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Abstract

As severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) sweeping the
world, effective and affordable vaccines are in urgent need. A reliable system for
the assessment of SARS-CoV-2 vaccines would boost the development of vac-
cines and reduce the research cost. We constructed a logistic regression model
and analyzed the relationship between antibody (Ab) level and efficacy of differ-
ent vaccine types. The relationship between assessment dates and Ab levels was
depicted by plotting the mean of Ab levels evolved over time and a fitted cubic
polynomial model. Anti-spike immunoglobulin G (IgG) could best estimate the
vaccine efficacy (VE) (adjusted R?> = 0.731) and neutralizing Ab to live SARS-
CoV-2 also explained a fine relationship (adjusted R? = 0.577). Neutralizing Abs
to live SARS-CoV-2 in inactivated virus vaccines reached a peak during days 40-
60, and their receptor-binding domain (RBD)-IgG peaked during days 40-50. For
messenger RNA (mRNA) and viral vector vaccines, their neutralizing Ab to live
SARS-CoV-2 peaked later than day 40, and for RBD-IgG during days 30-50. For
mRNA and viral vector vaccines, their peak time of Abs was later than that in
inactivated virus vaccines. RBD-IgG peaked earlier than Ab to live SARS-CoV-2.
Anti-spike IgG and Ab to live SARS-CoV-2 may be good immune markers for VE
assessment.
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1 | INTRODUCTION

With approximately 250 million infections and five mil-
lion deaths worldwide, more than 320 coronavirus disease
2019 (COVID-19) vaccines were in development accord-
ing to the World Health Organization (WHO) on 19th
November, 2021.! Multiple types of vaccines showed varied
vaccine efficacies (VEs) ranging from 50% to 95% against
symptomatic COVID-19 infections in phase III clinical
studies; seven of them have been approved for market-
ing or emergency use by WHO.?>"'* Approved vaccines are
mainly classified into four types: inactivated virus vaccines
like CoronaVac, BIBP-CorV, and BBV-152; adenoviral vec-
tor vaccines like Ad26.COIV2.S; protein subunit vaccines
like ChAdOx1-S; and mRNA encoding vital proteins like
mRNA-1273 and BNTI162b2. According to the character-
istics of these vaccines, the safety and efficacy might be
different. Until now, several meta-analyses have summa-
rized the efficacy of COVID-19 vaccines, which showed
mRNA and adenoviral vector vaccines have greater
VE than inactivated virus vaccines and protein-based
vaccines.””'® With the manufacturing challenges caused
by the global demand, more affordable vaccines with good
safety and efficacy were in urgent need.'>?" Therefore, it
became essential to identify proper biomarkers to effec-
tively evaluate the efficacy of developing and developed
vaccines.

The protection rate of a developing COVID-19 vaccine
was assessed by a phase III clinical study with at least
1000 participants.”! Before the phase III study, antibod-
ies (Abs) like neutralizing Abs to live severe acute respi-
ratory syndrome coronavirus 2 (SARS-CoV-2), receptor-
binding domain (RBD)-IgG, anti-spike immunoglobulin
G (IgG), and binding Ab were collected in the phase
I/11 studies.””>* Although SARS-CoV-2-specific memory
T-cell immunity has shown a certain degree of protec-
tion, more evidence of the relationship between immune
biomarkers and protection rate exists.”>"?’ Evidence from
both animal and human studies have shown that a higher
level of the pre-existing neutralizing Abs is potentially
related to protection.’®? Study has demonstrated that
higher peri-infection neutralizing Ab titers were associated
with lower viral load, which is related to infectivity.*%-!
Studies based on mRNA-1273 and ChAdOx1-S have also
been conducted in order to predict the relationship
between Ab titers and protection rate.>>** These studies
confirmed that neutralizing Abs against live virus seems
a great predictor for the protection rate of a promising
COVID-19 vaccine. Yet, more Abs like RBD-IgG and anti-
spike IgG have not evaluated their association between
protection. As is well-known, spike protein is one of the
four structural proteins of the pericapsid of SARS-CoV-

2, which are the main immunogen. Spike protein plays
an important role in viral binding, fusion, and replication
within host cells by interacting with the angiotensin con-
version enzyme human 2. RBD is a domain of the S1 sub-
unit of spike protein that interacts directly with the recep-
tors of the host cells. Therefore, the emerging of RBD-IgG
and anti-spike IgG might indicate the ability to prevent
pathogens from entering the host cells.

The assessment time and method vary during different
phase I/1I studies.***® Even though many studies chose
the enzyme-linked immunoassay method and days 0, 28,
42, and 56 to evaluate Abs, few studies explained when
the Abs can reach their highest concentration. Studies
found that for the BNT162b2 vaccine, the Abs reached the
peak during days 4-30 after receipt of the second dose of
vaccine.”’ Evidence from the real world also showed that
for two doses of BNT162b2, anti-spike IgG levels peaked 28
days after the first vaccination, regardless of age.>® How-
ever, for different immune markers and different types
of vaccines, no general guidance has been developed for
when and how to evaluate the Abs.

How to judge the immune markers was an essential
question for evaluating the VEs. To the best of our knowl-
edge, no comprehensive study has been conducted to
solve those questions generally. In this regard, we con-
ducted an analysis based on the previous phase I-III clin-
ical researches of COVID-19 vaccines. In this study, we
summarized and modeled the immune markers and VE
for different vaccines, which identified Abs that were
mostly related to the protection rate, and also identified
the best time to assess the Abs for different vaccines,
thus providing advice for future vaccine research and
development.

2 | RESULTS

2.1 | Characteristics of included studies
The flowchart of the study was shown (Figure 1). After
searching from databases, a total of 35 studies were
finally included in this study with 15 phase III studies
for nine vaccines (Figure S1 and Table S1). Nine vaccines
were included, with two mRNA vaccines (mRNA-1273
and BNT162b2), three virus-vectored vaccines (ChAdOx1-
S, Ad26.COV2.S, and Gam-COVID-Vac), three inactivated
vaccines (CoronaVac, BIBP-CorV, and Covaxin), and one
protein subunit vaccine (NVX-CoV2373). In order to com-
pare the assessment methods of different vaccines, we also
summarized these methods in different studies (Table S2),
including the dose, type of the Ab, details of the method,
schedule, and assessment time.
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FIGURE 1 The flowchart of the study
2.2 | Superiority of anti-spike IgG and

neutralizing Ab to live SARS-CoV-2

According to our method, the geometric mean titer (GMT)
and standard deviation (on a log;, scale) were collected
and calculated in the included studies to compare differ-
ent Abs. When two assessment methods were used in one
study, we chose the method most commonly used in order
to reduce the bias. We also generated the combined VE
using the pre-set formula (Table S3). Finally, we selected
seven vaccines with enough data to be modeled. Among
these, six vaccines were assessed for neutralizing Ab to live
SARS-CoV-2, four vaccines for RBD-IgG, three vaccines
for neutralizing Ab to pseudovirus (PSE), and three vac-
cines for anti-spike IgG. To compare different Abs used
for vaccine assessment, we used logistic regression to fit
the relationship between efficacy and vaccine-induced Ab
levels. Adjusted R?, the level of total variation explained
by the model after adjusted for model complexity, was
used to judge the performance of the immune markers. In
the general population, the model showed that the anti-
spike IgG level best explained the relationship with pro-
tection across the studies (adjusted R?> = 0.731). The neu-
tralizing Ab to live SARS-CoV-2 also explained a fine rela-
tionship with protection (adjusted R?> = 0.577), while for
RBD-IgG and PSE, the relationship between protection
was inferior (adjusted R>= 0.264 and 0.153) (Figure 2).
For these models, studies were excluded due to the lack
of essential information about Abs or they stood out as
outliners.

Moreover, to reduce the possible bias caused by differ-
ent age groups, we chose the age range of 16-65 years
for the subgroup study. In the subgroup analysis, neu-
tralizing Ab to live SARS-CoV-2 and RBD-IgG showed a
stronger correlation with protection (adjusted R* = 0.577
and 0.484), while anti-PSE and anti-spike IgG still main-
tained (adjusted R?>= 0.115 and 0.694) (Figure 3). The
improvement of adjusted R?> was mainly caused by the
decline of the standard deviation in different vaccines. In
conclusion, both in the general population and 16-65 years’
subgroup, anti-spike IgG best explained the relationship
with protection across the studies. The neutralizing Ab to
live SARS-CoV-2 performed fine explaining the relation-
ship with protection. RBD-IgG may be a good predictor, but
its performance may be greatly affected by age. The PSE
was not recommended to be an indicator for protection.

2.3 |
Abs

Optimal time slot for assessment of

Almost all of the included vaccines in the analysis required
a second dose, except for Ad26.COV2.S. The schedule of
the second injection varied, such as day 14 (CoronaVac
and BBV152), day 21 (BNT162b2, Gam-COVID-Vac, NVX-
CoV2373, and BIBP-CorV), day 28 (AZD1222 and mRNA-
1273). Since many vaccines only assessed their Ab levels
at less than five time slots, we summarized the log;oGMT
each time slot for different vaccines and chose a line chart
to describe the tendency of vaccine immune markers over
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FIGURE 2 The relationship between antibodies and vaccine efficacy. In the general population, the prediction power of
vaccine-induced antibodies was ranked as anti-spike immunoglobulin G (IgG) (D) (adjusted R? = 0.731), neutralizing antibody (Ab) to live
severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) (A) (adjusted R? = 0.577), receptor binding domain-IgG (B) (adjusted

R? = 0.264) and neutralizing antibody to pseudovirus (C) (adjusted R? = 0.153)
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FIGURE 3 The relationship between antibodies and vaccine efficacy in 16-65 years subgroup. In the subgroup, the prediction power of
vaccine-induced antibodies was ranked as anti-spike immunoglobulin G (IgG) (D) (adjusted R? = 0.694), neutralizing antibody (Ab) to live
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FIGURE 4 The antibody level changes of different vaccines through time after vaccination. The neutralizing antibody of live severe
acute respiratory syndrome coronavirus 2 (SARS-CoV-2) in three inactivated viral vaccines remained at a relatively high level during 40-70
days after vaccination (A). The receptor-binding domain (RBD)-IgG in these three vaccines reached the highest level at about 40 days, then
remained stable until about day 60 (B). For two messenger RNA (mRNA) vaccines (mRNA-1273 and BNT-162b2), both the neutralizing
antibody to live SARS-CoV-2 and RBD-IgG peaked around day 40 (C and D). Until 40 days after vaccination, neutralizing antibody to live
SARS-CoV-2 in adenoviral vector vaccines remained increasing and did not reach the peak (E). Three vaccines with spike protein antibody
results available indicated the peak time at day 40, while NVX-CoV2373, a kind of spike protein vaccine showed an extremely high level of

spike protein antibody (F)

time for qualitative analysis. For inactivated virus vaccines,
their neutralizing Abs to live SARS-CoV-2 reached the
peak on 40-60 days and further reached a relative plateau.
The mRNA vaccines maintained an increase after 60 days
and the viral vector vaccines also maintained an increase
after 40 days (Figure 4A,C,E). Therefore, the assessment
period of neutralizing Abs for mRNA and viral vector vac-
cines should be scheduled wider to get a peak concentra-
tion to guide subsequent phase III clinical trials. For inac-
tivated virus vaccines, their RBD-IgG peaked during days
40-50, and those in mRNA vaccines peaked during days
30-50 (Figure 4B,D). Their trends suggested that following
clinical studies should select between day 30 and day 50 as
the assessment time for the peak. The anti-spike IgG was
only assessed for three kinds of vaccines. It suggested that

protein subunit vaccines caused a strong Ab response, but
as the peak did not appear prior to day 40, an assessment
date of over 40 was considered. For both viral vector vac-
cines and inactivated vaccines, peaks were reached during
days 40-50 (Figure 4F).

We also modeled the relationship between different Abs
and assessment times to better understand this question.
Four vaccines were chosen because they have at least five
assessment time slots. Similar to the qualitative analy-
sis results, the RBD-IgG of mRNA-1273 reached a peak
around day 35 (Figure 5A). Similarly, the RBD-IgG of
Gam-COVID-Vac also peaked around day 35 (Figure 5C).
The other two inactivated vaccines showed a different
trend: for BIBP-CorV vaccines, their neutralizing Ab to live
COVID-19 peaked during days 35-50, and BBV152 peaked
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Figure 3

after day 50 (Figure 5B,D). Besides, they both reached
and maintained a high level during days 40-70. Conclu-
sively, for mRNA and viral vector vaccines, their peak
time of different Abs was later than that in inactivated
virus vaccines, and RBD-IgG peaked earlier than Ab to live
SARS-CoV-2.

3 | DISCUSSION

As the urgent demand for COVID-19 vaccines, several
kinds of vaccines have been approved and hundreds of
vaccines are in development. The current evaluation of
vaccines depends on the protection rate under phase III
clinical trials, which is time-consuming and expensive. It
might be difficult for small companies, low-income coun-
tries, and middle-income countries to conduct such phase
IIT clinical studies. Using immune markers more corre-
lated with VE and a better schedule for evaluation in early
studies have important implications for subsequent vac-
cine development. Remarkably, the US Food and Drug
Administration did not recommend Abs testing to eval-
uate the immune response and protection efficacy after
vaccination,?® which led to only a small number of stud-
ies so far assessing the protective effect of Ab after vac-
cination months later.?” However, as COVID -19 vaccines
became more deeply understood, the assessment time and
method became more important for promising vaccines,

such as booster or cross-species vaccination,**** thus Ab
levels should also be assessed months later.

Former studies in common viruses, such as hepatitis
B, poliomyelitis, and flu virus, had proven that protective
Abs titers were related to VE and the models for protective
duration had been well established.**** Therefore, theoret-
ically, speaking, people who generated Abs to SARS-CoV-2
are protected. A real-world study in England showed that
Ab-positive health-care workers had an 84% lower risk of
infection than Ab-negative ones* and the medium pro-
tection time was 7 months. Former researches suggested
that Abs are positively correlated with COVID-19 vaccines,
especially neutralizing and binding Abs.**"*® Although
neutralizing Ab was the most prevalent marker tested in
clinical trials, it is still unclear that whether neutralizing
Ab titer is the best immune marker correlated with protec-
tion. In this study, we summarized the published clinical
researches about SARS-CoV-2 vaccines and analyzed the
correlations between efficacy and different Abs. We sur-
prisingly found that anti-spike IgG titer best described the
protection rate, yet it is worth noting that only three kinds
of vaccines had been tested for anti-spike IgG in clinical tri-
als and two of them specifically target spike protein,'*>%
the other is an inactivated viral vaccine.* It is hard to tell
whether the protein subunit vaccines target spike protein-
induced higher anti-spike IgG, and further confirmation
is limited by the inaccessible published original data.
Meanwhile, neutralizing Ab titer also showed a plausible
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relationship with protection rate in a larger range
of vaccines. Seven kinds of vaccines had been tested
for neutralizing Ab after vaccination and six of them
were included.”* Gam-COVID-Vac, a recombinant
adenovirus-based vaccine produced by Russia® was
excluded because it stood out as an outliner in our model
which presented lower Abs levels with thick-tail distri-
bution and an overestimated efficacy. Its recent phase III
clinical trials demonstrated the efficacy of 91.6% in pre-
venting symptomatic COVID-19 and 100% in preventing
severe infection.” Among the other vaccines included,
neutralizing Ab titer correlated to the protection rate as
that the higher the neutralizing Ab the higher the pro-
tection rate was, which is consistent with other studies.*’
The analysis of other immune markers like RBD-IgG and
PSE did not show satisfying goodness of fit in the whole
population, but in the 16-65 years population, RBD-IgG
titer showed a fine correlation with the protection rate.
In other words, our study suggests that anti-spike IgG,
neutralizing Ab, and RBD-IgG could predict the protection
rate, while the performance of RBD-IgG could fluctuate
greatly based on the age group. However, PSE is not
recommended in any circumstance.

Specifically, our analysis showed that mRNA vaccines
(BNT162b2 and mRNA-1273) induced the strongest neu-
tralizing Ab and RBD-IgG response, concordantly provid-
ing the highest protection. Inactivated vaccines seem to
be inefficient in generating Abs and providing protection
(Figure 2). Neutralizing Ab could prevent SARS-CoV-2
from invading into cells while binding Abs would bind
to the virus alert immune system to destroy pathogens.
mRNA vaccines showed superiority in both aspects. By
now, we have modeled the relationship between Abs
after vaccination with protection rate after logistic trans-
formation with an approximately linear relationship.
Researchers thus could use Abs titer to predict the efficacy
mean of developing vaccines.”’” However, it is noteworthy
that immunocompromised individuals, like patients with
cancer, HIV, or organ transplant, may not have detectable
Abs after vaccination.’®®! We did not specifically analyze
the situation when humoral immunity was suppressed,
but some researchers pointed out that cellular immunity
still worked for those individuals. The animal experiment
demonstrated that cellular immunity, including CD8+ T
cells, protected convalescent macaques with low-level Ab
titer from the reinfection of SARS-CoV-2.% It can also
explain why we exclude the protein vaccines when model-
ing the relationship between neutralizing Ab to live virus
and protection rate. They can produce a very high con-
centration of Abs, but due to the lack the productivity
of cellular immunity, their protection capability could be
quite limited.'”?* Protein subunit vaccines contain frag-
ments of protein from the structure of the pathogen. As a

Open Access,

non-endogenous antigen, protein subunit vaccine cannot
be submitted through MHC-I, so its cellular immunogenic-
ity is relatively weak.%*%* Thus, it is usually delivered along
with adjuvants to boost immune response.

There are several limitations of this research. First, this
study was based on other original researches that contain
incomplete data. Second, vaccines included in our research
mainly targeted subtype B.1.1.7, while over time, new virus
subtypes emerged and people could get reinfected, which
would correspondingly lead to a decline of protection rate
and bias of phase III clinical trials. Third, even though
enzyme-linked immunoassay was applied in most trials,
there were still other assays conducted, which might lead
to discrepant titer levels. However, this research also has
several strengths. First, the logistic model used for effi-
cacy prediction, along with its corresponding confidence
interval (CI), did not depend on distributional assumption
over efficacy. Second, throughout this research, we com-
pared different types of vaccine-induced Abs and evaluated
their capability in explaining VE. Third, we analyzed how
Abs levels evolved over time for different types of vaccines.
Compared with clinical researches focusing only on a sin-
gle type of vaccine, our research is more instructive and
comprehensive.

As COVID-19 vaccines are being developed ceaselessly,
the evaluation of their effectiveness should gradually
become clear and specific. In this study, we focused on
the criteria for judging the immune markers of COVID-
19 vaccines. Different from other studies,*’” we found that
anti-spike IgG may be a more predictive immune marker
than neutralizing Ab to live COVID-19 virus with our logis-
tic regression model. And we also analyzed the predictive
performance of other immune markers in different age
groups. Furthermore, we described the trends of different
Abs for different vaccines over time. For mRNA and viral
vector vaccines, their peak time of different Abs was later
than that of inactivated virus vaccines. For future studies
focusing on vaccine evaluation, this research would pro-
vide some guidance for choosing immune markers and
assessment time.

4 | METHODS

4.1 | Regression analysis

The edge of using the Monte Carlo method to regener-
ate data is that it can take the number of observations in
researches into account. By doing so, the regression result
would fit more on those with a larger number of observa-
tions, whose statistics are therefore more reliable. Since the
VE can only be between 0 and 1, the relationship between
vaccine-induced Ab level and efficacy is modeled using
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logistic regression:

1

VEWD) = ey

where f(titer) represents a linear combination of titer level
and possibly its moments. Notice that since all phase III
vaccines have efficacies higher than 0.5, it is convinced
that the resulting models are generally unreliable regard-
ing those with a low level of vaccine-induced Ab, while
models reveal the possible relationship between efficacy
and vaccine-induced Ab level as long as it is high. Ideally,
the relationship between efficacy and vaccine-induced Ab
levels should be smooth and linear (after the logistic trans-
formation of efficacy), therefore, generally, the model cho-
sen for all vaccine-induced Abs is with the following form:

VE (%) = ———,
1+e B
where x = (,..,) and B = ().

Such a simple linear relationship was chosen for two
reasons. First, as a good estimator for VE, the relationship
between the predictor and target must be simple and clear
enough, that is, the relationship should be consistent and
smooth, without too much curvature fluctuation along the
line. Second, as the types of vaccines were now limited,
applying complicated models to fit the data would incur
the high risk of overfitting.

In order to evaluate the performance of different types
of vaccine-induced Ab on determining the VE, it was
essential to estimate how much total variation of the data
could be explained by the model. Therefore, naturally, we
could use adjusted R? to determine the performance of the
vaccine-induced Ab. R? is defined as:

(-9

R* =
L 0i-y)

Furthermore, adjusted R? is defined based on R? as:

(1-R*)(n-1)

. 2 _ _
adjusted R“ =1 k1

where n is the number of observations and k is the num-
ber of predictors. Adjusted R?, instead of R%, was chosen
because different models used to fit the data may have a
different number of predictors. With adjusted R? as the cri-
teria for judging vaccine-induced Abs, the use of a larger
model would be penalized, therefore avoiding overfitting.
Even though the number of predictors was identical for dif-
ferent types of vaccines in this research, adjusted R? was yet

a more general and acceptable approach for model com-
parison.

4.2 | Bootstrap

Traditional CI estimation of linear regression is limited
here as it relies on the assumption that the noise follows
the normal distribution, which may not hold with respect
to the VE. Therefore, instead, we used bootstrap as an alter-
native for CI estimation. From the Monte Carlo simulated
data, we conducted random sampling on each vaccine
group, with the number of sampling proportional to the
number of observations in each vaccine group, with a total
sampling size of 200 for each simulation. This sampling
approach ensured that different researches with different
numbers of observations could be appropriately weighted.
Such resampling would be repeated 1000 times to con-
struct the CI for the entire curve, that was, computing the
empirical 2.5th and 97.5th quantile of efficacy for different
vaccine-induced Ab levels.

4.3 | Vaccine-induced Ab levels and
assessment time

Vaccines were assessed at different assessment times.
Therefore, at different time slots, there were different
vaccine-induced Ab levels. Though the day which gener-
ated the highest vaccine-induced Ab level is chosen for
constructing the relationship between vaccine-induced Ab
levels and efficacy, it was feasible to establish the relation-
ship between assessment time and vaccine-induced Ab lev-
els for different types of vaccines. The relationship between
time and vaccine-induced Ab levels was depicted by a chart
showing how vaccine-induced Ab mean levels evolve over
time.

Since for all types of COVID-19, theoretically speaking,
the vaccine-induced Ab level will decrease after a specific
assessment time, we chose to fit such relationship with the
following model:

log;o (Vaccine — Induced antibody level)

= By + B Assessment + 3, Assessment® + f3; Assessment?

Such a model allows for a smooth and asymmet-
ric transition in vaccine-induced Ab level regarding
assessment time, therefore plausible for rendering the
relationship between time and vaccine-induced Ab
levels.
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For a comprehensive search, we searched all clinical trial
publications related to SARS-CoV-2 vaccines from the fol-
lowing databases: EMBASE, Medline, PubMed, Web of Sci-
ence, WHO Global research database, and medRxiv. All
studies published up to September 12, 2021, were searched
and selected by three reviewers independently using the
following search terms “(COVID-19 OR SARS-CoV-2)
AND (vaccine*) AND (clinical trail OR phase trial OR
randomized)”. Three independent reviewers judged poten-
tially eligible articles and disagreements were resolved by
discussion. The following conditions were required to be
included in the study: (1) randomized controlled clinical
trials in humans, (2) healthy people who had not been
infected with COVID-19, (3) one type of COVID-19 vac-
cine was administered, (4) saline or adjuvant were used
as controls, and (5) provides statistical information about
the GMT and the 95% CI or about the VE for preven-
tion of COVID-19; The exclusions were: (1) vaccine of
other viruses, (2) report and review, (3) animal trail, (4)
unhealthy people, (5) non-intramuscular injection, (6) not
including the schedule used in phase III study, (7) data
lacking, (8) duplicate data, and (9) vaccine which lacks
data of phase III study or VE.

Three authors were responsible for data extraction inde-
pendently and discrepancies were resolved through dis-
cussion. Characteristics of basic information (author, trial
initiation date, trial number, etc.), intervention measures
(vaccine type, number of doses, etc.), study design (phase,
study type, and age range), assessment method (type of the
Ab, evaluation method, and assessment method), Ab infor-
mation (the GMT and 95% CI each type of Abs), protective
efficacy (number of the infected or uninfected participants
in the vaccine or placebo group) were extracted. The Ab
data in the corresponding study was selected according to
the injection dose and injection time of the related phase
I1I studies.

The protective efficacy was defined as the efficacy of
the vaccine against the first occurrence of symptomatic
COVID-19. Because of the different evaluation methods for
each phase-III study, the VE was calculated as (1 - RR) X
100, where RR (risk ratio) is the relative risk of incidence
rates between the two treatment groups. For vaccines that
have more than one study, we use STATA to combine the
RR in different groups of studies.

For a single type of vaccine, there could be different
schedules and assessment dates, which could therefore
lead to bias. To eradicate the discrepancy between exper-
imental designs, only those with the schedules consis-
tent with the phase III experiments were chosen. Besides,
the difference in assessment dates was complemented

by choosing the date that generated the highest vaccine-
induced Ab level, for different types of vaccines, respec-
tively. The relationship between assessment date and
vaccine-induced Ab levels would also be analyzed later.

The original articles did not necessarily provide raw
experimental data. Though it was adequate to use dis-
crete data to determine and rank different types of vaccine-
induced Abs, such statistics failed to crystally reveal the
relationship between the Ab levels and efficacy. In order
to construct such a linear relationship, Monte Carlo sim-
ulation was applied to restore the experimental data.
From the original experimental articles, the GMTs and
the standard deviations of titer after log;, transforma-
tion were retrieved for the simulation. We assumed that
titer level followed the Gaussian distribution after log,
transformation:

logy (titer) ~ N (u, 0?)

GMT is defined as
GMT =

n
H titer;,
i=1

which after the log, transformation, we have:

n .
- lo titer;
10g10 (GMT) _ Zl=1 8;0( l)’

under the assumption of normality after log;, transforma-
tion, such statistics could be considered as the mean for the
Monte Carlo simulation.

Also with the normality assumption, the CIs provided
by the original articles with respect to the GMTs could
be converted into the estimated standard deviation for
log;(titer;):

(logyo (UCIgur) — logyo (LCIgyT)) X /n
2ty ~1,97.5%

SDloglo(titer) =

>

where UClgyt stands for the upper bound of the CI for
GMT, LCI stands for the lower bound of the CI for GMT, n
stands for the number of observations, and ¢, _; g7 5 stands
for the 97.5% quantile of the ¢ distribution with n - 1 degrees
of freedom. We argue that such estimation for the stan-
dard deviation of log;y(titer) is valid as log;o(GMT) is an
unbiased estimator for the mean of log;y(titer), thus con-
sidering that log;, transformation preserves the orders,
log;o(UCIgpr) and log;o(LCIgyt) are the unbiased estima-
tors for the 97.5% and 2.5% quantile of log;(titer), respec-
tively. The more detailed proof for the consistency in quan-
tiles is provided in Supporting Information.
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With the assumption of normality, along with the esti-
mated mean and standard error, Monte Carlo Method
could be applied to regenerate the data of the original
experiments.

Python 3.8.10 was used for data wrangling and valida-
tion, R Studio with R version of 4.1.1 was used for simula-
tion, model construction, and interpretation, and ggplot2
was used for visualization and demonstration.

ACKNOWLEDGMENTS
Not applicable.

CONFLICT OF INTEREST
The authors declare that they have no conflict of interest.

AUTHOR CONTRIBUTIONS

NL, HF, and DP contributed equally to this work. XW, XM
and NL designed the study and developed the protocol and
analysis plan. NL, HF, DP, and YQ cleaned and analyzed
the data. HF, NL contributed to the modeling and statis-
tical analysis of the data. NL, HF, and DP completed the
manuscript. All authors contributed the study design and
revised the manuscript.

ETHICS STATEMENT
The manuscript obtained data from original studies, so eth-
ical approval was not required for the study.

DATA AVAILABILITY STATEMENT
All data are freely available from the corresponding author
upon request.

CODE AVAILABILITY
All codes are freely available from https://github.com/
COVID-19-Vaccine/COVID-19-Best-Immune-Marker.

ORCID
Xiawei Wei (© https://orcid.org/0000-0002-6513-6422
REFERENCES

1. World Health Organization. WHO coronavirus disease (COVID-
19) dashboard. https://covid19.who.int/ Accessed November 23,
2021.

2. Baden LR, El Sahly HM, Essink B, et al. Efficacy and
safety of the mRNA-1273 SARS-CoV-2 vaccine. N Engl J Med.
2021;384(5):403-416.

3. Ella R, Reddy S, Blackwelder W, et al. Efficacy, safety, and lot
to lot immunogenicity of an inactivated SARS-CoV-2 vaccine
(BBV152): a, double-blind, randomised, controlled phase 3 trial.
Lancet. 2021;S0140-6736(21):02000-02006.

4. Dunkle LM, Kotloff KL, Gay CL, et al. Efficacy and safety
of NVX-CoV2373 in adults in the United States and Mexico.
medRxiv. Published online October 10, 2021. http://doi.org/10.
1101/2021.10.05.21264567.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

Heath PT, Galiza EP, Baxter DN, et al. Safety and efficacy of
NVX-CoV2373 covid-19 vaccine. N Engl J Med. 2021;385(13):1172-
1183.

Al Kaabi N, Zhang Y, Xia S, et al. Effect of 2 inactivated
SARS-CoV-2 vaccines on symptomatic COVID-19 infection
in adults: a randomized clinical trial. JAMA. 2021;326(1):35-
45.

Logunov DY, Dolzhikova IV, Shcheblyakov DV, et al. Safety and
efficacy of an rAd26 and rAd5 vector-based heterologous prime-
boost COVID-19 vaccine: an interim analysis of a randomised
controlled phase 3 trial in Russia. Lancet. 2021;397(10275):671-
681.

Fadlyana E, Rusmil K, Tarigan R, et al. A phase III, observer-
blind, randomized, placebo-controlled study of the efficacy,
safety, and immunogenicity of SARS-CoV-2 inactivated vac-
cine in healthy adults aged 18-59 years: an interim analysis in
Indonesia. Vaccine. 2021;39(44):6520-6528.

Tanriover MD, Doganay HL, Akova M, et al. Efficacy and safety
of an inactivated whole-virion SARS-CoV-2 vaccine (Coron-
aVac): interim results of a double-blind, randomised, placebo-
controlled, phase 3 trial in Turkey. Lancet. 2021;398(10296):213-
222.

Falsey AR, Sobieszczyk ME, Hirsch I, et al. Phase 3 safety and
efficacy of AZD1222 (ChAdOx1 nCoV-19) covid-19 vaccine. N
EnglJ Med. Published online September 29, 2021. http://doi.org/
10.1056/NEJM0a2105290.

Emary KRW, Golubchik T, Aley PK, et al. Efficacy of ChA-
dOx1 nCoV-19 (AZD1222) vaccine against SARS-CoV-2 vari-
ant of concern 202012/01 (B.1.1.7): an exploratory analysis
of a randomised controlled trial. Lancet. 2021;397(10282):1351-
1362.

Voysey M, Costa Clemens SA, Madhi SA, et al. Single-dose
administration and the influence of the timing of the booster
dose on immunogenicity and efficacy of ChAdOx1 nCoV-19
(AZD1222) vaccine: a pooled analysis of four randomised trials.
Lancet. 2021;397(10277):881-891.

Polack FP, Thomas SJ, Kitchin N, et al. Safety and efficacy
of the BNT162b2 mRNA covid-19 vaccine. N Engl J Med.
2020;383(27):2603-2615.

Sadoff J, Gray G, Vandebosch A, et al. Safety and efficacy of
single-dose Ad26.COV2.S vaccine against covid-19. N EnglJ Med.
2021;384(23):2187-2201.

Pormohammad A, Zarei M, Ghorbani S, et al. Efficacy and safety
of COVID-19 vaccines: a systematic review and meta-analysis of
randomized clinical trials. Vaccines. 2021;9(5):467.

Yuan P, Ai P, Liu Y, et al. Safety, tolerability, and immuno-
genicity of COVID-19 vaccines: a systematic review and meta-
analysis. medRxiv. Published online November 4, 2020. http:
//doi.org/10.1101/2020.11.03.20224998.

Cheng H, Peng Z, Luo W, et al. Efficacy and safety of COVID-
19 vaccines in phase III trials: a meta-analysis. Vaccines.
2021;9(6):582.

Ling Y, Zhong J, Luo J. Safety and effectiveness of SARS-CoV-
2 vaccines: a systematic review and meta-analysis. J Med Virol.
2021;93(12):6486-6495.

Hotez PJ, Bottazzi ME. Whole inactivated virus and protein-
based COVID-19 vaccines. Annu Rev Med. Published online
October 12, 2021. http://doi.org/10.1146/annurev-med-042420-
113212.


https://github.com/COVID-19-Vaccine/COVID-19-Best-Immune-Marker
https://github.com/COVID-19-Vaccine/COVID-19-Best-Immune-Marker
https://orcid.org/0000-0002-6513-6422
https://orcid.org/0000-0002-6513-6422
https://covid19.who.int/
https://doi.org/10.1101/2021.10.05.21264567
https://doi.org/10.1101/2021.10.05.21264567
https://doi.org/10.1056/NEJMoa2105290
https://doi.org/10.1056/NEJMoa2105290
https://doi.org/10.1101/2020.11.03.20224998
https://doi.org/10.1101/2020.11.03.20224998
https://doi.org/10.1146/annurev-med-042420-113212
https://doi.org/10.1146/annurev-med-042420-113212

LIN ET AL.

MedComm

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Jacob-Dolan C, Barouch DH. COVID-19 vaccines: adenoviral
vectors. Annu Rev Med. Published online October 5, 2021. http:
//doi.org/10.1146/annurev-med-012621-102252.

Mascellino MT, Di Timoteo F, De Angelis M, Oliva A.
Overview of the main anti-SARS-CoV-2 vaccines: mechanism
of action, efficacy and safety. Infect Drug Resist. 2021;14:3459-
3476.

Keech C, Albert G, Cho I, et al. Phase 1-2 trial of a SARS-CoV-2
recombinant spike protein nanoparticle vaccine. N Engl J Med.
2020;383(24):2320-2332.

Pan HX, Liu JK, Huang BY, et al. Immunogenicity and safety
of a severe acute respiratory syndrome coronavirus 2 inacti-
vated vaccine in healthy adults: randomized, double-blind, and
placebo-controlled phase 1 and phase 2 clinical trials. Chin Med
J. 2021;134(11):1289-1298.

Xia S, Zhang Y, Wang Y, 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(1):39-51.

Lineburg KE, Neller MA, Ambalathingal GR, et al. Rapid
whole-blood assay to detect SARS-CoV-2-specific memory T-cell
immunity following a single dose of AstraZeneca ChAdOx1-S
COVID-19 vaccine. Clin Transl Immunol. 2021;10(8):e1326.
Plotkin SA, Gilbert PB. Nomenclature for immune correlates
of protection after vaccination. Clin Infect Dis. 2012;54(11):1615-
1617.

Ma ML, Shi DW, Li Y, et al. Systematic profiling of SARS-CoV-
2-specific IgG responses elicited by an inactivated virus vaccine
identifies peptides and proteins for predicting vaccination effi-
cacy. Cell Discov. 2021;7(1):67.

Addetia A, Crawford KHD, Dingens A, et al. Neutralizing anti-
bodies correlate with protection from SARS-CoV-2 in humans
during a fishery vessel outbreak with a high attack rate. J Clin
Microbiol. 2020;58(11):€02107-02120.

Corbett KS, Nason MC, Flach B, et al. Immune correlates of pro-
tection by mRNA-1273 vaccine against SARS-CoV-2 in nonhu-
man primates. Science. 2021;373(6561):eabj0299.

Bergwerk M, Gonen T, Lustig Y, et al. Covid-19 breakthrough
infections in vaccinated health care workers. N Engl J Med.
2021;385(16):1474-1484.

Mallapaty S. A blood marker predicts who gets ‘breakthrough’
COVID. Nature. Published online July 29, 2021. http://doi.org/
10.1038/d41586-021-02096-3.

Gilbert PB, Montefiori DC, McDermott A, et al. Immune cor-
relates analysis of the mRNA-1273 COVID-19 vaccine efficacy
trial. medRxiv. Published online August 15, 2021. http://doi.org/
10.1101/2021.08.09.21261290.

Feng S, Phillips DJ, White T, et al. Correlates of protection
against symptomatic and asymptomatic SARS-CoV-2 infection.
Nat Med. 2021;27(11):2032-2040.

Borobia AM, Carcas AJ, Pérez-Olmeda M, et al. Immuno-
genicity reactogenicity of BNT162b2 booster in
ChAdOx1-S-primed participants (CombiVacS): a multicen-
tre, open-label, randomised, controlled, phase 2 trial. Lancet.
2021;398(10295):121-130.

Frater J, Ewer KJ, Ogbe A, et al. Safety and immunogenicity of
the ChAdOx1 nCoV-19 (AZD1222) vaccine against SARS-CoV-2
in HIV infection: a single-arm substudy of a phase 2/3 clinical
trial. Lancet HIV. 2021;3(8):e474-e485.

and

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Open Access,

Han B, Song Y, Li C, et al. Safety, tolerability, and immuno-
genicity of an inactivated SARS-CoV-2 vaccine (CoronaVac)
in healthy children and adolescents: a double-blind, ran-
domised, controlled, phase 1/2 clinical trial. Lancet Infect Dis.
2021;21(12):1645-1653.

Levin EG, Lustig Y, Cohen C, et al. Waning immune humoral
response to BNT162b2 covid-19 vaccine over 6 months. N Engl J
Med. 2021;385(24):e84.

Wei J, Stoesser N, Matthews PC, et al. Antibody responses to
SARS-CoV-2 vaccines in 45,965 adults from the general popula-
tion of the United Kingdom. Nat Microbiol. 2021;6(9):1140-1149.
FDA. Antibody testing is not currently recommended to
assess immunity after covid-19 vaccination: FDA safety com-
munication. https://www.fda.gov/medical-devices/safety-
communications/antibody- testing-not-currently-
recommended-
assess-immunity-after-covid-19-vaccination-fda-safety
Accessed November 23, 2021.

Pun Mok CK, Cheng SMS, Chen C, et al. A RCT of a third dose
CoronaVac or BNT162b2 vaccine in adults with two doses of
CoronaVac. medRxiv. Published online November 3, 2021. http:
//doi.org/10.1101/2021.11.02.21265843.

Yorsaeng R, Suntronwong N, Phowatthanasathian H, et al.
Immunogenicity of a third dose viral-vectored COVID-19 vac-
cine after receiving two-dose inactivated vaccines in healthy
adults. medRxiv. Published online September 21, 2021. http://
doi.org/10.1101/2021.09.16.21263692.

Warimwe GM, Francis MJ, Bowden TA, Thumbi SM, Charleston
B. Using cross-species vaccination approaches to counter emerg-
ing infectious diseases. Nat Rev Immunol. 2021;21:815-822.

Hens N, Habteab Ghebretinsae A, Hardt K, Van Damme P,
Van Herck K. Model based estimates of long-term persistence
of inactivated hepatitis A vaccine-induced antibodies in adults.
Vaccine. 2014;32(13):1507-1513.

Ott JJ, Irving G, Wiersma ST. Long-term protective effects of
hepatitis A vaccines. A systematic review. Vaccine. 2012;31(1):3-
11.

Hall VI, Foulkes S, Charlett A, et al. SARS-CoV-2 infection
rates of antibody-positive compared with antibody-negative
health-care workers in England: a large, multicentre, prospec-
tive cohort study (SIREN). Lancet. 2021;397(10283):1459-1469.
Earle KA, Ambrosino DM, Fiore-Gartland A, et al. Evidence for
antibody as a protective correlate for COVID-19 vaccines. Vac-
cine. 2021;39(32):4423-4428.

Khoury DS, Cromer D, Reynaldi A, et al. Neutralizing antibody
levels are highly predictive of immune protection from symp-
tomatic SARS-CoV-2 infection. Nat Med. 2021;27(7):1205-1211.
Pani A, Cento V, Vismara C, et al. Results of the renaissance
study: response to BNT162b2 COVID-19 vaccine-short- and long-
term immune response evaluation in health care workers. Mayo
Clin Proc. 2021;96(12):2966-2979.

Ella R, Vadrevu KM, Jogdand H, et al. Safety and immunogenic-
ity of an inactivated SARS-CoV-2 vaccine, BBV152: a double-
blind, randomised, phase 1 trial. Lancet Infect Dis. 2021;21(5):637-
646.

Pan H-X, Liu J-K, Huang B-Y, et al. Immunogenicity and
safety of a SARS-CoV-2 inactivated vaccine (KCONVAC) in
healthy adults: two randomized, double-blind, and placebo-
controlled phase 1/2 clinical trials. medRxiv. 2021;134(11):1289-
1298.


https://doi.org/10.1146/annurev-med-012621-102252
https://doi.org/10.1146/annurev-med-012621-102252
https://doi.org/10.1038/d41586-021-02096-3
https://doi.org/10.1038/d41586-021-02096-3
https://doi.org/10.1101/2021.08.09.21261290
https://doi.org/10.1101/2021.08.09.21261290
https://www.fda.gov/medical-devices/safety-communications/antibody-testing-not-currently-recommended-assess-immunity-after-covid-19-vaccination-fda-safety
https://www.fda.gov/medical-devices/safety-communications/antibody-testing-not-currently-recommended-assess-immunity-after-covid-19-vaccination-fda-safety
https://www.fda.gov/medical-devices/safety-communications/antibody-testing-not-currently-recommended-assess-immunity-after-covid-19-vaccination-fda-safety
https://www.fda.gov/medical-devices/safety-communications/antibody-testing-not-currently-recommended-assess-immunity-after-covid-19-vaccination-fda-safety
https://doi.org/10.1101/2021.11.02.21265843
https://doi.org/10.1101/2021.11.02.21265843
https://doi.org/10.1101/2021.09.16.21263692
https://doi.org/10.1101/2021.09.16.21263692

2of12 | Medcorp_

LIN ET AL.

51.

52.

53.

54.

55.

56.

57.

58.

Open Access,

Wu Z, Hu Y, Xu M, et al. Safety, tolerability, and immuno-
genicity of an inactivated SARS-CoV-2 vaccine (CoronaVac) in
healthy adults aged 60 years and older: a randomised, double-
blind, placebo-controlled, phase 1/2 clinical trial. Lancet Infect
Dis. 2021;21(6):803-812.

Ella R, Reddy S, Jogdand H, et al. Safety and immunogenicity
of an inactivated SARS-CoV-2 vaccine, BBV152: interim results
from a double-blind, randomised, multicentre, phase 2 trial, and
3-month follow-up of a double-blind, randomised phase 1 trial.
Lancet Infect Dis. 2021;21(7):950-961.

Madhi SA, Koen AL, Izu A, et al. Safety and immunogenic-
ity of the ChAdOx1 nCoV-19 (AZD1222) vaccine against SARS-
CoV-2 in people living with and without HIV in South Africa:
an interim analysis of a randomised, double-blind, placebo-
controlled, phase 1B/2A trial. Lancet HIV. 2021;8(9):e568-
€580.

Ali K, Berman G, Zhou H, et al. Evaluation of mRNA-1273
SARS-CoV-2 vaccine in adolescents. N Engl J Med. 2021;385(24):
2241-2251.

Anderson EJ, Rouphael NG, Widge AT, et al. Safety and
immunogenicity of SARS-CoV-2 mRNA-1273 vaccine in older
adults. N Engl J Med. 2020;383(25):2427-2438.

Logunov DY, Dolzhikova IV, Zubkova OV, et al. Safety and
immunogenicity of an rAd26 and rAd5 vector-based heterolo-
gous prime-boost COVID-19 vaccine in two formulations: two
open, non-randomised phase 1/2 studies from Russia. Lancet.
2020;396(10255):887-897.

Yang J, Wang W, Chen Z, et al. A vaccine targeting the RBD
of the S protein of SARS-CoV-2 induces protective immunity.
Nature. 2020;586(7830):572-577.

Agha M, Blake M, Chilleo C, Wells A, Haidar G. Suboptimal
response to COVID-19 mRNA vaccines in hematologic malig-
nancies patients. medRxiv. Published online April 7, 2021. http:
//doi.org/10.1101/2021.04.06.21254949.

59.

60.

61.

62.

63.

64.

Aleman A, Van Oekelen O, Upadhyaya B, et al. Fatal break-
through infection after anti-BCMA CAR-T therapy highlights
suboptimal immune response to SARS-CoV-2 vaccination in
myeloma patients. medRxiv. Published online May 15, 2021. http:
//doi.org/10.1101/2021.05.15.21256814.

Boyarsky BJ, Werbel WA, Avery RK, et al. Immunogenicity of
a single dose of SARS-CoV-2 messenger RNA vaccine in solid
organ transplant recipients. JAMA. 2021;325(17):1784-1786.
Deepak P, Kim W, Paley MA, et al. Glucocorticoids and B cell
depleting agents substantially impair immunogenicity of mRNA
vaccines to SARS-CoV-2. medRxiv. Published online April 9,
2021. http://doi.org/10.1101/2021.04.05.21254656.

McMahan K, Yu J, Mercado NB, et al. Correlates of pro-
tection against SARS-CoV-2 in rhesus macaques. Nature.
2021;590(7847):630-634.

Doshi P. Will covid-19 vaccines save lives? Current trials aren’t
designed to tell us. BMJ. 2020;371:m4037.

Moyle PM, Toth I. Modern subunit vaccines: development,
components, and research opportunities. ChemMedChem.
2013;8(3):360-376.

SUPPORTING INFORMATION
Additional supporting information may be found in the
online version of the article at the publisher’s website.

How to cite this article: Lin N, Fu H, Pu D, et al.
Criteria for judging the immune markers of
COVID-19 disease vaccines. MedComm.
2022;3:e109. https://doi.org/10.1002/mco02.109


https://doi.org/10.1101/2021.04.06.21254949
https://doi.org/10.1101/2021.04.06.21254949
https://doi.org/10.1101/2021.05.15.21256814
https://doi.org/10.1101/2021.05.15.21256814
http://doi.org/10.1101/2021.04.05.21254656
https://doi.org/10.1002/mco2.109

	Criteria for judging the immune markers of COVID-19 disease vaccines
	Abstract
	1 | INTRODUCTION
	2 | RESULTS
	2.1 | Characteristics of included studies
	2.2 | Superiority of anti-spike IgG and neutralizing Ab to live SARS-CoV-2
	2.3 | Optimal time slot for assessment of Abs

	3 | DISCUSSION
	4 | METHODS
	4.1 | Regression analysis
	4.2 | Bootstrap
	4.3 | Vaccine-induced Ab levels and assessment time
	4.4 | Data preparation

	ACKNOWLEDGMENTS
	CONFLICT OF INTEREST
	AUTHOR CONTRIBUTIONS
	ETHICS STATEMENT
	DATA AVAILABILITY STATEMENT

	CODE AVAILABILITY
	ORCID
	REFERENCES
	SUPPORTING INFORMATION


