adffio

Journal of Veterinary Diagnostic Investigation
2020, Vol. 32(4) 503-512

© 2020 The Author(s)

Article reuse guidelines:
sagepub.com/journals-permissions

DOI: 10.1177/1040638720936616
jvdi.sagepub.com

Review Article

Noninvasive strategies for surveillance of
swine viral diseases: a review

Hanna Turlewicz-Podbielska,
Malgorzata Pomorska-Moél'

Jan Wlodarek,

Abstract. In view of the intensive development of the swine industry, monitoring and surveillance of infectious diseases
require low-cost, effective, and representative population sampling methods. We present herein the state of knowledge, to
date, in the use of alternative strategies in the monitoring of swine health. Blood sampling, the most commonly used method
in veterinary medicine to obtain samples for monitoring swine health, is labor-intensive and expensive, which has resulted in a
search for alternative sampling strategies. Oral fluid (OF) is a good alternative to serum for pooled sample analysis, especially
for low-prevalence pathogens. Detection of viral nucleic acids or antiviral antibodies in OF is used to detect numerous viruses
in the swine population. Meat juice is used as an alternative to serum in serologic testing. Processing fluid obtained during
processing of piglets (castration and tail-docking) may also be used to detect viruses. These matrices are simple, safe, cost-
effective, and allow testing of many individuals at the same time. The latest methods, such as snout swabs and udder skin

wipes, are also promising. These alternative samples are easy to acquire, and do not affect animal welfare negatively.
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Introduction

Since ~2000, there has been significant intensification of
swine husbandry, which has forced changes in the surveil-
lance of infectious pig diseases. The increase in herd size,
intensive production, and globalization of the pig industry
have led to the emergence of a new class of diseases charac-
terized as comprehensive and multifactorial. Health is a key
factor affecting the performance of any breeding system and
it has particular importance for the swine industry. Diagnosis
and surveillance of such diseases require a combination of
comprehensive laboratory testing, implementation of control
programs, and monitoring of their effectiveness.

Blood collection from individual animals has been the
method used most commonly in veterinary practice to obtain
samples for monitoring and surveying the health status of the
herd. It is a very labor-intensive method, as well as stressful
both for animals and the collecting personnel. Blood collec-
tion requires restraining of animals and impairs their welfare,
usually requires the involvement of at least 2 people, and
could be dangerous for staff taking samples, especially when
collecting blood from boars, sows, or animals kept in groups.
Routine surveillance based on blood sample testing is also
expensive. Alternative matrices, such as oral fluid, processing
fluid, meat juice, or even nasal wipes and udder skin wipes,
are achieving increasing importance in the management of
pig health. Unlike blood samples, such alternatives can be
taken in a simple, inexpensive, safe, and noninvasive way.'>"”

Oral fluid

Oral fluid (OF) is a mixture of secretions of salivary glands
and non-salivary components: gingival secretions, expecto-
rated bronchial and nostril secretions, blood and serum com-
ponents from wounds in the mouth, bacteria and their
products, viruses, fungi, exfoliated epithelial cells and other
cellular components, as well as food debris.®® The first men-
tion of antibodies in OF appeared as early as 1976, when
intranasal vaccination of pigs with the Thiverval strain of
classical swine fever virus (CSFV) was described. Vaccina-
tion resulted in the appearance of antibodies in secretory
fluids.® The first diagnostic use of OF was described in 2005;
researchers detected the porcine reproductive and respiratory
syndrome virus (PRRSV) in 20 of 24 (83%) OF samples and
in 17 of 24 (71%) serum samples from finishing pigs, using
reverse-transcription PCR (RT-PCR).%

OF contains antibodies from 2 sources: salivary glands
and serum. The dominant immunoglobulin in saliva is secre-
tory IgA, which is secreted by plasma cells in the salivary
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glands. It is the main immunologically active component of
saliva. IgM and IgA occur in saliva at lower concentrations.™®
Antiviral antibodies as well as elements of viruses can also
be detected in saliva and can be used to detect viral infec-
tions.”® In the 1970s and 1980s, local antibody production by
serum-derived plasma cells in salivary glands and DALT
(duct-associated lymphoid tissue) was reported.”* Evidence
for the passage of serum antibodies (IgG, IgM, and IgA) to
OF was found in an experiment conducted on rhesus mon-
keys; isotope-labeled IgG, IgM, and IgA introduced into the
circulatory system of monkeys were detected in the OF after
30min.® In human medicine, saliva is also an alternative to
serum, mainly used in the detection of hepatitis A virus and
human immunodeficiency virus.”’

Collection of OF can be done by a trained breeder or tech-
nician, not necessarily by a veterinarian. The fact that pigs
are naturally curious animals and show particular interest in
easily destructible, chewy, and pliable material, enable this
process.”>® OF can be collected from whole pens or from
larger groups of pigs with the help of ropes designed for this
purpose, or individual samples can be taken with the use of
cotton swabs. In 2014, a method called “pathogen sampling
wild animals with baits” was used to detect CSFV infection
in wild boars.”

OF is taken most often in the form of a pooled sample
from a group of animals. However, taking individual OF
samples requires the involvement of only one employee, at
least one fewer than in the case of blood collection. The vol-
ume of OF collected from one animal with a dry cotton swab
is sufficient to perform some laboratory tests and even to pre-
serve OF for further analysis.'” It is also a much less stressful
method for animals and is safer for the collector, especially
when sampling from sows kept in groups. An important dis-
advantage of this method is the time required for sampling
from one animal, which is twice as long as individual blood
collection.! Usually 100% cotton, 3-strand, ~12-cm ropes
are used for collecting OF from large groups of animals. It is
recommended to hang ropes at the pigs’ shoulder level. With
animals previously experienced with this type of sampling, it
is recommended to give the animals access to the rope for
~20min, and, if OF is taken for the first time, for ~60 min.”®
Given difficulties that sometimes occur (e.g., low interest in
the rope, small amounts of OF extracted from the rope), the
impact has been assessed of using different flavors on the
performance of OF collection; acidic or sweet supplements
do not affect the efficiency of OF collection from pens.''
Most often, the presence of only a rope is sufficient to attract
pigs’ attention and encourage chewing.®””

The type of material from which the ropes are made has
also been assessed. Synthetic ropes can more efficiently
accumulate IgA found in OF, and both synthetic and cotton
ropes ensure obtaining adequate amounts of IgG, the most
important class of antibodies used in tests of OF."> Other
studies have proved that raw cotton ropes are best for collect-
ing OF.* The highest amount of PRRSV RT-PCR—positive

samples and the highest correlation between serum and OF
results was obtained by using cotton for OF collection.’®**
IgM and IgA concentrations differed significantly in one
study, depending on the collection material: cotton, hemp, or
nylon rope; the lowest IgM and IgA concentrations were
found in cotton, but no difference in IgG concentration was
observed.*

The age of the animals influences the amount of fluid
obtained. Sows kept in groups were less interested in ropes
than growing—finishing pigs. In one study, it was not possible
to collect OF from 40% of pens in which sows were located.
Therefore, pen-based sampling seems to be better suited to
growing pigs; it was successful in all pens containing 16- and
22-wk-old pigs."” It is necessary to conduct further research
on the factors influencing the behavior of groups of animals
in respect to chewing ropes, which could support the collec-
tion of OF and the use of this medium in sows.'”

Although it is possible to test individual OF samples, the
main application of this matrix is the analysis of pooled sam-
ples representative for many individuals. This is particularly
important for monitoring the spread of low-prevalence
pathogens. Individual sampling (serum) significantly
increases the cost of effective surveillance, given that a rela-
tively large number of these samples must be taken to be
representative of the herd. Another important advantage of
OF sampling is the minimization of stress associated with
taking individual samples. However, there are some restric-
tions on the implementation of OF sampling. OF may con-
tain particles from the environment (feed, feces, inorganic
material) and this contamination can affect test procedures
(e.g., reducing the precision of reagent distribution using a
pipette).'” Apathy, a common sign of many diseases, can lead
to lack of willingness to interact with the OF collection
ropes. Older animals also are less inclined to chew on the
ropes. Environmental factors, such as high or low tempera-
ture, can also influence the tendency to interact with the
rope. Moreover, it is not possible to collect OF with this
method from very young piglets.

Oral fluid in the detection of swine viral
diseases

Porcine reproductive and respiratory
syndrome

Porcine reproductive and respiratory syndrome (PRRS),
caused by PRRSV (Betaarterivirus suid 1 and 2), is one of
the diseases causing the greatest losses in modern pig pro-
duction.”” Annual PRRS losses in Europe range from an
average of €75,724 on slightly affected farms during nursery
and fattening periods, to an average of €650,090 if the farm
was severely affected at all production stages.**®*
Surveillance of PRRS using OF may be based on the
detection of PRRSV nucleic acid or anti-PRRSV antibodies.
Most of the serum ELISAs can be modified and used to
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detect antibodies in OF. This may require, for example,
increasing the sample volume, extending the incubation
time, changing the conjugate concentration, or changing the
cutoff value.” PRRSV was the first virus detected in OF in
pigs.”® Since 2008, PCR and ELISAs have been specifically
adapted for the detection of many porcine pathogens in OF,
and since 2010, routine ELISAs have been offered for detec-
tion of anti-PRRSV antibodies in OF.*

Many studies indicate that OF is as good a matrix for
detecting and monitoring PRRSV infections as is serum.
Field studies, conducted in 2008, achieved 77% agreement
between RT-PCR and ELISA results obtained from serum
and OF.’® The same authors also detected PRRSV in serum
and OF from pigs experimentally infected with a PRRSV-2
isolate. Both serum and OF were positive in RT real-time
PCR (RT-rtPCR) from day 3 after inoculation to 4-5 wk after
inoculation.’® The kinetics of changes in the amount of virus
in serum and OF were similar during the experiment, but
with consistently lower virus concentration in OF. Other
studies were conducted on production farms in Poland;
authors tested the circulation of PRRSV in a pig herd by
detecting antibodies and PRRSV nucleic acid in serum and
OF using ELISA and RT-PCR. PRRSV antibodies were
detected in 58% of pooled serum samples and in 81% of OF
samples in farm one, and 75% and 93% on the other farm,
respectively.’ Other researchers examined the usefulness of
individual and pooled OF samples from growing—finishing
pigs and group-housed sows and assessed the performance of
commercial ELISAs using OF (OF-ELISA) and serum
(SER-ELISA) by conducting tests on individual and pooled
samples from 5-10 pigs. The experiment was carried out on
a group of 39 growing—finishing pigs and 1,598 sows from
42 herds infected with PRRSV and from 3 herds free from
PRRSV. The studies obtained a high level of OF-ELISA sen-
sitivity compared to SER-ELISA, carried out on individual
samples, pools of 5, or per pen-based samples. Individual
samples, especially for sows, showed low specificity. Pool-
ing 5 samples or using pooled samples from pens increased
specificity. The dilution effect caused by false-positive sam-
ples may explain the increased specificity.”

However, using either OF or serum, it is difficult to dif-
ferentiate maternal antibodies from those produced post-
infection or post-vaccination. Given the relatively high
concentration of IgG (which may be the result of passive
transfer, especially in young animals) compared to other Ig
isotypes, commercial ELISAs focus mainly on detecting
IgG.55 Inoculation with PRRSV-1, -2, or modified-live virus
(MLV) leads to the production of IgM and IgA antibodies
detectable in serum and OF.”’ Therefore later studies focused
on detecting both IgA and IgM in OF. According to the
authors, the use of ELISAs that simultaneously detect IgA
and IgM (PRRSV IgA-IgM ELISA) is a potentially useful
tool for monitoring PRRSYV, especially in groups of growing
piglets from PRRSV-positive or -vaccinated herds in which
maternal antibodies may be present for up to 10 wk.®

Swine influenza

Swine influenza is caused by influenza A virus (IAV; Ortho-
myxoviridae). Influenza, especially in the endemic form, is
associated with significant economic losses. In vivo direct
diagnosis of influenza is based on 3 methods: virus isolation
(VD), RT-PCR, or rapid point-of-care immunochromato-
graphic tests that capture antigen. Nasal swabs (NSs) are the
standard antemortem material used for these tests.”> NS col-
lection is a labor-intensive method; moreover, it requires
careful selection of animals and collecting in the first 7 d of
infection, when the virus is present in nasal secretions.’'

The feasibility of detecting IAV using the above 3 meth-
ods in NS and OF was evaluated, and these 2 types of sam-
ples were compared in previous studies.”> The probability of
IAV VI from OF and NS was very high at 4d post-infection
(dpi); however, it decreased significantly thereafter. VI was
much less successful from OF than from NS, which may be
associated with a large amount of anti-IAV (IgA and IgQ)
antibodies in OF. However, detection of the virus by RT-PCR
was possible much longer in OF than in NS; after 6 dpi, the
estimated PCR cycle threshold (Ct) decreased, indicating a
higher virus concentration. In these studies, Ct values in the
OF were usually equal to or even lower than in NS.** Higher
and longer detection of viral RNA in OF is likely a result of
TAV replication in bronchial epithelial cells and virus excre-
tion from the lungs by physiologic clearance mechanisms
such as coughing.®

The sensitivity of the PCR reaction used for the detection
of TAV in OF and NS has also been evaluated.*® The average
sensitivity of PCR in this evaluation was > 80% for OF. Less
agreement was observed between the results obtained from
OF and NS if the prevalence in the pen was < 10%. However,
the probability of detecting influenza virus was 99% if the
prevalence was > 18% and decreased to 69% if the preva-
lence was 9%. The kappa value between OF and NS results
was 0.82, which indicates that OF is quite a good medium for
testing the population.”

A commercial ELISA, originally designed to detect anti—
nucleoprotein A (NP) antibodies in avian serum, has also
been used to detect these antibodies in swine serum. The sen-
sitivity and specificity of this test, carried out on swine
serum, was estimated at 96.6% and 99.3%, respectively.” The
serum ELISA procedure was modified and adapted to test
182 OF samples taken from pigs infected with the HIN1 and
H3N2 subtypes of IAV. NP antibodies were detectable from
7 to 42 dpi (i.e., until the end of the experiment). Sample-to-
negative (S/N) ratios for OF and serum in the same pen
showed a correlation of 0.796 (Pearson correlation coeffi-
cient, p < 0.0001).” Detection of IAV NP antibodies in OF
was also described in 2016. The authors compared IAV-anti-
body prevalence in OF pairs and pooled serum samples from
pens of 3- to 20-wk-old piglets. The probability of detecting
[AV-positive samples in the pen for 3- to 9-wk-old piglets
was 40% and 61%, respectively, for OF and serum (p = 0.04);
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for 10- to 14-wk-old piglets 19% and 93%, respectively, for
OF and serum (p < 0.01); and for 18- to 20-wk-old piglets
67% and 81%, respectively, for OF and serum (p = 0.05).”

Porcine circovirus 2—associated disease

Porcine circovirus 2 (PCV-2; Circoviridae) is another patho-
gen that is responsible for significant economic losses in the
global pig industry. Routine detection of PCV-2—associated
disease is based on the identification of PCV-2 antigen or
DNA in affected tissues in combination with the detection of
characteristic histologic lesions (in situ hybridization or
immunohistochemistry) in dead or killed diseased pigs.
Alternative methods such as serum RT-rtPCR can be used for
in vivo testing; the detection of PCV-2 and anti-PCV-2 anti-
bodies in OF has achieved increasing importance.***

In a study of 310 pairs of sera and OF, in which the virus
content in OF from PCV-2—positive pens was significantly
higher than in pooled serum samples, the authors concluded
that OF was well suited for detecting PCV-2 in a pen, but was
not useful for determining the virus load of individual pigs.*
Several studies confirmed the usefulness of OF in the detec-
tion of PCV-2 infections and for testing the prevalence of
PCV-2 in pens.”®** Research has also shown that the
amount of PCV-2 in saliva is higher, which means that detec-
tion of the virus is possible earlier and longer in OF than in
serum.'’ Interpretation of rtPCR reaction results and detected
amounts of PCV-2 must be carried out carefully, considering
the uncertain number of animals in contact with the OF col-
lection rope and the fact that individual animal shedding lev-
els may vary.** During another study, anti-PCV-2 antibodies
(IgG, IgA, and IgM isotypes) were detectable in OF from
experimentally inoculated pigs from 14 dpi, and IgG and IgA
isotypes were detectable at 98 dpi.”” Although no correlation
was observed between the severity of respiratory signs and
the detection of PCV-2 in OF, the data indicate the possible
use of pooled OF samples for additional diagnosis of porcine
circoviral disease at the population level. For effective sur-
veillance, it is recommended that the exposed population be
sampled every 2—4 wk.*®

Classical swine fever

Available data indicate that OF can also be used as a nonin-
vasive medium in the diagnosis of classical swine fever
(CSF).*” CSFV (Pestivirus C) causes one of the most impor-
tant transboundary swine viral diseases.

CSFV genetic material in OF has been detected in several
studies performed on experimentally infected pigs. In one
study, authors randomly divided a group of 8 pigs into 2 sub-
groups of 4 individuals. After inoculation with wild-type
Alfort/Ttibingen CSFV, oropharyngeal swabs (OS), blood,
and OF were collected from each of the 2 groups using sam-
pling baits containing raw cotton embedded in a cereal-based
bait matrix. Virus nucleic acid was detected from 7 dpi, which

coincided with the beginning of virus RNA detection in OS.
The probability of detecting CSFV RNA in cotton ropes was
identical or greater than in individual samples.'* In another
study, CSFV RNA was detected by multiplex RT-rtPCR (mRT-
rtPCR) in OF in experimentally infected pigs from 5 dpi.*’
Immune response in serum and OF against 2 CSFV pro-
teins, E2 and Erns, was compared in other studies. Pigs were
experimentally infected with moderately pathogenic field
strain (ALD, n = 30) and MLV virus (LOM strain; n = 30).
During the experiment, 1,391 OF samples and 591 serum sam-
ples, taken 14 d before infection to 28 dpi, were tested. The
ELISA revealed the simultaneous appearance of E22- and
Erns-specific IgG and IgA in serum and OF; IgG ELISA pro-
vided better performance. The authors concluded that the
results of OF samples were consistent with those obtained
using serum, and that OF can be used on a wide scale for
screening a population.*” However, cross-reactions of anti-
CSFV (E2, Erns) antibodies to other pestiviruses, especially
bovine viral diarrhea virus and border disease virus, are
known; hence, further research is needed to develop specific
antibody testing platforms that would allow proper interpreta-
tion of results.*”” The same authors compared the effectiveness
of various methods using OF as a medium for testing for
CSFV. Virus was detected in serum by RT-rtPCR as early as 2
dpi and as late as 28 dpi. Antigen ELISA-positive results were
observed as early as 6dpi and as late as 17 dpi. According to
above-mentioned studies, RT-rtPCR was the most effective
<10 dpi, whereas antibody detection in serum was most effec-
tive for identifying infection > 14 dpi.’' Other researchers
inoculated 8 pigs intranasally with the Alfort CSFV strain. No
neutralizing antibodies were found in OF during the study.
CSFV nucleic acid was detectable by RT-PCR in OF from
8dpi, which coincided with its initial detection in blood sam-
ples. The probability of detecting the virus in OF was equal or
even higher compared to the corresponding blood samples.”
The method based on OF analysis therefore requires the use of
a combination of methods based on the detection of virus and
antibodies to obtain the best results in monitoring herd health.

African swine fever

The causative agent of African swine fever (ASF) is the large,
double-stranded DNA, enveloped African swine fever virus
(ASFV; Asfivirus). An indirect, optimized ELISA, capable of
detecting antibodies to p30 protein in the serum and OF in
experimentally infected pigs was developed. Under experi-
mental conditions, detection of antibodies was possible at
8—12dpi. Serum (n = 200) and OF (n = 200) tests showed that
OF was as good as serum as a diagnostic medium for ELISA '
Other authors subjected 8 pigs experimentally infected with
ASFV to 2 serologic testing techniques: ELISA and immuno-
peroxidase test. Anti-ASFV antibodies were detectable by
both techniques in OF in all animals from the early post-inoc-
ulation period to the end of the experiment.** The detection of
ASFV genetic material by mRT-rtPCR from OF was described
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by other researchers. One of them described early detection of
ASFYV genetic material, which is crucial to limiting the impact
and spread of ASF. Genetic material of ASFV was detected as
early as 3 dpi, 2-3d before the onset of clinical disease.”
Other studies focused on ASFV DNA survival in excretions,
which is an important aspect of shedding of ASVF and infec-
tion by indirect contact with contaminated fomites. Accord-
ing to these studies, in OF, ASFV DNA could be detected for
35dat4°C, and 14d at 12°C and 21°C. No ASFV DNA could
be detected in OF after storage at 37°C."

Swine vesicular disease

Swine vesicular disease virus (SVDV; Enterovirus B) causes
highly contagious swine vesicular disease, which is clini-
cally indistinguishable from foot-and-mouth disease and can
cause huge economic losses in the swine industry.®*’® Detec-
tion of the SVDV genome in OF using RT-PCR has been
described at 1-21 dpi. The authors also isolated the virus
from OF, which was possible for 1-5 dpi. Detection of anti-
SVDYV antibodies using a competitive ELISA based on 5B7
monoclonal antibodies was possible from 5dpi. Moreover,
the studies evaluated the kinetics of IgM and IgA concentra-
tions in OF; IgM were detected from 6 dpi and significantly
decreased at 21 dpi, and IgA appeared at 7 dpi and remained
at high concentrations in OF until the end of the experiment
(28 dpi). The results confirm the potential use of OF as a
matrix for the detection of SVDV infection.®”

Meat juice

Meat juice (MJ) is a mixture of serum, lymph, and released
intracellular fluid. MJ can be obtained easily by thawing a
meat sample several times,”* and can be used as an alterna-
tive to serum in serologic testing. Sampling at the abattoir
avoids the risk of disease spread associated with farm vis-
its.”® The disadvantage of this method is the possibility of
detecting the disease only postmortem.”* Numerous factors
can affect the amount of antibodies contained in MJ: blood
content in muscle tissue, level of pre-slaughter stress related
to glycogen content and pH in muscles after slaughter, the
level of hydration of the animal, the degree of blood supply
to a given muscle, or the amount and presence of fascia in the
muscle.*””>”” The choice of muscle for obtaining MJ is sig-
nificant in terms of detection usefulness: IgG levels were
higher in the myocardium and tongue, lower in limb and dia-
phragm muscles.”>”” MJ can be considered as a matrix cor-
responding to diluted serum; therefore, there may be some
discrepancies when comparing the results of the serum and
MJ ELISAs. To minimize this discrepancy, a 10-fold lower
dilution of MJ than serum should be used for ELISA.*

M is used as a matrix to detect pathogens in the food chain
(Salmonella spp., Toxoplasma gondii).”” In several European
countries, MJ is also widely used for serologic surveillance of
Salmonella spp. in regulated control programs.'~**'

M]J can also be used as an appropriate matrix for detecting
porcine viral diseases.”® As early as 1998, studies were con-
ducted on the use of MJ in preventive plans for monitoring
pseudorabies in swine herds. A commercial ELISA for the
detection of pseudorabies glycoprotein E antibodies in MJ
samples was adapted for this purpose. The results obtained
after analyzing 389 pairs of sera and MJ were compared; con-
sidering serum samples as a reference, individual sensitivity
was 93.2% and specificity was 98.3%.' Satisfactory results
were also obtained using MJ to detect PRRSV infection in pig
herds with known PRRSYV status. The herds were classified as
seropositive or seronegative based on the results of a study of
10 MJ samples collected randomly in an abattoir over a period
of 3mo. The specificity of the indirect ELISA adapted to MJ
was 0.98; sensitivity depended on the PRRSV strain. The
authors concluded that the use of MJ can give an acceptable
level of herd status classification of PRRSV infection; how-
ever, veterinarians and farmers should be aware that false-
positive results may occur relatively frequently.*®

Detection of PRRSV and the first report of the detection
of PCV-2 in MJ from the shoulder muscles of wild boars
from various regions in Poland was described in 2013."
Only one MJ sample was PRRSV positive, whereas anti—
PCV-2 antibodies were found in 6 of 142 (4%) samples.'®
The sensitivity and specificity of an ELISA for PRRSV
detection in MJ samples collected under experimental condi-
tions were >95% and 100% at each dilution, respectively.’’
These studies confirmed the possibility of using MJ in
PRRSYV surveillance programs based on ELISAs.’

Use of MJ in the diagnosis of CSF in wild boars has been
described. A study was carried out on 56 pigs and 21 wild
boars infected or vaccinated, and 129 field samples from
wild boars. The authors concluded that MJ is a suitable
medium for the detection of CSFV, especially in wild
boars.” In other studies, MJ was used to detect IgG and IgA
antibodies against porcine epidemic diarrhea virus (PEDV).
Correlations between S/P ratio in serum and MIJ results
were significant for both IG and IgA. The experiment
proved the excellent performance of the PEDV IgA and
PEDV IgG ELISAs in the testing of MJ, and that MJ could
be used for routine surveillance of PEDV.* In 2019,
researchers used MJ obtained from wild boar muscles to
detect antibodies against Japanese encephalitis virus and
hepatitis E virus; the authors tested 46 MJ samples from the
diaphragm or myocardium, obtaining ELISA specificity
and sensitivity of almost 100%.”’

Processing fluid

Processing fluid (PF) consists of blood and serum obtained
during castration and tail-docking (piglet processing), which
is usually performed at 3—5d old. The use of PF for the sur-
veillance of viral diseases in breeding herds and in suckling
piglets is not well studied yet, and data regarding this matrix
are scarce.
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PRRSYV replicates in testicular epithelial cells and macro-
phages, which indicates that fluids obtained during process-
ing might be an appropriate medium for detecting PRRSV.”
Higher proportions in the presence of PRRSV-positive males
with a greater amount of virus in the samples compared to
females were observed. The reason for this may be the prop-
erties of this arterivirus, infection of various types of cells in
the reproductive tract, and asymptomatic carriage in males.
However, further research is needed on the role of sex in per-
sistent PRRSV infections.” By collecting tails and testicles
into separate containers, the visible amount of PF was
observed only in containers of tails. Testicular fluid most
likely behaves like a support medium and can wash out a
small amount of blood from the tails before it clots, so collect-
ing tails and testicles in one container is required. Dilution of
the sample by the testicular fluid of PRRSV-negative males
could present a risk of obtaining false-negative results when
only single PRRSV-positive females are present in a litter. In
this situation, there is a risk that the Ct value for RT-PCR may
increase and virus load may be below the detection level.”

The results from PF samples were compared with those
from serum in several studies. The probability of detecting
PRRSV RNA in PF by RT-PCR was greater than the detec-
tion of PRRSV RNA in serum samples.’* In other studies, the
sensitivity and specificity assessment were carried out on
serum and PF of seventy-seven 3-d-old piglets; the kappa
value was 0.81 between results obtained from both matrixes.
Sensitivity and specificity of PF results compared to serum
results were 87% and 94%, respectively.”” PF was also used
for longitudinal monitoring of PRRSV status in the herds,
which were subject to virus elimination. The experiment was
carried out in 29 breeding herds for 65 wk; 93% of farms that
had 2 consecutive negative PRRSV results in PFs using RT-
rtPCR also had negative PRRSV RT-rtPCR results in the
weaned piglets’ serum in the same cohort.”® The authors of
the above experiments claim that PF is a valuable, effective,
and economical tool for screening breeding flocks that are
attempting PRRSV elimination. In another experiment, sci-
entists compared the use of PF samples with the results
obtained using OF and serum. All samples from PRRSV-
negative herds were negative on RT-PCR. PRRSV was 100%
detected in PRRSV-positive herd samples in all 3 matrices.
The kappa value was 1, showing excellent agreement
between RT-PCR results with PF, OF, and serum.” The results
of other studies reporting the detection of PRRSV RNA in PF
indicated that the use of PF in monitoring disease provides
reliable results.”>*"%’

Not much is known about the impact of pooling PF sam-
ples on the ability of PCR to correctly classify a sample as
positive. Authors have estimated that aggregation of at least
50 litters was possible when the PCR Ct in the sample was
~ 22, and up to 40 litters if the Ct value was ~33. Pooling did
not affect the results of the PCR reaction if the initial Ct val-
ues were ~ 20 to ~ 25. For litters with baseline Ct > 30, the
number of samples in the pool should be limited. The results

of these tests provide a general framework that can help in
more detailed analysis and interpretation of the results of
monitoring tests carried out using PF—the study was con-
ducted only with 2 strains of PRRSV-2 from 2 farms recently
infected with PRRSV.”

PF is a promising, practical, and inexpensive matrix, the
use of which can improve the monitoring of PRRSV. It
allows the testing of more piglets more frequently, which
increases the likelihood of detecting the virus with a minimal
prevalence. This matrix is particularly easy to obtain in 3- to
5-d-old piglets, when it is not possible to collect OF. Collect-
ing blood samples from such young piglets is also fraught
with higher risk than in older animals. Moreover, testing PF
allows the rapid classification of piglets as PRRSV-negative
or -positive. However, this method does not reveal how
many piglets from the pooled sample are positive. There is
also the possibility of environmental contamination of sam-
ples during processing. The possibility of using PF in the
monitoring of other swine viral diseases requires more com-
prehensive research.

Nasal wipes and udder skin wipes

Implementation of new, cost-effective, and non-disturbing
animal welfare methods to collect representative samples of
the population is also resulting in the investigation of new
matrices: nasal wipes (NWs, also known as snout wipes).

NWs are collected using cotton gauze, which is wiped
across the snout, collecting secretions from the snout and
nares.”” The usefulness of cotton for this purpose is debat-
able: it is assumed that cotton contains PCR inhibitors, * but
cotton ropes are the gold standard for OF collection. There
are reports that although fewer viral particles are detected in
cotton by RT-rtPCR compared to polyester swabs, cotton
gauzes work very well for IAV detection in field studies.”’ As
mentioned earlier, NSs are the gold standard in IAV detec-
tion; however, collection of NSs requires animal restraining,
training, and at least 2 employees involved. In contrast, col-
lecting snout wipes requires no special training, is simple,
and minimizes the stress on animals, and requires fewer
employees involved than NS collection.” It is also highly
acceptable in public opinion."*” NW sampling allows for a
quick assessment of the individual pig’s health.

The possibility of IAV RNA detection and VI of IAV in
material obtained from NWs has been described, which gives
this matrix a certain advantage over OF, from which VI is
rarely possible. However, there are some restrictions that
should be kept in mind when using NWs. Given the contact
of the swine snout with the external environment, NS sam-
pling is often associated with the simultaneous collection of
many contaminants (litter, food, feces, etc.) that can inhibit
the PCR reaction or be toxic to cells when attempting to iso-
late the virus. Furthermore, the detection of IAV may be the
result of environmental pollution and may not always be the
result of active shedding by the animal. NW storage in a
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freezer or refrigerator for transport also requires 3—4 times
more space than NSs. Storing samples for a long time at
room temperature, refrigerated, or frozen and thawed, as
well as overheating the sample during thawing, results in
reduced virus viability."”

Several studies suggest concordance for IAV detection
using RT-rtPCR and VI from NW and NS. The first experi-
ment was conducted on 553 paired NWs and NSs, in which
517 of 553 (93.5%) RT-rtPCR results and 511 of 533 (92.4%)
VI results agreed. The estimated sensitivity of RT-rtPCR and
VI for NWs compared to NSs was 92.9% and 82.9%, respec-
tively."” In the second study, authors also used NWs; 49 of 90
(54%) and 51 of 90 (57%) positive NS and NW samples
were detected, respectively.'® The same authors later com-
pared the usefulness of different matrices, including NWs
among others; in fattening farms, the kappa coefficient (0.64)
showed significant agreement in the detection of IAV by RT-
rtPCR in pooled NS and NW samples.”

Udder skin wipes (USWs) allow assessment of the health
status of the litter before weaning. Secretions from the oral
and nasal cavities in suckling piglets are deposited on the
skin of the sow's udder.”” Information about the role of the
USW in monitoring viral diseases occurring in litters of
suckling piglets is very scarce. Researchers compared 8 dif-
ferent matrices (NSs; NWs, and oropharyngeal swabs; OF;
surface wipes, and USWs; airborne particles deposited on
surfaces, and air samples) among >1,300 samples from
breeding farms and wean-to-finish facilities, and found that
USWs together with oropharyngeal swabs were the best
matrices for isolation of IAV from suckling piglets. USWs
also proved to be suitable for virus detection by RT-rtPCR."®
Detection and monitoring of PRRSV in the breeding herd
using USWs was reported for the first time in 2019. The
authors obtained a sensitivity of 43% and a specificity of
98% in their studies on USWs, comparing the results obtained
from serum (gold standard). The kappa coefficient during
processing time was 0.49. The percentage agreement between
the results obtained from USWs and serum was 81.8%.
PRRSV was detected at processing in USWs, in environ-
mental wipes and airborne-deposited particle samples up to
14wk post-outbreak, and at weaning in USWs up to 17wk
post-outbreak.

Ease of collection, minimizing stress, and improved ani-
mal welfare support the use of NWs and USWs in commer-
cial herds for surveillance of viral diseases. NWs are a good
alternative to NSs. Both the use of NWs to detect other respi-
ratory pathogens in pigs and the use of SWs in the monitor-
ing and detection of infectious diseases require further study.

Conclusion

Serum, as well as NSs, tissue, and organ samples are used most
often in the diagnosis of swine viral diseases. However, these
methods are costly and labor-intensive. Moreover, they can be
hazardous for both animals and the collector and often require

the restraint of animals. Some of these samples can only be
obtained postmortem. These problems raise the need for new
strategies for sampling and monitoring animal health. Alterna-
tive matrices have many advantages over traditional sampling
methods. These matrices, in particular OF and PF, offer an
opportunity to simplify costly sampling procedures. In the era
of ever-increasing requirements for monitoring the health of
larger herds, alternative matrices allow for quick assessment of
the health status of the herd, and assessment of the effective-
ness of implemented eradication methods. Moreover, these
methods do not affect animal welfare negatively. The use of
alternative matrices requires validation and confirmation of the
results obtained in comparison with reference tests.
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