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Abstract: In the face of a global COVID-19 vaccine shortage, an efficient vaccination strategy is
required. Therefore, the immunogenicity of single or double COVID-19 vaccination doses (ChA-
dOX1, BNT162b2, or mRNA-1273) of SARS-CoV-2-recovered individuals was compared to that of
unvaccinated individuals with SARS-CoV-2 infection at least one year post-convalescence. More-
over, the immunogenicity of SARS-CoV-2-naïve individuals vaccinated with a complete schedule
of Ad26.CoV2.S, ChAdOX1, BNT162b2, mRNA-1273, or ChAdOX1/BNT162b2 vaccines was eval-
uated. Anti-SARS-CoV-2 S1 IgG antibody (S1-IgG), pseudotyped virus-neutralizing antibody titer
(pVNT50), and IFN-γ ELISpot counts were measured. Humoral immune responses were significantly
higher in vaccinated than in unvaccinated recovered individuals, with a 43-fold increase in the mean
pVNT50 values. However, there was no significant difference in the pVNT50 and IFN-γ ELISpot
values between the single- and double-dose regimens. In SARS-CoV-2-naïve individuals, antibody
responses varied according to the vaccine type: BNT162b2 and mRNA-1273 induced similar levels
of S1-IgG to those observed in vaccinated, convalescent individuals; in contrast, pVNT50 was much
lower in SARS-CoV-2-naïve vaccinees than in vaccinated recovered individuals. Therefore, a single
dose of ChAdOX1, BNT162b2, or mRNA-1273 vaccines would be a good alternative for recovered
individuals instead of a double-dose regimen.

Keywords: COVID-19; vaccine; antibody; ELISA; pVNT50; ELISpot

1. Introduction

Since the first case of severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2)
infection was reported in December 2019, there have been more than 318 million confirmed
cases of coronavirus disease (COVID-19) as of January 2022, including 5.5 million deaths
worldwide [1]. The COVID-19 pandemic accelerated the development and production
of several vaccine platforms, such as mRNA, viral vector, inactivated, subunit, and DNA
vaccines. Until now, the WHO has approved ten COVID-19 vaccines for emergency use,
i.e., two mRNA vaccines—BNT162b2 (Pfizer/BioNTech) and mRNA-1273 (Moderna)—
three non-replicating viral vector vaccines—ChAdOX1 (Oxford/AstraZeneca), Covishield
(Oxford/AstraZeneca/Serum Institute of India), and Ad26.COV2.S (Janssen)—three in-
activated vaccines—Covaxin (Bharat Biotech), CoronaVac (Sinovac), and BBIBP-CorV

Vaccines 2022, 10, 332. https://doi.org/10.3390/vaccines10020332 https://www.mdpi.com/journal/vaccines

https://doi.org/10.3390/vaccines10020332
https://doi.org/10.3390/vaccines10020332
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/vaccines
https://www.mdpi.com
https://orcid.org/0000-0003-2604-9526
https://orcid.org/0000-0002-3190-1333
https://doi.org/10.3390/vaccines10020332
https://www.mdpi.com/journal/vaccines
https://www.mdpi.com/article/10.3390/vaccines10020332?type=check_update&version=2


Vaccines 2022, 10, 332 2 of 11

(Sinopharm)—and two protein subunit vaccines—NVX-CoV2373 (Novavax) and COVO-
VAX (Novavax/Serum Institute of India) [2]. Most countries implemented mass vaccination
campaigns to achieve herd immunity and reduce morbidity and mortality. With the fourth
COVID-19 wave progressing worldwide and the increasing threat of new variants, extensive
vaccination programs should be implemented to maximize efficient vaccine provision with
limited vaccine resources. Most recovered patients already have some immunity against
SARS-CoV-2, although it is insufficient to protect against variants. The currently available
COVID-19 vaccines designed against the spike protein of wild-type SARS-CoV-2 effectively
protect against severe COVID-19 and death caused by the variants [3–6]. However, the
imbalance between the demand and supply of COVID-19 vaccines is a serious concern,
especially in low-income countries. Additional doses have been administered to individu-
als who have received a complete vaccine dose in high-income countries. Only 13.6% of
the population had received at least a single vaccine dose in Africa as of 5 January 2022 [7].
Therefore, strategies for effective vaccine provision should be considered.

Recently, several reports have demonstrated that recovered individuals exhibit better
immune responses, including cross-protective immunity against variants, than infection-
naïve individuals with a single dose of an mRNA COVID-19 vaccine [8–15]. However,
only limited data are available on viral vector vaccines, such as ChAdOX1, in SARS-CoV-2-
recovered individuals [16–18].

In order to evaluate the humoral and cellular immune responses elicited by ChAdOX1,
BNT162b2, and mRNA-1273 vaccines in recovered individuals, we performed age-, sex-, and
initial symptom onset (ISO)-matched case–control studies between a single-dose-vaccinated
group and an unvaccinated group of recovered individuals. Moreover, we compared the
immunogenicity of mRNA and viral vector vaccines in SARS-CoV-2-naïve individuals.

2. Materials and Methods
2.1. Participants and Study Design

To evaluate vaccine-induced immunity in recovered and infection-naïve healthy indi-
viduals, we selected 52 participants from the YUMC-COVID-R02 study (IRB No. YUMC-
2020-04-009), an ongoing longitudinal immunogenicity evaluation study of COVID-19-
convalescent individuals, and 62 healthy SARS-CoV-2-naïve individuals were newly en-
rolled (IRB No. YUMC-2021-03-012). COVID-19-convalescent patients had been diagnosed
using RT-PCR during the first wave of COVID-19 (from February 2020 to April 2020) [19].
They had been discharged from either hospitals or residential treatment centers and vis-
ited Yeungnam University Medical Center four times for blood sampling after recovery.
Among them, 18 were vaccinated with one dose, and 17 were vaccinated with two doses
of COVID-19 vaccines (ChAdOX1, BNT162b2, mRNA-1273, or ChAdOX1/BNT162b2 vac-
cines) between visits 3 and 4, at least one year after recovery, except for one individual.
Convalescent individuals with a single dose or without vaccination were matched for age,
sex, and number of days after ISO at time of blood collection and nested case-control analy-
ses were performed. Blood samples were collected from SARS-CoV-2-naïve individuals
within 1 week before vaccination and 4–5 weeks after the completion of the vaccination
schedule. Plasma was stored at −80 ◦C, and peripheral blood mononuclear cells (PBMCs)
were cryopreserved in liquid nitrogen until use.

2.2. Anti-SARS-CoV-2 IgG Enzyme-Linked Immunosorbent Assay (ELISA)

To detect anti-SARS-CoV-2 S1 and nucleocapsid protein (NCP) IgG antibodies, plasma
samples were tested with EUROIMMUN ELISA SARS-CoV-2 IgG (EUROIMMUN AG,
Lübeck, Germany) coated with recombinant SARS-CoV-2 spike protein (S1 domain) or NCP.
ELISA was performed according to the manufacturer’s instructions. Optical density (OD)
was measured at a wavelength of 450 nm with a reference wavelength of 620 nm using a
microplate reader (Multiskan FC, Thermo Scientific, Waltham, MA, USA). The results were
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evaluated semiquantitatively by calculating the ratio between the extinction of the control
or sample and that of the calibrator. The ratio was calculated using the following formula:

Ratio = Extinction of the control or sample/extinction of calibrate

Samples with a ratio of <0.8 were interpreted as negative, 0.8–<1.1 were borderline,
and ≥1.1 were positive.

2.3. Pseudotyped Virus Neutralization Test (pVNT)

HEK-293T cells (ATCC, Manassas, VA, USA) were transfected with psPAX (Addgene
#12260, Cambridge, MA, USA), pLV-Luc, and pcDNA3.1-SARS-CoV-2-Spike (Addgene
#145032, Gene ID 43740568) using SolfectTM transfection reagent (BIOSOLYX, Daegu,
Korea). The plasmid pLV-Luc was constructed by PCR cloning with specific restriction
enzyme primers (forward BamHI primer: 5′-ggcg ggcg GGA TCC accggtcgccacc ATG GAA
GAT GAT GCC AAA AAC ATT AAG AAG-3′ and reverse SalI-primer: 5′-ggcg ggcg GTC
GAC gcggccgct TTA CAC GGC GAT CTT GCC GCC C-3′). pLV-Luciferase was constructed
by subcloning the firefly luciferase gene insert from pGL3 (Genbank U47295.2, Promega,
Madison, WI, USA)—digested with BamHI and SalI (Takara, Shiga, Japan)—into the respec-
tive site in the pLV-eGFP vector (Addgene #36083). At 48 h post-transfection, the culture
media (SARS-CoV-2 pseudovirus) were harvested. After centrifugation, supernatants were
collected as pseudoviral particles. The SARS-CoV-2 pseudovirus was stored at −80 ◦C
until use. The plasma samples were heat-inactivated for 30 min at 56 ◦C and serially
diluted 2-fold in Dulbecco’s modified eagle medium (Lonza, Walkersville, MD, USA) sup-
plemented with 10% heat-inactivated FBS (Gibco, Grand Island, NY, USA). Diluted plasma
samples were mixed with an equal volume of SARS-CoV-2 pseudovirus for 1 h at 37 ◦C.
One hundred microliters of diluted plasma/virus mixture, media/virus mixture (positive
control), or medium alone (negative control) were inoculated into angiotensin-converting
enzyme 2-(ACE2)-expressing HEK 293 T cells (GeneCopoeia, Rockville, MD, USA) in a
96-well clear-bottom white plate (Corning, Corning, NY, USA). After 48 h of infection, the
supernatant was discarded. To each well, 20 µL of 1× passive lysis buffer (Promega) were
added, followed by the addition of 100 µL of luciferase assay reagent (Promega). Luciferase
activities of SARS-CoV-2 pseudovirus were detected using a Molecular Devices L-Max II
Luminescence Microplate Reader (Molecular Devices, San Jose, CA, USA) and expressed
as relative luminescence units (RLU). The inhibition rate (%) of samples was calculated
as follows:

1− (mean RLU of the sample−mean RLU of the negative control)
(mean RLU of the positive control−mean RLU of the negative control)

×100

Then, 50% of the SARS-CoV-2 pseudovirus-neutralizing antibody titer (pVNT50) was
determined by non-linear regression using GraphPad Prism 9.3.0 (GraphPad Software,
Inc., San Diego, CA, USA). pVNT50 below the detection limit was recorded as 10 and was
considered the cutoff titer.

2.4. Enzyme-Linked Immunospot (ELISpot) Assay

The cryopreserved PBMCs were thawed, and 2.5 × 105 PBMCs/well in a 96-well plate
were stimulated with 0.16 µg/mL SARS-CoV-2 M-, N-, and S-protein overlapping peptide
pools (Miltenyi Biotec, San Diego, CA, USA) for 18 h at 37 ◦C in an atmosphere of 5% CO2;
cells stimulated with anti-CD3 mAb (100 ng/mL; MABTECH AB, Stockholm, Sweden)
were used as positive controls; cells stimulated with the medium (RPMI 1640, Lonza)
alone were used as negative controls. IFN-γ spot-forming counts (SFCs) were detected
using a human ELISpotPRO kit (MABTECH) according to the manufacturer’s instructions.
The number of spots was counted using an ImmunoSpot Counter (CTL-ImmunoSpot,
Cleveland, OH, USA).
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2.5. Statistical Analysis

Data were analyzed and plotted using GraphPad Prism 9.3.0 (GraphPad Software, Inc.,
San Diego, CA, USA). All datasets were tested for statistical normality, and this criterion
was used to decide the appropriate (parametric or nonparametric) statistical test. The
Mann–Whitney test and Wilcoxon matched-pairs signed-rank test were used to compare
the differences between the experimental groups. Multiple comparisons were performed
using two-way ANOVA, one-way ANOVA, and Kruskal–Wallis tests for statistical analysis
(significance levels: not significant (ns): p > 0.05, * p < 0.05, ** p < 0.01, *** p < 0.001,
**** p < 0.0001).

3. Results
3.1. Immune Responses in SARS-CoV-2-Recovered Individuals

To evaluate vaccine-induced immunity in SARS-CoV-2-recovered individuals, 35 indi-
viduals were selected for a nested case–control study fromYUMC-COVID-19-R02, a longitu-
dinal immunogenicity follow-up study of COVID-19-recovered patients (Table 1). Eighteen
individuals were vaccinated with a single dose before their fourth visit (mean = 497.9 days
after ISO) (eleven with ChAdOX1, four with BNT162b2, and three with mRNA-1273).
The mean number of days after vaccination at the time of blood sampling was 30.7 days
(range: 9–66). Seventeen age-, sex-, and days after ISO-matched unvaccinated SARS-CoV-2-
recovered individuals were selected from the YUMC-COVID-19-R02 study. The mean age
of the vaccinated COVID-19-recovered individuals was 56.4 years (range: 40–71), while that
of the unvaccinated individuals was 53.3 years (range: 34–70). Sixteen out of the eighteen
vaccinees and fifteen out of the seventeen unvaccinated individuals were women. There
were 14 and 2 cases of mild and moderate disease symptoms, respectively, and one each of
asymptomatic and severe disease in vaccinated individuals based on the National Early
Warning Score (NEWS). All the unvaccinated individuals had mild disease symptoms.

Table 1. Characteristics of SARS-CoV-2-recovered individuals selected for the nested case–control study.

Categories Unvaccinated Group 1-Dose-Vaccinated Group

Number 17 18

Age (range) 53.3 (34–70) 56.4 (40–71)

Sex
Female 15 16
Male 2 2

Visit (Mean days after ISO 1)
Visit 1 143.9 ± 40.8 146.6 ± 42.6
Visit 2 226.4 ± 41.2 227.6 ± 41.6
Visit 3 331.9 ± 51.3 358.7 ± 62.3
Visit 4 495.7 ± 54.8 526.7 ± 65.7

Mean days after ISO at
vaccination (range) NA 2 497.9 (311–594)

Mean number of days after
vaccination at time of blood

collection (range)
NA 30.7 (9–66)

1 Initial symptom onset. 2 Not available.

The longitudinal study of the natural immunity against COVID-19 showed that anti-
SARS-CoV-2 S1 binding antibody titers (S1-IgG) gradually decreased in most individuals
from visit one (mean = 143.9 and 146.6 days after ISO in unvaccinated and single-dose-
vaccinated groups, respectively) to visit three (mean = 331.9 and 358.7 days after ISO
in unvaccinated and single-dose-vaccinated groups, respectively) (Table 1, Figure 1, left
column). The mean S1-IgG was not significantly different between the unvaccinated and
vaccinated groups prior to vaccination (5.2 ± 1.8 vs. 4.6 ± 2.5, 3.6 ± 1.5 vs. 3.5 ± 1.8,
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and 3.3 ± 1.6 vs. 3.0 ± 1.5 at visits one, two, and three, respectively; p > 0.05, Figure 1a,
Table 2). However, the level of S1-IgG was significantly increased after a single vaccination
dose (compared to the unvaccinated groups; 2.8 ± 1.6 vs. 11.2 ± 1.0; p < 0.0001, Figure 1a,
Table 2). The mean pVNT50 was 131 ± 124 vs. 97 ± 133, 100 ± 98 vs. 52 ± 46, 86 ± 84 vs.
106 ± 235, and 77 ± 95 vs. 3333 ± 2322 at visits one, two, three, and four, respectively,
in the unvaccinated and single-dose-vaccinated groups (Figure 1b, Table 2). The neutral-
izing antibody titer was also not significantly different from visits one to three between
the unvaccinated and single-dose-vaccinated groups (Figure 1b); however, it was signif-
icantly increased after a single-dose vaccination (visit four) in the recovered individuals
(p < 0.0001). The cellular immunity measured based on the levels of IFN-γ SFCs was not
different between the unvaccinated and single-dose-vaccinated SARS-CoV-2-recovered
individuals during all the visits (39.9 ± 49.5 vs. 87.9 ± 188.1, 26.7 ± 21.0 vs. 57.8 ± 101.0,
27.2 ± 42.6 vs. 31.6 ± 38.6, and 23.8 ± 27.6 vs. 46.0 ± 44.3 at visits one, two, three, and
four, respectively; p > 0.05, Figure 1 right column, Table 2). Therefore, vaccination boosted
humoral immunity, represented by the increase in the levels of binding (S1-IgG) and neu-
tralizing antibodies (pVNT50), by 4- and 43-fold, respectively. At the same time, the counts
of IFN-γ SFCs were only 1.9-fold higher in the vaccinated group than in the unvaccinated
group of SARS-CoV-2-recovered individuals (Table 2).

Table 2. Mean values of the humoral and cellular immune responses in SARS-CoV-2-recovered
individuals with or without a single-dose vaccination.

Visit

SARS-CoV-2 S1 IgG ELISA
(Ratio)

pVNT
(pVNT50)

IFN-γ ELISpot
(SFCs/2.5 × 105 Cells)

Unvaccinated
(n = 17)

Vaccinated
(n = 18)

Unvaccinated
(n = 17)

Vaccinated
(n = 18)

Unvaccinated
(n = 17)

Vaccinated
(n = 18)

V1 5.2 ± 1.8 4.6 ± 2.5 131 ± 124 97 ± 133 39.9 ± 49.5 87.9 ± 188.1
V2 3.6 ± 1.5 3.5 ± 1.8 100 ± 98 52 ± 46 26.7 ± 21.0 57.8 ± 101.0
V3 3.3 ± 1.6 3.0 ± 1.5 86 ± 84 106 ± 235 27.2 ± 42.6 31.6 ± 38.6
V4 2.8 ± 1.6 11.2 ± 1.0 77 ± 95 3333 ± 2322 23.8 ± 27.6 46.0 ± 44.3

Next, we compared the differences in humoral and cellular immunity between the
single- (n = 18) and double-dose- (n = 17) vaccinated SARS-CoV-2-recovered individuals
(Figure 2, Table 3). The mean age of the double-dose-vaccinated COVID-19-recovered
individuals was 56.7 years (range: 23–79); among these, 12 individuals were women.
Among the 17 individuals who received double-dose vaccines, 14 had mild disease, 2 were
asymptomatic, and 1 had moderate disease symptoms. The mean number of days after
ISO during the second dose administration was 538.3 days (range: 430–642 days). The
mean number of days after the second-dose vaccination at the time of blood sampling
was 72.7 days (range: 7–141). The mean S1-IgG, pVNT50, and IFN-γ SFCs were 11.2 ± 1.0
vs. 12.4 ± 1.4, 3333 ± 2322 vs. 2914 ± 2591, and 46.0 ± 44.3 vs. 26.1 ± 32.8 in single-
and double-dose vaccinees, respectively. Even though the binding antibody titers differed
between single and double doses, the neutralizing antibody and cellular immunity were
not significantly different between these regimens in SARS-CoV-2-recovered individuals
(p > 0.05) (Figure 2, Table 3).

3.2. Immune Responses in SARS-CoV-2-Naïve Individuals

To evaluate vaccine-induced immunity in SARS-CoV-2-naïve individuals, 62 indi-
viduals who neither had been diagnosed with COVID-19 nor had any related symptoms
were enrolled. Fifty-six individuals were vaccinated with a complete schedule of
Ad26.CoV.S, ChAdOX1, BNT162b2, or mRNA-1273, and six individuals were cross-
vaccinated with primary ChAdOX1 and secondary BNT162b2 doses (Table 4). According
to the Korean government’s COVID-19 vaccine policy, Ad26.CoV2.S was administered
to young men, and ChAdOX1 was mainly administered to individuals older than
50 years of age. Therefore, the age and sex distributions were not even in the five
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vaccine groups; nevertheless, the total sex ratio was similar, i.e., 30:32 in women and
men (Table 4).

Figure 1. Humoral and cellular immune responses in SARS-CoV-2-recovered individuals. (a) SARS-
CoV-2 S1 IgG ELISA ratio; (b) pVNT50 titer; (c) IFN-γ ELISpot counts from visit one to visit four for
unvaccinated and vaccinated individuals. The arrow indicates the vaccination time in the single-
dose-vaccinated group. (d) SARS-CoV-2 S1 IgG ELISA ratio; (e) pVNT50 titer; (f) IFN-γ ELISpot
counts from visit one to visit four in unvaccinated individuals from the longitudinal study. (g) SARS-
CoV-2 S1 IgG ELISA ratio; (h) pVNT50 titer; (i) IFN-γ ELISpot counts from visit one to visit four
in single-dose-vaccinated individuals from the longitudinal study. The blue dashed line indicates
the cutoff (S1-IgG = 0.8 for negative and 1.1 for positive, pVNT50 = 10). The significance of the
differences between the unvaccinated and single-dose-vaccinated groups was determined using
two-way ANOVA by Holm–Šídák’s multiple comparisons test. ns, p > 0.05, **** p < 0.0001.

The anti-SARS-CoV-2 nucleocapsid antibody titer evaluated in all the SARS-CoV-
2-naïve individuals tested negative, suggesting that no previously infected individuals
were included in the study (Supplementary Table S1). After COVID-19 vaccination, hu-
moral immunity against SARS-CoV-2 was significantly increased in all vaccine groups
except Ad26.CoV2.S (Figure 3). The S1-IgG antibody titer was the highest in mRNA-
1273 (11.3 ± 1.0), followed by BNT162b2 (10.2 ± 1.2), ChAdOX1/BNT162b2 combina-
tion (8.0 ± 1.3), ChAdOX1 (5.6 ± 2.7), and Ad26.CoV2.S (1.4 ± 0.8) (Table 5). pVNT50
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was also the highest in mRNA-1273 (406 ± 200), followed by BNT162b2 (355 ± 384),
ChAdOX1/BNT162b2 combination (206 ± 111), ChAdOX1 (96 ± 90), and Ad26.CoV2.S
(31 ± 56) (Table 5). Among the ChAdOX1 vaccinees, 15.4% (2/13) were negative for
pVNT50, and most Ad26.CoV2.S vaccinees were not seroconverted in pVNT50 (80%, 8/10)
(Figure 3a,b). Therefore, adenoviral vector vaccines induced much lower humoral immu-
nity than mRNA vaccines (Figure 3a,b). The cellular immunity of COVID-19 vaccines
Ad26.CoV2.S, ChAdOX1, and ChAdOX1/BNT162b2 in SARS-CoV-2-naïve individuals
did not differ significantly between pre- and post-vaccination (p > 0.05). However, the
IFN-γ ELISpot counts were significantly different pre- and post-vaccination (5.3 ± 6.4 vs.
15.9 ± 18.7 and 6.5 ± 6.6 vs. 18.9 ± 27.4 in BNT162b2 and mRNA-1273 vaccines, respec-
tively; p < 0.05). There were no differences in the counts of IFN-γ SFCs between each group
post-vaccination (p > 0.05).

Figure 2. Humoral and cellular immune responses in SARS-CoV-2-recovered individuals vaccinated
with a single- or double-dose COVID-19 vaccine. (a) SARS-CoV-2 S1 IgG ELISA ratio; (b) pVNT50

titer; (c) IFN-γ ELISpot counts. The blue dashed line indicates the cutoff (S1-IgG = 0.8 for negative
and 1.1 for positive, pVNT50 = 10). p values were determined using the Mann–Whitney test. ns,
p > 0.05, * p < 0.05.

Table 3. Mean values of humoral and cellular immune responses in SARS-CoV-2-recovered individu-
als vaccinated with a single or double COVID-19 vaccine dose.

Measurements 1 Dose
(n = 18)

2 Dose
(n = 17)

SARS-CoV-2 S1 IgG ELISA
(Ratio) 11.2 ± 1.0 12.4 ± 1.4

pVNT (pVNT50) 3333 ± 2322 2914 ± 2591
IFN-γ ELISpot

(SFCs/2.5 × 105 cells) 46.0 ± 44.3 26.1 ± 32.8
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Table 4. Characteristics of SARS-CoV-2-naïve participants enrolled in the COVID-19 vaccine immuno-
genicity study.

Characters
Vaccine Type

Ad26.CoV2.S ChAdOX1 ChAdOX1/BNT162b2 BNT162b2 mRNA-1273 Total

Number 10 13 6 22 11 62

Age 34.4
(29–39)

61.4
(58–63)

41.3
(29–48)

40.4
(25–58)

28.5
(24–57)

41.8
(24–63)

Sex
Female 0 7 1 19 3 30
Male 10 6 5 3 8 32

Days
post-vaccination at

time of
blood collection

33
(29–34)

33
(28–35)

31
(30–33)

32
(26–36)

30
(28–34)

32
(26–36)

Figure 3. Pre- and post-vaccination humoral and cellular immunities of SARS-CoV-2-naïve partici-
pants. (a) SARS-CoV-2 S1 IgG ELISA; (b) pVNT50 titer; (c) IFN-γ ELISpot count. Wilcoxon matched-
pairs signed-rank test was used to compare differences between each pre- and post-vaccination. The
blue dashed line indicates the cutoff (S1-IgG = 0.8 for negative and 1.1 for positive, pVNT50 = 10).
Kruskal–Wallis test by Dunn’s multiple comparisons test was used to compare differences between
the vaccine groups. ns, p > 0.05, * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001.

Table 5. The pre- and post-vaccination humoral and cellular immune responses in SARS-CoV-2-
naïve individuals.

Vaccines
SARS-CoV-2 S1 IgG ELISA

(Ratio)
pVNT

(pVNT50)
IFN-γ ELISpot

(SFC/2.5 × 105 Cells)

Pre Post Pre Post Pre Post

Ad26.COV2.S 0.2 ± 0.3 1.4 ± 0.8 10 31 ± 56 7.4 ± 9.1 9.8 ± 14.5
ChAdOx1 0.1 ± 0.0 5.6 ± 2.7 10 96 ± 90 8.0 ± 8.9 11.2 ± 17.2
ChAdOx1/
BNT162b2 0.1 ± 0.1 8.0 ± 1.3 10 206 ± 111 10.9 ± 5.8 75.2 ± 85.8

BNT162b2 0.1 ± 0.1 10.2 ± 1.2 10 355 ± 384 5.3 ± 6.4 15.9 ± 18.7
mRNA-1273 0.3 ± 0.4 11.3 ± 1.0 10 406 ± 200 6.5 ± 6.6 18.9 ± 27.4
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4. Discussion

Here, we performed an age-, sex-, and ISO-matched nested case–control study between
a single-dose-vaccinated group and an unvaccinated group of SARS-CoV-2-recovered
individuals, in addition to a comparison with infection-naïve individuals. Case–control
groups showed similar S1-IgG, pVNT50, and IFN-γ spot counts before vaccination (from
visits one to three). However, the humoral immune response, especially the neutralizing
antibody, was significantly increased after a single-dose vaccination compared to the
unvaccinated, recovered group. Therefore, protective immunity seems to be significantly
strengthened by COVID-19 vaccination in SARS-CoV-2-recovered individuals. A single
dose of BNT162b2, mRNA-1273, or Ad26.COV2.S induced higher anti-S antibody titers in
the recovered individuals than in the unvaccinated convalescent individuals, regardless
of the vaccine type [20]. In our study comprising 18 individuals, 61% of the single-dose
vaccinees were administered ChAdOX1, and the others were administered mRNA vaccines:
22% BNT162b2 and 17% mRNA-1273. Similar to the conditions observed in response
to Ad26.COV2.S [20], no significant immunological differences were observed between
the ChAdOX1 and mRNA vaccines, regardless of the dose, in the recovered individuals
(Figures S1 and 2). Ebinger et al. reported that the anti-S RBD antibody titer and ACE2-
binding capacity after a single dose were similar to the response seen after two doses of the
BNT162b2 vaccine in previously infected healthcare workers [9]. In addition, Krammer et al.
also reported no difference in anti-spike antibody response after the first and second dose of
mRNA vaccine in COVID-19-recovered individuals [10]. Therefore, a single-dose regimen
of either ChAdOX1 or mRNA vaccines might be suitable for these individuals.

In COVID-19-naïve individuals, the humoral immune response vastly differed accord-
ing to the vaccine type. Ad26.CoV2.S induced the lowest, and mRNA-1273 induced the
highest immune responses compared to the other vaccines (Figure 3). In particular, the
seroconversion rate of the neutralizing antibodies was very low (20%) in the Ad26.CoV2.S
vaccinees, but it was 84.6% and 100% in the ChAdOX1 vaccinees and all the other types of
vaccinees, respectively (Figure 3b). These data were consistent with the previous findings
that the individuals who received the complete mRNA vaccine dose were all seropositive
in the SARS-CoV-2 pseudovirus neutralization test. In contrast, the seropositive rate of
Ad26.CoV2.S vaccines was only 9.5% [20]. According to previous data, the seroprevalence
rate of neutralizing antibodies against human adenovirus type 26 (AdHu26) showed dis-
tinct geographic distributions, such as 35.5% (407/1154) in China [21], 64.6% in South Africa,
and 11.7% in the USA [22]. Unfortunately, there were no seroprevalence data for AdHu26
in Korea. We could not explain whether the preexisting AdHu26 immunity influenced the
immunogenicity of Ad26.CoV2.S. Despite the low prevalence of the AdHu26 antibody, the
aforementioned AdHu26 seroprevalence data did not represent seroprevalence in the entire
USA; the seropositive rate of Ad26.CoV2.S in the USA was also very low. Interestingly,
ChAdOX1 induced a broad range of humoral immune responses compared to either mRNA
or ChAdOX1/BNT162b2 vaccines in COVID-19-naïve individuals (Figure 3a,b); a similar
phenomenon was reported by Jeewandara et al. [17]. Nevertheless, ChAdOX1 induced
uniform humoral immune responses in the recovered individuals, which were similar to
those observed in response to mRNA-1273 or BNT162b2. Therefore, ChAdOX1 might be
more effective in COVID-19-recovered individuals than in infection-naïve individuals.

We analyzed the data from pre- and post-vaccination with ChAdOX1, BNT162b2,
or mRNA-1273 vaccines and visit four in the recovered individuals. The anti-S1 anti-
body, pVNT50, and IFN-γ ELISpot counts differed significantly between the unvaccinated
infection-naïve group and the previously unvaccinated, infection-naïve vaccinated, and
recovered vaccinated groups (Figure S2, Table S2). Therefore, the three vaccines induced sig-
nificantly different immunogenicity in infection-naïve and recovered individuals. However,
the small number of vaccinees is a limitation of this study.
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5. Conclusions

A single dose of ChAdOX1, BNT162b2, or mRNA-1273 COVID-19 vaccines induced
significantly high levels of anti-S1 and neutralizing antibodies in SARS-CoV-2-recovered
individuals. No immunological differences were observed between single- and double-
dose vaccine regimens in such cases. However, Ad26.CoV2.S and ChAdOX1 induced much
lower anti-S1 and neutralizing antibody levels than BNT162b2 or mRNA-1273 vaccines
in SARS-CoV-2-naïve individuals. Because ChAdOX1 has several benefits, such as low
cost and stability of refrigerating temperature, it would be beneficial to administer the
ChAdOX1 vaccine to the SARS-CoV-2-recovered individuals in tropical areas or low-income
countries. BNT162b2 and mRNA-1273 vaccines induced significant cellular immunity in
SARS-CoV-2-naïve individuals (compared to pre-vaccination), but not in the recovered
individuals, even though the mean IFN-γ spot counts were increased after vaccination.
These data demonstrate significant variations in the immunogenicity of the currently used
COVID-19 vaccines in Korea and suggest a different vaccination strategy in infection-naïve
and recovered individuals.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/vaccines10020332/s1, Figure S1: Comparison of humoral and cel-
lular immune responses induced by three kinds of COVID-19 vaccines in SARS-CoV-2-recovered
individuals vaccinated with a single dose; Figure S2: Comparison of humoral and cellular immune re-
sponses in SARS-CoV-2-naïve and -recovered infected individuals (unvaccinated and vaccinated with
ChAdOX1, BNT162b2, or mRNA-1273 COVID-19 vaccines). Table S1: Anti-SARS-CoV-2 nucleocapsid
antibody titers in SARS-CoV-2-naïve individuals; Table S2: Mean values of humoral and cellular
immune responses of SARS-CoV-2-naïve and -recovered individuals (unvaccinated and vaccinated
with ChAdOX1, BNT162b2, or mRNA-1273 COVID-19 vaccines).

Author Contributions: Conceptualization, H.P.; methodology, J.-Y.H., Y.K. and C.-H.W.; valida-
tion, J.-Y.H., Y.K. and E.-J.J.; formal analysis, J.-Y.H.; investigation, Y.K., E.-J.J., K.-M.L. and C.-U.H.;
resources, S.-T.C., S.X., J.-G.J. and J.-H.A.; data curation, J.-Y.H.; writing—original draft prepara-
tion, J.-Y.H.; writing—review and editing, H.P. and C.-H.W.; project administration, H.P.; funding
acquisition, H.P. All authors have read and agreed to the published version of the manuscript.

Funding: This research was supported by a grant from the Korea Health Technology R&D project
through the Korea Health Industry Development Institute (KHIDI), funded by the Ministry of Health
& Welfare, Republic of Korea (grant No: HQ20C0035), a grant from the Ministry of Food and Drug
Safety in 2021 (grant No: 21171MFDS181), and GC Pharma.

Institutional Review Board Statement: The study was conducted in accordance with the guidelines
of the Declaration of Helsinki and was approved by the Institutional Review Board of Yeungnam
University Medical Centers (protocol code YUMC-2020-04-009, approval on 16 April 2020, protocol
code YUMC-2021-03-012, approval on 24 March 2021).

Informed consent statement: Informed consent was obtained from all individuals involved in the study.

Data Availability Statement: The deidentified data underlying the results presented in this study
may be made available upon request from the corresponding author Hosun Park, at hspark@ynu.ac.kr.
The data are not publicly available in accordance with funding requirements and participant privacy.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the study
design; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or in the
decision to publish the results.

References
1. World Health Organization (WHO). WHO Coronavirus (COVID-19) Dashboard. Available online: https://covid19.who.int/

(accessed on 17 January 2022).
2. World Health Organization (WHO). COVID19 Vaccine Tracker. Available online: https://covid19.trackvaccines.org/agency/

who/ (accessed on 6 January 2022).
3. Cohn, B.A.; Cirillo, P.M.; Murphy, C.C.; Krigbaum, N.Y.; Wallace, A.W. SARS-CoV-2 vaccine protection and deaths among US

veterans during 2021. Science 2021, 375, 331–336. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/vaccines10020332/s1
https://www.mdpi.com/article/10.3390/vaccines10020332/s1
https://covid19.who.int/
https://covid19.trackvaccines.org/agency/who/
https://covid19.trackvaccines.org/agency/who/
http://doi.org/10.1126/science.abm0620
http://www.ncbi.nlm.nih.gov/pubmed/34735261


Vaccines 2022, 10, 332 11 of 11

4. Lopez Bernal, J.; Andrews, N.; Gower, C.; Gallagher, E.; Simmons, R.; Thelwall, S.; Stowe, J.; Tessier, E.; Groves, N.;
Dabrera, G.; et al. Effectiveness of Covid-19 Vaccines against the B.1.617.2 (Delta) Variant. N. Engl. J. Med. 2021, 385, 585–594.
[CrossRef] [PubMed]

5. Sheikh, A.; Robertson, C.; Taylor, B. BNT162b2 and ChAdOx1 nCoV-19 Vaccine Effectiveness against Death from the Delta Variant.
N. Engl. J. Med. 2021, 385, 2195–2197. [CrossRef] [PubMed]

6. Tang, P.; Hasan, M.R.; Chemaitelly, H.; Yassine, H.M.; Benslimane, F.M.; Al Khatib, H.A.; AlMukdad, S.; Coyle, P.; Ayoub, H.H.;
Al Kanaani, Z.; et al. BNT162b2 and mRNA-1273 COVID-19 vaccine effectiveness against the SARS-CoV-2 Delta variant in Qatar.
Nat. Med. 2021, 27, 2136–2143. [CrossRef] [PubMed]

7. Holder, J. New York Times. Tracking Coronavirus Vaccinations around the World. Available online: https://www.nytimes.com/
interactive/2021/world/covid-vaccinations-tracker.html (accessed on 5 January 2022).

8. Angyal, A.; Longet, S.; Moore, S.C.; Payne, R.P.; Harding, A.; Tipton, T.; Rongkard, P.; Ali, M.; Hering, L.M.; Meardon, N.; et al.
T-cell and antibody responses to first BNT162b2 vaccine dose in previously infected and SARS-CoV-2-naive UK health-care
workers: A multicentre prospective cohort study. Lancet Microbe 2021, 3, e21–e31. [CrossRef]

9. Ebinger, J.E.; Fert-Bober, J.; Printsev, I.; Wu, M.; Sun, N.; Prostko, J.C.; Frias, E.C.; Stewart, J.L.; Van Eyk, J.E.; Braun, J.G.; et al.
Antibody responses to the BNT162b2 mRNA vaccine in individuals previously infected with SARS-CoV-2. Nat. Med. 2021, 27,
981–984. [CrossRef] [PubMed]

10. Krammer, F.; Srivastava, K.; Alshammary, H.; Amoako, A.A.; Awawda, M.H.; Beach, K.F.; Bermúdez-González, M.C.; Bielak, D.A.;
Carreño, J.M.; Chernet, R.L.; et al. Antibody Responses in Seropositive Persons after a Single Dose of SARS-CoV-2 mRNA Vaccine.
N. Engl. J. Med. 2021, 384, 1372–1374. [CrossRef] [PubMed]

11. Manisty, C.; Otter, A.D.; Treibel, T.A.; McKnight, Á.; Altmann, D.M.; Brooks, T.; Noursadeghi, M.; Boyton, R.J.; Semper, A.;
Moon, J.C. Antibody response to first BNT162b2 dose in previously SARS-CoV-2-infected individuals. Lancet 2021, 397, 1057–1058.
[CrossRef]

12. Prendecki, M.; Clarke, C.; Brown, J.; Cox, A.; Gleeson, S.; Guckian, M.; Randell, P.; Pria, A.D.; Lightstone, L.; Xu, X.-N.; et al. Effect
of previous SARS-CoV-2 infection on humoral and T-cell responses to single-dose BNT162b2 vaccine. Lancet 2021, 397, 1178–1181.
[CrossRef]

13. Saadat, S.; Rikhtegaran Tehrani, Z.; Logue, J.; Newman, M.; Frieman, M.B.; Harris, A.D.; Sajadi, M.M. Binding and Neutralization
Antibody Titers After a Single Vaccine Dose in Health Care Workers Previously Infected With SARS-CoV-2. JAMA 2021, 325,
1467–1469. [CrossRef] [PubMed]

14. Vicenti, I.; Gatti, F.; Scaggiante, R.; Boccuto, A.; Zago, D.; Basso, M.; Dragoni, F.; Zazzi, M.; Parisi, S.G. Single-dose BNT162b2
mRNA COVID-19 vaccine significantly boosts neutralizing antibody response in health care workers recovering from asymp-
tomatic or mild natural SARS-CoV-2 infection. Int. J. Infect. Dis. 2021, 108, 176–178. [CrossRef] [PubMed]

15. Reynolds, C.J.; Pade, C.; Gibbons, J.M.; Butler, D.K.; Otter, A.D.; Menacho, K.; Fontana, M.; Smit, A.; Sackville-West, J.E.;
Cutino-Moguel, T.; et al. Prior SARS-CoV-2 infection rescues B and T cell responses to variants after first vaccine dose. Science
2021, 372, 1418–1423. [CrossRef] [PubMed]

16. Havervall, S.; Marking, U.; Greilert-Norin, N.; Ng, H.; Gordon, M.; Salomonsson, A.C.; Hellström, C.; Pin, E.; Blom, K.;
Mangsbo, S.; et al. Antibody responses after a single dose of ChAdOx1 nCoV-19 vaccine in healthcare workers previously infected
with SARS-CoV-2. EBioMedicine 2021, 70, 103523. [CrossRef] [PubMed]

17. Jeewandara, C.; Kamaladasa, A.; Pushpakumara, P.D.; Jayathilaka, D.; Aberathna, I.S.; Danasekara, D.; Guruge, D.; Ranasinghe,
T.; Dayarathna, S.; Pathmanathan, T.; et al. Immune responses to a single dose of the AZD1222/Covishield vaccine in health care
workers. Nat. Commun. 2021, 12, 4617. [CrossRef] [PubMed]

18. Sasikala, M.; Shashidhar, J.; Deepika, G.; Ravikanth, V.; Krishna, V.V.; Sadhana, Y.; Pragathi, K.; Reddy, D.N. Immunological
memory and neutralizing activity to a single dose of COVID-19 vaccine in previously infected individuals. Int. J. Infect. Dis. 2021,
108, 183–186. [CrossRef] [PubMed]

19. Park, A.K.; Kim, I.H.; Kim, J.; Kim, J.M.; Kim, H.M.; Lee, C.Y.; Han, M.G.; Rhie, G.E.; Kwon, D.; Nam, J.G.; et al. Genomic
Surveillance of SARS-CoV-2: Distribution of Clades in the Republic of Korea in 2020. Osong Public Health Res. Perspect. 2021, 12,
37–43. [CrossRef] [PubMed]

20. Naranbhai, V.; Garcia-Beltran, W.F.; Chang, C.C.; Mairena, C.B.; Thierauf, J.C.; Kirkpatrick, G.; Onozato, M.L.; Cheng, J.;
St Denis, K.J.; Lam, E.C.; et al. Comparative immunogenicity and effectiveness of mRNA-1273, BNT162b2 and Ad26.COV2.S
COVID-19 vaccines. J. Infect. Dis. 2021, jiab593. [CrossRef] [PubMed]

21. Zhang, S.; Huang, W.; Zhou, X.; Zhao, Q.; Wang, Q.; Jia, B. Seroprevalence of neutralizing antibodies to human adenoviruses
type-5 and type-26 and chimpanzee adenovirus type-68 in healthy Chinese adults. J. Med. Virol. 2013, 85, 1077–1084. [CrossRef]
[PubMed]

22. Mast, T.C.; Kierstead, L.; Gupta, S.B.; Nikas, A.A.; Kallas, E.G.; Novitsky, V.; Mbewe, B.; Pitisuttithum, P.; Schechter, M.;
Vardas, E.; et al. International epidemiology of human pre-existing adenovirus (Ad) type-5, type-6, type-26 and type-36
neutralizing antibodies: Correlates of high Ad5 titers and implications for potential HIV vaccine trials. Vaccine 2010, 28, 950–957.
[CrossRef] [PubMed]

http://doi.org/10.1056/NEJMoa2108891
http://www.ncbi.nlm.nih.gov/pubmed/34289274
http://doi.org/10.1056/NEJMc2113864
http://www.ncbi.nlm.nih.gov/pubmed/34670038
http://doi.org/10.1038/s41591-021-01583-4
http://www.ncbi.nlm.nih.gov/pubmed/34728831
https://www.nytimes.com/interactive/2021/world/covid-vaccinations-tracker.html
https://www.nytimes.com/interactive/2021/world/covid-vaccinations-tracker.html
http://doi.org/10.1016/S2666-5247(21)00275-5
http://doi.org/10.1038/s41591-021-01325-6
http://www.ncbi.nlm.nih.gov/pubmed/33795870
http://doi.org/10.1056/NEJMc2101667
http://www.ncbi.nlm.nih.gov/pubmed/33691060
http://doi.org/10.1016/S0140-6736(21)00501-8
http://doi.org/10.1016/S0140-6736(21)00502-X
http://doi.org/10.1001/jama.2021.3341
http://www.ncbi.nlm.nih.gov/pubmed/33646292
http://doi.org/10.1016/j.ijid.2021.05.033
http://www.ncbi.nlm.nih.gov/pubmed/34022329
http://doi.org/10.1126/science.abh1282
http://www.ncbi.nlm.nih.gov/pubmed/33931567
http://doi.org/10.1016/j.ebiom.2021.103523
http://www.ncbi.nlm.nih.gov/pubmed/34391088
http://doi.org/10.1038/s41467-021-24579-7
http://www.ncbi.nlm.nih.gov/pubmed/34326317
http://doi.org/10.1016/j.ijid.2021.05.034
http://www.ncbi.nlm.nih.gov/pubmed/34022331
http://doi.org/10.24171/j.phrp.2021.12.1.06
http://www.ncbi.nlm.nih.gov/pubmed/33659153
http://doi.org/10.1093/infdis/jiab593
http://www.ncbi.nlm.nih.gov/pubmed/34888672
http://doi.org/10.1002/jmv.23546
http://www.ncbi.nlm.nih.gov/pubmed/23588735
http://doi.org/10.1016/j.vaccine.2009.10.145
http://www.ncbi.nlm.nih.gov/pubmed/19925902

	Introduction 
	Materials and Methods 
	Participants and Study Design 
	Anti-SARS-CoV-2 IgG Enzyme-Linked Immunosorbent Assay (ELISA) 
	Pseudotyped Virus Neutralization Test (pVNT) 
	Enzyme-Linked Immunospot (ELISpot) Assay 
	Statistical Analysis 

	Results 
	Immune Responses in SARS-CoV-2-Recovered Individuals 
	Immune Responses in SARS-CoV-2-Naïve Individuals 

	Discussion 
	Conclusions 
	References

