. 3a). As described above (Fig. 1a–c), the four RBD
substitutions in XBB.1 compared to BA.2, D339H, G446S, N460K and
R493Q, are common to BA.2.75 since a part of the RBD of XBB.1 S is
derived from the BA.2.75/BM.1 lineage. In our previous studies2,10, we
demonstrated that the N460K substitution augments ACE2 binding
affinity. To address whether other substitutions in the XBB.1 S affect
the binding affinity of the S RBD to human ACE2, we prepared a
repertoire of BA.2 S RBD that possesses an XBB.1-specific substitution
compared to BA.2. Consistent with our recent study2,10, the R346T
substitution, which is common in both XBB.1 and BQ.1.1, significantly
increased the binding affinity of BA.2 S RBD to human ACE2 (Fig. 3a).
Moreover, the L368I substitution augmented ACE2 binding affinity
(Fig. 3a). On the other hand, the F486S substitution significantly
decreased ACE2 binding affinity (Fig. 3a). Because the F486V sub-
stitution also decreased ACE2 binding affinity5, our data suggest that
amino acid substitution at F486 leads to attenuated ACE2 binding
affinity. Our results suggested that the enhanced binding affinity of
XBB.1 S RBD compared to BA.2 S RBD is attributed to at least three
substitutions in the RBD: R346T, L368I and N460K2,10. Nevertheless,
the KD value of XBB.1 S RBD was clearly higher than that of BA.2.75 S
RBD (0.18 ± 0.069) (Fig. 3a). In our prior study10, we showed that the
D339H substitution contributes to the augmentation of ACE2 binding
affinity only when the backbone is BA.2.75 S RBD. Therefore, the pro-
found binding affinity of BA.2.75 S RBD to human ACE2 would be
attributed to the conformation that is composed of multiple sub-
stitutions in the BA.2.75 S RBD.

We next assessed viral infectivity using pseudoviruses. As shown
in Fig. 3b, the infectivity of the XBB.1 pseudovirus was 7.6-fold greater
than that of the BA.2 pseudovirus. Consistent with the results of the

yeast surface display assay (Fig. 3a), two substitutions in the RBD,
R346T (1.9-fold) and L368I (2.2-fold), significantly increased pseudo-
virus infectivity (Fig. 3b). Additionally, although two substitutions in
the NTD, Y144del (0.18-fold) and G252V (0.54-fold), significantly
decreasedpseudovirus infectivity, a substitution in theNTD, V83A (3.3-
fold), significantly increased pseudovirus infectivity (Fig. 3b). Toge-
ther, our results suggest that the XBB.1 S augments its infectious
potential throughmultiple substitutions in the RBD (R346T, L368I and
N460K) and NTD (V83A).

Fusogenicity of XBB.1 S
The fusogenicity of XBB.1 Swasmeasuredby the SARS-CoV-2 S-based
fusion assay2,5,10,24–29. We first assessed the fusogenicity of BA.2.75.
Consistent with previous studies10,18, the BA.2.75 S exhibited higher
fusogenicity than BA.2 S (Supplementary Fig. 2a, b). The assay using
the BA.2 S derivatives that harbor respective BA.2.75-specific sub-
stitutions revealed that only the N460K substitution significantly
increased fusogenicity (Supplementary Fig. 2b). We then assessed
the fusogenicity of XBB.1 S. As shown in Fig. 3c, the surface expres-
sion level of XBB.1 was significantly lower than that of BA.2 and
BA.2.75. The S-based fusion assay showed that XBB.1 S is significantly
more fusogenic than BA.2 S (2.2-fold) and BA.2.75 S (1.5-fold)
(Fig. 3d). To assess the determinant substitutions in XBB.1 S that are
responsible for augmented fusogenicity, we used BA.2 S-based
derivatives that harbor separate XBB.1-specific substitutions. We
revealed that two substitutions, V83A and R346T, significantly
increased fusogenicity (Fig. 3d). Together with the experiments
focusing on BA.2.75 S (Supplementary Fig. 2b), our results suggest
that two substitutions in the RBD (R346T and N460K) and a sub-
stitution in the NTD (V83A) contribute to the augmented fusogeni-
city of XBB.1 S.

Fig. 3 | Virological characteristics of XBB.1 in vitro. a Binding affinity of the
receptor binding domain (RBD) of SARS-CoV-2 spike (S) protein to angiotensin-
converting enzyme 2 (ACE2) by yeast surface display. The dissociation constant
(KD) value indicating the binding affinity of the RBD of the SARS-CoV-2 S protein to
soluble ACE2 when expressed on yeast is shown. b Pseudovirus assay. HOS-ACE2/
TMPRSS2 cells were infected with pseudoviruses bearing each S protein. The
amount of input virus was normalized based on the amount of HIV-1 p24 capsid
protein. The percent infectivity compared to that of the virus pseudotypedwith the
BA.2 S protein are shown. c, d, S-based fusion assay. c S protein expression on the
cell surface. The summarized data are shown. d S-based fusion assay in Calu-3 cells.
The recorded fusion activity (arbitrary units) is shown. The dashed green line

indicates the result of BA.2. The red number in each panel indicates the fold dif-
ference between BA.2 and the derivative tested (XBB.1 in the top left panel) at 24 h
post coculture. Assays were performed in triplicate (a, c) or quadruplicate (b, d).
Thepresenteddata are expressed as the average ± standarddeviation (SD). In (a–c),
each dot indicates the result of an individual replicate. In (a–d), the dashed hor-
izontal lines indicate the value of BA.2. In (a–c), statistically significant differences
(*P <0.05) versus BA.2 were determined by two-sided Student’s t tests. Red and
blue asterisks, respectively, indicate increased and decreased values. In (d), sta-
tistically significant differences versus BA.2.75 across timepoints were determined
by multiple regression. The familywise error rates (FWERs) calculated using the
Holmmethod are indicated in the figures. Source data are providedwith this paper.
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Structural characteristics of XBB.1 S
To gain structural insights into ACE2 receptor recognition and evasion
from neutralizing antibodies by XBB.1 S protein, the structures of the
XBB.1 S ectodomain alone and the XBB.1 S-ACE2 complex were deter-
mined by cryoelectron microscopy (cryo-EM) analysis. The XBB.1 S
ectodomain was reconstructed as two closed states (closed-1 and
closed-2) at resolutions of 2.50 Å and 2.51 Å, respectively (Fig. 4a,
Supplementary Fig. 3, and Supplementary Table 4). Interestingly, the
structure of the RBD one-up state, which has been frequently reported
in structures of SARS-CoV-2 S protein including BA.2.75, was hardly
observed in the structures of XBB.1 S protein. The two closed states
observed in theXBB.1 Sprotein are similar to the closed conformations
of the BA.2.75 S protein reported by our group10 and by Cao et al.30.
Comparison of closed-1 and closed-2 showed that RBD and SD1 in the
S1 subunit rotated at the hinge, and NTD also slightly shifted (Fig. 4a,
bottom). Therewas nomajormovement in the overall structure of the
S2 subunit in the two closed states. However, some differences were
observed in both the S1 and S2 subunits in detail. As amajor difference
between closed-1 and closed-2, the cryo-EM map around the fusion
peptide (residue: 828 to 854)washighly disordered in closed-2butwell
observable in closed-1 (Fig. 4b and Supplementary Fig. 4a). This sug-
gests that in closed-2, the fusion peptide could not adopt the stable
conformation observed in closed-1 due to the movement of the SD1
domain. Next, amino acid residues 969-997 between heptad-repeat 1
adjacent to the RBD and the central helix shifted slightly. In closed-1,
S383 of the RBD interacted with the main chain of D985 of heptad-
repeat 1 (HR-1), but in closed-2, S383 and K386 of the RBD interacted
with the side chain of D985 of HR-1 (Fig. 4b). As a difference in inter-
protomer interactions between closed-1 and closed-2, protomer 1 F375
in closed-1 was located in a hydrophobic pocket formed by neigh-
boring protomer 2 V407, V503, and Y508, and stacking interactions
between protomer 1 P373 and protomer 2 H505 were also observed,
while F375 in closed-2 was located in a hydrophobic pocket within the
same protomer formed by V407 and Y508 (Fig. 4b). As S373P and
S375F, which are common to the BA.2 lineage, have been reported to
form interactions between protomers31, the XBB.1 S protein is likely to
maintain the properties of BA.2 S protein. The cryo-EMmap in closed-1
showed a higher resolution, and the RBDwaswell packed, while that in
closed-2 showed a relatively lower resolution in the RBD than in the
wholemap (Fig. 4a and Supplementary Fig. 3), suggesting that the RBD
region is mobile. This further suggests that the loop containing F375 is
trapped between protomers for packing in closed-1 but is flexible in
closed-2.

The XBB.1 S-ACE2 complex structures were reconstructed by
cryo-EM analysis in both RBD one-up and two-up conformations, with
resolutions of 3.18 Å and 2.99 Å, respectively (Fig. 4c, Supplementary
Fig. 3, and Supplementary Table 4). In both states, S proteins showed
the conventional binding mode with ACE2 in the RBD up
conformation32. Although the XBB.1 S trimer alone did not exhibit any
RBD up conformation, it was able to adopt the up conformation at
least in the presence of ACE2. To observe the interaction between RBD
and ACE2 with better resolution, local refinement was performed on
RBD-ACE2 and reconstructed at a resolution of 3.29 Å (Fig. 4c, Sup-
plementary Fig. 3, and Supplementary Table 4). Similar to the RBD-
ACE2 complex structures reported for BA.5 or BQ.1.1 bearing F486V2,5,
the F486S substitution changed the side chain to a less bulky hydro-
philic residue and lost hydrophobic interactions with the hydrophobic
patch consisting of F28, L79, M82, and Y83 in ACE2 (Fig. 4d and Sup-
plementary Fig. 4b). We have reported that F486V contributes to
neutralizing antibody evasion by sacrificing affinity for ACE2 in the
BA.5 study5, and a similar result wasobserved in the F486S substitution
in this study (Figs. 2a, c, d and 3a). While the side chain of ACE2 K31
interacted with the backbone oxygen of BQ.1.1 S RBD F4902, it was
located approximately 4.4Å away from that of XBB.1 S RBD F490S,
resulting in interactionwith the side chain of XBB.1 S RBDQ493, which

also interacts with ACE2 H34 in an alternative conformation (Fig. 4d
and Supplementary Fig. 4b). The F490S substitution was outside the
hydrophobic environment formed by T470, I472, P491 and L492
(Fig. 4d and Supplementary Fig. 4b). Similar to the other SARS-CoV-2
variants2,5,30,33, the residues L368I, R346T, and V445P were not directly
involved in the interaction with ACE2 (Fig. 4d and Supplementary
Fig. 4b). Interestingly, the XBB.1 S RBD-ACE2 complex was that the
N103-linked glycan of ACE2 was positioned towards the active site
inside the ACE2 structure (Fig. 4d and Supplementary Fig. 4b, c), not
on the outside, as in most SARS-CoV-2 S RBD ACE2 complexes repor-
ted thus far by cryo-EM or X-ray crystal structures32,34. However, the
corresponding glycan in BA.1 S RBD-ACE235 and BA.3 S RBD-ACE236

structures was located inside the ACE2 structure. In these two struc-
tures, branched mannoses were not visible, but in the XBB.1 S RBD-
ACE2 structure, branched mannoses were observed on the active site,
which consisted of H374, E375, H378 and E402 (Fig. 4d and Supple-
mentaryFig. 4c). TheN103-linkedglycan ofACE2 interactedwithH374,
H378, H401, F504, H505, Y510 and R514 in ACE2 (Fig. 4d and Supple-
mentary Fig. 4c).

Virological characteristics of XBB.1 in vitro
To investigate the growth kinetics of XBB.1 in in vitro cell culture
systems, we inoculated clinical isolates of BA.227, BA.2.7510, and XBB.1
into multiple cell cultures. The growth kinetics of XBB.1 in Vero cells
(Fig. 5a), Calu-3 cells (Fig. 5b), the human airway organoid-derived air-
liquid interface (AO-ALI) system (Fig. 5c), and human induced plur-
ipotent stem cell (iPSC)-derived airway epithelial cells (Fig. 5d) were
comparable to those of BA.2.75. On the other hand, XBB.1 replicated
more efficiently thanBA.2.75 in VeroE6/TMPRSS2 cells (Fig. 5e). Similar
to our previous study10, the growth of BA.2.75 was significantly greater
than that of BA.2 in human iPSC-derived alveolar epithelial cells
(Fig. 5f).However, XBB.1was less replicative thanBA.2.75 in this culture
system (Fig. 5f).

To quantitatively assess the impact of XBB.1 infection on the air-
way epithelial-endothelial barrier, we used an airway-on-a-chip
system2,10,37,38. By measuring the amount of virus that invaded from
the top channel (Fig. 5g, left) to the bottom channel (Fig. 5g, right), we
were able to evaluate the ability of viruses to disrupt the airway
epithelial-endothelial barriers. Notably, the percentage of virus that
invaded the bottom channel of XBB.1-infected airway-on-chips was
significantly higher than that of BA.2.75-infected airway-on-chips
(Fig. 5h). As shown in Supplementary Fig. 5a, the measured viral RNA
load mirrored the amount of infectious viral particles. Together with
the findings of the S-based fusion assay (Fig. 3d), these results suggest
that XBB.1 is more fusogenic than BA.2.75.

Virological characteristics of XBB.1 in vivo
To investigate the virological features of XBB.1 in vivo, we inoculated
hamster with clinical isolates of Delta26, BA.2.7510, and XBB.1. Delta was
used as a positive control becauseDelta is themost pathogenic variant
to date10,25,26,39. Consistent with our previous studies2,10,25,26, Delta
infection resulted in weight loss (Fig. 6a, left). On the other hand, the
body weights of BA.2.75- and XBB.1-infected hamsters were stable and
comparable (Fig. 6a, left).We then analysed the pulmonary function of
infected hamsters as reflected by two parameters, enhanced pause
(Penh) and the ratio of time to peak expiratoryflow relative to the total
expiratory time (Rpef). Among the four groups, Delta infection resul-
ted in significant differences in these two respiratory parameters
compared to XBB.1 (Fig. 6a,middle and right), suggesting that XBB.1 is
less pathogenic than Delta. In contrast, although the Penh and Rpef
values of XBB.1-infected hamsters were significantly different from
those of uninfected hamsters, they were comparable to those of
BA.2.75-infected hamsters (Fig. 6a, middle and right). These observa-
tions suggest that the pathogenicity of XBB.1 is comparable to that
of BA.2.75.
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Fig. 4 | Overall cryo-EM structure of XBB.1 S and ACE2. a (Top) Cryo-EMmaps of
XBB.1 spike (S) protein trimer closed-1 state (left) and closed-2 state (right). Each
protomer is colored brown, blue, green (closed-1) or pink, blue, green (closed-2).
(Bottom) Superimposed structures of XBB.1 S protomers between closed-1 state
(brown) and closed-2 state (pink). b Close-up and corresponding views of the
closed-1 and closed-2 structures (same colors asm). (Top) A loop containing F375 at
the protomer interface in the receptor binding domain (RBD) region. Each adjacent
protomer is shown with the surface model (transparent, blue). (Middle) Interfaces
between RBD and heptad repeat-1 (HR-1). Dashed lines represent hydrogen bonds.
(Bottom) Structural difference around fusion peptides (shown in cartoon)

surrounded by a circle. c Cryo-EM maps of XBB.1 S protein (same colors as m)
bound to angiotensin-converting enzyme 2 (ACE2) (gray) in one-up state (left), two-
up state (middle), or RBD-ACE2 interface (right).d Structure of RBD-ACE2 complex
(same colors as o). In close-up views, corresponding five residues in the BA.2.75
RBD-ACE2 complex structure (PDB: 8ASY)96 different from that of XBB.1 (brown
stick) are shown in pastel yellow sticks. Residues interacting with these five amino
acid residues in the XBB.1 or the BA.2.75 RBD, as well as residues recognizing the
N103-linked glycan of ACE2, are represented by stick models. Residues of the
HEXXH motif in the active site of ACE2 are highlighted in yellow.
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To address viral spread in hamsters, we measured the viral RNA
load in oral swabs. Although the viral RNA loads of the hamsters
infected with XBB.1 were significantly lower than those infected with
Delta, there was no significant difference between XBB.1 and BA.2.75
(Fig. 6b, left). To assess the efficacy of viral spread in the respiratory
tissues,we collected the lungs of infected hamsters at 2 and 5 d.p.i. and
separated them into the hilum and periphery regions. However, the
viral RNA loads in both the lung hilum and the periphery of XBB.1-
infected hamsters were significantly lower than those of BA.2.75- and
Delta-infected hamsters (Fig. 6b, middle and right), suggesting that
XBB.1 spreads less efficiently in the lungs of infected hamsters than
BA.2.75 and XBB.1. Similar to the in vitro cell culture experiments
(Supplementary Fig. 5a), the viral RNA load accurately reflected the
infectious viral titer (Supplementary Fig. 5b). We then investigated
viral spread in respiratory tissues by immunohistochemical (IHC)
analysis targeting the viral nucleocapsid (N) protein. As shown in
Fig. 6c and Supplementary Fig. 6a, the percentage of N-positive cells in
the lungs of XBB.1-infected hamsters was significantly lower than that
in the lungs of BA.2.75- and Delta-infected hamsters. These data sug-
gest that the spreading efficiency of XBB.1 in the lungs of infected
hamsters is comparable to or even lower than that of BA.2.75.

Intrinsic pathogenicity of XBB.1
To investigate the pathogenicity of XBB.1 in the lung, the formalin-
fixed right lungs of infected hamsters were analysed by carefully
identifying the four lobules and main bronchus and lobar bronchi
sectioning each lobe along with the bronchial branches. Histopatho-
logical scoringwas performed as described in previous studies2,5,10,25–27.
Briefly, bronchitis or bronchiolitis, hemorrhage or congestion, alveolar
damage with epithelial apoptosis and macrophage infiltration, type II
pneumocytes and the area of the hyperplasia of large type II pneu-
mocytes were evaluated by certified pathologists, and the degree of
these pathological findings was arbitrarily scored using a four-tiered
system: 0 (negative), 1 (weak), 2 (moderate), and 3 (severe) (Fig. 6d)
according to the criteria shown in previous studies2,5,10,25–27. Similar to
our previous studies2,10,25,26, four out of the five histological parameters
as well as the total score of Delta-infected hamsters were significantly
greater than those of XBB.1-infected hamsters (Fig. 6e). We compared
the histopathological scores of twoOmicron subvariants, the scores of
type II pneumocytes, the area of hyperplasia of large type II pneumo-
cytes, and the total histology score of XBB.1-infected hamsters were
comparable to thoseof BA.2.75-infected hamsters (Fig. 6e). Altogether,
these histopathological analyses suggest that the intrinsic

pathogenicity of XBB.1 is lower than that of Delta and comparable to
that of BA.2.75.

Discussion
Here, we illuminated the evolutionary and epidemic dynamics of XBB
variant, a recombinant lineage rapidly spreading around the world.
Our phylogenetic analyses suggested that XBB emerged through the
recombination of two co-circulating BA.2 lineages, BJ.1 and BM.1.1.1 (a
progeny of BA.2.75), during the summer of 2022 (Fig. 1). Furthermore,
XBB shows substantially higher Re than the parental lineages, sug-
gesting that the recombination event increased Re (i.e., viral fitness).
To our knowledge, this is the first documented example of a SARS-
CoV-2 variant increasing its fitness through recombination rather than
substitutions. Furthermore, we showed that the Re values of XBB
lineages are comparable with or slightly higher than those of BQ.1
lineages, and XBB and BQ.1 lineages are becoming dominants in the
Eastern and Western regions of the world, respectively. Such regional
differences of circulating variants can be explained by two possibi-
lities. Thefirst possibility is that the regional difference is simply due to
the geographical distance or distance in the human transportation
network from the emergence places of these lineages. Another possi-
bility is that the regional difference is caused by the situation that the
fitness of variants changes depending on regions due to the regional
variation of immune status. As of February 2023, XBB lineages, parti-
cularly XBB.1.5, spread rapidly also in western countries such as the
USA40,41. Therefore, the former possibility would be more likely, and
this variant will spread rapidly worldwide in the near future.

Compared to BA.5, BA.2.75 and even BQ.1.12,42, the most remark-
able feature of XBB.1 is the profound resistance to antiviral humoral
immunity induced by vaccination or breakthrough infections of prior
Omicron subvariants (Fig. 2), consistent with reports from other
groups13,42–45. In fact, our analyses showed that 10 out of 14 break-
through BA.2 infection sera and 9 out of 20 breakthrough BA.5 infec-
tion sera fail to neutralize XBB.1. The neutralization experiments using
single mutants showed that multiple substitutions in the XBB.1 S pro-
tein cooperatively contribute to the immune resistance of XBB.1, and
particularly, not only the substitutions in the RBD but also at least a
mutation in the NTD, Y144del, closely associates with the immune
resistant property of XBB.1. The effect of Y144delmutation on immune
resistance is reported in a recent studybyCaoet al.13, and thismutation
has been observed in previous variants of concern such as Alpha46 and
Omicron BA.147. Furthermore, we previously showed that the Mu var-
iant, one of the previous variants of interest, also has amutation in the

Fig. 5 | Growth kinetics of XBB.1. Clinical isolates of BA.2, BA.2.75, XBB.1 and
Delta (only in g, h) were inoculated into Vero cells (a), Calu-3 cells (b), the human
airway organoid-derived air-liquid interface (AO-ALI) system (c), human induced
pluripotent stem cell (iPSC)-derived airway epithelial cells (d), VeroE6/TMPRSS2
cells (e), iPSC-derived lung epithelial cells (f) and an airway-on-a-chip system (g).
The copy numbers of viral RNA in the culture supernatant (a, b, e), the apical sides
of cultures (c, d, f), and the top (g, left) and bottom (g, right) channels of an
airway-on-a-chip were routinely quantified by RT–qPCR. In (h), the percentage of
viral RNA load in the bottom channel per top channel at 6 days post-infection

(d.p.i.) (i.e., % invaded virus from the top channel to the bottom channel) is
shown. Assays were performed in triplicate (g, h) or quadruplicate (a–f). The
presented data are expressed as the average ± standard error of mean (SEM). In
(h), each dot indicates the result of an individual replicate. In (d–k), statistically
significant differences across timepoints were determined bymultiple regression.
In (h), statistically significant differences versus XBB.1 were determined by two-
sided Student’s t tests. The familywise error rates (FWERs) calculated using the
Holm method (a–g) or P values (h) are indicated in the figures. Source data are
provided with this paper.

Article https://doi.org/10.1038/s41467-023-38435-3

Nature Communications |         (2023) 14:2800 8



region including Y144 (i.e., YY144-145TSN), which contributes to the
robust immune escape of this variant48,49. Additionally, the region
including Y144 is proposed that it is one of the major epitopes of NTD
targeting neutralization antibodies50. Together, these observations
suggest that Y144del mutation in XBB.1 S contributed to escape from
these NTD targeting neutralization antibodies.

A series of our previous studies2,5,10 showed that substitutions in S
that are associatedwith escape fromhumoral immunity tend to lead to
the acquisition of substitutions enhancing the ACE2 binding affinity or
viral infectivity probably to compensate for the negative effects of the
immune escape-associated substitutions on the ACE2 binding affinity.
In the present study, we show that XBB harbors both the immune
escape-associated substitutions (i.e., Y144del and F486S) and the

infectivity-enhancing substitutions (i.e., V83A and N460K). Impor-
tantly, XBB emerged through recombination in the S gene, and
Y144del and V83A are located on the 5ʹ recombinant fragment while
F486S and N460K are on the 3ʹ fragment. This means that XBB
acquired two pairs of a pair of immune escape-associated and
infectivity-enhancing substitutions by only one recombination event.
Harboring the two sets of the substitution pairs would be one of the
causes why XBB shows higher Re than other Omicron subvariants.
Together, although XBB emerged via a unique evolutionary pathway,
our data suggest that XBB also follows the same evolutionary rule with
other Omicron subvariants.

A notable common feature between the ACE2 complexes with
BQ.1.12 or XBB.1 is the structural inhibition of the active site of ACE2. In

Fig. 6 | Virological characteristics of XBB.1 in vivo. Syrian hamsters were intra-
nasally inoculatedwith BA.2.75, XBB.1 and Delta. Six hamsters of the same age were
intranasally inoculated with saline (uninfected). Six hamsters per group were used
to routinely measure the respective parameters (a). Four hamsters per group were
euthanized at 2 and 5 days post-infection (d.p.i.) and used for virological and
pathological analysis (b–e). a Bodyweight, enhanced pause (Penh), and the ratio of
time to peak expiratory flow relative to the total expiratory time (Rpef) values of
infected hamsters (n = 6 per infection group). b (Left) Viral RNA loads in the oral
swab (n = 6 per infection group). (Middle and right) Viral RNA loads in the lung
hilum (middle) and lung periphery (right) of infected hamsters (n = 4 per infection
group). c Immunohistochemical (IHC) analysis of the viral nucleocapsid (N) protein
in the lungs at 2 d.p.i. (top) and 5 d.p.i. (bottom) of infected hamsters. Repre-
sentative figures (left, N-positive cells are shown in brown) and the percentage of

N-positive cells in whole lung lobes (right,n = 4 per infection group) are shown. The
raw data are shown in Supplementary Fig. 6. d, e, Hematoxylin and eosin (H&E)
staining of the lungs of infected hamsters. Representative figures are shown in (d).
Uninfected lung alveolar space andbronchioles are also shown. eHistopathological
scoring of lung lesions (n = 4 per infection group). Representative pathological
features are reported in our previous studies2,5,10,25–27. In (a–c), data are presented as
the average ± standard error of mean (SEM). In (a, b, c, e), statistically significant
differences between XBB.1 and other variants across timepoints were determined
bymultiple regression. In (a), the 0 d.p.i. datawere excluded from the analyses. The
familywise error rates (FWERs) calculated using the Holm method are indicated in
the figures. Scale bars, 500 μm (c); 200 μm (d). Source data are provided with
this paper.
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the BQ.1.1 RBD-ACE2 complex structure, ACE2 showed the sameclosed
formas an inhibitor-bound form2. On the other hand, in the XBB.1 RBD-
ACE2 complex structure, ACE2 showed an open form but the N103-
linked glycan of ACE2 was found to intrude around the active site of
ACE2, which was structurally considered to be an inhibitory factor for
its active form. The significance of the effects of BQ.1.1 and XBB.1 on
the active form of ACE2 remains to be further study, but it is note-
worthy that different variants that emerged around the same period
are similarly affecting the structural inhibitions in the active site of
ACE2. For fusogenicity, based on the XBB.1 S-ACE2 complex structure,
enhanced affinity to ACE2 by R346T in XBB.1 would be an indirect
effect. Although R346T does not directly interact with ACE2, R346T
lost interactions with N450 and Y451 forming a loop, together with
Y449 interacting with ACE2, in XBB.1, compared to those of BA.2.75
(Fig. 4d and Supplementary Fig. 4b)10,30. Considering the results of the
ACE2 binding assay showing that R346T enhanced affinity to ACE2
(Fig. 3a), and the cell-based fusion assay showing thatR346Tpromoted
membrane fusion activity (Fig. 3e), changes in the interactions around
R346T in the XBB.1 S trimer may indirectly affect the binding to ACE2.

In our previous studies focusing on some Omicron sub-
variants such as BA.125, BA.227, BA.55, and BA.2.7510, viral fuso-
genicity in in vitro experiments was well correlated to viral
intrinsic pathogenicity in a hamster model. However, although
the fusogenicity of XBB.1 was greater than that of BA.2.75, one of
the parental lineages of XBB, the intrinsic pathogenicity of XBB.1
was comparable or even lower than that of BA.2.75. The dis-
crepancy between viral fusogenicity and intrinsic pathogenicity
was also observed in another Omicron subvariant of concern at
the end of 2022, BQ.1.12. The discrepancy between viral fuso-
genicity and intrinsic pathogenicity may be explained by at least
three possibilities. First, certain mutations in the non-S region of
the XBB.1 genome can attenuate viral pathogenicity augmented
by the higher fusogenicity compared with BA.2.75. There are at
least seven substitutions in the non-S region of XBB.1 when
compared to that of BA.2.75, and some of these mutations may
attenuate the viral intrinsic pathogenicity (Supplementary
Fig. 1a). Second, a theoretical study by Sasaki, Lion, and Boots
provided a possibility that antigenic escape can augment viral
pathogenicity51. Since we demonstrated that at least two des-
cendants of BA.2, BA.55 and BA.2.7510, increased their intrinsic
pathogenicity, this theory may explain the evolution of Omicron.
More importantly, this theory also predicts that there is a lim-
itation to increase viral pathogenicity51. Together with our
observations, it might be possible to assume that the patho-
genicity of the Omicron lineage has already reached a plateau.
Third, in the cases of BQ.1.12 and XBB.1, it might be possible that
the tropism and affinity of S proteins of these variants are dif-
ferent between human ACE2 and hamster ACE2, and therefore, a
hamster model may not reproduce the human condition.

In summary, our results suggest thatXBB showshigherfitness and
is resistant to the antiviral humoral immunity induced by break-
through infections of prior Omicron variants. Although various “local
variants” including XBB have simultaneously and convergently
emerged in late 2022, local variants showing a higher fitness will
eventually spread to the whole world, like XBB. Therefore, continued
in-depth viral genomic surveillance and real-time evaluation of the risk
of newly emerging SARS-CoV-2 variants, even though considered local
variants at the time of emergence, should be crucial.

Methods
Ethics statement
All experiments with hamsters were performed in accordance with the
ScienceCouncil of Japan’sGuidelines for the ProperConduct ofAnimal
Experiments. The protocols were approved by the Institutional Animal
Care andUseCommittee of National University Corporation Hokkaido

University (approval ID: 20-0123, 23-0003 and 20-0060). All protocols
involving specimens from human subjects recruited at Interpark Kur-
amochi Clinic was reviewed and approved by the Institutional Review
Board of Interpark Kuramochi Clinic (approval ID: G2021-004). We
have obtained consent to publish information that identifies indivi-
duals (including three or more indirect identifiers such as exact age,
sex,medical history, vaccination history ormedical center of the study
participants). All human subjects provided written informed consent.
All protocols for the use of human specimens were reviewed and
approved by the Institutional Review Boards of The Institute of Med-
ical Science, The University of Tokyo (approval IDs: 2021-1-0416 and
2021-18-0617) and University of Miyazaki (approval ID: O-1021).

Human serum collection
Convalescent sera were collected from fully vaccinated individuals
who had been infected with BA.2 (9 2-dose vaccinated and 5 3-dose
vaccinated; 11–61 days after testing. n = 14 in total; average age: 47
years, range: 24–84 years, 64% male) (Fig. 2a), and fully vaccinated
individuals who had been infected with BA.5 (2 2-dose vaccinated, 17
3-dose vaccinated and 1 4-dose vaccinated; 10–23 days after testing.
n = 20 in total; average age: 51 years, range: 25–73 years, 45% male)
(Fig. 2b). The SARS-CoV-2 variants were identified as previously
described5,10,27. 4-dose vaccine sera from individuals who had been
vaccinated with the monovalent vaccine (15 donors; average age: 42
years, range: 30–56years, 40%male) (Fig. 2c), BA.1bivalent vaccine (20
donors; average age: 55 years, range: 30–80 years, 35% male) (Fig. 2d),
and BA.5 bivalent vaccine (21 donors; average age: 51 years, range:
18–86 years, 48% male) (Fig. 2e). Sera were inactivated at 56 °C for
30min and stored at –80 °C until use. The details of the convalescent
sera are summarized in Supplementary Table 5.

Cell culture
HEK293T cells (a human embryonic kidney cell line; ATCC, CRL-3216),
HEK293 cells (a human embryonic kidney cell line; ATCC, CRL-1573)
and HOS-ACE2/TMPRSS2 cells (HOS cells stably expressing human
ACE2 and TMPRSS2)52,53 were maintained in DMEM (high glucose)
(Sigma-Aldrich, Cat# 6429-500ML) containing 10% fetal bovine serum
(FBS, Sigma-Aldrich Cat# 172012-500ML) and 1%
penicillin–streptomycin (PS) (Sigma-Aldrich, Cat# P4333-100ML).
293 S GnTI(-) cells (HEK293S cells lacking N-
acetylglucosaminyltransferase)54 were maintained in DMEM (Nacalai
Tesque, #08458-16) containing 2% FBS without PS. Vero cells [an
African greenmonkey (Chlorocebus sabaeus) kidney cell line; JCRB Cell
Bank, JCRB0111] were maintained in Eagle’s minimum essential med-
ium (EMEM) (Sigma-Aldrich, Cat# M4655-500ML) containing 10% FBS
and 1% PS. VeroE6/TMPRSS2 cells (VeroE6 cells stably expressing
human TMPRSS2; JCRB Cell Bank, JCRB1819)55 were maintained in
DMEM(lowglucose) (Wako,Cat#041-29775) containing 10%FBS,G418
(1mg/ml; Nacalai Tesque, Cat# G8168-10ML) and 1% PS. Calu-3 cells
(ATCC, HTB-55) were maintained in Eagle’s minimum essential med-
ium (EMEM) (Sigma-Aldrich, Cat# M4655-500ML) containing 10% FBS
and 1% PS. Calu-3/DSP1-7 cells (Calu-3 cells stably expressing DSP1-7)

56

were maintained in EMEM (Wako, Cat# 056-08385) containing 20%
FBS and 1% PS. Human airway and lung epithelial cells derived from
human induced pluripotent stem cells (iPSCs) were manufactured
according to established protocols as described below (see “Prepara-
tion of human airway and lung epithelial cells from human iPSCs”
section) and provided by HiLung Inc. AO-ALI model was generated
according to established protocols as described below (see “AO-ALI
model” section).

Viral genome sequencing
Viral genome sequencing was performed as previously described5.
Briefly, the virus sequences were verified by viral RNA-sequencing
analysis. Viral RNA was extracted using a QIAamp viral RNA mini kit
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(Qiagen, Cat# 52906). The sequencing library employed for total RNA
sequencing was prepared using the NEBNext Ultra RNA Library Prep
Kit for Illumina (New England Biolabs, Cat# E7530). Paired-end 76-bp
sequencingwasperformedusing aMiSeq system (Illumina)withMiSeq
reagent kit v3 (Illumina, Cat# MS-102-3001). Sequencing reads were
trimmed using fastp v0.21.057 and subsequently mapped to the viral
genome sequences of a lineage B isolate (strain Wuhan-Hu-1; GenBank
accession number: NC_045512.2)55 using BWA-MEM v0.7.1758. Variant
calling, filtering, and annotationwereperformedusing SAMtools v1.959

and snpEff v5.0e60.

Recombination analysis
As of October 3, 2022, we retrieved a total of 562 sequences satisfying
the following criteria from theGISAIDdatabase (https://gisaid.org/): (i)
human hosts, (ii) collected after 2022, (iii) with length greater than
28,000 base pairs, and (iv) with PANGO lineage designation BJ.1, BM.1,
XBB and all their descendants. To ensure that PANGO lineage defini-
tions in our dataset’s metadata included the latest circulating lineages,
the GISAIDmetadata were downloaded again onOctober 15, 2022, and
the PANGO lineages of our sequences were updated accordingly.
Sequences were aligned to the reference Wuhan-Hu-1 genome (Gen-
Bank Accession no. NC_045512.2) and then converted to a multiple
sequence alignment using the ‘global_profile_alignment.sh’ script from
the SARS-CoV-2 global phylogeny pipeline61, utilizing MAFFT62. A
number of recombination detection methods were performed on the
resulting alignment using the Recombination Detection Program
(RDP) v.5.2119, specifically: RDP63, GENECONV64, Chimaera65, MaxChi66,
3seq67, BootScan68 and SiScan69. Sequences were assumed to be linear,
only recombination events detected consistently by more than 3
independent methods were retrieved and potential false positives
were excluded from the final output of RDP5.

Phylogenetic analyses
To reconstruct the overall relatedness of the XBB parent lineages BJ.1
and BM.1.1.1 to the other Omicron variants (Fig. 1a) we retrieved 100
random sequences from each Omicron PANGO lineages: BA.1, BA.2,
BA.4 and BA.5 and 20 random sequences from each younger lineage:
BQ.1.1, BA.2.75, BJ.1, and BM.1.1.1. Sequence EPI_ISL_466615 was also
added as an outgroup, representing the oldest isolate of B.1.1 obtained
in the UK. The sequences were aligned to the reference Wuhan-Hu-1
genome (NC_045512.2) and then converted to a multiple sequence
alignment using the ‘global_profile_alignment.sh’ script from the SARS-
CoV-2 global phylogeny pipeline61 utilizing MAFFT62. Fasttree v.2.170

was used to infer the phylogeny for the nucleotide alignment under a
GTR substitution model (option -gtr).

For inferring the phylogenies of each non-recombinant segment
of the XBB variant, we first split the alignment used for the recombi-
nation analysis above at genome position 22,920 (the breakpoint
inferred by RDP5). Due to the lack of many informative sites of the 3ʹ
end shorter non-recombinant alignment, two quality filtering steps
were implemented: (i) the 3ʹ end of the alignment was trimmed up to
the position where none of the sequences had 3ʹ end gaps and (ii) all
sequences with Ns were removed, leading to a reduced alignment of
370 sequences. BA.2 sequence EPI_ISL_10926749 was added to the
alignments as an outgroup. Iqtree2 v2.1.371 was used for making a
phylogenetic for each non-recombinant alignment. The TIM2+ F + I
substitutionmodel was used for both trees as selected by the ‘-m TEST’
of iqtree and node support was assessed by performing 1000 ultrafast
bootstrap replicates.

Both phylogenies were manually inspected for the presence of
temporal signal using TempEst v1.5.372. The 3ʹ end non-recombinant
segment’s phylogeny did not have enough substitutions for a root-to-
tip regression to be inferred, hence we proceeded with tip-dating
analysis only for the 5ʹ end, longer segment.WeusedBEASTv1.10.473 to
infer a time-calibratedBayesianphylogenyof this genome segment. To

avoid missing information affecting the inference we also removed all
sequences containing Ns from the alignment, leading to a reduced
dataset of 247 sequences. We used a strictmolecular clockmodel with
an exponential growth coalescent prior [https://doi.org/10.1098/rstb.
1994.0079]. The HKY substitutionmodel was used, accounting for site
heterogeneity with an invariant site and four category � distribution
model. A clock rate prior with mean of 1 × 10−3 and standard deviation
of 1 × 10−4 was provided – consistent with the accepted rate for SARS-
CoV-274

—and all XBB sequences were assumed to be monophyletic.
Duplicate MCMC chains were run for 100,000,000 states each, sam-
pling every 10,000 states. Convergence was assessed using Tracer
v1.7.1 [https://academic.oup.com/sysbio/article/67/5/901/4989127]
and maximum clade credibility (MCC) trees were summarized by
combining the two chains after removing a 10% burn-in using Log-
Combiner (https://beast.community/logcombiner) andTreeAnnotator
(https://beast.community/treeannotator).

Epidemic dynamics analyses
Wemodeled the epidemic dynamics of viral lineages based on the viral
genomic surveillance data deposited in the GISAID database (https://
www.gisaid.org/). In the present study, we performed three types of
analyses: (i) The estimation of the relative Re for lineages related to
XBB in India (shown in Fig. 1e and Supplementary Fig. 1b), (ii) The
estimation of the epidemic frequencies of XBB and BQ.1 lineages in
each country as of November 15, 2022 (shown in Fig. 1f), and (iii) The
estimation of the global and country-specific Re value of XBB and BQ.1
lineages in the countries where these variants circulated (Fig. 1g, h and
Supplementary Fig. 1c). For the three analyses, the metadata of viral
sequences downloaded from the GISAID database on December 1,
2022 was used. We excluded the sequence records with the following
features: (i) a lack of collection date (information); (ii) sampling in
animals other than humans; (iii) sampling by quarantine; or (iv) with-
out the PANGO lineage information.

To estimate the relative Re for lineages related to XBB in India, we
analyzed the records for samples from India from June 1, 2022 to
November 15, 2022. We removed records with >5% undetermined (N)
nucleotide sequences from the dataset. We first simplified the viral
lineage classification based on the PANGO lineage. We renamed the
sublineages of BA.5 as BA.5, and subsequently, we removed the
BA.5 sequences harboring any of the convergent S substitutions,
S:R346X, S:K444X, and S:N460X from our dataset in order to exclude
the sequences belonging to the recent BA.5 sublineages exhibiting
particularly higher Re such as BQ.1.12. Also, we removed the sequences
of BA.2.75 harboring any of the convergent S substitutions, S:R346X,
S:K444X, S:N460X, and S:F486X. Furthermore, since a part of
BA.2.10.1 sequences harbor XBB-characteristic substitutions (S:V83A,
S:F486S, and S:F490S) probablydue to themisclassification of XBB,we
removed the sequences of BA.2.10.1 harboring these XBB-
characteristic substitutions. According to the modified viral lineages,
we extracted records for viral lineages of interest: BA.2, BA.5, BA.2.75,
BM.1, BM1.1, BM.1.1.1, BA.2.10, BJ.1, XBB, and XBB.1. Subsequently, we
counted the daily frequency of each viral lineage. Relative Re value for
eachviral lineagewas estimated according to theBayesianmultinomial
logistic model, described in our previous study5. Briefly, we estimated
the logistic slope parameter ³l for each viral lineage using the model
and then calculated relative Re for each lineage rl as rl = exp ³³l

� �

where ³ is the average viral generation time (2.1 days) (http://
sonorouschocolate.com/covid19/index.php?title=Estimating_
Generation_Time_Of_Omicron). Parameter estimation was performed
via theMCMC approach implemented in CmdStan v2.30.1 (https://mc-
stan.org) with CmdStanr v0.5.3 (https://mc-stan.org/cmdstanr/). Four
independent MCMC chains were run with 500 and 1,000 steps in the
warmup and sampling iterations, respectively. We confirmed that all
estimated parameters showed <1.01 R-hat convergence diagnostic
values and >200 effective sampling size values, indicating that the
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MCMC runs were successfully convergent. Information on the esti-
mated parameters is summarized in Supplementary Table 1.

To estimate the epidemic frequencies of XBB and BQ.1 lineages in
each country as of November 15, 2022, we analyzed the records for
viral samples collected from August 1, 2022 to November 15, 2022. In
data for each country, we counted the daily lineage frequency of BQ.1
(including its decedent sublineages), XBB (including its decedent
sublineages), and the other SARS-CoV-2 lineages (referred to as “Other
lineages”). We analyzed the data only for countries with a total of
≥1000 samples or ≥50 samples of either the BQ.1 or XBB lineages. In
this criterion, 56 countries remained. Subsequently, we fitted the
multinomial logistic model described in the paragraph above to the
daily lineage frequency data of each country separately, and the epi-
demic frequency of each viral lineage as of November 15, 2022 in each
countrywasestimated. If thedata forNovember 15, 2022 in aparticular
country are not available, the lineage frequencies at the latest date in
the country were used instead. The estimated lineage frequencies for
BQ.1 and XBB in each countrywere shownon the globalmapusing The
R library maps v3.4.1 (https://cran.r-project.org/web/packages/maps/
index.html). Information on the estimated lineage frequencies is
summarized in Supplementary Table 2.

To estimate the global average and country-specific Re values for
BQ.1 and XBB lineages, we analyzed the sequence records for viral
samples collected from August 1, 2022 to November 15, 2022. We
defined the sequences of BQ.1 (including its sublineages) harboring
S:R346T as BQ.1.1 and the other BQ.1 sequences as BQ.1. Similarly, the
sequences ofXBB (including its sublineages)harboringS:G252V asXBB
and the other XBB sequences as XBB. Subsequently, we extracted the
sequence records of BQ.1, BQ.1.1, XBB, and XBB.1 in addition to BA.5
(including its sublineages) and BA.2.75 (including its sublineages),
which are predominant lineages before the BQ.1 andXBB emergencies.
Next, we counted the daily frequency of the lineages above in each
country. We analyzed counties with a total of ≥1000 samples and
≥200 samples of either the BQ.1, BQ.1.1, XBB, or XBB.1 lineages. In this
criterion, 11 countries (Australia, Austria, Denmark, India, Indonesia,
Israel, Malaysia, Peru, Singapore, the UK, and the USA) remained. To
estimate the global average Re values of the lineages above, we
employed a hierarchal Bayesian multinomial logistic model, which we
established in our previous studies10,27. Briefly, this hierarchal model
can estimate the global average and country-specific Re values of
lineages of interest simultaneously according to the daily lineage fre-
quency data from multiple countries. The relative Re of each viral
lineage l in each county s (rls) was calculated according to the country-
specific slope parameter, ³ls, as rls = exp ³³ls

� �

where γ is the average
viral generation time (2.1 days). Similarly, the global average relative Re

of each viral lineage was calculated according to the global average
slope parameter, ³l, as rl = exp ³³l

� �

. For parameter estimation, the
global average intercept and slope parameters of the BA.5 variant were
fixed at 0. Consequently, the relative Re of BA.5 was fixed at 1, and
those of the other lineages were estimated relative to that of BA.5.
Parameter estimation was performed via the MCMC approach imple-
mented in CmdStan v2.30.1 (https://mc-stan.org) with CmdStanr
v0.5.3 (https://mc-stan.org/cmdstanr/). Four independent MCMC
chainswere runwith 500 and 2,000 steps in thewarmup and sampling
iterations, respectively. We confirmed that all estimated parameters
showed <1.01 R-hat convergence diagnostic values and >200 effective
sampling size values, indicating that theMCMC runs were successfully
convergent. Information on the estimated parameters is summarized
in Supplementary Table 3.

Plasmid construction
Plasmids expressing the codon-optimized SARS-CoV-2 S proteins of
B.1.1 (the parental D614G-bearing variant), BA.2 and BA.5, BQ.1.1 and
BA.2.75 were prepared in our previous studies2,5,10,24,27,75. Plasmids
expressing the codon-optimized S proteins of XBB.1 and BA.2 S-based

derivatives were generated by site-directed overlap extension PCR
using the primers listed in Supplementary Table 6. The resulting PCR
fragment was digested with KpnI (New England Biolabs, Cat# R0142S)
and NotI (New England Biolabs, Cat# R1089S) and inserted into the
corresponding site of the pCAGGS vector76. Nucleotide sequences
were determined by DNA sequencing services (Eurofins), and the
sequence data were analyzed by Sequencher v5.1 software (Gene
Codes Corporation).

Neutralization assay
Pseudoviruses were prepared as previously
described2,5,10,26,27,29,48,49,53,56,75,77. Briefly, lentivirus (HIV-1)-based,
luciferase-expressing reporter viruses were pseudotyped with SARS-
CoV-2 S proteins. HEK293T cells (1,000,000 cells) were cotransfected
with 1μg psPAX2-IN/HiBiT52, 1μg pWPI-Luc252, and 500ng plasmids
expressing parental S or its derivatives using PEI Max (Polysciences,
Cat# 24765-1) according to the manufacturer’s protocol. Two days
posttransfection, the culture supernatants were harvested and cen-
trifuged. The pseudoviruses were stored at –80 °C until use.

The neutralization assay (Fig. 2) was prepared as previously
described2,5,10,26,27,29,48,49,53,56,75,77. Briefly, the SARS-CoV-2 S pseudo-
viruses (counting ~20,000 relative light units) were incubated with
serially diluted (120-fold to 87,480-fold dilution at the final con-
centration) heat-inactivated sera at 37 °C for 1 h. Pseudoviruses with-
out sera were included as controls. Then, a 40μl mixture of
pseudovirus and serum/antibody was added to HOS-ACE2/TMPRSS2
cells (10,000 cells/50μl) in a 96-well white plate. At 2 d.p.i., the
infected cells were lysed with a One-Glo luciferase assay system (Pro-
mega, Cat# E6130), a Bright-Glo luciferase assay system (Promega,
Cat# E2650), or a britelite plus Reporter Gene Assay System (Perki-
nElmer, Cat# 6111 6066769), and the luminescent signal wasmeasured
using a GloMax explorer multimode microplate reader 3500 (Pro-
mega) or Centro XS3 LB960 (Berthhold Technologies). The assay of
each serum sample was performed in triplicate, and the 50% neu-
tralization titer (NT50) was calculated using Prism 9 software v9.1.1
(GraphPad Software).

SARS-CoV-2 preparation and titration
The working virus stocks of SARS-CoV-2 were prepared and titrated as
previouslydescribed2,5,10,24–27,29,38,78. In this study, clinical isolates of B.1.1
(strain TKYE610670; GISAID ID: EPI_ISL_479681)25, Delta (B.1.617.2,
strain TKYTK1734; GISAID ID: EPI_ISL_2378732)26, BA.2 (strain TY40-
385; GISAID ID: EPI_ISL_9595859)5, BA.5 (strain TKYS14631; GISAID ID:
EPI_ISL_12812500)10,38, BA.2.75 (strain TY41-716; GISAID ID:
EPI_ISL_13969765)10 and XBB.1 (strain TY41-795; GISAID ID:
EPI_ISL_15669344) were used. In brief, 20μl of the seed virus was
inoculated into VeroE6/TMPRSS2 cells (5,000,000 cells in a T-75flask).
One h.p.i., the culture mediumwas replaced with DMEM (low glucose)
(Wako, Cat# 041-29775) containing 2% FBS and 1% PS. At 3 d.p.i., the
culture medium was harvested and centrifuged, and the supernatants
were collected as the working virus stock.

The titer of the prepared working virus was measured as the 50%
tissue culture infectious dose (TCID50). Briefly, one day before infec-
tion, VeroE6/TMPRSS2 cells (10,000 cells) were seeded into a 96-well
plate. Serially diluted virus stocks were inoculated into the cells and
incubated at 37 °C for 4 days. The cells were observed under a
microscope to judge the CPE appearance. The value of TCID50/ml was
calculated with the Reed–Muench method79.

For verification of the sequences of SARS-CoV-2 working viruses,
viral RNAwas extracted from the working viruses using a QIAamp viral
RNA mini kit (Qiagen, Cat# 52906) and viral genome sequences were
analyzed as described above (see “Viral genome sequencing” section).
Information on the unexpected substitutions detected is summarized
in Supplementary Table S7, and the raw data are deposited in the
Sequence Read Archive (accession ID: PRJDB14899).
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Yeast surface display
Yeast surface display (Fig. 3a) was performed as previously
described2,10,22,23. Briefly, the RBD genes [“construct 3” in reference23,
covering residues 330–528] in the pJYDC1 plasmid were cloned by
restriction enzyme-free cloning and transformed into the EBY100
Saccharomyces cerevisiae. The primers are listed in Supplementary
Table S6. The expression media 1/980 was inoculated (OD 1) by over-
night (220 rpm, 30 °C, SD-CAA media) grown culture, followed by
cultivation for 24h at 20 °C. The medium was supplemented with
10mMDMSO solubilized bilirubin (Sigma-Aldrich, Cat# 14370-1 G) for
expression cocultivation labeling [pJYDC1, eUnaG2 reporter holo-form
formation, green/yellow fluorescence (excitation at 498 nm, emission
at 527 nm)]. Cells (100 µl aliquots) were collected by centrifugation
(3000g, 3min), washed in ice-cold PBSB buffer (PBS with 1mg/ml
BSA), and resuspended in ananalysis solutionwith a series ofCF®640R
succinimidyl ester labeled (Biotium, Cat# 92108) ACE2 peptidase
domain (residues 18–740) concentrations. The peptidase domain of
wild-type ACE2 and ACE2 N90Q were produced and purified as pre-
viously described23. The reaction volume was adjusted (1–100ml) to
avoid the ligand depletion effect, and the suspension was incubated
overnight in a rotator shaker (10 rpm, 4 °C). Incubated samples were
washed with PBSB buffer, transferred into a 96-well plate (Thermo
Fisher Scientific, Cat# 268200), and analyzed by a CytoFLEX S Flow
Cytometer (BeckmanCoulter, USA, Cat#. N0-V4-B2-Y4)with the gating
strategy described previously23. The eUnaG2 signals were compen-
sated by CytExpert software (Beckman Coulter). The mean binding
signal (FL4-A) values of RBD-expressing cells, subtracted by signals of
nonexpressing populations, were subjected to the determination of
the dissociation constant KD, YD by a noncooperative Hill equation
fitted by nonlinear least-squares regression using Python v3.7 fitted
together with two additional parameters describing the titration
curve23.

Pseudovirus infection
Pseudovirus infection (Fig. 3b) was performed as previously
described2,5,10,26,27,29,48,49,53,56,75,77. Briefly, the amount of pseudoviruses
preparedwas quantifiedby theHiBiTassayusing aNanoGloHiBiT lytic
detection system (Promega, Cat# N3040) as previously described52,81.
For measurement of pseudovirus infectivity, the same amount of
pseudoviruses (normalized to the HiBiT value, which indicates the
amount ofHIV-1 p24antigen)was inoculated intoHOS-ACE2/TMPRSS2
cells and viral infectivity was measured as described above (see
“Neutralization assay” section).

SARS-CoV-2 S-based fusion assay
A SARS-CoV-2 S-based fusion assay (Fig. 3c, d and Supplementary
Fig. 2) was performed as previously described2,5,10,24–29. Briefly, on day 1,
effector cells (i.e., S-expressing cells) and target cells (Calu-3/DSP1-7
cells) were prepared at a density of 0.6–0.8 × 106 cells in a 6-well plate.
On day 2, for the preparation of effector cells, HEK293 cells were
cotransfected with the S expression plasmids (400ng) and pDSP8-11
(reference82) (400ng) using TransIT-LT1 (Takara, Cat# MIR2300). On
day 3 (24 h posttransfection), 16,000 effector cells were detached and
reseeded into a 96-well black plate (PerkinElmer, Cat# 6005225), and
target cells were reseeded at a density of 1,000,000 cells/2ml/well in
6-well plates. On day 4 (48 h posttransfection), target cells were incu-
bated with EnduRen live cell substrate (Promega, Cat# E6481) for 3 h
and then detached, and 32,000 target cells were added to a 96-well
plate with effector cells. Renilla luciferase activity wasmeasured at the
indicated time points using Centro XS3 LB960 (Berthold Technolo-
gies). Formeasurement of the surface expression level of the S protein,
effector cells were stained with rabbit anti-SARS-CoV-2 S S1/S2 poly-
clonal antibody (Thermo Fisher Scientific, Cat# PA5-112048, 1:100).
Normal rabbit IgG (Southern Biotech, Cat# 0111-01, 1:100) was used as
a negative control, and APC-conjugated goat anti-rabbit IgG polyclonal

antibody (Jackson ImmunoResearch, Cat# 111-136-144, 1:50) was used
as a secondary antibody. The surface expression level of S proteins
(Fig. 3c and Supplementary Fig. 2a) was measured using a FACS Canto
II (BD Biosciences) and the data were analyzed using FlowJo software
v10.7.1 (BDBiosciences).Gating strategy forflowcytometry is shown in
Supplementary Fig. 7. For calculation of fusion activity, Renilla luci-
ferase activitywasnormalized to themeanfluorescence intensity (MFI)
of surface S proteins. The normalized value (i.e., Renilla luciferase
activity per the surface S MFI) is shown as fusion activity.

Protein expression and purification for cryo-EM
Protein expression and purification of XBB.1 S protein ectodomain and
human ACE2 were performed as previously described10. Briefly, the
expression plasmid, pHLsec, encoding the XBB.1 S protein ectodomain
bearing six proline substitutions (F817P, A892P, A899P, A942P, K986P
and V987P)83 and the deletion of the furin cleavage site (i.e., RRAR to
GSAG substitution) with a T4-foldon domain or soluble human ACE2
ectodomain were transfected into HEK293S GnTI(-) cells. Expressed
proteins in the cell-culture supernatant were purified with a cOmplete
His-Tag Purification Resin (Roche, Cat# 5893682001) affinity column,
followed by Superose 6 Increase 10/300 GL size-exclusion chromato-
graphy (Cytiva, Cat# 29091596) with calcium- and magnesium-free
PBS buffer.

Cryo-EM sample preparation and data collection
The solution of XBB.1 S protein was incubated at 37 °C for 1 h
before cryo-EM grid preparation. The purified ACE2 was incu-
bated with XBB.1 S protein at a molar ratio of 1:3.2 (spike:ACE2) at
18 °C for 10min. The samples were then applied to a Quantifoil
R2.0/2.0 Cu 300 mesh grid (Quantifoil Micro Tools GmbH), which
had been freshly glow-discharged for 60 s at 10mA using PIB-10
(Vacuum Device). The samples were plunged into liquid ethane
using a Vitrobot mark IV (Thermo Fisher Scientific) with the fol-
lowing settings: temperature 18 °C, humidity 100%, blotting time
5 seconds, and blotting force 5.

Movies were collected on a Krios G4 (Thermo Fisher Scientific)
operated at 300 kV with a K3 direct electron detector (Gatan) at a
nominal magnification of 130,000 (0.67 per physical pixel), using a
GIF-Biocontinuum energy filter (Gatan) with a 20 eV slit width. Each
micrographwas collectedwith a total exposure of 1.5 s and a total dose
of 50.4 or 56.4 e/Å2 over 50 frames. A total of 3,412 (dataset 1) and
2,900 (dataset 2) movies for XBB.1 S, and A total of 3,630 (dataset 1)
and 3,772 (dataset 2) movies for XBB.1 S-ACE2 complexes were col-
lected at a nominal defocus range of 0.8–1.8 µm using EPU software
(Thermo Fisher Scientific).

Cryo-EM image processing
All datasets were processed in cryoSPARC v4.1.284. For XBB.1 S protein
trimer alone, movie frames were aligned, dose-weighted, and CTF-
estimated using Patch Motion correction and Patch CTF. 852,470
(dataset 1) and 1,114,336 (dataset 2) particles were blob-picked and
reference-free 2D classification (K= 150, batch = 200, Iteration = 30)
was performed on each dataset separately to remove junk particles.
380,752 particles from two datasets were used for initial model
reconstruction and heterogeneous refinement. Two classes of closed
states (closed-1 and closed-2) with different RBD orientations were
separated in heterogeneous refinement. Closed-1 state was processed
by non-uniform refinement with C3 symmetry and CTF refinement to
generate the final maps. Since the density of the RBD was unclear for
closed-2 state, once the particles were aligned with non-uniform
refinement, aligned particles were symmetry-expanded under
C3 symmetry operation. 3D classification (K= 4, force hard classifica-
tion, inputmode = simple) focused on the RBD without alignment was
performed, and selected classes clearly showed RBD and different
conformation with closed-1. A final map of closed-2 state was
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reconstructed with Non-uniform refinement after removing duplicate
particles. To support model building, a local refinement focusing on
RBD in closed-2 states was carried out.

For XBB.1 S protein bound to ACE2, the two datasets were pre-
processed to 2D classification (K = 150, batch = 200, Iteration = 30), in
the same way as XBB.1 S protein trimer alone. The initial model was
reconstructed using particles belonging to dataset 1, heterogeneous
refinement was performed using all picked 1,630,799 particles. To
address the flexibility of the RBD-ACE2 interface, a 3D classification
(K = 4, force hard classification, inputmode = simple) focused on RBD-
ACE2 interfacewithout alignment was performed. A local map of RBD-
ACE2 interface was obtained by local refinement using particles
belonging to the classwith clearly observed ACE2. Since the downRBD
was still unclear, a further 3D classification focused on down RBD
without alignment was performed to obtain 1-up state global map.
Heterogeneous refinement was performed using the remaining parti-
cles to obtain 2-up state global map.

The reported global resolutions are based on the gold-standard
Fourier shell correlation curves (FSC =0.143) criterion. Local resolu-
tions were calculated with cryoSPARC85. Workflows of data processing
were shown in Supplementary Fig. 3. Figures related todata processing
and reconstructedmaps were preparedwith UCSF Chimera v1.1586 and
UCSF Chimera X v1.487.

Cryo-EM model building and analysis
Structures of SARS-CoV-2 BA.2.75 S protein (PDB: 8GS610) and/or
human ACE2 protein (PDB:7XB036) were fitted to the corresponding
maps using UCSF Chimera. Iterative rounds of manual fitting in Coot
v0.9.688 and real-space refinement in Phenix v1.2089were carried out to
improve non-ideal rotamers, bond angles, and Ramachandranoutliers.
The finalmodel was validatedwithMolProbity90. The structuremodels
shown in surface, cartoon and stick presentation in figures were pre-
pared with PyMOL v2.3.3 (http://pymol.sourceforge.net).

AO-ALI model
An airway organoid (AO) model was generated according to our pre-
vious report2,10,37,38. Briefly, normal human bronchial epithelial cells
(NHBEs,Cat#CC-2540, Lonza)were used to generateAOs. NHBEswere
suspended in 10mg/ml coldMatrigel growth factor reduced basement
membrane matrix (Corning, Cat# 354230). Fifty microliters of cell
suspension were solidified on prewarmed cell culture-treatedmultiple
dishes (24-well plates; Thermo Fisher Scientific, Cat# 142475) at 37 °C
for 10min, and then, 500μl of expansion medium was added to each
well. AOs were cultured with AO expansion medium for 10 days. For
maturation of the AOs, expanded AOs were cultured with AO differ-
entiation medium for 5 days.

The AO-ALI model (Fig. 5c) was generated according to our pre-
vious report10,91. For generation of AO-ALI, expanding AOs were dis-
sociated into single cells, and then were seeded into Transwell inserts
(Corning, Cat# 3413) in a 24-well plate. AO-ALI was cultured with AO
differentiationmedium for 5 days to promote theirmaturation. AO-ALI
was infected with SARS-CoV-2 from the apical side.

Preparation of human airway and lung epithelial cells from
human iPSCs
The air-liquid interface culture of airway and lung epithelial cells
(Fig. 5d, f) was differentiated from human iPSC-derived lung pro-
genitor cells as previously described5,10,38,92–94. Briefly, lung progenitor
cells were induced stepwise from human iPSCs according to a 21-day
and 4-step protocol92. At day 21, lung progenitor cells were isolated
with the specific surface antigen carboxypeptidaseM and seeded onto
the upper chamber of a 24-well Cell Culture Insert (Falcon, #353104),
followed by 28-day and 7-day differentiation of airway and lung epi-
thelial cells, respectively. Alveolar differentiation medium with dex-
amethasone (Sigma-Aldrich, Cat# D4902), KGF (PeproTech, Cat# 100-

19), 8-Br-cAMP (BIOLOG Life Science Institute, Cat# B007), 3-isobutyl
1-methylxanthine (IBMX) (FujifilmWako, Cat# 095-03413), CHIR99021
(Axon Medchem, Cat# 1386), and SB431542 (Fujifilm Wako, Cat# 198-
16543) was used for the induction of lung epithelial cells. PneumaCult
ALI (STEMCELL Technologies, Cat# ST-05001) with heparin (Nacalai
Tesque, Cat# 17513-96) and Y-27632 (LC Laboratories, Cat# Y-5301)
hydrocortisone (Sigma-Aldrich, Cat# H0135) was used for induction of
airway epithelial cells.

Airway-on-a-chips
Airway-on-a-chips (Fig. 5g, h) were prepared as previously
described2,10,37,38. Human lungmicrovascular endothelial cells (HMVEC-
L) were obtained from Lonza (Cat# CC-2527) and culturedwith EGM-2-
MV medium (Lonza, Cat# CC-3202). For preparation of the airway-on-
a-chip, first, the bottom channel of a polydimethylsiloxane (PDMS)
device was precoated with fibronectin (3μg/ml, Sigma-Aldrich, Cat#
F1141). The microfluidic device was generated according to our pre-
vious report95. HMVEC-L cells were suspended at 5,000,000 cells/ml in
EGM2-MV medium. Then, 10μl of suspension medium was injected
into the fibronectin-coated bottom channel of the PDMS device. Then,
the PDMS device was turned upside down and incubated. After 1 h, the
device was turned over, and the EGM2-MVmediumwas added into the
bottom channel. After 4 days, AOs were dissociated and seeded into
the top channel. AOs were generated according to our previous
report91. AOs were dissociated into single cells and then suspended at
5,000,000 cells/ml in the AO differentiation medium. Ten microliter
suspensionmediumwas injected into the top channel. After 1 h, theAO
differentiation medium was added to the top channel. In the infection
experiments (Fig. 5g, h), the AO differentiation medium containing
either BA.2, BA.2.75, XBB.1 or Delta isolate (500TCID50) was inoculated
into the top channel. At 2 h.p.i., the top and bottom channels were
washed and cultured with AO differentiation and EGM2-MV medium,
respectively. The culture supernatants were collected, and viral RNA
was quantified using RT–qPCR (see “RT–qPCR” section above).

Microfluidic device
A microfluidic device was generated according to our previous
report10,95. Briefly, the microfluidic device consisted of two layers of
microchannels separated by a semipermeable membrane. The micro-
channel layers were fabricated from PDMS using a soft lithographic
method. PDMS prepolymer (Dow Corning, Cat# SYLGARD 184) at a
base to curing agent ratio of 10:1 was cast against a mold composed of
SU-8 2150 (MicroChem, Cat# SU-8 2150) patterns formed on a silicon
wafer. The cross-sectional size of themicrochannels was 1mm inwidth
and 330 μm in height. Access holes were punched through the PDMS
using a 6-mm biopsy punch (Kai Corporation, Cat# BP-L60K) to
introduce solutions into the microchannels. Two PDMS layers were
bonded to a PET membrane containing 3.0-μm pores (Falcon, Cat#
353091) using a thin layer of liquid PDMS prepolymer as the mortar.
PDMS prepolymer was spin-coated (4000 rpm for 60 sec) onto a glass
slide. Subsequently, both the top and bottom channel layers were
placed on the glass slide to transfer the thin layer of PDMSprepolymer
onto the embossed PDMS surfaces. The membrane was then placed
onto the bottom layer and sandwiched with the top layer. The com-
bined layers were left at room temperature for 1 day to remove air
bubbles and then placed in an oven at 60 °C overnight to cure the
PDMS glue. The PDMS devices were sterilized by placing them under
UV light for 1 h before the cell culture.

SARS-CoV-2 infection
One day before infection, Vero cells (10,000 cells), VeroE6/
TMPRSS2 cells (10,000 cells) and Calu-3 cells (10,000 cells) were
seeded into a 96-well plate. SARS-CoV-2 [1,000 TCID50 for Vero
cells (Fig. 5a); 100 TCID50 for VeroE6/TMPRSS2 cells (Fig. 5e) and
Calu-3 cells (Fig. 5b)] was inoculated and incubated at 37 °C for
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1 h. The infected cells were washed, and 180 µl of culture medium
was added. The culture supernatant (10 µl) was harvested at the
indicated timepoints and used for RT–qPCR to quantify the viral
RNA copy number (see “RT–qPCR” section below). In the infec-
tion experiments using AO-ALI (Fig. 5c), human iPSC-derived
airway and lung epithelial cells (Fig. 5d, f), working viruses were
diluted with Opti-MEM (Thermo Fisher Scientific, Cat# 11058021).
The diluted viruses (1,000 TCID50 in 100 μl) were inoculated onto
the apical side of the culture and incubated at 37 °C for 1 h. The
inoculated viruses were removed and washed twice with Opti-
MEM. For collection of the viruses, 100 μl Opti-MEM was applied
onto the apical side of the culture and incubated at 37 °C for
10min. The Opti-MEM was collected and used for RT–qPCR to
quantify the viral RNA copy number (see “RT–qPCR” section
below). The infection experiments using an airway-on-a-chip
system (Fig. 5g) were performed as described above (see “Air-
way-on-a-chips” section).

RT–qPCR
RT–qPCRwas performed as previously described2,5,10,24–27,29,38,78. Briefly,
5μl culture supernatant wasmixed with 5μl of 2 × RNA lysis buffer [2%
Triton X-100 (Nacalai Tesque, Cat# 35501-15), 50mM KCl, 100mM
Tris-HCl (pH 7.4), 40% glycerol, 0.8 U/μl recombinant RNase inhibitor
(Takara, Cat# 2313B)] and incubated at room temperature for 10min.
RNase-freewater (90μl) was added, and the diluted sample (2.5μl)was
used as the template for real-time RT-PCR performed according to the
manufacturer’s protocol using One Step TB Green PrimeScript PLUS
RT-PCR kit (Takara, Cat# RR096A) and the following primers: Forward
N, 5ʹ-AGC CTC TTC TCG TTC CTC ATC AC-3ʹ; and Reverse N, 5ʹ-CCG
CCA TTG CCA GCC ATT C-3ʹ. The viral RNA copy number was stan-
dardizedwith a SARS-CoV-2directdetectionRT-qPCRkit (Takara,Cat#
RC300A). Fluorescent signals were acquired using a QuantStudio 1
Real-Time PCR system (Thermo Fisher Scientific), QuantStudio 3 Real-
Time PCR system (Thermo Fisher Scientific), QuantStudio 5 Real-Time
PCR system (Thermo Fisher Scientific), StepOnePlus Real-Time PCR
system (Thermo Fisher Scientific), CFX Connect Real-Time PCR
Detection system (Bio-Rad), Eco Real-Time PCR System (Illumina),
qTOWER3 G Real-Time System (Analytik Jena), Thermal Cycler Dice
Real Time System III (Takara) or 7500 Real-Time PCR System (Thermo
Fisher Scientific).

Animal experiments
Animal experiments (Fig. 6 and Supplementary Figs. 5 and 6) were
performed as previously described2,5,10,25–27,38. Syrian hamsters
(Slc:Syrian, male, 4 weeks old) were purchased from Japan SLC Inc.
(Shizuoka, Japan). For the virus infection experiments, hamsters were
anesthetized by intramuscular injection of a mixture of 0.15mg/kg
medetomidine hydrochloride (Domitor®, Nippon Zenyaku Kogyo),
2.0mg/kgmidazolam (Dormicum®, FujifilmWako, Cat# 135-13791) and
2.5mg/kg butorphanol (Vetorphale®, Meiji Seika Pharma) or 0.15mg/
kg medetomidine hydrochloride, 4.0mg/kg alphaxaone (Alfaxan®,
Jurox) and 2.5mg/kg butorphanol. Delta, BA.2.75 and XBB.1 (10,000
TCID50 in 100 µl) or saline (100 µl) was intranasally inoculated under
anesthesia. Oral swabs were collected at the indicated timepoints.
Body weight was recorded daily by 7 d.p.i. Enhanced pause (Penh), the
ratio of time to peak expiratory follow relative to the total expiratory
time (Rpef) were measured every day until 7 d.p.i. (see below). Lung
tissues were anatomically collected at 2 and 5 d.p.i. The viral RNA load
in the oral swabs and respiratory tissues was determined by RT–qPCR.
These tissues were also used for IHC and histopathological analyses
(see below).

Lung function test
Lung function tests (Fig. 6a) were routinely performed as previously
described2,5,10,25–27. The two respiratory parameters (Penh and Rpef)

were measured by using a Buxco Small Animal Whole Body Plethys-
mography system (DSI) according to the manufacturer’s instructions.
In brief, a hamster was placed in an unrestrained plethysmography
chamber and allowed to acclimatize for 30 s. Then, data were acquired
over a 2.5-min period by using FinePointe Station and Review software
v2.9.2.12849 (DSI).

Immunohistochemistry
Immunohistochemical (IHC) analysis (Fig. 6c and Supplementary
Fig. 6) was performed as previously described2,5,10,25–27 using an
Autostainer Link 48 (Dako). The deparaffinized sections were
exposed to EnVision FLEX target retrieval solution high pH (Agilent,
Cat# K8004) for 20min at 97 °C for activation, and a mouse anti-
SARS-CoV-2 N monoclonal antibody (clone 1035111, R&D Systems,
Cat# MAB10474-SP, 1:400) was used as a primary antibody. The
sections were sensitized using EnVision FLEX for 15min and visua-
lized by peroxidase-based enzymatic reaction with 3,3’-diamino-
benzidine tetrahydrochloride (Dako, Cat# DM827) as substrate for
5min. The N protein positivity was evaluated by certificated pathol-
ogists as previously described2,5,10,25–27. Images were incorporated as
virtual slides by NDP.scan software v3.2.4 (Hamamatsu Photonics).
The N-protein positivity was measured as the area using Fiji software
v2.2.0 (ImageJ).

H&E staining
Haematoxylin and eosin (H&E) staining (Fig. 6d) was performed as
previously described2,5,10,25–27. Briefly, excised animal tissues were fixed
with 10% formalin neutral buffer solution and processed for paraffin
embedding. The paraffin blocks were sectioned at a thickness of 3 µm
and then mounted on MAS-GP-coated glass slides (Matsunami Glass,
Cat# S9901). H&E staining was performed according to a standard
protocol.

Histopathological scoring
Histopathological scoring (Fig. 6e) was performed as previously
described2,5,10,25–27. The inflammation area in the infected lungs was
measured by the presence of the type II pneumocyte hyperplasia. Four
hamsters infectedwith each viruswere sacrificed on days 2 and 5 d.p.i.,
and all four lung lobes, including right upper (anterior/cranial), mid-
dle, lower (posterior/caudal), and accessory lobes, were sectioned
along with their bronchi. The tissue sections were stained by H&E, and
the digital microscopic images were incorporated into virtual slides
using NDRscan3.2 software (Hamamatsu Photonics). The color of the
images was decomposed by RGB in split channels using Fiji soft-
ware v2.2.0.

Histopathological scoring was performed as described in the
previous studies2,5,10,25–27. Pathological features including bronchitis or
bronchiolitis, hemorrhage or congestion, alveolar damage with epi-
thelial apoptosis and macrophage infiltration, hyperplasia of type II
pneumocytes, and the area of the hyperplasia of large type II pneu-
mocytes were evaluated by certified pathologists and the degree of
these pathological findings were arbitrarily scored using four-tiered
system as 0 (negative), 1 (weak), 2 (moderate), and 3 (severe). The
“large type II pneumocytes” are the hyperplasia of type II pneumocytes
exhibiting more than 10-μm-diameter nucleus. Total histology score is
the sum of these five indices. In the representative lobe of each lung,
the inflammation area with type II pneumocytes was gated by the
certificated pathologists on H&E staining, and the indicated area were
measured by Fiji software v2.2.0.

Statistics and reproducibility
Statistical significance was tested using a two-sided Mann–Whitney U

test, a two-sided Student’s t test, a two-sided Welch’s t test, or a two-
sided paired t-test unless otherwise noted. The tests above were per-
formed using Prism 9 software v9.1.1 (GraphPad Software).

Article https://doi.org/10.1038/s41467-023-38435-3

Nature Communications |         (2023) 14:2800 15



In the time-course experiments (Figs. 3d, 5, 6a–c and 6e, and
Supplementary Fig. 2b), a multiple regression analysis including
experimental conditions (i.e., the types of infected viruses) as expla-
natory variables and timepoints as qualitative control variables was
performed to evaluate the difference between experimental condi-
tions thorough all timepoints. The initial timepoint was removed from
the analysis. The P value was calculated by a two-sided Wald test.
Subsequently, familywise error rates (FWERs) were calculated by the
Holm method. These analyses were performed in R v4.1.2 (https://
www.r-project.org/).

Principal component analysis to representing the antigenicity of
the S proteins was performed (Fig. 2g). The NT50 values for biological
replicates were scaled, and subsequently, principal component ana-
lysis was performed using the prcomp function on R v4.1.2 (https://
www.r-project.org/).

In Fig. 6c, d and Supplementary Fig. 6, photographs shownare the
representative areas of at least two independent experiments by using
four hamsters at each timepoint. In Supplementary Fig. 3a, micro-
graphs (scale bars, 50nm) shown are the representative areas of the
XBB.1 S trimer alone or of the XBB.1 S trimer-ACE2 complex in at least
two independent datasets using cryo-EM. 2D class images show
representative top and side views of the XBB.1.S trimer alone or the
XBB.1 S trimer-ACE2 complex from the results of 2D classification with
150 classes using cryoSPARC in each dataset.

Reporting Summary
Further information on research design is available in the Nature
Portfolio Reporting Summary linked to this article.

Data availability
All databases/datasets used in this study are available from the GISAID
database (https://www.gisaid.org) and GenBank database (https://
www.gisaid.org; EPI_SET ID: EPI_SET_221223pb [https://epicov.org/
epi3/epi_set/221223pb], EPI_SET_221223ew [https://epicov.org/epi3/
epi_set/221223ew], EPI_SET_221223yk [https://epicov.org/epi3/epi_set/
221223yk], EPI_SET_221222mt [https://epicov.org/epi3/epi_set/
221222mt]). Viral genome sequencing data for working viral stocks
are available in the Sequence Read Archive (accession ID:
PRJDB14899). The atomic coordinates and cryo-EM maps for the
structures of the XBB.1 S protein alone closed state 1 (PDB code: 8IOS,
EMDB code: 35622), closed state 2 (PDB code: 8IOT, EMDB code:
35623), in complex with human ACE2 one-up state (PDB code: 8IOU,
EMDB code: 35624), in complex with humanACE2 two-up state (EMDB
code: 35625), and XBB.1 S RBD bound to ACE2 (PDB code: 8IOV, EMDB
code: 35626) are available in the ProteinData Bank (www.rcsb.org) and
Electron Microscopy Data Bank (www.ebi.ac.uk/emdb/). Source data
are provided with this paper.

Code availability
The computational codes used in the present study and the GISAID
supplemental tables are available in the GitHub repository (https://
github.com/TheSatoLab/XBB).
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ﾴ�ￒ�￼�����ﳿÿ	ÿ-ÿ:ÿ୉ÿᕗÿ❪໿⵼ᗿ㎋᣿㢚᧿㺭᣿䂾᏿㿉௿㫜˿⳰ÿ⣻ÿÿÿÿÿÿüÿíÿÒÿÿ�ÿ⸤૿㤶᯿㹄⛿䑖㏿䥣㳿䵳䏿傅䛿喘䟿妭䋿쀻ￖ⿿惯⛿惿᯿嫿ዿ嫿ዽ䯿ǵ䏿Ǧ㣿Ø⻿½᛿ÿ∀ÿ㸤ᗿ䘲◿䭂㏿兔䋿啤䷿噲凿媄嗿嶗嗿憭僿擂䣿曚㷿毴㏿棿⟿擿⇿拿ỻ寿៭叿ᓠ䫿໓㿿ڵⷿÿ㤄Ͽ䴠ỿ刯ⷿ夾㻿偎｟彘｟潞｢罤､镣ｩ걟ｬ쉖ｲｶ＾ｵ［ｮＱｭＮＲＫ�칏＞뀴！ｌāｚἦ｟ⴶ･㩆ｧ䩕ｨ婢ｨ桪ｩ穯ｬ酲ｰꩯｶ왦ｽﾀｏｻｆｻｆｇｇ�ｄ콣Ｚ쑚Ｐꩅ７ｚĂｩᬪｮ⬽ｯ㙊ｰ䉗ｰ周ｯ摲ｱ畻ｴ躂ｷ꡾ﾀ졷ﾋﾌ･ﾊ｡～｛�ｚ퍵ｖ쩯ｑ빦ｄꕑＧｪ�ｶᠫｹ☽ｺㅋｼ䁝ｼ乭ｽ幾ｺ犈ｼ覑ﾀꖑﾋ즍ﾔﾗｺﺙｾｻｶ튀ｫ졺｣쁷～띰ｔ魝Ｕｺ�ﾂยﾅḶﾆⱉﾆ㥛ﾈ䝯ﾆ墁ﾆ沔ﾆ膡ﾉꆦﾗ쮤ﾡﮔﾥﾖﾒ�ﾑ튏ﾇ쪊ｿ뺀ｯ둽ｩ굸｠鑦＿ﾊ�ﾍటﾍᘭﾒ╃ﾘ㉖ﾙ㹨ﾗ侂ﾕ悘ﾑ玪ﾒ銻ﾟ욺ﺮﺬﾯ�ﾬ튞ﾤ욗ﾖ뮓ﾍ늎ﾁ겆ｴꉿｦ轰ｈﾕ�ﾞЋﾠมﾣᬲﾪ⥇ﾬ㥡ﾭ䡺ﾫ垖ﾨ枯ﾟ翇ﾥ샍ﳇ�잫ﾹ삦ﾯ뚠ﾠ꺚ﾑꪔﾇ龎ｷ馈ｬ蕺ｍﾢ�ﾭ�ﾱЇﾷဝﾼᴯￄ⽈ￋ䉦￑冁￑抢￑澾�뾿ﻖ몺ￇ떵ﾻ꺮ﾫꦩﾡꖥﾗ鲜ﾅ隘ｺ躒ｬ羂ｏﾪ�ﾺ�ￂ�ￊȃￓᘘ￝␧￩㭄￸占�概箬샿ꯃ뇷곙﾿꣉ﾶꊿﾧ鲶ﾙ颱ﾐ銩ﾃ誣ｵ薜ｩ疍ｌﾲ�ￇ�ￒ�￝�￬́￼∍�㨭䱔�慼웿碙냿ꚩꗿꗵﾢ黠ﾠ駑ﾚ鋆ﾍ貽ﾂ螴ｸ肮ｫ窧｡榔ｂﾷ�ￕ�￝�￷���ᜂ⼩훿䝑쇿婭뇿皂ꏿ龒雿톔鯿ﾂ雳ﾃ郢ﾃ裓ｹ苈ｱ箿ｦ瞶｠犲ｗ悛Ｙ﾿�￶�������ก탿✢쇿㹃껿婢ꇿ瑮闿镹諿뵿诿賿･蛱･臣･篕｠瓌ｘ濃ｑ榺ｈ厣Ｉ￈��������췿܁뻿⌞껿㤹鷿塓闿潝賿豦胿깬緿핥苿ｓ緽ｋ秳ｌ珦ｊ毗ｅ曎｀廃Ｗ䞫９￶�����쿿ԁ뫿�꫿ᰕ鯿㐬迿允裿橌臿葕矿ꅚ瓿읙瓿瓿Ｙ混Ｔ槴Ｑ择Ｍ嫛Ｈ僎＞㦳＇�����쿿̀뷿�꫿؁闿ሇ诿ㄡ苿䨰緿搼矿穄滿陊槿땉柿�來揼Ａ巸；囵３䧥＋䓛）⚾＀����쿿�뷿�꯿ȁ響�蛿ก糿Ⱄ矿䈠珿帮淿猵替贼惿꠻巿젴巿嫿２俻＆㻽＀㟸＀ⷫ＀ை＀﫿�쿿�뷿�꫿�髿�諿�矿ഀ棿␅毿㨒槿吟旿樨廿茯囿鰭哿방勿�㗿＀⋿＀᧿＀ᇼ＀Ò＀췿�ꋿ�迿�绿�淿�壿�䳿਀䫿က㧿က㯿⸀㫿䄀㓿唀ⷿ焀⓿茀ᓿ鰀૿됀ÿ툀ÿﰀÿ＀ÿ＀ü＀＀ऀ＀ⴀ＀㨀＋䤀５圀Ｇ樎Ｍ簕Ｎ褑Ｎ霎Ｍ꜇Ｑ똅Ｐ적Ｌ�Ｈﬀ＀＀＀＀＀＀ﰀ＀＀툀＀＀�Ｎ␊Ｙ㘛＾䐦ａ唯ｂ愲ｅ爷ｆ脶ｉ锵ｍꤱｐ봪ｑ툡ｓｖ，ｑ＆ｊ＀﵇！！＀�봖＀Ｂ�＾␕ｆ㈥ｈ㼮ｉ伶ｊ帽ｍ浂ｎ籄ｑ鑃ｕ꠾ｚ봹ￖ⿿惯⛿惿᯿５ﭘ２節０２．팿＆딭＀ＹЃｍ„ｐ⴪ｏ㠲ｐ䜼ｒ奆ｔ楍ｕ穐｛鉔｟Ꝑ｢빇ｦ�櫓ｨＧ･Ｂ異ＡＤＢ화Ｂ칏＞뀴！ｌāｗᰡｚ⤮｛㐹ｚ䉂ｒ俿幤姿恶惿抌拿暦廿泀埿燡䯿盿㻿瓿㫼濿㓮毿㧢旿㛖懿㗍巿㏅壿⺪䗿៿威˿戓ỿ戣⻿搮㫿朻䣿晌囿晟揿桲泿榈濿溤滿瓃擿編ﾀｏｽｉｋｋ홭ｉ챪ｆ썤ａ멟ＺꕑＧｪ�ｭฝｮᨫｱ⠼ｱ㙋ｳ䕝ｲ噫ｰ極ｱ聽ｵꅽｽ앵ﾉﾌ･･｡�쩶｛쁰ｔ멭ｐ녧ｇ魝Ｕｶ�ｺజｼጧｽ∹ｿがﾀ㷿繏烿籡翿祹觿纞郿諊觿電糷闿糧迿绗裿矌苿激緿榷矿悯瓿媥滿侓揿㫿舀ÿ褆໿褍⇿谙ㇿ谧䏿輶嫿豄淿襗苿虬铿蒑鿿鋉鷿ꏿ鋨鯿闕铿迆軿蚿賿莵菿犭绿梥篿憚盿嚉毿㿿鄀ÿ騀ÿ騈ᓿ鰎⋿ꈝ㛿ꐬ䷿ꔼ柿ꕋ胿鱝駼轷닪貵뫣ꗿ껏鿿ꟃ鳿龷駿閯鏿袧跿箠裿炚苿撒翿罱｀ﾚ�ﾧ�ﾭ�ﾱ܎ﾷሡﾾ⌸ￅ㙔ￊ䙮ￊ喊皢쪳ꢶ꺧낰ﾰ꾩ﾥꖥﾗꂠﾎ题ｼ钔ｴ貌･袈～癹｀ﾥ�ﾵ�ﾽ�ￅ�ￏࠈ￘ᨛ￤〵￲䙎慪�껙鲮ꋜꇊﾨ鶾ﾟ颵ﾒ銭ﾅ躤ｻ蚟ｭ莚ｦ粒ｘ沃］ﾭ�ￂ�ￍ�ￗ�￧Ā￷ᔄ�⼝䍅훿噪볿溄ꗿꆖ鳿駩ﾐ鋑ﾌ軉ﾆ蚼ｸ莳ｲ纫ｧ禤｝犞ｑ撍Ｚﾵ�ￏ�ￜ�￶���؀⌙탿㨿뻿剠꧿潳駿饿跿캄鋿ｰ觩ｰ菖ｯ绋ｩ竀､璸ｚ澰ｑ檩ｉ官Ｒﾽ�￝�￺�����̀쳿ᴕ뫿㐵꧿䵐髿池跿赩苿롰蓿蓿ｖ糫ｗ痛ｕ烎ｐ毅ｊ暼ｃ憳］厣Ｉ￈��������죿܁룿ᐌꟿㄬ響䩀賿桎菿虘磿꥞矿푚竿ｄ珷＿滭＾棞＼惐Ｖ巇Ｔ垿Ｍ䞫９￶������쫿�럿�ꏿଃ闿⬡觿䔲臿房秿籇濿鵍櫿쉉毿泿Ｌ擸Ｅ廯Ｄ姡Ｂ叓Ａ介＜㦳＇�����췿�뫿�ꗿ�鏿ࠁ蛿⌑篿䀢矿嬰淿猵替輽惿뀽惿혴惿寽５囻／俲＋䧥＋䓛）⚾＀����쿿�뷿�ꟿ�闿�苿Ȁ濿ᰂ濿㠔毿償旿樨廿蘰埿ꌯ嗿쐨哿叿）䇼＀㫽＀㟸＀ⷫ＀ை＀﫿�쿿�뷿�꫿�響�藿�烿�拿ᄀ廿⤂惿䜐巿弚哿稠䳿锟䧿된䧿턓䟿⿿＀⋿＀᧿＀ᇼ＀Ò＀췿�ꋿ�迿�绿�淿�壿�䳿਀㿿਀㓿਀⿿ᴀ⧿⸀⏿䴀⃿昀᧿簀ᓿ鰀૿됀ÿ툀ÿﰀÿ＀ÿ＀ü＀＀ऀ＀ⴀ＀㨀＋䤀１圀３戀６爀６脀９輀９ꈀ＞눀＝섀＜팀７＀＀＀＀＀＀＀＀ﰀ＀＀툀＀＀�ＧἆＯㄏＳ䀘Ｕ儠Ｖ弢Ｙ氦Ｚ紥］逤｀ꐠｃ렚ｇ츓ｉｄ＀ｄ＀Ｐ＀ﰵ＀＀＀�봖＀Ｂ�Ｓᴋ［ⴘ］㨠＿䨨ｂ嬱ａ栱ｂ稲ｅ贲ｉꐭｎ묨ｑ툡ｔｖ，ｑ＆﵋！＆＃�퀸＃딭＀ＹЃａ᠏ｅ☜ｈ㐨ｉ䌲ｉ唹ｉ挼ｊ甿ｏ豂ｓꌾｘ문ￖ⿿懴⓿廿᣿６４７�５퉊５쩅１뀴！ｅ�ｊᐓｏ‟ｒ⼭ｑ㰵ｑ䬿ｓ彉ｕ灎ｗ蝐ﾢ俿抾䟿旚㫿淿⻿棿⟷擿⟩忿⣞寿⣒埿⟆叿Ⓘ仿₩䋿᏿刀ÿ堎ᓿ娙⃿⠯｛㐹ｃ䗿嵖勿汘｟荟､ꁞｪ빕ｱｶ＾ﱲＺ＼�＼퉣Ｚ왟Ｗ뵚Ｒ둕Ｌꉊ＞､�ｦऒ･ᄝｧℯｨ⼽ｨ㵋ｧ做ｦ扣ｦ穪ｪ鱪ｳ쁥ｼﾀｏｒ�ｑ텰ｎ쑩ｈ멦ｃ둣｀걟Ｚ青Ｇｰ�ｲЉｵഝｴᜩｵ␹ｷ㑌ｳ䕝ｱ塬ｯ獷ｲ陼ｻ썳ﾋﱧｦ�･큺｢쑸｟멲ｗ녯ｑꝪｉꁥｂ譚Ｍｽ�ﾅ�ﾅܓﾅยﾆᰳﾆⱉﾅ㭝ﾁ乱ｽ斃ｹ認ﾅ쒅ｼ�ｾ춇ｸ삂ｲ띿ｬ걺｣ꑵｙ鵲ｒ陭ｉ艢Ｒﾊ�ﾒ�ﾗ�ﾖगﾙጩﾜℼﾝㅕﾛ㽫ﺕ喂疚�나튈즒ﾎ벑ﾋ꾌ｾꢇｳꆁｨ饾｟酻ｗ譶ｍ硫Ｔﾕ�ﾢ�ﾧ�ﾭ�ﾰਕﾸᠨﾼ⠿￀㡚恣ힳ碆삨ꂚꮝ펧ꪤﾛꞝﾐ麚ﾄ颓ｷ銎ｫ誊｡蒄ｗ罿ｍ浴Ｔﾟ�ﾯ�ﾷ�﾿�ￇ�￑တ￝␧䘶歃웑畷Ᶎ閒鋁쪠鞾ﾕ鎴ﾋ邪ﾁ誣ｵ薜ｩ羖～窐ｔ疉ｋ捼Ｐﾧ�ﾽ�ￇ�ￒ�￢�￯̀﫾☑㴰퇶奊럭牨難邃铨퍿跟ｿ蟉ｺ芿ｲ綳ｨ窪｢疣ｘ炜ｎ殖ｅ蛿ⷿ꼀ÿ저ÿ휀ÿÿ＀ò＀ß；࿌Ｑㆶｅ䪠､憐ﾐ澃￈犇承捹컿慴쓿奰맿啫닿䱤ꣿ䅡ꃿ㱒鏿⛿뜀ÿ�ÿÿ＀ì＀×＀Ç；ᒴＪ➢ｂ㾑｣傄ﾇ孺ﾳ捼￩坺刺䩲䭬폿䝦쟿䍡뻿㵝뛿㝗껿⽉黿᳿저ÿﰀÿ＀ï＀Ú＀Å＀¯＂ƢＥᶐ＾ゃ～㽻ｽ䩯ﾤ偬ￍ䭲�㝬㉣そ퟿⹘쳿⩒쇿♎볿⅀ꣿჿÿ＀ï＀Þ＀Ç＀²＀�＀�＜ຂＹ≹ｘはｴ㝥ﾔ㵡ﾻ㵣￤ㅤ�⃸９囪９僜８䣏４䓈０㚰＄�����쫿�뛿�ꋿ�跿�秿ᐃ珿ㄓ泿倠旿樨巿許壿ꨱ囿켦姿叻＋䣻＂䏰＂㳠！㛖！⚾＀����췿�럿�ꗿ�迿�緿�櫿ഀ旿✅拿䘑巿弚哿紡䷿鬡䫿받䳿䓿＀㗾＀⳿＀⫴＀⋥＀ை＀﫿�췿�뫿�ꟿ�鏿�苿�淿�惿ᄀ僿ᨀ仿㈁凿匉䫿焒䏿贔㻿ꬍ㷿쨇㋿⋿＀᏿＀෿＀௺＀Ò＀췿�ꋿ�迿�绿�泿�嗿�䗿�㫿਀㓿਀᯿਀ᗿ℀௿㠀৿吀ǿ爀ÿ销ÿ눀ÿ툀ÿﰀÿ＀ÿ＀ü＀＀ऀ＀⬀＀㠀＋䘀（匀＄怀＂瀀％紀）踀＇鴀％뀀＄뼀＂툀＂＀＀＀＀＀＀＀＀ﰀ＀＀툀＀＀�２ᔀ：␀Ｂ㨇Ｅ䨌Ｊ᏿Ⱪ᛿⽻៿㊎ᗿ㖠ዿ㞴௿㏇ǿ㗞ǿ㋺ÿ⯿ÿ⃿÷⏿ê᷿à᳿Õ᣿½ᇿÿऀÿᴑǿ┠ӿ⼴ჿ⽂ᗿ㑔ỿ㕥⇿㝵⏿㦉⇿㶞⃿䆵᣿䟎᏿䟦ࣿ䓿ÿ㟿ü㧿í㟿àヿÖⷿË⟿³⃿ÿ㤄Ͽㄐӿ㔟෿㤮᛿㰼⇿㵎⣿㽠ⷿ䁲ヿ䆆⻿䚟ⷿ䶸⧿僒ỿ哭᛿囿೽勿ࣰ䫿ߣ䟿૘䇿ۋ㳿߃㗿ƪⷿÿ㼀ÿ㤆ӿ䄘࿿䔦᳿䜶⧿䙆ㇿ䡙㧿䥬㷿䮁㻿冞㷿嚸㛿嫖⳿拺⋿惿᯴；；흐；칌９썈７뭄３ꄱ！ｊ�ｉЅｍᄒｏ‟ｒ⼭ｒ㸸ｒ剃ｒ摉ｓ籋ｘ驌｠뭅･�ｭＮＬＮ흝Ｎ쭘Ｋ쉕Ｉ멐Ｄ녍＠鵀１､�ｚĂ｛ਐ６ỿ崦⻿帴㫿嵇䧿孛叿嵶寿悘寿梻叿狧䣼盿㿧滿䋗槿䇋旿㿁懿㲸巿㞮嫿㎧哿Ⲑ䣿᫿栀ÿ洀ÿ氅೿欎᷿洜ⷿ欬㳿欼䷿材嫿摫擿枎櫿熽揿胵囬篿哗瓿哊濿冾淿亴槿䦭擿䊢懿㶛巿㖇勿⋿簀ÿ紀ÿ耀ÿ縉᛿紑◿索㧿細䳿祃忿牰絾검흿ｨ읻･멹｣꽴ｚꝱｔꁭｋ陨ｂ轥［筚Ｆﾂ�ﾍ�ﾏ�ﾒ�ﾒଛﾔᜮﾖ♃ﺓ㡗嵡�톆ꙻ즆햀솈ｻ뎅ｵꮂｭꉿｦ顺ｚ鉵ｐ該ｈ腭＾灤Ｉﾑ�ﾝ�ﾢ�ﾧ�ﾬȄﾯജﾶḲ䘲恋쪦畬뚝靿ꚕ소ꆖﮍ麕ｾ颏ｲ醉ｧ誆｝蒀ｒ絽ｊ癹｀晭Ｉﾚ�ﾪ�ﾲ�ﾺ�ￂ�ￌЅ⨋倎�룀灡ꂸ蹸躲뢅辶誫ｸ蚢ｯ莚ｦ綔｛碍ｑ熉ｆ沃］嵵Ｆﾢ�ﾷ�﾿�ￍ�ￚ��␀�짥急껚灌鏑譧賓빨裔緂ｪ禵｣皬ｱꋿ剬鯿䥧铿䁢軿㡓翿⇿ꨀÿ숀ÿ케ÿúäÕÅᆳ⪟㾇妃垂兵�쫿剫뷿䭦뇿䑢꧿㽞ꋿ㝙鯿お诿᯿눀ÿ휀ýÿ＀ê＀Õﴀ¿＀¯＞រＸりｘ䉻ｽ䩰ﾫ剱￤䡰㽧�쳿㭞쏿㝙룿ご꿿⭎ꣿ⍀雿ᇿ숀ÿÿ＀ê＀Õ＀Â＀­＀�６உＲ⁽ｓ㉱ｶ㩥ﾝ䅤￉㹪￼Ɫ⡚╔폿⍐죿⅊뷿ᭅ뗿ᘴ鿿Ͽ�ÿ＀ì＀Õ＀Å＀¯＀�＀�）zＭᑰｋⅧｬ⩝ﾍㅙﾵず￟♛�ᑓཌྷཅ훿ా쯿࠹쏿ԧ꯿ÿí＀Õ＀Ç＀²＀�＀�＀v＇lＥݦｄᓿ愛叿脢仿ꈣ䷿줛凿䓼！㫼＀㓫＀⻞＀⣐＀ី＀��헿�쟿�돿�ꋿ�跿�磿�擿ഀ叿ᔀ嗿㐄勿圌䧿瘓䋿鐓䃿딏䋿�ﰀ⋿＀᷿＀ᗯ＀ᓢ＀Ӆ＀﫿�쫿�럿�ꗿ�迿�緿�棿�囿Ѐ䫿က㿿℀㫿䄀㧿挃㧿蜈⻿ꈁ⛿뼀⋿ᗿ＀ۿ＀ÿ＀Ӵ＀Ò＀췿�鿿�跿�竿�旿�僿�䃿�㋿�◿�៿਀ÿༀÿⴀÿ倀ÿ爀ÿ销ÿ눀ÿ툀ÿﰀÿ＀ÿ＀ü＀＀ऀ＀⬀＀㠀＀䔀（匀＄怀＂洀＀紀＀贀＀鴀＀관＀뼀＀툀＀＀＀＀＀＀＀＀＀＀＀툀＀＀�＀ጀ＀ ＆⸀．㼀２伀４戀：爀；蠀＝騁Ｄ관Ｃ쐀Ｂ�，＀－＀＀＀�켇＀뜆＀＃�（ࠀ２ᘀ９⠀Ｂ㼈Ｅ伍Ｊ愔Ｋ爓Ｎ蜒Ｑ鰏Ｕ넉Ｗ줄ＱＲﴀＦ＀＀＀�＀퀜＀씝＀뀑＀Ｂ�；਀＠ᔂＬ✈Ｏ㜑Ｐ䠘Ｒ嬝Ｕ渡Ｗ萠Ｚ騜ａ눙ｅ츑ｊｄ＀ﰹ＀＀�＀퀲＀옭＀븯＀ꔝ＀＿�Ｈ�ＳစＷ∐Ｚ⼙［䀡＼唩］本ａ累ｄ餬ｋ딧ｐ툞ｗｖ，／．퍅．졀＊쀼）딳＀鰩＀ｂ�］ā＾ࠆｃᜑｇ⠟ｇ㤪ｇ䨲ｇ愹ｉ礼ｍ阺ｔ똴｛�？ῡ埿⃓勿⃈仿Ẽ䫿Ჴ䗿ᚬ䋿᎓㏿˿刀ÿ倀ÿ伂˿倏ᇿ初῿刭⳿剀㧿兗䏿兯䧿喒䧿庹䏿棢㫷毿㇢擿㏓忿㏇寿セ囿ⶲ叿⦩俿▢䫿ẍ㿿໿搀ÿ攀ÿ攀ÿ戆೿我᷿戣⻿張㷿䥊｛敕繁蝠꽞�ｅ퍫ｆ왧ｄ륢＾꽞Ｚ꓿㖝埿⺔勿➀䟿ᗿ洀ÿ瘀ÿ瘀ÿ省˿瘊៿琕⟿焦㫿渻䳱灞哢杻據榤擘痒壓盿姃珿垵滿冩泿䲡槿䞘擿㺐懿㞇Ｏ癓＝ｽ�ﾇ�ﾊ�ﾍ�ﾎȆﾍటﾋᬱ䘭䣌籲擅纛施练枵竮涮糿暢秿庚盿嚑狿䮉濿䒂泿㱺柿㉪寿ỿ蜀ÿ需ÿ鴀ÿꈀÿ꜀ÿ꤃߶됫ۨ때ෑꙚ㪾驰嚭銏枟貴犛賡犗诿涑藿抉苿墂翿佽秿䙶盿㵯濿㉠替ỿ鈀ÿꔀÿ관ÿ딀ÿ봀ò뼀ä쌣Ù왈˅빙➬녩亙ꮆ悊ꚫ沌ꯞ撂ꇿ橿駿恺鏿噵跿䱯蟿䍪臿㩥篿㉖烿᷿鴀ÿ눀ÿ먀ÿ윀ò촀â케Ò턕É퐽¸텕ᦢ쥩㪍쒄傂슬嚆웠䩴믿婰꿿呬ꗿ䱩鷿䕤鏿㱟跿㑚蟿ⱋ篿៿꜀ÿ봀ÿ쨀ú���Á�¸°ʘ�⢂���⽬폿䝧쏿䕢럿㹟귿㩚ꏿ㍕鷿⭐雿⑁蛿࿿관þ케ýïÚÇµ§�ඈ≸ㅱ㕯ㅧ㑞퟿ㅚ죿⽕뷿⩐듿╊꫿ᵅꋿᠷ鏿߿봀ýü＀ãÏ切½ﰀª＀�＊ʄＦቴｇ≨ｭⵝﾖ㕚ￃち￺⅙ᵑ�쳿ᡆ쇿ᑁ뫿ြ꿿ପ鯿ÿ툀ü＀ãÕ＀¿＀­＀�＀�＀s？٨ａ፞｣ᵔﾈ╎ﾭ≐￘ᩓ�ेԿ�̶퇿ȱ짿*뻿�ꣿÿç＀Õ＀Â＀¯＀�＀�＀p＀]６ZＶݔｙཉｸᑃﾝᕃￂ၆￮Ը�*'!헿�쯿�닿ÿ＀Õ＀Å＀²＀�＀�＀u＀]＀L＊DＡBｇľｫعﾎ࠶ﾮ̭ￏ)￶���ﳿ
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