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The infection with the new Coronavirus generated important socio-economic 
transformations, with profound economic implications, but also a lot of concern, due to 
evolutionary clinical complications and lack of specific treatment. Given that majority 
of cases of infection remain asymptomatic or evolve with mild symptoms, countries are 
seeking to assess the spread of the infection in the population through seroprevalence 
studies. This study aimed to estimate the degree of spread of SARS-CoV-2 infection 
in the Romanian population. The population enrolled in this study was selected from 
people presenting conjuncturally at selected laboratories. Chemiluminescence (CLIA) 
technology was used to detect SARS-CoV-2-specific IgG antibodies in blood samples. 
From June to October 2020, 19597 samples were collected. out of which, 6.19% (95%CI 
5.85:6.53) were positive for SARS-CoV-2. The results suggest that a significant proportion 
of cases remains undiagnosed and unreported, considering that the notification rate at 
end October was 1.27%.
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Introduction
The infection with the new Coronavirus generated important 

socio-economic transformations, through social distancing 
measures, with profound economic implications, but also a lot of 
concern, due to evolutionary and clinical complications and lack 
of specific treatment. The severe acute respiratory syndrome 
coronavirus 2 (SARS-CoV-2) associated disease – 2019 (COVID-19) 
has spread globally, affecting in one year and half over 170 million  

 
people from more than 180 countries or regions, leading to a global 
pandemic with a fatality rate of 2.1% [1]. The laboratory diagnosis 
of suspected COVID-19 clinical / contact cases is based on the 
detection of SARS-CoV-2 viral genome by qRT-PCR assays. However, 
asymptomatic or mild COVID-19 infections remain undiagnosed, 
therefore the burden (incidence and spread) of SARS-CoV-2 
infection can be underestimated, affecting the implementation and 
efficiency of infection control and prevention measures. Given this 
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limitation, countries are seeking to assess the spread of the infection 
in the population through prevalence studies conducted on study 
groups which are representative for the general population [2,3]. 

The surveys conducted in the first half of the year 2020 in 
different countries or geographical regions on populations of 
different sizes revealed different seroprevalence rates, ranging from 
<0.1% to more than 20% and that it can increase over time during 
longitudinal follow-up. In Europe, the seroprevalence reported 
by different countries was in decreasing order Italy (11.0%) [4], 
Switzerland (weekly seroprevalence rate of 4.8% to 10.8% during 
five weeks) [5], France (between 3.8 and 10% in different regions) 
(2), Spain (4.6%) [6], Denmark (1.9%) [7], Greece (0.42%) [8]. In 
USA, a great variation of seroprevalence was reported for different 
geographical regions (1.0% - 31.5%) [9,10], while for Brazil the rate 
was 3.8% [11]. In South America, Chile reported a seroprevalence 
of 13,4 - 16% [12]. In Africa, Kenya reported a crude seroprevalence 
of 5,6% and a study done in Alzintan City of Libya presented a 
seroprevalence of 2,74% [13,14]. 

In Asia, the highest rates were reported for Pakistan (15.6-
37.7%) [15], Guilan province, Iran (22%) [16], in China different 
serological studies reported positivity rates ranging from 0.6% in 
Chengdu, Sichuan to 3.8% in Wuhan, Hubei [17], while the lowest 
rates were recorded in Malaysia (0.4 - 0.6%) [18] and South Korea 
(0.07%) [19]. Japan reported 3.3% seroprevalence in Kobe [20] and 
a cumulative case detection ratios (2.6 – 8.7%) at 3 prefecture-level 
seroprevalence (Tokyo, Osaka and Miyagi) [21]. All studies reported 
a higher seroprevalence rate in males, although the differences are 
not statistically significant [22]. Considering the large variation of 
seroprevalence among different populations, filling the gap with 
data from different geographical regions is needed in order to better 
evaluate the burden of COVID-19 pandemic. This study reports for 
the first time the results of a seroprevalence survey performed in 
the Romanian population, to estimate the degree of spread of SARS-
CoV-2 infection and to substantiate the measures to respond to the 
COVID pandemic that will be adopted at the level of the Romanian 
health care system for the next period.

Material and Methods
In this study, people that presented themselves conjuncturally 

at selected laboratories have been invited to participate in the 
seroprevalence survey. The participating laboratories were selected 
from each of the 42 counties of Romania.

Study Design and Participants

A cross-sectional study was performed to assess the SARS-
CoV-2 antibody seropositivity prevalence. The study used a non-
probability sampling method, known as convenience sampling. The 
sampling strategy had two steps: the selection of laboratories and 
the selection of persons. The inclusion criteria for the laboratories 

were the following: either public or private facilities, with high 
addressability (over 40000 samples per year) and serving 
ambulatory patients (non-hospitalized). Based on these criteria, 
each of the 42 County Public Health Directorates over the country 
selected between 3 and 5 laboratories to participate in the study 
(except Bucharest Public Health Directorate, which selected 9 
laboratories). Inclusion and exclusion criteria for the enrolment of 
the study subjects were also defined. In order to be selected, people 
from all ages that presented themselves conjuncturally at the 
selected laboratories for check-ups were invited to participate in 
the study. They should not present signs of symptoms of respiratory 
infection or requested to be tested for Covid-19. The participants 
to the study were selected based on a sampling step, and only 
individuals who expressed their informed consent to participate in 
the study were enrolled. 

If a person qualified in the sampling step did not agree to 
participate in the study, the next person was asked if willing to 
be enrolled. The data collection took place between July and 
October 2020. The participants had to sign an informed consent 
to be included in the study (for children the consent was signed 
by the parent/legal representative). The participants had also 
to provide their demographic information, that included age, 
gender, city of residence and personal pathologic history. The 
seroprevalence analysis involved residual serum obtained from 
these individuals. The size of the study sample was calculated 
using the EpiInfo 7 program, for obtaining regional and decadal 
age-group representation. The regional sample for a specific age-
group was proportionally allocated for the counties in the region, 
considering their total population for the corresponding age-group. 
The resident population of Romania from July 1, 2018, on decadal 
age groups was used, with an expected frequency of SARS-CoV-2 
infection in Romania of 50% on each age group, an accuracy of 95% 
CI, error accepted 5 % and 5% losses accepted for each age group 
in the region. 

Procedures

All the serum samples of the enrolled participants were 
analyzed by the National Institute of Public Health laboratory, 
using a chemiluminescent technology (CLIA) based assay to detect 
the anti-SARS CoV-2 antibodies of the IgG type. The samples were 
kept at temperatures between minus 12 and minus 20 degrees 
Celsius. Transportation of residual serum samples was done 
using refrigeration machines and, exceptionally, isothermal bags 
with ice packs. The quality criteria for the serum samples were 
the following: blood samples collected in biochemistry vacuums, 
without anticoagulant, with or without separating gel; samples with 
a serum volume of 0.5-1 ml for the age group 0-14 years and 1-2 ml 
in people over 14 years. The residual serum from people that were 
suspected of Covid-19 and those presenting jaundice, haemolysis 
or superinfection (with flakes or veil) were not considered.
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Ethics Statement

The existing study protocol was reviewed and accepted by 
the Scientific Council of the National Institute of Public Health 
- Research Ethics Committee. The seroprevalence study was 
performed in full compliance with the principles of ethics and 
confidentiality of personal data. Written informed consent was 
obtained from all eligible for enrolment individuals, while all 
professionals involved in the collection, retrieval and storing of 
data have signed a confidentiality agreement.

Results
Of all the individuals that presented themselves at the selected 

laboratories across 8 regions of the country, 19738 agreed to 
participate in this study and 19597 provided a serum sample for 
which a CLIA result of anti-SARS-CoV-2 IgG specific antibodies was 
available. Males represented 36.2% of the total study population 
and this could be probably associated to the higher health-related 
concern of females in general, considering that the selection was 
conjunctural (people addressing themselves for different blood 
tests). The sample population had a mean age of 46.61±21.08 
years and a median age of 48 years. The proportion of each decadal 
age-group is shown in Figure 1. As could be noticed, the young 
age-groups were seriously under-represented, meanwhile the age-
groups 50-59y, 60-69y and 70-79 y were slightly over-represented 
(last-one in particular).

Figure 1: Proportion of the decadal age-groups in total population – sample versus country population.

Seroprevalence at National Level 

Overall, we found 1213 positive IgG samples in the study 
population, resulting in a seroprevalence rate of 6.19% (95%CI: 
5.85:6.53). The seroprevalence rate by age-groups at national 
level is shown in Table 1. The level of protection was similar in 
children and young adults (slightly higher in children, but statistical 
significance was not met). The middle aged adults, especially the 
age-group 40-49 years showed a significantly higher level of 
protection. Population aged 60+ years seemed to be less protected 
compared to both adults and children. A statistically lower level 
of seroprevalence was revealed between each elderly age-group 
compared to middle-age adult population. A slight difference in 
seroprevalence was found compared to children and young adults, 
but this did not meet the statistical significance. We found also 
differences within the elderly groups. The seroprevalence seemed 

to be lower over the age of 70 years, compared to age-group 60 – 69, 
but, again, this difference did not meet the statistical significance.

Table 1: The seroprevalence rate by age-group.

Age-group The seroprevalence rate (95%IC)

0-9 years 6.10% (4.64 : 7.57)

10-19 years 6.07% (4.79 : 7.34)

20-29 years 5.21% (4.25 : 6.16)

30-39 years 5.78% (4.90 : 6.65)

40-49 years 8.65% (7.66 : 9.64)

50-59 years 8.10% (7.14 : 9.07)

60-69 years 5.04% (4.27 : 5.81)

70-79 years 4.03% (3.21 : 4.86)

80+ years 4.31% (3.01 : 5.62)
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Seroprevalence by Regions

Romania is divided in eight region: North-East (NE), South-
East (SE), South (S), South-West (SW), West (W), North-West 

(NW), Center (C) and Bucharest-Ilfov (BI) – the last-one including 
the capital city of Bucharest. By comparing the regions with the 
national rate, we found significantly higher prevalence in NE, S and 
SW, and significantly lower one in NW, C and BI (Table 2).

Table 2: The seroprevalence rate by regions.

Region The seroprevalence rate (95%IC) Situation versus national

NE 8.02% (7.05 : 8.99) ↑

SE 6.94% (6.03 : 7.86) ~

S 8.03% (6.81 : 9.24) ↑

SW 7.61% (6.66 : 8.55) ↑

W 6.79% (5.74 : 7.83) ~

NW 2.96% (2.31 : 3.62) ↓

C 4.10% (3.39 : 4.81) ↓

BI 3.55% (2.30 : 4.80) ↓

National 6.19% (5.85 : 6.53) ~

Seroprevalence by Age-Groups – Regional Versus 
National Level

The seroprevalence by age-groups in the regions is shown in 
Table 3. Although the seroprevalence for each age group registered 
some variations among regions, significant differences compared to 

the national level were found only in limited cases. Thus, we found 
significantly lower seroprevalence rates compared to the national 
level in the regions NW (age-groups 10-19y and 30-59y) and 
Centre (age groups 30 – 39y and 40-49y). The only situation with 
a significantly higher level of protection was age-group 40-49y, in 
the NE region. 

Table 3: Seroprevalence by age-groups in the regions.

Region NE SE S SW W NW C BI

0-9y 6.1% 7.1% 8.9% 5.1% 5.0% 5.7% 5.1% 0.0%

10-19y 8.0% 6.3% 9.9% 5.6% 7.9% 1.1% 4.0% 4.5%

20-29y 5.2% 5.8% 4.2% 7.6% 6.1% 4.6% 3.9% 3.6%

30-39y 5.6% 7.1% 9.6% 7.8% 7.3% 2.7% 2.9% 3.2%

40-49y 13.3% 10.5% 12.7% 10.8% 7.8% 2.2% 4.3% 4.5%

50-59y 11.3% 10.3% 9.0% 9.2% 9.3% 2.5% 5.5% 5.6%

60-69y 6.9% 3.8% 5.1% 6.6% 5.7% 3.3% 4.6% 2.6%

70-79y 6.5% 3.8% 5.8% 4.1% 3.2% 2.7% 3.2% 0.0%

80+y 4.5% 6.3% 3.5% 4.1% 5.4% 3.3% 3.1% 6.7%

Seroprevalence in the Capital Region (BI)

The enrolment rate in the Bucharest-Ilfov region was from 
far very poor (23% of planned). Table 4 provides details about 
the number and age of participants in Bucharest. Out of 845 
participants, 30 tested positive for SARS-CoV-2-specific IgG 
antibodies, meaning a seroprevalence of 3.55% (2.30:4.80). A very 

limited number of cases was enrolled in the extreme age-groups 
(children and elderly population) and nonpositive case has been 
identified in age-groups 0-9y and 70-79y. The proportion of males 
was 33.3%, slightly lower compared to the national proportion 
(36.2%), but without statistical significance (p=0.081, Chi Square 
test). From the total positive cases, 18 were females and 12 were 
males. The enloled and positive cases are shown in Table 4. 
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Table 4: Seroprevalence by age-groups in the regions.

Age group (years old) Total number of 
enrolled individuals

Number of females 
enrolled

Number of males 
enrolled

Number of 
seropositive females

Number of 
seropositive males

0-9 2 1 1 0 0

10-19 22 13 9 1 0

20-29 110 87 23 3 1

30-39 189 132 57 1 5

40-49 154 92 62 4 3

50-59 125 79 46 5 2

60-69 154 103 51 3 1

70-79 74 49 25 0 0

>80 15 8 7 1 0

Total 845 564 281 18 12

Discussion
Given that the vast majority of infection cases remains 

asymptomatic, countries are seeking to assess the spread of the 
infection in the population through seroprevalence studies with 
representation for the general public. The aim of this study was 
to estimate the degree of spread of SARS-CoV-2 infection in the 
Romanian population. In this purpose, we have assessed, using 
a chemiluminescence immunoassay, the anti-SARS-CoV-2 IgG 
antibodies, as they last longer than IgM and therefore, play a crucial 
role in assessing the real prevalence of the virus [23]. SARS-CoV-2 
invades human cells by binding the spike protein to the membrane 
protein receptor of the cell. The genome of this virus encodes 
four key proteins - spike (S), nucleocapsid (N), envelope (E) and 
membrane (M) [24-27]. As the spike protein is involved in the first 
step of the infectious process, represented by the interaction with 
specific receptors, followed by virus internalization in the infected 
cells, there are many assays that detect the specific antibodies 
anti-S protein of SARS-CoV-2. Chemiluminescence immunoassay 
represents an indirect detection method of the anti-SARS-CoV-2 
antibodies [28]. 

It can detect either IgM or IgG in serum [29]. Different countries 
tested the performance of CLIA, all indicating good specificity, 
sensitivity and its convenience for sampling [29-31]. Other 
studies used this method on a specific population to report the 
seroprevalence: private healthcare group in Fukushima Prefecture, 
Japan [32]; elite football players in Germany [33]; multicenter, 
primary care, and emergency care facilities in North Carolina [34]. 
The findings in this seroprevalence study for SARS-CoV-2 suggest 
that the prevalence of IgG antibodies against the Spike protein 
of SARS-CoV-2 is over 6% in Romania. However, according to the 
official data reported from the surveillance system, the cumulated 
notification rate for confirmed COVID-19 cases reached to 1.27% 
at end October 2020, when our study was finished. Our results 

support the data published regarding the lower proportion of 
COVID cases which are generally requiring health care, based on the 
severity of their symptoms The overall seroprevalence in Romania 
was lower than that recorded in Sweden, but higher than reported 
in Germany and Spain [2]. However, it should be noted that the 
specified studies presented a number of differences, regarding the 
number of participants, time frame and the methods that were used 
to evaluate the presence of antibodies. 

The more modest seroprevalence rate among elderly could be a 
reason for consideration in the next planning phase for controlling 
the pandemic. Also we found interesting and significant geographical 
variations among regions, which could be an argument in favour of 
adopting public health interventions tailored to the epidemiological 
situation in the region, even with particularization for the 
smallest territorial units. Our study has a number of limitations. 
Although convenience sample is a common strategy used by many 
researchers, it can provide biased results because this method 
has the possibility to over/underrepresent a population [35]. The 
response rate to the study invite achieved lower levels in extreme 
age-groups. This is normal, because generally the parents could 
be reluctant or hesitant in agree the enrolment of their children in 
surveys. On the other hand, the children are less likely to perform 
blood tests compared to the adults, thus their enrolment was more 
difficult. As for the elderly, due to the epidemiological situation, 
they might avoid or postpone their usual blood tests. Women were 
represented in a higher proportion than men in this study, meaning 
that women could be more interested in participating in surveys, or 
more active in general, in investigating their health status. 

Conclusion
Our study suggests that the real number of individuals infected 

with SARS-CoV-2 in Romania exceeds by around five times the 
number of reported cases confirmed by PCR. Therefore, data 
on seroprevalence are very important for understanding the 
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magnitude and distribution of the pandemic at country level. 
Repeating the study after the vaccination campaign could provide 
strong indications about the further needs of public health 
interventions.
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