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Abstract: Inactivated SARS-CoV-2 vaccines are used in many countries with uncertain immunogenic-
ity. Intradermal ChAdOx1 has been proposed as a resource-efficient heterologous third booster shot.
A 52-year-old healthy male healthcare professional had received two intramuscular CoronaVac shots
on 21 April and 23 May 2021, and volunteered to take a 0.1 mL ChAdOx1 vaccine intradermally
on 29 June 2021, with minimal local reactions. The declining IgG levels against spike protein from
the two CoronaVac shots increased to higher than 10,000 AU/mL two weeks after the intradermal
ChAdOx1. Moreover, the neutralizing antibody increased from 66.77% to almost 100%. A ratio of
6.6:9.7 of IgA:IgG was observed. The 50% pseudovirus neutralization titer (PVNT50) against lentiviral
pseudovirus bearing a codon-optimized spike gene (wild type, alpha, beta, and delta) were 1812.42,
822.99, 1025.42, 1347.13, respectively. The SARS-CoV-2-specific T cells to spike protein-peptide pools
(532-788 SFU/ 106 PBMCs) were detected. In conclusion, the antibody and cellular responses to the
intradermal ChAdOx1, as a third booster dose in a healthy volunteer who received two intramuscular
CoronaVac shots, revealed a dramatic increase in the total antibodies, including IgG, IgA, as well as
T cell responses against spike protein. The immune response from intradermal ChAdOx1 should be
further investigated in a larger population.
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1. Introduction

Inactivated SARS-CoV-2 vaccines have been used worldwide, especially in low- and
middle-income countries (LMICs), under emergency use. While the conclusive results from
at least 16 phases I/phase II/phase IlI trials have not yet been available [1], the findings
from a large observational study in Chile revealed that the effectiveness of CoronaVac
(Sinovac Biotech, Beijing, China) after one course of two 0.5 mL intramuscular injections
was 65.9% in preventing symptomatic disease, 87.5% for hospitalization, 90.3% for ICU
admission, and 86.3% in reducing mortality [2]. The study findings suggested that a third
booster might be needed. Nonetheless, it should be noted that the efficacy of CoronaVac in
alleviating disease severity and reducing mortality has been inconsistent, mainly because
of the variant composition in different countries.

A recent review reported a range of 60% to 94% efficacies of different COVID-19
vaccine platforms [3]. The currently available data suggested lower antibody responses to
the inactivated virus and viral-vectored vaccines than to the mRNA and protein subunit
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vaccines [3]. Multiple approaches to achieve the goal of an effective vaccination are
pragmatically important [3].

As an alternative for immune response enhancement, a heterologous prime-boost
strategy has been proposed to elicit both humoral and cell-mediated immune responses
that could lead to robust, broad, and long-lasting immunity. For instance, in the CombiVacS
trial, healthy individuals who received ChAdOx1-S (Vaxzevria, Cambridge, AstraZeneca,
UK), followed with the BNT162b2 (Comirnaty, BioNTech, Mainz, Germany), produced
substantially higher levels of antibodies than the control group [4]. Nonetheless, more
evidence is required to prove this speculation.

The fluctuating supplies of the various coronavirus vaccines increase the likelihood of
the heterologous vaccination strategy and introduce a potential use of a fractional dosing
scheme in mass vaccination campaigns in resource-limited settings [5]. As Thailand’s initial
plan for the domestic manufacture and distribution of ChAdOx1 was delayed, CoronaVac
has been given to most of the population, including healthcare professionals. Given the
comparable immunogenicity between the low-dose intradermal and standard-dose intra-
muscular administration of the influenza vaccine [6], along with relatively fewer systematic
side effects [5], intradermal ChAdOx1 has been proposed as a third heterologous booster.

2. Case Presentation

A 52-year-old healthy male healthcare professional had received two intramuscular
CoronaVac shots on 21 April and 23 May 2021. He did not experience any notable side
effects from the vaccination. He had never been infected with the SAR-CoV-2 virus. Before
the vaccination, his blood tested negative for IgM and IgG by the SARS-CoV-2 antibody
chemiluminescent microparticle immunoassay (CMIA).

His serum tested for the SARS-CoV-2 spike IgG antibody (Abbott Laboratories, IL,
USA) on 17 June (57 and 25 days after the first and second doses, respectively), revealing a
level of 853.6 AU/mL, whereas the SARS-CoV-2 surrogate virus neutralization test (cPass™,
GenScript, NJ, USA) reported 66.77% (Figure 1). The IgG antibody decreased to 690.7 and
640.2 AU/mL on 1 and 6 July (39 and 44 days after the second dose, respectively), whereas
the neutralization test reduced to 57.16% and 51.30%, respectively.
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Figure 1. Spike immunoglobulin G and neutralizing antibody levels after the two intramuscular
CoronaVac vaccinations and one intradermal ChAdOx1 vaccination. The green bar graphs present
neutralizing antibody levels (%) whereas the blue line graph presents spike IgG levels (AU/mL). Ab,
antibody; ID, intradermal; IM, intramuscular; IgG, immunoglobulin G.
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On 29 June he volunteered to take a 0.1 mL ChAdOx1 vaccine intradermally. Local
reactions (redness, induration, and pain) at the injection site were observed for three days,
with no systemic side effects.

Two weeks (12 July) after the intradermal ChAdOx1 booster, the IgG antibody in-
creased to 10,465.20 AU/mL, and increased to 14,176.80 AU/mL at three weeks (19 July).
Likewise, the neutralizing antibody increased to 99.58% and 99.66%, respectively.

His serum revealed a ratio of 6.6:9.7 of IgA:IgG, measured by using the anti-SARS-
CoV-2 ELISA IgG and IgA kit, but negative for the anti-nucleocapsid IgG antibody (EU-
ROIMMUN Medizinische Labordiagnostika AG, Liibeck, Germany). The 50% pseudovirus
neutralization titer (PVNT50) against lentiviral pseudovirus bearing a codon-optimized
spike gene (wild type, alpha, beta, and delta) were 1812.42, 822.99, 1025.42, and 1347.13,
respectively [7].

In addition, his whole blood was tested for SARS-CoV-2-specific T cells, by interferon-
v enzyme-linked immune absorbent spot (ELISpot). ELISpot plates (Millipore, Merck,
Darmstadt, Germany) were coated with human IFN-y antibody (1-D1K, Mabtech; 5 pg/mL)
overnight at 4 °C. Then, 250,000 PBMCs were seeded in each well and stimulated for 16 h
with pools of spike and nucleocapsid SARS-CoV-2 peptides (2 pg/mL) (Genscript and BEI
resources). Then, the ELISpot plate was developed with human biotinylated IFNy detection
antibodies (7-B6-1, Mabtech AB, Nacka Strand, Sweden; 1:2000), followed by incubation with
streptavidin-AP (Mabtech AB, Nacka Strand, Sweden; 1:2000) and BCIP/NBT phosphatase
substrate. Spot-forming units (SFU) were quantified with ImmunoSpot. To quantify positive
peptide-specific responses, 2x mean spots of the unstimulated wells were subtracted
from the pooled peptide-stimulated wells, and the results were expressed as SFU/10°
PBMCs. We excluded the results if the positive control wells—phytohemagglutinin (PHA)
or cytomegalovirus (CMV) lysates—were negative. The SARS-CoV-2-specific T cells (788,532,
562 SFU/10° PBMCs) were detected after stimulation with two pools of 316 peptides from
the spike glycoprotein and a pool of 53 peptides from the receptor-binding domain with
mutation N501Y, respectively (Figure 2). Only 18 SFU/10° PBMCs were detected upon
stimulation with a pool of nucleocapsid SARS-CoV-2 peptides.
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Figure 2. SARS-CoV-2-specific T cells were detected using interferon-gamma ELISpot assay after the intradermal ChAdOx1.

The figure showed scanned images and SFU/well counts for unstimulated and stimulated PBMCs. The final SFU per

one million PBMCs after subtracting the background was summarized in a table. ELISpot, enzyme-linked Immunospot;

Neg, negative; Pos, positive; PHA, phytohemagglutinin; CMV, cytomegalovirus; RBD, receptor-binding domain; SFU,

spot-forming unit; PBMCs, peripheral blood mononuclear cells.
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3. Discussion

This case report helps prove that the intradermal injection of the viral vector vaccine, as
a third heterologous booster, is safe, with a manageable local reaction and minimal systemic
reaction. The healthy healthcare professional volunteer who received two standard-dose
intramuscular CoronaVac shots revealed a dramatic increase in total antibodies, includ-
ing IgG, IgA, as well as T cell responses against the spike protein after the low-dose
intradermal ChAdOx1.

Given the diversity of vaccines against the SARS-CoV-2 virus, both humoral and
cellular immune response data are essential for the comparative assessment of the efficacy
and effectiveness of the vaccines that are offered in each country. The cellular immune
response is crucial, if not more important, for preventing infection and minimizing the
disease severity; however, the humoral immune response to a vaccine is relatively easier to
measure and, therefore, has been common in the literature.

As vaccination with conventional vaccines in most cases results in the generation of a
humoral, but not cellular, immune response, inactivated SARS-CoV-2 vaccines have been
perceived as demonstrating a relatively lower efficacy than the other types of coronavirus
vaccines. The waning of antibodies that are specific for SARS-CoV-2 spike protein has been
reported in individuals vaccinated with CoronaVac [3,8]. However, evidence showing the
level of antibodies at time points as early as 6 weeks, compared with 2 weeks after the
second dose, is currently lacking. It should be noted, however, that the % inhibition, as
assessed by the SARS-CoV-2 surrogate virus neutralization test in our study, may provide
a number with a rather wide range of data. In our opinion, the numbers of 67% and
57.16% or 51.30% inhibition are subtle and are not considered statistically significant.
Although evidence from robust head-to-head trials is not available, recent observational
and epidemiological studies [2] concur with this hypothesis. It is not surprising that the
Thai government has been heavily criticized when CoronaVac and BBIBP-CorV (Biological
Institute of Biological Products, Beijing, China) [9] were ‘incidentally” used in Thailand,
while the initial plan for ChAdOx1 was not as anticipated and the other types of coronavirus
vaccines—especially the mRNA vaccines—were not available. Of the 16 million shots
given, more than half were inactivated SARS-CoV-2 vaccines (CoronaVac 50.85% and
BBIBP-CorV 4.42%), whereas 44.73% were ChAdOx1 [10]. Nonetheless, the situation gave
us an opportunity to explore the use of the viral vector vaccine as a third booster dose
among those who already received at least one shot of the inactivated SARS-CoV-2 vaccine.

As a viral vector vaccine, ChAdOx1 has been widely used, and several trials have
been ongoing, but no evidence on the intradermal administration of viral vector vaccines
exists. Only three human studies have demonstrated an excellent humoral and cellular
immune response to the intradermal administration of plasmid DNA—ZyCoV-D (Zydus
Cadila, Ahmedabad, India) [11], INO-4800 (Inovio Pharmaceuticals, Plymouth Meeting,
PA, USA) [12]—and mRNA-1273 (Moderna, Cambridge, MA, USA) [13] vaccines. While
the intradermal route was used in the animal models of both the DNA vaccines [14,15], the
development of conventional inactivated SARS-CoV-2 or viral vector vaccines has relied
only upon intramuscular administration.

The neutralizing antibody profile reported in this work was quite distinct from what
others have reported by using the pseudotyped-based system. In fact, we usually observed
lower responses when testing most of the sera from vaccinated individuals with the pseu-
dovirus bearing the beta variant’s spike. However, this specific case is rather exceptional,
as the neutralizing activity against the beta pseudovirus appeared to be comparable to
other VOCs. To our knowledge, this pattern of response is indeed observed in a so-called
“elite responder”, whose neutralizing activity against the beta variant of SARS-CoV-2 could
be as high as other VOCs [16]. We speculate, based on the high antibody titer after ID
boosting, that the subject in our study may fall into the category of the elite responder.
More data are needed, from more subjects, to verify that this observed pattern is common
among those boosted by the ID strategy.
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While intradermal administration might seem difficult for inexperienced staff, the side
effects from intradermal injection were mostly local, whereas the potential complications
were not as severe as the thrombosis with thrombocytopenia syndrome (TTS) from acciden-
tal intravenous ChAdOx1 injection [17]. Intradermal vaccination against the SARS-CoV-2
virus could be safely and economically offered en masse, especially with more-advanced
instruments, such as jet injection, transdermal patches, and micro-needles [17,18].

Nonetheless, given that there were no homologous or intramuscular controls, this
case report could not directly compare between different boosting regimens or routes
of administration.

4. Conclusions

Antibody and cellular responses to the intradermal ChAdOx1 vaccination, as a third
booster dose in a healthy volunteer who received two intramuscular CoronaVac shots,
revealed a dramatic increase in the total antibodies, including IgG, IgA, as well as T cell
responses against the spike protein. The immune response from a low-dose intradermal
ChAdOx1 should be further investigated in a larger population.

Author Contributions: E.S. conceived of the idea, provided pre- and post-vaccination care, and
facilitated the specimen. N.H. and A.]. performed laboratory analysis and interpretation. K.P. drafted
the manuscript. All authors have read and agreed to the published version of the manuscript.

Funding: This research received no external funding,.

Institutional Review Board Statement: Ethical review and approval were waived for this case
report, as is not a research study.

Informed Consent Statement: Written informed consent has been obtained from the patient to
publish this paper.

Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.

Sinovac: Coronavac. Inactivated Vaccine. Available online: https://covid19.trackvaccines.org/vaccines/7/ (accessed on 27
July 2021).

Jara, A.; Undurraga, E.A.; Gonzalez, C.; Paredes, F,; Fontecilla, T,; Jara, G.; Pizarro, A.; Acevedo, J.; Leo, K.; Leon, F,; et al.
Effectiveness of an inactivated SARS-CoV-2 vaccine in chile. N. Engl. ]. Med. 2021, 385, 875-884. Available online: https:
/ /www.ncbinlm.nih.gov/pubmed /34233097 (accessed on 27 July 2021). [CrossRef]

Souza, W.M.; Amorim, M.R.; Sesti-Costa, R.; Coimbra, L.D.; Brunetti, N.S.; Toledo-Teixeira, D.A.; De Souza, G.F.; Muraro, S.P,;
Parise, P.L.; Barbosa, P.P; et al. Neutralisation of SARS-CoV-2 lineage P.1 by antibodies elicited through natural SARS-CoV-2
infection or vaccination with an inactivated SARS-CoV-2 vaccine: An immunological study. Lancet Microbe 2021. [CrossRef]
Borobia, M.A.; Carcas, A.].; Perez-Olmeda, M.; Castano, L.; Bertran, M.].; Garcia-Perez, J.; Campins, M.; Portoles, A.; Gonzalez-
Perez, M.; Morales, M.T.G.; et al. Immunogenicity and reactogenicity of bnt162b2 booster in chadox1-s-primed participants
(combivacs): A multicentre, open-label, randomised, controlled, phase 2 trial. Lancet 2021, 398, 121-130. Available online:
https:/ /www.ncbi.nlm.nih.gov/pubmed /34181880 (accessed on 27 July 2021). [CrossRef]

Migliore, A.; Gigliucci, G.; Di Marzo, R.; Russo, D.; Mammucari, M. Intradermal vaccination: A potential tool in the battle against
the COVID-19 pandemic? Risk Manag. Healthc. Policy 2021, 14, 2079-2087. Available online: https://www.ncbi.nlm.nih.gov/
pubmed /34045909 (accessed on 27 July 2021). [CrossRef]

Egunsola, O.; Clement, F.; Taplin, J.; Mastikhina, L.; Li, ].W.; Lorenzetti, D.L.; Dowsett, L.E.; Noseworthy, T. Inmunogenicity
and safety of reduced-dose intradermal vs intramuscular influenza vaccines: A systematic review and meta-analysis. JAMA
Netw. Open 2021, 4, e2035693. Available online: https://www.ncbi.nlm.nih.gov/pubmed /33560425 (accessed on 27 July 2021).
[CrossRef]

Ferrara, F.; Temperton, N. Pseudotype neutralization assays: From laboratory bench to data analysis. Methods Protoc. 2018, 1, 8.
Available online: https://www.ncbi.nlm.nih.gov/pubmed /31164554 (accessed on 27 July 2021). [CrossRef]

Zhang, H.; Jia, Y; Ji, Y,; Cong, X,; Liu, Y,; Yang, R;; Kong, X.; Shi, Y.; Zhu, L.; Wang, Z.; et al. Studies on the level of
neutralizing antibodies produced by inactivated COVID-19 vaccines in the real world. medRxiv 2021. preprint. Available online:
https:/ /www.medrxiv.org/content/10.1101/2021.08.18.21262214v1 (accessed on 27 July 2021). [CrossRef]


https://covid19.trackvaccines.org/vaccines/7/
https://www.ncbi.nlm.nih.gov/pubmed/34233097
https://www.ncbi.nlm.nih.gov/pubmed/34233097
http://doi.org/10.1056/NEJMoa2107715
http://doi.org/10.1016/S2666-5247(21)00129-4
https://www.ncbi.nlm.nih.gov/pubmed/34181880
http://doi.org/10.1016/S0140-6736(21)01420-3
https://www.ncbi.nlm.nih.gov/pubmed/34045909
https://www.ncbi.nlm.nih.gov/pubmed/34045909
http://doi.org/10.2147/RMHP.S309707
https://www.ncbi.nlm.nih.gov/pubmed/33560425
http://doi.org/10.1001/jamanetworkopen.2020.35693
https://www.ncbi.nlm.nih.gov/pubmed/31164554
http://doi.org/10.3390/mps1010008
https://www.medrxiv.org/content/10.1101/2021.08.18.21262214v1
http://doi.org/10.1101/2021.08.18.21262214

Vaccines 2021, 9, 990 60f6

10.

11.

12.

13.

14.

15.

16.

17.

18.

Xia, S.; Zhang, Y.; Wang, Y.; Wang, H.; Yang, Y,; Gao, G.E; Tan, W.; Wu, G.; Xu, M.; Lou, Z,; et al. Safety and immunogenicity of an
inactivated SARS-CoV-2 vaccine, bbibp-corv: A randomised, double-blind, placebo-controlled, phase 1/2 trial. Lancet Infect. Dis.
2021, 21, 39-51. Available online: https://www.ncbi.nlm.nih.gov/pubmed /33069281 (accessed on 27 July 2021). [CrossRef]
Department of Disease Control, Ministry of Public Health of Thailand. Daily Corona Virus Disease (COVID-19) Vaccine Situation
Report. Department of Disease Control, Ministry of Public Health, Thailand. 2021. Available online: https://ddc.moph.go.th/
vaccine-covid19/diaryReport. (accessed on 27 July 2021).

Momin, T.; Kansagra, K.; Patel, H.; Sharma, S.; Sharma, B.; Patel, J.; Mittal, R.; Sanmukhani, J.; Maithal, K.; Dey, A.; et al.
Safety and immunogenicity of a DNA SARS-CoV-2 vaccine (zycov-d): Results of an open-label, non-randomized phase i part of
phase i/ii clinical study by intradermal route in healthy subjects in india. EClinicalMedicine 2021, 38, 101020. Available online:
https:/ /www.ncbi.nlm.nih.gov/pubmed /34308319 (accessed on 27 July 2021). [CrossRef]

Tebas, P; Yang, S.; Boyer, ].D.; Reuschel, E.L.; Patel, A.; Christensen-Quick, A.; Andrade, V.M.; Morrow, M.P.; Kraynyak, K;
Agnes, |; et al. Safety and immunogenicity of ino-4800 DNA vaccine against SARS-CoV-2: A preliminary report of an open-label,
phase 1 clinical trial. EClinicalMedicine 2021, 31, 100689. Available online: https://www.ncbi.nlm.nih.gov/pubmed /33392485
(accessed on 27 July 2021). [CrossRef]

Roozen, T.G.V,; Prins, M.L.M.; Van Binnendijk, R.; Hartog, G.D.; Kuiper, V.P; Prins, C.; Janse, J.J.; Kruithof, A.C.; Feltkamp,
M.C.W.,; Kuijer, M; et al. Tolerability, safety and immunogenicity of intradermal delivery of a fractional dose mrna-1273 SARS-
CoV-2 vaccine in healthy adults as a dose sparing strategy. medRxiv 2021. preprint. Available online: https://papers.ssrn.com/
sol3/papers.cfm?abstract_id=3892129 (accessed on 27 July 2021). [CrossRef]

Dey, A.; Rajanathan, T.M.C.; Chandra, H.; Pericherla, H.P.R.; Kumar, S.; Choonia, H.S.; Bajpai, M.; Singh, A.K,; Sinha, A.; Saini,
G.; et al. Immunogenic potential of DNA vaccine candidate, zycov-d against SARS-CoV-2 in animal models. Vaccine 2021, 39,
4108-4116. Available online: https:/ /www.ncbinlm.nih.gov/pubmed /34120764 (accessed on 27 July 2021). [CrossRef]

Smith, T.R.E; Patel, A.; Ramos, S.; Elwood, D.; Zhu, X.; Yan, J.; Gary, E.N.; Walker, S.N.; Schultheis, K.; Purwar, M.; et al.
Immunogenicity of a DNA vaccine candidate for COVID-19. Nat. Commun. 2020, 11, 2601. Available online: https://www.ncbi.
nlm.nih.gov/pubmed /32433465 (accessed on 27 July 2021). [CrossRef]

Maeda, K.; Amano, M.; Uemura, Y.; Tsuchiya, K.; Matsushima, T.; Noda, K.; Shimizu, Y.; Fujiwara, A.; Takamatsu, Y.; Ichikawa,
Y.; et al. Correlates of Neutralizing/SARS-CoV-2-S1-binding Antibody Response with Adverse Effects and Immune Kinetics in
BNT162b2-Vaccinated Individuals. medRxiv 2021. preprint. Available online: https:/ /www.medrxiv.org/content/10.1101/2021.0
7.27.21261237v1 (accessed on 27 July 2021). [CrossRef]

Nicolai, L.; Leunig, A.; Pekayvaz, K.; Anjum, A.; Riedlinger, E.; Eivers, L.; Hoffknecht, M.-L.; Rossaro, D.; Escaig, R.; Kaiser,
R.; et al. Thrombocytopenia and splenic platelet directed immune responses after intravenous chadox1 ncov-19 administration.
bioRxiv 2021. preprint. Available online: https://www.biorxiv.org/content/10.1101/2021.06.29.450356v1 (accessed on 28 July
2021). [CrossRef]

Carter, D.; van Hoeven, N.; Baldwin, S.; Levin, Y.; Kochba, E.; Magill, A.; Charland, N.; Landry, N.; Nu, K.; Frevol, A,; et al.
The adjuvant gla-af enhances human intradermal vaccine responses. Sci. Adv. 2018, 4, eaas9930. Available online: https:
/ /www.ncbinlm.nih.gov/pubmed /30221194 (accessed on 28 July 2021). [CrossRef]


https://www.ncbi.nlm.nih.gov/pubmed/33069281
http://doi.org/10.1016/S1473-3099(20)30831-8
https://ddc.moph.go.th/vaccine-covid19/diaryReport.
https://ddc.moph.go.th/vaccine-covid19/diaryReport.
https://www.ncbi.nlm.nih.gov/pubmed/34308319
http://doi.org/10.1016/j.eclinm.2021.101020
https://www.ncbi.nlm.nih.gov/pubmed/33392485
http://doi.org/10.1016/j.eclinm.2020.100689
https://papers.ssrn.com/sol3/papers.cfm?abstract_id=3892129
https://papers.ssrn.com/sol3/papers.cfm?abstract_id=3892129
http://doi.org/10.1101/2021.07.27.21261116
https://www.ncbi.nlm.nih.gov/pubmed/34120764
http://doi.org/10.1016/j.vaccine.2021.05.098
https://www.ncbi.nlm.nih.gov/pubmed/32433465
https://www.ncbi.nlm.nih.gov/pubmed/32433465
http://doi.org/10.1038/s41467-020-16505-0
https://www.medrxiv.org/content/10.1101/2021.07.27.21261237v1
https://www.medrxiv.org/content/10.1101/2021.07.27.21261237v1
http://doi.org/10.1101/2021.07.27.21261237
https://www.biorxiv.org/content/10.1101/2021.06.29.450356v1
http://doi.org/10.1101/2021.06.29.450356
https://www.ncbi.nlm.nih.gov/pubmed/30221194
https://www.ncbi.nlm.nih.gov/pubmed/30221194
http://doi.org/10.1126/sciadv.aas9930

	Introduction 
	Case Presentation 
	Discussion 
	Conclusions 
	References

