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Abstract
Background

COVID-19 immunoglobulin G (IgG) antibodies have been considered to provide protective immunity and its
immunoassays have been widely used for serosurveillance. In our serosurveillance on an industrial
workforce of randomly selected 3296 subjects, COVID-19 IgG antibody positivity was reported in 7.37% (243)
subjects. However, when 30 days later, eight of the 243 COVID-19 IgG antibody-positive individuals
complained of symptoms suggestive of COVID-19 infection and were confirmed as COVID-19 infection by
reverse transcription-polymerase chain reaction (RT-PCR), their COVID-19 IgG antibodies were retested.
Seven of the eight previously IgG positive individuals had lost their protective antibodies.

Methods

Subsequently, a prospective clinical trial was planned by repeating the test for IgG antibodies on the
remaining earlier positive 235 individuals at 45-65 days after their initial test. Only 201 of the 235
individuals consented and participated in the non-randomized single-arm observational trial.

Results

Only 28.36% (57/201) retained their IgG antibodies and 70.15% (141/201) had lost their IgG antibodies.
Three cases reported equivocal results on retesting.

Conclusions

Our findings show that the protective COVID-19 IgG antibodies rapidly decline over one to three months.
Further studies are needed with a quantitative assay over a period with neutralizing antibodies to establish if
its decay can potentially lead to reinfections. Rapidly decaying protective IgG antibodies would impact herd
immunity and vaccine durability. It is critical for the potential vaccines to generate both protective T- and B-
cell immune responses in a sustained manner.

Categories: Allergy/Immunology, Infectious Disease, Epidemiology/Public Health
Keywords: antibody response, covid-19, immunoglobulin g

Introduction

The COVID-19 pandemic has engulfed the entire globe with over 40.1 million cases and 1.1 million deaths
being reported worldwide. Retrospective serosurveillance is often used to screen for unidentified previous or
mild infection with severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) and serves as an
important tool to “screen for and interrupt undetected chains of disease transmission” [1].

Various immunoassays of immunoglobulin G (IgG) antibodies have been developed and are being widely
used across the world for SARS-CoV2. While reverse transcription-polymerase chain reaction (RT-PCR)
remains the gold standard for identifying viral ribonucleic acid (RNA), the viral load reduces drastically in
nine to ten days after infection and cannot be used for retrospective surveillance [1]. Serology testing helps
us in retrospectively determining previous SARS-CoV-2 infections in people who have not been tested
earlier by an RT-PCR. While most detect specific antibodies against the spike/receptor-binding-domain or
nucleocapsid [2], limited commercial availability of approved kits to assess neutralizing antibodies against
the virus [3] has restricted the wider use for accurate testing of neutralizing antibody titers.

It was earlier estimated that the pathogenicity of SARS-CoV-2 is “like SARS-CoV in some ways” [4].
However, recent studies have expressed doubts on the longevity and the “protective immunity” provided by
the SARS-CoV-2 IgG antibodies [5]. While some initial studies have shown that 40% of asymptomatic
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individuals and 12.9% of symptomatic individuals become seronegative for IgG antibodies in the “early
convalescent phase” [6], there are other isolated reports of rapid decay of IgG antibodies in persons with a
mild infection [7].

Background

As a serosurveillance measure, an organizational protocol was designed and 3296 asymptomatic employees
between 21 and 60 years of age of either sex in an industrial workforce at Jamshedpur (India) were tested for
SARS-CoV-2 IgG antibodies specific for the spike subunit antigen by the ErbaLisa COVID-19 (Erba Corporate
Services, United Kingdom) between June 28 and July 15, 2020. Based on validation conducted in the USA and
Italy, its diagnostic sensitivity and specificity have been reported to be 98.3% and 98.1% [8]. All individuals
participating in the serosurveillance gave written informed consent to participate in the program. The
findings of the serosurveillance for SARS-CoV-2 IgG antibodies is depicted in Table /. Two-hundred forty-
three (243) of the tested employees were positive for SARS-CoV-2 IgG antibodies, showing an overall
positivity of 7.37%. Based on the manufacturer guidelines, an optical density (OD) ratio by enzyme-linked
immunosorbent assay (ELISA) above 1.1 was considered positive, OD ratio between 0.9 and 1.1 was
considered equivocal, and OD ratio below 0.9 was considered negative for SARS-CoV-2 IgG antibodies.

All those who were reported as SARS-CoV-2 IgG antibody positive or equivocal were personally interviewed
after the test results were available. No individual reported any symptoms suggestive of COVID-19 in the
preceding two to three months.

Subsequently, a cohort of eight employees who tested positive for SARS-CoV-2 IgG antibodies during the
serosurveillance reported symptoms of influenza-like illness (ILI) fever, cough, and headache after about 30
days of their initial testing as SARS-CoV-2 IgG antibodies positive. Their nasopharyngeal swab samples were
taken and an RT-PCR assay was done by the STANDARD M nCoV Real-Time Detection kit (SD Biosensor,
Republic of Korea). All eight symptomatic employees tested positive for SARS-CoV-2. As per the
manufacturer’s instructions, a cycle threshold (Ct) value below 36 for the ORFlab (RdRp) gene and the E
gene was considered SARS-CoV2 positive. Seven of these eight earlier SARS-CoV-2 IgG positive individuals
and now RT-PCR positive for SARS-CoV-2 were now negative for SARS-CoV-2 IgG antibodies. All eight
patients were managed conservatively and had an uneventful recovery.

Materials And Methods

Table I shows the findings of the serosurveillance for SARS-CoV-2 IgG antibodies.

Positive Negative Equivocal
Numbers 243 3007 46
Percentage 7.37% 91.23% 1.40%

TABLE 1: Findings of the serosurveillance for SARS-CoV-2 IgG antibodies

SARS-CoV-2: severe acute respiratory syndrome coronavirus 2; IgG: immunoglobulin G

The loss of the protective antibodies led the team to reassess its presence in all cases who tested positive for
SARS-CoV-2 IgG between June 28 and July 15, 2020. In view of the unexpected findings of having an RT-PCR
positive infection in employees who were SARS-CoV-2 IgG antibody positive less than 40 days ago, based on
availability, a non-randomized single-arm observational trial on the remaining 235 cases using the SARS-
CoV-2 IgG assay by the Access SARS-CoV-2 IgG assay (Beckman Coulter, Brea, California) was planned. The
Access SARS-CoV-2 IgG assay detects antibodies to the receptor-binding domain (RBD) of the spike

protein. Based on the manufacturer guidelines, automated chemiluminescent immunoassay (CLIA) with the
Access SARS-CoV-2 IgG assays, a signal-to-cut-off (S/CO) ratio above 1.0 was considered positive, a S/CO
ratio between 0.8 and 1.0 was considered equivocal, and OD ratio below 0.8 was considered negative for
SARS-CoV-2 IgG antibodies. The Access SARS-CoV-2 IgG assay is reported to have 100% sensitivity and
99.8% specificity [9].

The study aimed to find out the percentage of cases with SARS-CoV-2 IgG antibodies retaining the
antibodies 45-65 days of initially testing positive. All cases that had initially tested positive for SARS-CoV-2
1gG antibodies between June 28 and July 15, 2020, were included in the study. The CONSORT flow diagram is
depicted in Figure 1.
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[ Enroliment ] Assessed for eligibility (n= 235)

Excluded (n= 34)

+ Not meeting inclusion criteria (n= 0)
”| « Declined to participate (n= 34 )

+ Otherreasons (n=0 )

Non-Randomized Single-limb (n= 201)

Allocation Allocated to intervention (n= 201)

+ Received allocated intervention (n= 201)
+ Did not receive allocated intervention (n=0)

Follow-Up Lost to follow-up (give reasons) (n= 0)

Discontinued intervention (give reasons) (n= 0)

nalysis + Excluded from analysis (n= 0)

FIGURE 1: CONSORT flow diagram

Trial Registration

The observational study is retrospectively registered with ClinicalTrials.gov on October 27, 2020
(Registration identification No. NCT04605952) available at https://clinicaltrials.gov/ct2/show/NCT04605952.

Results

Only 201 of the 235 could be recruited for a repeat SARS-CoV-2 IgG assay 49-63 days after they had initially
tested positive. The results are tabulated in Table 2. Only 28.36% of the earlier SARS-CoV-2 IgG positive
cases retained their protective antibodies. The findings of the repeat testing for SARS-CoV-2 IgG antibodies
is depicted in Table 3. The comparison of the ELISA OD ratio range on initial testing between June 28 to July
15, 2020, and subsequent CLIA S/CO ratio range between August 27 and August 29, 2020, is depicted in
Table 4.
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Case

Case

Case

Case

Case

Case

Case

Case

OD Ratio of SARS-CoV-2 IgG
antibodies by ELISA on July 8,
2020

3.297

1.385

1.39

1.69

1.432

1.563

2127

2.058

RT-PCR ORF1ab (RdRp)
gene Ct values on August
11, 2020

14

17

23

13

11

14

11

20

RT-PCR E gene Ct
values on August 11,
2020

15

19

24

14

13

16

13

21

TABLE 2: Results of SARS-CoV-2 IgG antibodies and RT-PCR

SARS-CoV-2: severe acute respiratory syndrome coronavirus 2; I9gG: immunoglobulin G; OD: optical density; ELISA: enzyme-linked immunosorbent
assay; Ct: cycle threshold; S/CO: signal-to-cut-off; CLIA: chemiluminescent immunoassay

S/CO Ratio of SARS-CoV-2 IgG
antibodies by CLIA on August 14,
2020

0.32

0.6

2.03

0.02

0.03

0.07

0.61

0.07

Numbers

Percentage

Positive

57

28.36%

Negative
141

70.15%

Equivocal
3

1.49%

TABLE 3: Findings of the repeat testing for SARS-CoV-2 IgG antibodies in previously positive
individuals

SARS-CoV-2: severe acute respiratory syndrome coronavirus 2; IgG: immunoglobulin G

2020 Nag et al. Cureus 12(12): e11845. DOI 10.7759/cureus.11845

4 0of 6



Cureus

CLIA S/CO Ratio Range (August 27 to August 29, 2020)

ELISA OD Ratio Range (June 28 to July 15, 2020) <0.8 0.8to1 1to2 2to3 3to4 4to5 5to10 >=10 Grand Total

1t02

2to 3

3to4

4to5

>=5

Grand Total

102 2 6 4 1 1 12 10 138
26 1 4 4 2 2 1 6 46
11 0 0 0 0 0 1 2 14
2 0 0 0 0 0 0 0 2
0 0 0 1 0 0 0 0 1
141 3 10 9 3 3 14 18 201

TABLE 4: Comparison of ELISA OD ratio range and CLIA S/CO ratio range

OD: optical density; ELISA: enzyme-linked immunosorbent assay; S/CO: signal-to-cut-off; CLIA: chemiluminescent immunoassay

Discussion

Apart for screening for potential donors for convalescent plasma in patients who have recovered from
COVID-19, screening for SARS-CoV-2 IgG antibodies would help establish the true prevalence of the disease
in the community. Given the wide variability in the incidence of asymptomatic infection ranging from 4%-
80% [10], it could potentially identify the actual number of infected in a defined population. However, our
observation of 70.15% of the individuals losing their protective antibodies in 49-63 days shows that we may
not be ever able to accurately predict the prevalence of the infection. While our findings are similar to the
observations of Long QX [6] and Ibarrondo FJ [7], their observations were based on only 37 and 34
participants. Our sample size of 201 cases is possibly the largest sample in which the decay of SARS-CoV-2
IgG antibodies over one to three months have been reported to date. While our study observed the effect of
loss of protective IgG antibodies in asymptomatic individuals, further studies need to be conducted to assess
its impact on symptomatic individuals.

While there are isolated case series reporting SARS-CoV-2 reinfection [11], given the high sensitivity and
specificity of the ErbaLisa COVID-19 Enzyme Immunoassay kits (98.3% and 98.1%), seven of the eight RT-
PCR confirmed cases in the initial findings can be possibly considered as reinfections. However, in the
absence of RT-PCR confirmation of the previous infection leading to the initial SARS-CoV-2 IgG antibody-
positive results, reinfection cannot be confirmed. Besides, in the absence of neutralizing antibody tests,
semi-quantitative assays of SARS-CoV-2 IgG antibody may only indicate prior exposure to the SARS-CoV-2
infection and “does not equate to protective immunity” [10]. Standard plaque reduction neutralization tests
(PRNTSs) or the currently investigational neutralizing impact on pseudotyped vesicular stomatitis virus
(VSV) expressing different SARS-CoV-2 surface antigens would be needed to establish humoral immunity
[10]. While in 7 of the 8 cases, it was established that decay of the protective IgG antibodies made the
individuals susceptible to subsequent SARS-CoV-2 infection, only one of the cases remained positive for
SARS-CoV-2 IgG antibodies. The only case that was positive for SARS-CoV-2 IgG antibodies and RT-PCR
positive for SARS-CoV-2 can possibly be explained by positive signals from dead viruses or fragmented viral
genes without actual viral replications or infectivity [12].

The rapid decay of the SARS-CoV-2 IgG antibody in one to three months could be established through our
findings. This would not only impact our current understanding on monitoring the potential vaccine
recipients, but it would also make it critical for the potential vaccines to generate both “protective T- and B-
cell immune responses” in a sustained manner [13]. A mild infection may not provide long-lasting humoral
immunity. Given the fact that the majority of COVID-9 infections are mild, our findings show that rapidly
decaying protective IgG antibodies would impact herd immunity and vaccine durability [7]. Further studies
on quantitative assays of neutralizing antibodies would define the duration of protection provided by the
SARS-CoV-2 IgG antibodies.

Limitations of the study

While assessing the SARS-CoV-2 IgG antibody through ELISA initially and by CLIA on follow-up can
potentially give rise to confounding factors, current evidence shows that any of these assays can “effectively
detect SARS-CoV-2 antibodies.” Besides, other studies for hepatitis B surface antigen [14] and Mycoplasma
pneumoniae [15] show that while there may be minor discrepancies in quantitative measurements, there is
good analytical agreement and high concordance between CLIA and ELISA.

While all the initially IgG antibody-positive individuals were personally interviewed about any symptoms
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suggestive of COVID-19 in the preceding two to three months, their response can be potentially susceptible
to recall bias.

Conclusions

Our findings show that SARS-CoV-2 IgG antibodies rapidly decay over one to three months and can
potentially result in reinfections. These findings would impact our understanding of herd immunity and the
monitoring of potential vaccine recipients.
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Disclosures

Human subjects: Consent was obtained by all participants in this study. Observational Study: IRB/Ethics
Committee issued approval Not applicable. All cases provided written informed consent to participate in the
testing protocol. Being an observational non-interventional study, ethics committee clearance was not
needed. Animal subjects: All authors have confirmed that this study did not involve animal subjects or
tissue. Conflicts of interest: In compliance with the ICMJE uniform disclosure form, all authors declare the
following: Payment/services info: All authors have declared that no financial support was received from
any organization for the submitted work. Financial relationships: All authors have declared that they have
no financial relationships at present or within the previous three years with any organizations that might
have an interest in the submitted work. Other relationships: All authors have declared that there are no
other relationships or activities that could appear to have influenced the submitted work.

Acknowledgements

The authors would acknowledge the contributions of Tata Bridgital COVID Safety Services, Mr. Girish
Krishnamurthy, Dr. Gagandeep Kang, Dr. Anurag Agarwal, Mr. Sivaram Yadavalli, Ms. Payal Rungta, Mr.
Zubin Palia, Ms. Jaya Singh Panda, Mr. Rajesh Kumar, Mr. Sanjay Kumar and Dr. Vinu S. Jha in the conduct
of this study.

References

1. Hsueh PR, Kao CL, Lee CN, et al.: SARS antibody test for serosurveillance. Emerg Infect Dis. 2004, 10:1558-
1562.10.3201/eid1009.040101
2. Chaudhuri S, Thiruvengadam R, Chattopadhyay S, et al.: Comparative evaluation of SARS-CoV-2 IgG assays
in India. ] Clin Virol. 2020, 131:104609. 10.1016/j.jcv.2020.104609
3. ZengC, Evans JP, Pearson R, et al.: Neutralizing antibody against SARS-CoV-2 spike in COVID-19 patients,
health care workers and convalescent plasma donors: a cohort study using a rapid and sensitive high-
throughput neutralization assay. medRxiv [Preprint]. 2020, 10.1101/2020.08.02.20166819
4. Lin Q, Zhu L, Ni Z, Meng H, You L: Duration of serum neutralizing antibodies for SARS-CoV- 2: lessons from
SARS-CoV infection. ] Microbiol Immunol Infect. 2020, 25:1684-1182. 10.1016/j.jmii.2020.03.015
5. Kohmer N, Westhaus S, Riihl C, Ciesek S, Rabenau HF: Clinical performance of different SARS-CoV-2 IgG
antibody tests. ] Med Virol. 2020, [Epub ahead of print]:
6. Long QX, Tang XJ, Shi QL, et al.: Clinical and immunological assessment of asymptomatic SARS-CoV-2
infections. Nat Med. 2020, 26:1200-1204. 10.1038/s41591-020-0965-6
7. Ibarrondo FJ, Fulcher JA, Goodman-Meza D, et al.: Rapid decay of anti-SARS-CoV-2 antibodies in persons
with mild Covid-19. N Engl ] Med. 2020, 10:1085-1087. 10.1056/NEJMc2025179
8. Erba Mannhein. ErbaLisa COVID-19 IgG. (2020). Accessed: September 20, 2020:
https://erbalisacovid19.erbamannheim.com/getattachment/Home/image-content/Covid/Erba-COVID-19-
1gG-A4-Flyer-v3.pdf.asp....
9. Beckman Coulter. Access SARS-CoV-2 IgG antibody test . (2020). Accessed: October 27, 2020:
https://www.beckmancoulter.com/products/immunoassay/access-sars-cov-2-igg-antibody-test.
10. Theel ES, Slev P, Wheeler S, Couturier MR, Wong SJ, Kadkhoda K: The role of antibody testing for SARS-
CoV- 2: is there one?. ] Clin Microbiol. 2020, 23:00797-20. https://doi.org/10.1128/jcm.00797-20
11. Tomassini S, Kotecha D, Bird PW, Folwell A, Biju S, Tang JW: Setting the criteria for SARS-CoV-2
reinfection - six possible cases. | Infect. 2020, 12:0163-4453. 10.1016/j.jinf.2020.08.011
12. KangH, WangY, Tong Z, Liu X: Retest positive for SARS-CoV-2 RNA of "recovered" patients with COVID-
19: Persistence, sampling issues, or re-infection?. ] Med Virol. 2020, [Epub ahead of print]:
13.  Dong, Dai T, Wei Y, Zhang L, Zheng M, Zhou F: A systematic review of SARS-CoV-2 vaccine candidates . Sig
Transduct Target Ther. 2020, 5:237. 10.1038/s41392-020-00352-y
14. Madiyal M, Sagar S, Vishwanath S, Banerjee B, Eshwara VK, Chawla K: Comparing assay performance of
ELISA and chemiluminescence immunoassay in detecting antibodies to hepatitis B surface antigen. J Clin
Diagn Res. 2016, 10:22-25. 10.7860/JCDR/2016/24108.8921
15. ChenD, Zhang Y, Xu Y, et al.: Comparison of chemiluminescence immunoassay, enzyme-linked
immunosorbent assay and passive agglutination for diagnosis of Mycoplasma pneumoniae infection. Ther
Clin Risk Manag. 2018, 11:1091-1097. 10.2147/tcrm.s159227

2020 Nag et al. Cureus 12(12): e11845. DOI 10.7759/cureus.11845 6 0of 6


https://dx.doi.org/10.3201/eid1009.040101
https://dx.doi.org/10.3201/eid1009.040101
https://dx.doi.org/10.1016/j.jcv.2020.104609
https://dx.doi.org/10.1016/j.jcv.2020.104609
https://dx.doi.org/10.1101/2020.08.02.20166819
https://dx.doi.org/10.1101/2020.08.02.20166819
https://dx.doi.org/10.1016/j.jmii.2020.03.015
https://dx.doi.org/10.1016/j.jmii.2020.03.015
https://pubmed.ncbi.nlm.nih.gov/32510168/
https://dx.doi.org/10.1038/s41591-020-0965-6
https://dx.doi.org/10.1038/s41591-020-0965-6
https://dx.doi.org/10.1056/NEJMc2025179
https://dx.doi.org/10.1056/NEJMc2025179
https://erbalisacovid19.erbamannheim.com/getattachment/Home/image-content/Covid/Erba-COVID-19-IgG-A4-Flyer-v3.pdf.aspx?lang=en-US&ext=.pdf
https://erbalisacovid19.erbamannheim.com/getattachment/Home/image-content/Covid/Erba-COVID-19-IgG-A4-Flyer-v3.pdf.aspx?lang=en-US&ext=.pdf
https://www.beckmancoulter.com/products/immunoassay/access-sars-cov-2-igg-antibody-test
https://www.beckmancoulter.com/products/immunoassay/access-sars-cov-2-igg-antibody-test
https://dx.doi.org/https://doi.org/10.1128/jcm.00797-20
https://dx.doi.org/https://doi.org/10.1128/jcm.00797-20
https://dx.doi.org/10.1016/j.jinf.2020.08.011
https://dx.doi.org/10.1016/j.jinf.2020.08.011
https://pubmed.ncbi.nlm.nih.gov/32492212/
https://dx.doi.org/10.1038/s41392-020-00352-y
https://dx.doi.org/10.1038/s41392-020-00352-y
https://dx.doi.org/10.7860/JCDR/2016/24108.8921
https://dx.doi.org/10.7860/JCDR/2016/24108.8921
https://dx.doi.org/10.2147/tcrm.s159227
https://dx.doi.org/10.2147/tcrm.s159227

	A Prospective Study on Rapidly Declining SARS‐CoV‐2 IgG Antibodies Within One to Three Months of Testing IgG Positive: Can It Lead to Potential Reinfections?
	Abstract
	Background
	Methods
	Results
	Conclusions

	Introduction
	Background

	Materials And Methods
	TABLE 1: Findings of the serosurveillance for SARS‐CoV‐2 IgG antibodies
	FIGURE 1: CONSORT flow diagram

	Results
	TABLE 2: Results of SARS-CoV-2 IgG antibodies and RT-PCR
	TABLE 3: Findings of the repeat testing for SARS‐CoV‐2 IgG antibodies in previously positive individuals
	TABLE 4: Comparison of ELISA OD ratio range and CLIA S/CO ratio range

	Discussion
	Limitations of the study

	Conclusions
	Additional Information
	Disclosures
	Acknowledgements

	References


