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Heterologous inactivated virus/mRNA vaccination response to
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Fanglei Zuo," Rui Sun," Hassan Abolhassani,* Likun Du,” Yating Wang,” Stelios Vlachiotis," Federico Bertoglio,b Maren Schubert,? Nima Rezaei,
Zahra Chavoshzadeh,® Concetta Guerra,® Andrea Cavalli,® Juni Andréllf Makiko Kumagai-Braesch,? Yintong Xue," Yunlong Cao,” Michael Hust?

Davide F. Robbiani® Xiaoliang Sunney Xie, Lennart Hammarstrém,* Harold Marcotte* and Qiang Pan-Hammarstrém

ak,l,#

*Department of Biosciences and Nutrition, Karolinska Institutet, Stockholm, Sweden
PDepartments of Biotechnology and Medical Biotechnology, Technische Universitit Braunschweig, Institute of Biochemistry,

Biotechnology and Bioinformatics, Braunschweig, Germany

“Research Center for Immunodeficiencies, Pediatrics Center of Excellence, Children’s Medical Center, Tehran University of Medical

Sciences, Tehran, Iran

dpediatric Infections Research Center, Mofid Children’s Hospital, Shahid Beheshti University of Medical Sciences, Tehran, Iran
€Institute for Research in Biomedicine, Universita della Svizzera italiana, Bellinzona, Switzerland

fScience for Life Laboratory, Department of Biochemistry and Biophysics, Stockholm University, Stockholm, Sweden
9IDivision of Transplantation Surgery, CLINTEC, Karolinska Institutet at Karolinska University Hospital, Stockholm, Sweden
PDepartment of Immunology, Peking University Health Science Center, Beijing, PR China

Biomedical Pioneering Innovation Center (BIOPIC), Peking University, Beijing, PR China

Jchangping Laboratory, Beijing, PR China

The emergence of highly immune-escape Omicron var-
iants of the severe acute respiratory syndrome corona-
virus 2 (SARS-CoV-2) has led to concerns about the
efficacy of vaccines and therapeutic monoclonal anti-
bodies. Omicron subvariants BA.4.6, BF.7, BQ.1.1, XBB,
and XBB.1 harbor the spike protein R346T substitution
which contributes to evasion of class III anti-spike
monoclonal antibody recognition while XBB, and
XBB.1.1 subvariants harbor the F486S substitution
which reduces binding for class I and II monoclonal
antibodies." BQ.1, BQ.1.1, XBB, and XBB.1 are
increasing rapidly in the United States, India, Europe,
and other parts of the world, whereas BF.7 is one of the
dominant strains currently circulating in China. Due to
humoral immune imprinting, a phenomenon in which
initial exposure to the original strain of SARS-CoV-2, by
infection or vaccination, limits a person’s future im-
mune response against variants, the bivalent vaccine
booster and hybrid immunity may not provide sufficient
protection against emerging Omicron subvariants.”* We
have previously shown that an mRNA vaccine booster in
individuals vaccinated with two doses of inactivated
vaccine significantly increased the level of plasma-
neutralizing antibodies against Omicron BA.1.” Whe-
ther this vaccination strategy retains neutralizing activity
against the emerging Omicron subvariants remains
unknown.

We used enzyme-linked immunosorbent assay and
lentivirus-based pseudovirus neutralizing assay (see the
Supplementary Methods section in the Supplementary

Appendix),*® to evaluate the levels of binding and
neutralizing antibodies in 77 plasma samples collected
from 67 healthy volunteers within 1-5 months after
vaccination or infection (Tables S1 and S2). The partic-
ipants were grouped based on their vaccination and
infection history: three doses of inactivated vaccine
(CoronaVac [Sinovac] or BBIBP-CorV [Sinopharm]);
three doses of monovalent mRNA vaccine (BNT162b2
[Pfizer-BioNTech] or mRNA-1273 [Moderna]); two
doses of inactivated vaccine followed by an mRNA vac-
cine booster; three doses of inactivated vaccine followed
by one or two doses of mRNA vaccine booster; infected
during the G614 wave and sampled after one or two
subsequent doses of mRNA vaccine; and breakthrough
infection during the Omicron BA.1 wave.

In all six groups, the level of receptor-binding
domain (RBD)-specific IgG and the neutralizing activ-
ity were lower against all Omicron subvariants tested
than the original G614 strain, with the lowest level
measured against the XBB.1 subvariant (Fig. 1, and
Figs. S1 and S2). The level of specific IgG and the
geometric mean half-maximal neutralizing titers (NTs)
against Omicron subvariants in the heterologous vacci-
nation groups were significantly higher than that in
individuals receiving three doses of a homologous
inactivated vaccine, reaching a level similar to those who
received three doses of homologous mRNA-vaccine or a
boost of mRNA vaccine after infection or experienced
breakthrough infection (Fig. 1 and Fig. S1). The geo-
metric mean NTs, of heterologous vaccination groups
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Fig. 1: Plasma neutralization activity against G614 and Omicron subvariants. Plasma neutralization activity against the G614 strain of
severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) (panel A) and the Omicron subvariants BA.2 (panel B), BA.4/5 (panel C), BF.7
(panel D), BQ.1.1 (panel E), and XBB.1 (panel F) in participants who received three doses (3X) of inactivated vaccine (n = 13), three doses of
mRNA vaccine (n = 14), two doses (2X) of inactivated vaccine followed by an mRNA vaccine booster (n = 16), three doses of inactivated vaccine
followed by one or two doses of mRNA vaccine booster (n = 5; 8 samples), one or two doses of mRNA vaccine after infection (G614 wave)
(Infected plus mRNA vaccine, n = 9; 11 samples) or had experienced breakthrough infection during the Omicron BA.1 wave (Breakthrough
infection, n = 15). The geometric mean half-maximal neutralizing titers (NTso) and the ratio of the geometric mean NTs, of each group versus
the group who received three doses of inactivated vaccine are shown on the top of each panel. Symbols represent individual samples and
horizontal black lines indicate the geometric mean NTs,. Whiskers indicate the 95% confidence intervals. A two-sided Mann-Whitney U test was
used to compare the neutralizing activity between three doses of inactivated vaccine group and other groups in each panel. The dashed line

indicates the limit of detection of the assay (NTs, of 4).

were 47- to 51-folds higher against G614 and 4- to 42-
folds higher against Omicron subvariants than that of
three doses of a homologous inactivated vaccine group
(Fig. 1). Although the geometric mean NTs, of each
vaccinated/infected group against BF.7, BQ.1.1, and
XBB.1 were 3.1- to 108.6-fold lower compared to that
against G614, the geometric mean NTs, against these
Omicron subvariants were 20-635 in the heterologous
vaccination groups as well as homologous mRNA vac-
cine group, while those in three doses of a homologous
inactivated vaccine group were below the limit of
detection (Fig. S2B) and may account for the surge of
COVID-19 cases in China where inactivated vaccines are
mainly used.

Thus, among all omicron subvariants tested, the
lowest neutralization activity elicited by vaccines and
breakthrough infection (BTI) was against BQ.1.1, and
XBB.1. Our results suggest that heterologous vaccina-
tion involving parental mRNA vaccine as a booster or
second booster in individuals who received two/three
doses of inactivated vaccines strongly augments the
neutralizing activity and may still be effective against
emerging Omicron subvariants. Limitations of this

study include the small cohort size, particularly for the
group receiving three doses of inactivated vaccine plus
mRNA vaccine booster, and comparison of the data
performed using cross-sectional analysis. Furthermore,
the clinical efficacy of the heterologous inactive/mRNA
vaccines against the emerging Omicron subvariants
should be further investigated. Nevertheless, a heterol-
ogous boosting strategy with mRNA-based vaccines
should be considered in populations where inactivated
vaccines were primarily used.

Contributors

F.Z., LH., HM., and Q.P.H conceived and designed the study. F.Z.,
R.S,HA,LD,YW,SV,FEB,MS,NR,ZC,CG,AC,JA, MK-
B, YX., Y.C, M.H., D.F.R, and X.S.X. were involved in collection,
processing, and preparation of samples for immunologic assays. F.Z.
and H.M. were involved in interpretation of raw data and writing the
manuscript. F.Z. performed computational analysis and image prepa-
ration. L.H., H.M., and Q.P.H. designed the combined laboratory pro-
tocols and supervised the entirety of the project. All authors reviewed
and approved the manuscript.

Declaration of interests

X.S.X. and Y.C. are the inventors of the provisional patent applications
for BD series neutralizing antibodies and are founders of Singlomics
Biopharmaceuticals. All other authors declare no competing interests.

www.thelancet.com Vol 33 April, 2023


www.thelancet.com/digital-health

Correspondence

Acknowledgments

This work was supported by The European Union’s Horizon 2020
research and innovation program (ATAC, 101003650, D.F.R., M.H.,
L.H., HM., Q.P.H), the Center for Innovative Medicine at the Kar-
olinska Institutet (FoUI-963219, Q.P.H), the Swedish Research Council
(2019-01302, 2020-06116, Q.P.H), the Knut and Alice Wallenberg
Foundation (KAW2020.0102, L.H., Q.P.H), and the Magnus Bergvalls
Stiftelse (2022-111, F. Z). The funders played no roles in study design,
data collection, data analysis, interpretation, or writing of the report.

Appendix A. Supplementary data
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