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ABSTRACT Assessment of T-cell responses to severe acute respiratory syndrome coronavi-
rus 2 (SARS-CoV-2) antigens may be of value to determine long-lasting protection to break-
through infections or reinfections. Interferon gamma release assay is a validated method to
test cellular immunity in mycobacterial infections and has been proposed for patients with
SARS-CoV-2 infection or vaccination. Quantitative IgG to spike and qualitative IgG to nucleo-
capsid antigens were determined by chemiluminescence microparticle immunoassay using
the Architect platform (Abbott), and interferon gamma release assays against two Qiagen
proprietary mixes of SARS-CoV-2 spike protein (antigen 1 and antigen 2) were performed
for a selected group of subjects. A total of 121 subjects in a cloistered institution after a
COVID-19 outbreak was studied. IgG spike levels and interferon gamma concentrations
were highest among subjects after two doses of vaccine, followed by patients with a longer
history of past COVID-19 and no vaccination. The best cutoff for the interferon gamma
assay was 25 IU/L for all subgroups of individuals and the two sets of SARS-CoV-2 anti-
gens studied. Testing T-cell response may be of clinical utility to determine immunity after
exposure to SARS-CoV-2 antigens, with the interferon gamma concentration of 25 IU/L as
the best cutoff either after infection or vaccination.
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After immunization, by either infection or vaccination, it is becoming more evident
that severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) reinfection will be

frequent. Therefore, what can be the expected duration of immune protection from infec-
tion (1)? How should this protection be assessed (2)? And, more importantly, what level
and type of residual immunity is needed to avoid severe disease after reinfection? These
are some pending questions, along with the role of viral variants in immune escape that
would finally help guide decisions as to when social restrictions may be lifted or the need
of vaccine boosters. The validation of laboratory assays to determine protection, in which
humoral and cellular immunity may play important roles, is an urgent task that may help
answer some of these burning issues (3).

Testing humoral immunity is the common means of determination of past infection
or vaccination, but it has some important caveats. Antibody response does not always serve
as an indicator of prior coronavirus infection, particularly for milder disease, and is shorter-
lived than T-cell responses (4). However, the neutralization activity of antibodies is related to
disease severity and survival (5).

Cellular immunity, that based on T-lymphocyte responses, is a key element to sustain
prolonged immunological response (6) and may be involved in SARS-CoV-2 clearance and
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protection from reinfection (7). In comparison with short-lived B cells, T-cell memory is also
more enduring (4); in fact, the induction of sufficient T cells may be needed to maintain
levels of anti-SARS-CoV-2 neutralizing antibodies (8), and this cellular response may be
needed to prolong vaccine efficacy (9). This cellular response is mediated by both CD41

and CD81 T lymphocytes (10).
Herein, we report the results of a pilot study in a closed community with a single

and recent exposure to SARS-CoV-2 that serves as validation of the interferon gamma
(IFN-g) release immune assay (IGRA) to test T-cell-based immunity, both mediated by
CD41 and CD81 cells, after infection or vaccination.

MATERIALS ANDMETHODS
This is an immunological study of a cloistered community that in the beginning of May 2021 suf-

fered for the first time an outbreak of COVID-19 that finally affected half of the members in the convent.
Once the outbreak was over, and after some noninfected subjects had received either one or two doses
of vaccine (BNT162b2; Pfizer-BioNTech), blood samples were extracted in one single round for immuno-
logical analyses.

At the time of the outbreak, with no intervention of the investigators and following local protocols,
diagnosis of SARS-CoV-2 infection was initially done by antigen test (PanBio; Abbott). Nasal swabs
achieve for this test a sensitivity of 91.1% and a specificity of 99.7%, with PCR nasopharyngeal swabs as
the gold standard, according to package insert (11).

For subjects with positive antigen tests, confirmatory PCR in nasopharyngeal swabs was performed.
The amplification technique used was reverse transcriptase PCR (RT-PCR) by Allplex 2019-nCoV
(Seegene Inc., Seoul, Republic of Korea), which targets E, N, and RdRP SARS-CoV-2 genes and has a limit
of detection of 4,167 copies/mL (12). Sequencing analysis of PCR-positive samples was done with the
MiSeq system (Illumina Inc., San Diego, CA).

The investigators carried out the immunological tests that specifically are part of this study. Humoral
response was assessed by determination of IgG to nucleocapsid (IgG-N) and spike (IgG-S) proteins using
the chemiluminescence microparticle immunoassay (CLIA) platform Architect (Abbott Inc., Abbott Park,
IL) (13). Qualitative detection of IgG-N and the qualitative and semiquantitative detection of IgG-S were
performed. The concentration of IgG-S was expressed in arbitrary units per milliliter (AU/mL), with a cut-
off positivity of $50 AU/mL according to previous validation studies (14). For subjects with IgG-S con-
centrations above the upper limit of the analytical measuring interval (40,000 AU/mL), we considered
the IgG-S concentration 2-fold above this level (namely, 80,000 AU/mL). For further analysis, the concen-
trations of IgG-S were transformed into a logarithmic distribution.

The SARS-CoV-2-specific T-cell responses were assessed in the Clinical Microbiology Laboratory,
Hospital Enfermera Isabel Zendal in Madrid, by a whole-blood interferon gamma release immune assay
(IGRA). The production of IFN-gwas measured using the sandwich CLIA platform approved for the deter-
mination of cellular immunity against Mycobacterium tuberculosis-specific antigens (QuantiFERON-TB
Gold Plus, Liaison XL; DiaSorin, Saluggia, Italy) (15), but in this case, mycobacterial reactants were substi-
tuted with SARS-CoV-2 antigens (QuantiFERON SARS-CoV-2 Research Use Only; Qiagen, Hilden,
Germany) to in vitro stimulation of lymphocytes. Briefly, venous whole-blood samples were collected
directly into a core tube with lithium heparin and later transferred to the QuantiFERON tubes containing
S peptides (antigen 1 [Ag1] and antigen 2 [Ag2]), as well as positive (mitogen) and negative (nil) con-
trols. Whole blood was incubated at 37°C for 16 to 24 h and centrifuged to separate plasma. According
to information provided in the package inserts, the SARS CoV-2 Ag1 tube contains CD41 T-cell epitopes
derived from the S1 subunit (receptor binging domain) of the spike protein, and the Ag2 tube contains
CD41 and CD81 T-cell epitopes from the S1 and S2 subunits of the S protein (16). Ag1 and Ag2 at this
time are in vitro diagnostic products labeled for research use only (RUO) and are not yet validated for
clinical purposes. In conjunction with these tubes, blood containers that consist of nil and mitogen tests
are used as negative and positive controls. Specimens were processed as per the manufacturer’s guide-
lines (17–19). The CLIA platform determines IFN-g concentrations in international units per liter (IU/L),
although the recommendation is that for clinical purposes a qualitative result is produced using a cutoff
titer that is yet to be determined for SARS-CoV-2 infection. To calculate the final results per patient, the
nil control test needs to be subtracted from mitogen, Ag1, and Ag2 results. The final IFN-g concentration
in the mitogen control test needs to be .500 IU/L to validate the final Ag1 and Ag2 results.

Statistical analyses were done using SPSS software, version 22 (IBM, Chicago, Ill). The Student's t test
was used to compare normally distributed continuous variables. In the case of nonnormally distributed
variables, Mann-Whitney's U test was applied. Comparison of proportions for categorical variables was
done either by chi-square or Fisher’s exact test as required. Correlation tests were done using Spearman’s Rho
test. The selection of the best cutoff for IFN-g concentration with IGRA was done for both Ag1 and Ag2 using
different clinical correlates in a dichotomic fashion (history of COVID-19, vaccination, exposure to SARS-CoV-2 S
protein, serology to SARS-CoV-2) for the calculation of the area under the receiver operating characteristics
curve (AUROC). After calculating the Youden index, the cutoff with the best sensitivity with a specificity above
90% was finally selected to ensure a minimal number of false positive results.

This pilot study was approved by the Ethics Committee of the Hospital Clínico San Carlos as part of
the SeroVAC study (reference number 21/274-O_M_SP). Written informed consent was obtained from all
participants.
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RESULTS

On 5 May 2021, an outbreak of SARS-CoV-2 infection was declared in a cloistered re-
ligious community of 121 female members (median age, 39.0 years old; interquartile
range [IQR], 15.5) with no history of known cases of COVID-19 nor of members with
any type of immunosuppression. After two initial symptomatic cases presenting posi-
tive with a nasopharyngeal SARS-CoV-2 antigen (Ag) test, isolation measures were
applied. Screening with Ag-tests of all members of the community detected 24 and 30
additional cases on 6 and 10 May, respectively. Subsequent tests detected two new
cases on 13 May and 21 May; no more Ag tests were positive in subsequent rounds
done every 3 to 5 days until 15 June when the outbreak was declared over. A total of
58 cases were finally detected, all with positive PCR in nasopharyngeal samples after
the initial screening; most subjects were mildly symptomatic except for 3 cases that
needed hospitalization, one of whom died. Sequencing analyses in PCR-positive sam-
ples revealed in all cases that the infecting SARS-CoV-2 variant was B.1.1.7 (Alpha vari-
ant), clade 20I/501Y.V1, which was then the most prevalent in Spain in that time.

The diagnosis of cases and screening of contacts was done by local medical services
according to local protocols so that the investigations in this study were done with no
opportunity to perform any direct diagnosis of SARS-CoV-2 infection. These clinical
protocols contemplate the following: initial rapid Ag tests for screening of sympto-
matic cases, frequent rapid Ag tests for the screening of asymptomatic contacts, and
PCR confirmation only for positive rapid Ag tests (20).

On 6 July 2021, blood samples were obtained for SARS-CoV-2 serology (IgG against
nucleocapsid [N] and spike [S] antigens, Architect; Abbott) and interferon gamma (IFN-g)
release assay (IGRA).

A total of 117 subjects were assessed; 56 subjects had history of recent COVID-19
(mean [standard deviation (SD)] lag from diagnosis to test of 58.9 [2.8] days); 17 subjects
had received one dose of mRNA vaccine after the outbreak (BNT162b2; Pfizer-BioNTech)
(mean [SD] lag from vaccination to test of 19.1 [4.4] days); 15 subjects had received two
doses of vaccine 3 weeks apart before or after the outbreak (mean [SD] lag from full vaccina-
tion to test of 55.0 [47.4] days); for 31 subjects there was no history of infection or vaccina-
tion. Only one subject in the one-dose and one subject in the two-dose vaccination groups
had COVID-19 during the outbreak, so they were not considered for the immunological
analyses. This left us with 115 valid samples for immunological analyses.

Table 1 shows the main immunological parameters of the different groups ana-
lyzed. We observed that history of exposure to SARS-CoV-2 antigens, by infection or
vaccination, and having positive SARS-CoV-2 serology, either against S or N proteins,
resulted in similar IFN-g responses to Ag1 (median of 150 IU/L) or Ag2 (median of
170 IU/L). Administration of a second dose of vaccine significantly increased IFN-g
responses to Ag1 (median of 580 IU/L) or Ag2 (median of 760 IU/L).

The correlation between IgG-S titers and IGRA against Ag1 and Ag2 was significant,
particularly for the latter (Spearman’s rho, 0.56 and 0.83, respectively [P , 0.001]).

TABLE 1 Immunological assessment in groups of interest studied

Group
No. of
subjects

Mean (SD) lag
from clinical event
to test (days)

Positive IgG-spike
(%); mean concn
(SD) (logAU/mL)a

Positive
IgG-nucleocapsid
(%)

IFNg (Ag1) concn
median (IQR)
(IU/L)

IFNg (Ag2) concn
median (IQR)
(IU/L)

No infection and no vaccination 31 2 (6.5); 0.23 (0.65) 1 (3.2) 0.0 (20.0) 0.0 (10.0)
No infection and 1 dose of vaccine 16 19.1 (4.6) 15 (93.8); 2.64 (0.80) 0 (0) 110 (210) 110 (610)
No infection and 2 doses of vaccine 14 51.4 (47.0) 14 (100); 4.09 (0.51) 0 (0) 580 (1,195) 760 (1,720)
Infection and no vaccination 54 58.9 (2.8) 54 (100); 2.67 (0.43) 49 (90.7) 150 (180) 160 (290)
Exposure to SARS-CoV-2 antigens 84 50.1 (24.3) 83 (98.8); 2.90 (0.75) 49 (58.3) 150 (360) 170 (530)
Negative SARS-CoV-2 serology
(nucleocapsid or spike)

30 0 (0) 0 (0) 0.0 (10.0) 0.0 (10.0)

Positive SARS-CoV-2 serology
(nucleocapsid or spike)

85 85 (100) 50 (58.8) 150 (365) 170 (500)

aAU, arbitrary units; concn, concentration.
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Interestingly, IgG-S titers and IFN-g responses run in parallel and were greater in sub-
jects with two doses of vaccine than in subjects with partial vaccination or with recent
COVID-19 (Table 1).

The 25 IU/L levels of IFN-g were predictive of past COVID-19, SARS-CoV-2 vaccina-
tion, and positive SARS-CoV-2 serology with high sensitivity (80 to 93%) and better
specificity (93 to 100%) after stimulation of T cells with any of the two sets of antigens
used (Table 2). The concentration of IFN-g after stimulation with Ag1 or Ag2 in the 4
groups studied is shown in Fig. 1. The IFN-g 25 IU/L cutoff discriminated subjects with
no exposure to SARS-CoV-2 from the other three groups (two of vaccinated and one of
infected individuals).

DISCUSSION

According to our assessments, we propose the 25 IU/L cutoff for IGRA to determine
T-cell response (CD41 and CD81) against SARS-CoV-2 S peptides, either after vaccina-
tion or infection. In the AUROC analysis, we selected the IFN-g concentration with the
best sensitivity and specificity always above 90%. Ensuring a reduced number of false
positive results is key if this IGRA test is to be used to determine protection against
SARS-CoV-2 infection or disease in, for example, patients with declining antibody levels
as has been recently suggested (21). Two recent studies have found higher cutoffs (40
to 50 IU/L) for the same IGRA used in this study, in postinfection or postvaccination
studies (22, 23), but showed a weaker correlation between humoral and cellular
responses than in our study. Particularly, the time between infection and immune tests
was much longer than in our study in one of the reports (22), making waning immunity
or reinfections a possible source of variability. We feel that the homogeneity of our
population, for which SARS-CoV-2 exposure was most likely restricted to a localized
and recent outbreak or programmed vaccination, makes our cohort ideal for the pur-
pose of validating the T-cell immune assay. Conversely, this same homogeneity in the
selected sample may be viewed as a limitation of the study, as results may not be ap-
plicable to more diverse populations (i.e., males, older adults, children, reinfections,
breakthrough infections, etc.). Further studies are needed to clarify this concern.

Our data show robust humoral and cellular responses after SARS-CoV-2 vaccination,
already present after first dose and much improved after a second dose. These
responses were better after vaccination than after natural infection, although these
comparisons are not valid due to differences between these groups, as a greater age
and a longer lag from SARS-CoV-2 exposure was observed among subjects infected than
among subjects vaccinated. In fact, for the 14 patients with 2 doses of vaccine, mean IFN-g
concentration was thrice greater for those with the second dose given in the previous
month than with those vaccinated greater than 1 month previously, suggesting a reduction
of T-cell activity with time after exposure. A follow-up study is needed to determine immune
response decay in infected versus vaccinated populations.

Given that Ag1 stimulates production of IFN-g by CD41 T cells and Ag2 stimulates
both CD41 and CD81 T cells, there may be the possibility to discriminate cellular responses

TABLE 2 Cutoff for IFN-g release assay in subject after infection or vaccination immunity to SARS-CoV-2

Group

IFN-g to Ag1 ‡ 25 IU/L IFN-g to Ag2 ‡ 25 IU/L

Sensitivity (%) Specificity (%) AUROC (95% CI)a Sensitivity (%) Specificity (%) AUROC (95% CI)a

History of COVID-19 (yes vs no) 89.4 93.3 0.96 (0.91–1.00) 97.9 93.3 0.99 (0.97–1.00)

mRNA (BNT162b2) vaccination
yes vs no 89.3 93.3 0.94 (0.86–1.00) 89.3 93.3 0.96 (0.92–1.00)
complete vs no 93.3 100 1.00 (1.00–1.00) 93.3 100 1.00 (1.00–1.00)
partial vs no 80.0 93.3 0.88 (0.75–1.00) 80.0 93.3 0.93 (0.85–1.00)

Exposure to spike protein of SARS-CoV-2
(yes vs no)

89.3 93.3 0.95 (0.91–0.99) 94.7 93.3 0.98 (0.96–1.00)

Serology to SARS-CoV-2 (positive vs negative) 88.3 96.4 0.95 (0.91–0.99) 94.8 100 0.99 (0.97–1.00)
aP, 0.001. CI, confidence interval.
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between these subpopulations. Still, it seems that production of IFN-g by CD41 T cells is more
intense than that from CD81 T cells, which may further simplify the IGRA to using just one
single antigen (24).

It is yet to be established whether reduction in antibody titers against SARS-CoV-2
and/or selection of viral variants has correlates with the cases of reinfection or postvaccine
infection (25). Previous studies suggest that T-cell immunity may be more durable, so that
may help determine past COVID-19 in subjects with negative serology (26). Determination
of T-lymphocyte response against SARS-CoV-2 may be studied as an additional marker of
protection from COVID-19; as such, in immunodepressed subjects in whom antibody and T-
cell responses are less robust (27), additional doses of vaccine are already being proposed.
Finding that recent completion of vaccination provides greater levels of humoral and cellular
immunity than recent COVID-19 itself is very encouraging and supports this strategy.

Some important limitations in this study need to be acknowledged. Firstly, the diag-
nosis of cases of SARS-CoV-2 infection was done according to medical protocols that
call for an initial rapid Ag test and a confirmatory PCR if Ag positive. Although all posi-
tive Ag tests resulted in a positive PCR, we cannot exclude that, given the lower sensi-
tivity of Ag tests, false negative results have missed cases of SARS-CoV-2 infection.
Secondly, the validation of IGRA was done against the history of vaccination or infec-
tion and against humoral responses. We feel that definitive validation of IGRA before
accepting its use on clinical grounds needs to be done against other tests that specifi-
cally assess cellular immunity (i.e., flow cytometry [28], major histocompatibility com-
plex [MHC] tetramers [29], or activation-induced marker assay [21]). Also, internal con-
trol studies in pairs of samples from recruited patients were not done, which could
have increased the information about the reliability of the technique.

Given the characteristics of our cohort, the IGRA used was only validated against
the B.1.1.7 SARS-CoV-2 variant, which was at the time of the outbreak the most prevalent in
Spain (86% reported frequency from 3 to 17 May 2021 [30]). Although T-cell responses have

FIG 1 Interferon gamma (IFN-g) concentration in the different groups studied by IFN-g release assay (IGRA).
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been shown to be less affected by variants of concern than humoral immune responses (31,
32), the IGRA probably needs validation in patients with known infection with other specific
viral variants before being widely used.

As shown in a recent paper (33), up to 44% of subjects with negative SARS-CoV-2
serology may show a strong virus-specific T-cell response as assessed by IGRA. No such
cases were detected in our cohort, as all 30 subjects with negative serology had nega-
tive IGRA, which indicates that false positive IGRA may be related with waning humoral
immunity after old infection or because of cross-reaction with endemic coronavirus—
both factors hypothetically affecting less our recently infected/vaccinated and clois-
tered cohort.

Important issues for further research are correlating clinical outcomes with the fol-
lowing: the risk of breakthrough infections; reinfection; severe COVID-19 according to
IGRA results; or associated factors that modulate T-cell responses including age, sever-
ity of infection, or underlaying medical conditions. The closed setting where this study
was done still offers a unique opportunity to shed light into these questions with the
follow-up studies that are under way.

There is accumulating evidence that indicates that IGRA for assessing T-cell immu-
nity may be a reliable test to be included in COVID-19 monitoring protocols, particu-
larly after vaccination (23, 34–36). The clinical utility of IGRA is both because of the sim-
plicity of the test compared with other alternatives (i.e., flow cytometry, MHC
tetramers, or activation induced marker assay) and also the familiarity of most labora-
tories with this technique, which is already in use for the diagnosis of latent tuberculo-
sis infection. In the context of waning humoral immunity, determination of T-cell
responses may help identify subjects that after vaccination or infection remain pro-
tected against severe infection, while others may need primary vaccination or
booster doses (37). This aspect may be of particular interest for patients with differ-
ent types of B-cell defects—in whom humoral immunity is more affected than cellu-
lar immunity (38–40). Of note, in transplanted patients, both humoral and cellular im-
munity are similarly blunted (41). As T-cell responses can be detected early during
COVID-19, earlier than the detection of antibodies, IGRA may also be considered for
diagnostic purposes where molecular tests are not conclusive (42, 43). Other studies
have shown that lower CD41 and CD81 T-cell responses are associated with longer
duration of viral shedding, more severe cases, and increased mortality from COVID-
19, so that prognostic information may also be provided (44) and set the indication
of neutralizing antibodies (45).

In conclusion, recent vaccination is associated with robust humoral and cellular
response to SARS-CoV-2 that are already present after one dose of vaccine and
improved after a second dose. The levels of IFN-g by IGRA may be a valid method to
determine cellular responses after SARS-CoV-2 exposure. Production of $25 IU/L of
IFN-g by IGRA is strongly associated with evidence of T-cell activity after exposure to
SARS-CoV-2 antigens.
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