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ABSTRACT

Corona virus (SARs CoV-2) has caused immense effect on morbidity and mortality of the population
globally. We undertook this study as we are a part of one of the network laboratories of ICMR to test
the patient’s sample by RT PCR for the ORF 1 ab gene of corona virus.

Materials and Methods: For a period of one and half months (14! April to 315 May 2020) we tested
the nasopharynx and oro-pharynx swab samples sent to us in VTM from the assigned districts of Gujarat.
All the samples were subjected to RT PCR method by following standard methods.

Results: Total of 9.04%(256/2833) population was positive and 4.73%(139/2833) belonged to age groups
21-40 and 2.33% (66/2833) to 41-60yrs. Above the age of 60yrs there were only 0.95% (22/2833) cases
which were positive. It was advantageous to pool the samples. Out of the number of pools prepared, we
reported around 80% negative and rest were positive in pools. The study also included association of viral
load and infectivity. We found that 12% of the asymptomatic people and 5.1% of symptomatic individuals
had high viral load.

Conclusion: It is seen that the incidence of Novel corona virus -19 detection by RT PCR is a reliable
method and the establishment of the Ct value and infectivity of the patient to the health care workers and
relatives needs to be taken care of. Also, the study presents asymptomatic patients having high viral loads
being highly infective.

This is an Open Access (OA) journal, and articles are distributed under the terms of the Creative Commons
Attribution-NonCommercial-ShareAlike 4.0 License, which allows others to remix, tweak, and build upon
the work non-commercially, as long as appropriate credit is given and the new creations are licensed under
the identical terms.

For reprints contact: reprint@ipinnovative.com

1. Introduction

They have diameter of 80-200 nm & surface is covered
with bulbous projection 20nm long and 10nm wide at their

The current pandemic of upper respiratory infection and
pneumonia due to Corona virus (SARS CoV-19) has caused
morbidity and mortality worldwide.! There is well-aware
fact that this respiratory disease began in china and has
spread globally.?

The coronaviruses were recognized as independent
family in 1968 and infection resembled that of the
chicken respiratory virus and mouse hepatitis virus.
Electron microscopic structure showed a spherical particle
surrounded by a halo (Latin: Corona) of surface projections.
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distal end>Corona virus invade the respiratory tract via the
nose with an incubation period in 3 to 5 days & symptoms
of common cold, nasal obstruction, sneezing, and running
nose and occasionally cough. There are different methods
for the diagnosis of corona virus infection like viral culture,
electron microscopy detection, serology includes laboratory
diagnosis by collecting paired sera, (acute & convalescent
phase of disease) and to test by ELISA for the rise in
antibodies.*

The Indian Council of Medical Research (ICMR) has
been leading India’s laboratory surveillance testing for
COVID-19. As a part of the network laboratories of ICMR,
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The Microbiology Laboratory of the Gujarat Cancer and
Research Institute, Ahmedabad was appointed as a nodal
laboratory for testing the samples of the symptomatic
patients and non-symptomatic population. Thus, we take
this opportunity to generate the results of COVID-19
infection of the different categories of population under
study and assess the infectivity of the virus based on the
cycle threshold value (Ct value).

2. Materials and Methods

The Microbiology Laboratory (NABL accredited) of The
Gujarat Cancer and Research Institute (GCRI), Ahmedabad
applied formally for the grant of permission to start
the testing of COVID-19 from the Indian Council of
Medical Research, New Delhi. After getting permission,
the protocol sheets were prepared for extraction and
amplification(Protocolsheet) "The Research and Technical
staff of the GCRI were given formal training on RT PCR
testing method. The SOP for laboratory safety guidelines
as per ICMR were prepared and the staff was trained in
using PPEs and other safety precautions. The study and data
accumulation were carried out with the approval from the
institutional review board/Committee (IRB/C).

Population under study

As per Government of Gujarat directives the different
districts were assigned to us for receiving nasopharyngeal
/ oropharyngeal samples. The districts allotted to us
were Anand, Kheda, Mehsana, Sabarkantha, Patan and
Banaskantha. The population were symptomatic suspected
cases, asymptomatic groups having high-risk contacts or
high-risk health care workers and also asymptomatic
population from green zone, as per the categories defined
by ICMR (7 categories)

Method: After having received the samples in viral
transport media (VITM), the integrity of the samples was
checked, they were double checked with the patient’s details
with the sample referral form (SRF). The observation of any
mismatch or leak of the media lead to sample rejection. The
laboratory testing processes started with giving proper Lab
ID numbers and sampling from the VTM was performed
as described by ICMR protocol such that adequate RNA
is fetched from the media. For the extraction of the RNA
we used kits from Hi-Media and for amplification we used
BGI kits respectively from ICMR depot situated at NIOH,
Ahmedabad. The BGI kit detects the ORF1 ab gene of
COVID-19 by RT PCR. The protocols and test procedures
for both was prepared and was readily made available to the
staff involved. The method given in the kit literature was
followed to perform the test.

Initially the samples tested were individual. Later they
were pooled into 8, 10 & 16 which were received from
the green zones in successive batches. The design of the
spread sheet for sampling, extraction and amplification is
illustrated in Protocol sheet.

2.1. Pooled Sampling

ICMR: Recommendations for sample pooling for real-time
RT-PCR screening for COVID-19 are as follows: Advised
to use only in areas with low prevalence of COVID-19.°
DMER-Gandhinagar: Laboratory test and pooling.®
Throat/nasal swabs to be collected for RT-PCR tests
Samples should be tested in a onetime pool of 25. Results
of this sample pooling is only for surveillance purposes. It
should not be used for diagnosis of individual patients.

2.2. Method followed by laboratory for pooling

. Label Each VTM Tube with Sample ID

Arrange them as per label in tube stand in a set of 8

or 10 or 16 separately at different occasions labelled in

serial identification numbers

3. Arrange such rows in tube racks/stand. It depends
on how many samples you are taking at a time.
Accordingly, arrange 2 ml MCTs

4. Take 200ul of sample from each VTM tube in falcon
tube. The total volume will be as per the numbers of
pools. From this total aspirate 200 ul in 2 ml MCT
containing HRL buffer and carrier RNA.

5. Follow rest of the steps of RNA extraction as per kit
instructions.

6. For each pooled extracted RNA, perform amplification

by RT-PCR.

N =

POSITIVE
Any Amplification Curve

NEGATIVE
Report all samples negative.
No further testing

Y
RE-EXTRACT FROM ALLVTM
TUBE SAMPLES OF THE SET
INDIVIDUALLY

RE-AMPLIFICATION FROM EACH
EXTRACTED RNA TUBE

Fig. 1: Flow Chart for Pool of 8 samples

3. Results

The testing was performed from 14" April onwards. The
result analysis is taken for a period of one and half months
ie. from 14" April to 31%" May 2020. In all 9.04%
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(256/2833) were positive and 89.27%(2529/2833) were
negative. 1.69% (48/2833) were rejected due to sample
and form irregularities. In the age group 21-40 yrs. there
was 4.73%(134/2833) positive cases followed by 2.33%
(66/2833) in 41-60 yrs. COVID -19 positive was 0.95%
(27/2833) in patients who were more than 60yrs.(Table 2?)

Of the total samples tested (the ICMR data was
available), 33.39% (n=1692) patients were asymptomatic
direct and high-risk contact of confirmed case - family
member (cat.5a), and 3.37% (57/1692) were positive for
corona virus. Symptomatic contact of lab confirmed case
(cat.2) were 6.03% and 2.25% were positive, 2.78%
belonged to symptomatic travellers in last 14 days (cat.1)
and 0.06% were positive. Of the hospitalized SARI
patients (cat.1) 0.77% were positive and rest were negative.
Amongst the others category (48.52%) there were 4.31%
(73/1692) patients were positive for corona virus infection.
(Table 2)

The purpose of pooled samples is to increase capacity
of the laboratories to screen increased numbers of samples
using molecular testing for COVID-19 for the purpose of
surveillance. Hence, it may help to use the pooled samples
for screening. A pooled testing algorithm involves the
PCR screening of a specimen pool comprising multiple
individual patient specimens, followed by individual testing
(pool deconvolution) only if a pool screens positive. As
all individual samples in a negative pool are regarded as
negative, it results in substantial cost savings when a large
proportion of pools tests negative.

4. Result of pooled samples

On an average we performed pooling of samples in numbers
of 8, 10 & 16. There were 48 pools of 8, in which 14 pools
were positive and 34 were negative. In the deconvolution
of these pools, 14 pooled samples (112/384 individual
samples) were further subjected to re-extraction and re-
amplification. There was 11% positive and 89% were
negative. Next, there were 31 pools of 10, in which only
2 pools were positive and 29 were negative. Out of these
2 pools (20/310 samples) 0.64% (2 samples) were positive
while deconvoluting 99.35% were negative. Similarly, 32
pools of 16 samples showed 7.42% positive and 92.58%
were negative.

4.1. Importance of C; Value

The C¢ (cycle threshold) is the number of cycles required
for the fluorescent signal to cross the threshold (i.e. exceeds
background level). C¢ levels are inversely proportional to the
amount of target nucleic acid in the sample (i.e. the lower
the C ¢ level the greater the amount of target nucleic acid in
the reaction (Figure 3).

The viral load is classified based on the C; (cycle
threshold) value of the amplification of the Coronavirus

RNA in the reaction of RT PCR. As per Figure 3 the
categories are 17-24 Ct as high viral load, 24-31 as moderate
viral load and 31-38 as low viral load. Of the 175 selected
positive person’s samples, 12% of the asymptomatic people
had higher viral load, 18.9% had moderate viral load and
37.7% had low viral load. Whereas in symptomatic patients
5.1% had high viral load, 10.9 % had moderate and 14.9%
had low viral load. In total 17.1% had high viral load and
29.7 had moderate viral load and 52.6% were having low
viral load.

GCRI Microbiology created protocal sheet for sampling, extraction and amplification®

Samples: COVID-15-ICNE. approved Iab-microbiology GCRI-Akmedabad Dat=
Nasopharyngeal /

ORO  Pharyngeal | Sampling done by:
SWABS in VIM
Medium ion dome by:
extraction as per | Any rejections:
HiMedia/QIAGEN
kits

8No. 1 2 3 4 5 6 7 8 E) 10 Pocled No | Single

Sample

GCRI-Microbiology created protocol sheet for sampling, extraction and amplification®
Extraction done -WITH 280ul-As per kit insert of HI MEDIA
Date: | START TIME: ‘ Extraction Done by (Names):

END TIME:

Amplification done

Date: | START TIME:

END TIME:

Rotor gene (AB):

Sample ID No's: From To
Each reaction:

MM for total reactions:

L MM (Blue cap) = 185x

ENZYME (Redcap)= 015x
Dispense both in 2 ml MCT: Vortex — 1-2 Sec :

2 Arrange STRIP TUBES in plate (ST)

3 Dispense:  20ul In each ST /0.2 ml MCTs

4 NC (white cap): Add 10ul — in strip tube NO-2

5, Take the plate in Template (samples) Laminar flow.
PC (Black cap) : Add from Black cap : 10ul in 8T
[A Start adding (sample) to each ST and complete as per the samples taken.
7. Go to QIAGEN Rotor gene

Place ST as per Rotor number (72 position rotor )

COVID-19-ICMR. approved lab-microbiology GCRI-Ahmedabad

Protocol for Master Mix preparation & Amplification BGI KITS

‘ Amplification done by (Names):

Total Samples:

KIT NO.

Spin down : 5 Sec

GCRI-Microbiology created protocol sheet for sampling, extraction and amplification*
Position No. in the | Sample | Results
plate/Rotor gene 1D No. FAM (Green) | VIC (Yellow)

District | Remark

Clinieal
diti Name

PC
NC

| [ [ 1|

7
Created by D.Parijat N.Goswami

5. Discussion

Coronavirus disease 2019 (covid-19) is cause by several
acute respiratory syndrome corona virus -2 (SARS-Cov-2)
was first reported in Wuhan, Hubei Province, China in late
December2019.

During the current corona virus pandemic, the testing
done by RT-PCR for the Orf gene detection for a period of
one and half month showed 9.04 % case were positive. The
study conducted by Wen-Hua Kong.” The states of India
Showing highest positivity were 10.6% in Maharashtra,
7.8% in Delhi. Madhya Pradesh 6.1% & west Bangor 5.8%
as per the report of given by ICMR Covid study group.
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Table 1: Age group and detectionof Covid-19 RNA by RT PCR
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Ct Cco 40 PCR cycles

Age Positive Negative Reject sample Total
Group
Total %o Total %o Total %o Total %o
0-1 2 0.07 16 0.56 1 0.035 19 0.67
01-14 10 0.35 133 4.69 4 0.141 147 5.19
15-20 17 0.60 223 7.87 10 0.353 250 8.82
21-40 134 4.73 1419 50.09 26 0.918 1579 55.74
41-60 66 2.33 604 21.32 5 0.176 675 23.83
>60 27 0.95 134 4.73 2 0.071 163 5.75
TOTAL 256 9.04 2529 89.27 48 1.694 2833 100.00
Table 2: Profile of individuals tested for COVID-19 from 26th April to 31st May 2020.

Category Grand Total Positive Negative Sample Rejected

Total % Total % Total % Total %
Cat 1: Symptomatic travellers in last 14 days 47 2.78 1 0.06 46 2.72 0 0
Cat 2: Symptomatic contact of lab confirmed 102 6.03 38 2.25 64 3.78 0 0
case
Cat 3: Symptomatic Healthcare worker / 31 1.83 3 0.18 28 1.65 0 0
Frontline workers
Cat 4: Hospitalized SARI patient 59 3.49 13 0.77 46 2.72 0 0
Cat 5a: Asymptomatic direct and high-risk 565 33.39 57 3.37 503 29.73 5 0.3
contact of confirmed case - family member
Cat 5b: Asymptomatic healthcare worker in 28 1.65 1 0.06 27 1.6 0 0
contact with confirmed case without adequate
protection
Cat 6: Symptomatic Influenza Like Illness (ILI) 27 1.6 6 0.35 21 1.24 0 0
patient in Hospital
Cat 7: Pregnant woman in/near labour 12 0.71 4 0.24 8 0.47 0 0
Others 821 48.52 73 4.31 748 44.21 0 0
Total 1692 100 196 11.58 1491 88.12 5 0.3
120 111
. % Positive sample

83 (v.:
80 bl
S Threshold £ _
60 i @ D Negative sample
40 2 31 2 32 28 h
bBuou =
2
8 10 16

Total

& Total Number of suchpools ~ m Postive in pools  ® Negative in Pools

Fig. 2: Result of pooled sample

Contrary to the reports published ae found highest
detection of corona virus RNA in age groups 21-40 and41-
60 years. (4.73% & 2.33%) respectively and it was less
(0.95%) in >60 years of age.

Many cases whose samples were collected(33.3%)
belonged to asymptomatic high risk contact of confirmed
family member and the detection of corona RNA was 3.73%

(35.19)

Fig. 3: Significance of Cycle threshold (C;) value.

Which is similar to the report published by ICMR study
group for reasons unknown , The detection of the virus was
less (2.25%) in symptomatic contact of laboratory confirm
case & symptomatic travellers (2.78%).

To avoid dealing with the large number of sample load
receiving from districts for Covid-19 testing we pooled the
samples. Pooling the samples lessened the burden of work
with limited staff and economising on the reagents. This has
been beneficial in samples received from green zone or areas
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Ct value and Grade of Viral Load-of 196 positive samples
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Fig. 4: RT - PCR C; Value and its probable association with
patients having Corona Virus infection.

where the incidence of infection is <5%. We found 11%,
0.64% and 7% detection of Covid-19 from 8, 10 and 16
pooled samples. During the literature search we could not
find any such results with other studies if at all done for
comparison.

In a press release in The Time of India 3"¢ June
2020, the Ahmedabad based ICMR- National Institute of
Occupational health (NIOH), studies 2000 individuals of
which 140 were COVID- 19 positive (7%). They concluded
infected patients do not transmit the virus uniformly. They
observed that infected cases bearing high viral load spread
the infection at a rate almost eight time higher than cases
with low viral load. In their study of the 140 positive cases,
those with high viral load were limited to only 7% of the
infected population, and 9% had moderate viral load and
84% had low viral load. Unlike their report, we found 17.1%
patients with high viral load, 29.7% with moderate viral
load and 52.6% having low viral load. Further in addition to
the above, we found that the high viral load is more (12%)
in asymptomatic than when compared with symptomatic
patients (5.1%). In another study in China showed that
probably only 10% of the population with high viral load
spread 80% of the infection.

6. Conclusion

The current Corona virus disease pandemic caused by
SARS-CoV2 viruses reported first from China in December
2019 and has already engulfed the world. A high number
of COVID-19 test confirmed cases account for 84% in 10
states of India. Gujarat reported more than 20,000 confirmed
cases. Our study showed around 9% confirmed cases. Based
on the Ct value, the high and moderate viral load patients
should be isolated and hospitalized on priority. Those with
low viral load should take all precautions for containing the
disease. Moreover, health care professionals at COVID-19
hospitals are exposed to patients with high viral load and are
prone to get infected. Therefore, they should take necessary

precautions to protect themselves.

7. Acknowledgement

Research  Staff: Dr.Apexa Raval, Darshita Patel,
Dr.Ghanshyam Patel, Dr.Kruti Rajvi, Hiral Mandalia,
Bhumi Tarapura, Neha Bhalala, Khushbu Rajan, Dr.Kinjal
Gajjar, Kruti Mehta, Dr.shruti Patel, Mittal Mistry,Dr.Toral
Kobawala, Dr.Nutan Badgujar, Priya Varma, Kinjal
Panchal, Hitarth Patel, Ashi Thobias,Grusha Joshi, Disha
Jethva. Technical Staff: Dipak Parikh,Nirali Chauhan, Hiral
Patel, Bipin Kanzaria.

8. Conflict of Interest

The authors declare that there are no conflicts of interest in
this paper.

9. Source of Funding

None.

References

1. Richardson ES, Tellier R, Mahony J. The Laboratory diagnosis
of severe acute respiratory syndrome: Emerging laboratory test
for an emerging pathogen. Review article.  Clin Biochem Rev.
2004;25(2):133-41.

2. Tan W, Zhao X, Ma X, Ma X, Wang W, Niu P, et al. Notes from
the Field: A Novel Coronavirus Genome Identified in a Cluster of
Pneumonia Cases — Wuhan, China 2019-2020. China CDC Weekly.
2020;2(4):61-2.

3. Stott EJ, Garwes DJ. Corona viruses: general properties in Topley &
Wilson’s: Principals of bacteriology, virology & immunity. In: Collier
LH, Timburg, editors. 8th Edn.. vol. 4; 1990. p. 258.

4. Tyrrel DAJ, Myint SH. Coronavirus. In: Baron S, editor. Medical
microbiology.4th editions. Galveston [TX]: university of Texas in
edvied brance of Galveston. NCB1;. p. 1.

5. Indian council of research department of heatth research medical,
Advisory on feasibility of using pooled samples for molecular testing
of COvID-19.

6. District level Facility based surveillance for COVID: National Health
Mission, Government of India, Department of Health and Family
welfare, Ministry of health and family welfare. Preeti Sudan, IAS Chief
secretary of State & UTS; 2020.

7. Kong WH, Li Y, Peng MW, Kong DG, Yang XB, Wang L, et al. SARS-
CoV-2 detection in patients with influenza-like illness. Nat Microbiol.
2020;5(5);67578, o110 TOIR/SA TS 0P0-07 1311,

Author biography

Parijat N Goswami, Professor and Head

Hiren Patel, 3rd Year Resident

Cite this article: Goswami PN, Patel H. Detection of SARs CoV-2
during initial phase of pandemic from population of banas kantha
district of Gujarat-India with special emphasis on pooled samples. IP
Int J Med Microbiol Trop Dis 2021;7(4):295-299.



http://dx.doi.org/10.1038/s41564-020-0713-1

	Introduction
	Materials and Methods
	Pooled Sampling
	Method followed by laboratory for pooling

	Results
	Result of pooled samples
	Importance of Ct Value

	Discussion
	Conclusion
	Acknowledgement
	Conflict of Interest
	Source of Funding

