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Abstract — The mite Sarcoptes scabiei causes sarcoptic mange (or scabies), a disease of consid-
erable human and veterinary significance An § scabiei cDNA clone of about 2 kb was isolated
from a § scabiei var hominis expression libiary by immunological screening using blood serum
from a naturally infected chamois (Rupicapra rupicapra) The nucleotide sequence of the 1dentified
¢DNA contains an open reading frame of 1930 bp that encodes a 642 amino acid polypeptide This
polypeptide shows tandem repeats of a glycire-serine rich 20 residue sequence followed by a unique
C-terminal glutamate rich 54 residue sequence. The cDNA or the deduced polypeptide did not show
significant similarities to any of the sequences in the databases A carboxyl-terminal fragment of
this polypeptide (residues 380 to 642) was efficiently expressed in Escherichia coli as a fusion with
Glutathione S-transferase and then was used to produce a specific antiserumn The antigen encoded
by the cDNA was located at the integument of the mite’s epidermis and the cavities surrounding its
vital organs Western blot analysis of mite extracts using the specific antiserum against the recombi-
nani protein identified antigens larger that 60 kDa indicating that the isolated ¢cDNA. did not contain
the full ORF Moreover, we designed a diagnostic assay based on the carboxyl-terminal fragment
of the antigen for the identification of infected animals.

Sarcoptes scabiei [ cDNA library / immunolocalisation / sarcoptic mange diagnoesis / ELISA

1. INTRODUCTION tion of many antigenic proteins into the
host systeimn causing irritation and inflam-

Scabies or sarcoptic mange is a disease ~ Mation, Ieading to a host immune response

of global distribution affecting both human ~ and antibody production. This host re-
and animal populations sponse combined with the damage caused

The disease results from Sarcoptes sca- by the sarcoptes mites and provocation
biei skin infection The sarcoptes mites of severe scratching lead to the formation
tunnel into the skin where their feeding of skin cracking, hyperkeratinisation and

and laying of eggs causes the introduc- loss of hait
In Europe, several ungulate populations

* Corresponding author: jmmartin@uniovi es have suffered epizootics of scabies Severe
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outbreaks of sarcoptic mange in chamois
have been described in Europe, including
the eastern Alps and Cantabrian mountains
of northwestern Spain [9, 32] Currently
outbreaks of the disease, affecting the pop-
ulations of chamois and red deer (Cervus
elaphus), are in progress over a signifi-
cant part of their distribution area in the
northwest of Spain. Hence, resoutce man-
agers have demanded improved methods to
diagnose the disease and fight against its
spread

The comrect diagnosis of scabies is not
easy to establish using conventional mon-
itoring tools such as the observation of
skin lesions or behaviour, especially in the
case of wild animals. In infected swine
herds most of the animals are subclini-
cally infected, so that the skin lesions are
usually not visible or not very specific
[7,19] A conclusive diagnosis of scahies
is only possible by microscopic obseiva-
tion of the mite in skin scrapings. This
method is 100% specific but frequently
has a low sensitivity since the number
of parasites present in the samples is of-
ten very low. It has been reported that
more than 50% of skin scrapes can be
negative in canine scabies infections [24]
In recent years, many enzyme-linked im-
munosorhent assays (ELISA). based on
ctude mite extracts have been developed
for several host species [6,7,13,31,36] 8.
scablei is the sonrce of multiple antigenic
molecules [1-3] and the varieties of § sca-
biei from different animals introduce both
cross-reactive and vatiety specific antigens
into the host |5, 13]. Consequently, anti-
gens In extracts made from one variety
of scabies mite can be used to detect
serum antibodies elicited by another vaii-
ety [7,13,23]

Problems derived from the use of anti-
gen preparations obtained from whole
mites such as the complexity of total
homogenates and the difficulty in ob-
taining sufficient quantities of the para-
site from dead o1 live infected animals,

could be overcome using pure recom-
binant antigens expressed in Escherichia
coli o1 other heterologous hosts. This ap-
proach has been successfully used previ-
ously for the expression of other parasite
antigens [15, 18,20, 30]

The aim of this present study was to
identify relevant antigens of S. scabie! that
could be used to develop a reliable, sensi-
tive and specific mange diagnostic test for
the identification of infected animals

2. MATERIALS AND METHODS
2.1. Parasites

8. scabiei mites of both sexes and dif-
ferent developmental stages were obtained
from skin samples of local infected wild
animals Each skin sample was incubated
in a glass Peui dish at 37 °C for 24 h
Afterwards, the mites were observed us-
ing magnification lenses (Olympus SZX9,
Tokyo, Japan)}, collected from the suiface
of the dish in 70% ethanol and pelleted
by cenfrifugation at 300 x g for 10 min
at room temperature The pellet was sus-
pended in 1 mL PBS and homogenised
with 60 stiokes in a glass Dounce ho-
mogeniser (Bellco Glass, Inc., Vineland,
NJ, USA). The lysate was transfeired to
a [.5 mlL microcentrifuge tube and sub-
jected to centrifugation at 900 x g for 5 min
at room temperature. The supernatant was
concenirated to 037 pg/ul by lyophili-
saiion and was kept at —20 °C until fur-
ther use

2.2, Bacteria

Escherichia coli X1 1-Blue {Stratagene,
La Jolla, CA, USA) were used in 1ou-
tine plasmid construction E coli BL21
were used for production of the GST-
A20AB3 fusion protein. The strains XL1-
Blue MRF’ and XLOLR (Stiatagene) were
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used as hosts for the bacteriophage A
(MZAP express, Stratagene) XLOLR are
designed to allow efficient in vivo excision
of the pPBK-CMV phagemid vector from
the ZAP Express vector while preventing
problems associated with helper phage co-
infection

2.3. Recombinant DNA techniques

The standard procedures for recombi-
nant DNA manipulation were carried out
according to the manufacturers’ instruc-
tions or following the methods described
in laboratory manuals [33]

2.4. Immunological library screening

The S scabiei amplified cDNA library
Yv4 used in this study was kindly pro-
-vided by Dr David T Kemp (Malaria and
Scabies Laboratory, Queensland Institate
of Medical Research, Brisbane, Austialia)
and contained an average insert size of
1 6 kb [10] flanked by EcoRI and Xhol re-
striction sites in the vector AZAP express
{Stratagene). Nitrocellulose filters contain-
ing AZAP clones from the amplified li-
brary were screened with a 1:20 dilution
of a serum taken from a naturally infected
chamois (this serum was also used as a
positive refetence in ELISA tests) using a
previously described procedure [33]. The
immunocomplexes were detected using a
1:1500 dilution of protein G peroxidase-
conjugated (Sigma, St. Louis, MO, USA)
and 4-chloro-1-naphthol as chromogenic
substrate (Sigma) Positive plagues were
re-screened at a lower density until plaque
pure populations were obtained This pro-
cess was followed by in vivo excision of
pBK-CMV phagemids from the AZAP ex-
press vectors following the instructions of
the manufacturer

2.5. Sequence analysis

High titrte phage clones were excised
in vive as pBK-CMV phagemids with the

Ex Assist helper phage and sequenced us-
ing the T7 and T3 promoter primers Se-
quence analyses of plasmid DNA (zecom-
binant pBK-CMV phagemids and pGEX
constructs) were done with a BigDye(r)
Terminator v3 | kit Sequence reactions
were analysed on an ABI PRISM 3100 Ge-
netic Analyser The nucleotide and de-
duced amino acid sequences were analysed
with the aid of the DMS5S progtam [25]
The hydropathicity plot was calculated ac-
cording to Kyte and Doolittle [16] For
sequence similarity and homology search-
ing, the Fasta progiam [29] at the European
Bioinformatics web server using the de-
fault parameters and also the Blast program
at the NCBT web server were used.

2.6. Construction of pGEX-4T3-Ss220
and derivatives

In order to produce the selected S sca-
biei specific antigen as a fusion protein,
the positive clone Ssi20 was excised as
a phagemid that was double-digested with
the restriction endonucleases FcoRI and
Xhol The restriction fragment correspond-
ing to the § scabiei cDNA was gel purified
and ligated into pGEX-4T3 digested with
the same enzymes. The tesullinig plasmid
was designated pGEX-4T3-SsA20 The ex-
pression vector pGEX-413-8sh20AB3 was
generated by digestion of pGEX-413-
SsA20 with BamHI and religation of the
resulting vector after removal of 1156 bp
containing the 5’-end of the Ssh20 cDINA
clone. The nucleotide sequences of pGEX-
413-8sA20 and pGEX-4T3-SsA20AB3 and
their relevant open reading frames weie
confirmed by sequencing.

2.7. Purification of recomhinant
proteins

The recombinant proteins were pro-
duced in ransformed BL21 E coli cultures
induced with 100 uM isopropyl-B-D thio-
galactopyranoside (IPTG) for 4 h and pu-
rified by affinity chromatography using a
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ghutathione-Sepharose 4B column (Amer-
sham Biosciences, Barcelona, Spain) ac-
cording to the manufacturer’s instructions.
The sarcoptes-detived polypeptides were
excised from the GST by thrombin cleav-
age and then analysed by SDS-PAGE,
western blot and dot blot. The purified
protein was quantified using the Bradford
method [4} and then used to immunise rab-
biis or in ELISA tests.

2.8. Western blotting

After SDS-polyacrylamide (10%} gel
electrophoresis, the proteins were frans-
ferred onto 0.45 um pore size nitrocellu-
lose membranes (Millipore, Billerica, MA,
USA) using a Mini Protean IT (Bio-Rad,
Hercules, CA, USA) electrobloiting appa-
ratus at 100V for 1 hin 25 mM Tiis/192
mM glycine buffer, pH 8.3 containing 20%
methanol. After a blocking step the spe-
cific antigens were revealed with a rab-
bit anti-Ssx20AB3 polyclonal serum ot
a chamois infected serum followed by
the addition of the apptopriate species-
specific peroxidase-conjugated secondary
antibody The immunocomplexes were 1e-
vealed using 4-chloro-1-naftol as subsirate
For dot blot analyses appropriate amounts
of the purified Ssh20AB3 polypeptide were
spotted onto a nitrocellulose filter asing a
dot blot apparatus (BioRad) and processed
as described for Western blot

2.9. Preparation of antisera

One New Zealand White rabbit was
immunised with the purified protein
(SsA20AB3) for antibody production. The
immunisation protocol consisted of 5
intramuscular injections at days 1, 8, 15,
28 and 56, using 200 ug of the purified
protein emulsified with complete Freund’s
adjuvant The Jast boost was intravenous
and without Freund’s adjuvant The seruin

from the bleed on day 28 and the preim-
mune serum from the same rabbit were
used for immunological studies

2.10. ELISA test

ELISA plates (96 well flat bottom
plates, Corning) were coated overnight
(18 h) at 4 °C with 100 ng of purified
Ssh20AB3 diluted in 100 pL of carbonate-
bicarbonate buffer (Sigma). The plates
were then washed once with 200 pl. of
PBS containing 0.05% Tween 20 (PBS-T)
and blocked for 1 h at room tempetature
with 150 pL of 1% yeast extract prepared
in PBS-T After washing once with PBS-
T, 100 uL. of each serum {(diluted 20 times
in blocking solution) were added fo the ap-
propriate wells and incubated for 1 h at
37 °C. The plates were then washed 5 times
with 200 plL of PBS-T and incubated with
100 uL of the appropriate species-specific
secondary antibody for 1 h at 37 °C
FmmunePure peroxidase-conjugated Pro-
tein G was used for chamois and deer
sera (difuted 1500 times in blocking so-
lution). After five washes, as described
above, the plates were developed using
o-phenylenediamine as substrate The re-
action was stopped with 100 pL per well
of 3 M sulphuric acid The absorbance
at 450 nm was measured in a microplate
reader (Sigma, model 680) For optimisa-
tion of antigen, sera and conjugate concen-
trations, two refetence chamois sera wete
used, The positive serum (200/04) was ob-
tained from an infected animal and the
negative reference serum (129) was taken
from a sarcoptes-free chamois. The results
were expressed as a relative net optical
density (relative OD4sonr) that was calcu-
lated according to the following formula:

oD = ODunknown_seram—ODnegative_serum
~ "QODpositive_serum—ODnegative_serum

The cut-off levels for the ELISA test
were calcnlated as the mean of the
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relative ODysgum from scabies-free ani-
mals plus three times the standard devia-
tion [7,13,37]

2.11. Immunolocalisation of S53.20
S scabiei antigen

Skin samples from a § scabiei in-
fected chamois were fixed in 10% neu-
tral formalin and embedded in paraffin
using standard procedures. For the im-
munohistochemical study, 4 wm sections
were immunostained using the peroxidase-
antiperoxidase (PAP) method [35]. Briefly,
the sections were cut, deparaffinised, re-
hydrated and rinsed with tap water
Afterwards, samples were treated to inac-
tivate the endogenous peroxidase by in-
cubation with methanol containing 3%
H;O; for 10 min, washed with water
for 10 min and then treated to prevent
unspecific binding by a 15 min incu-
bation with 10% normal swine serum
(DAKO, Glostiup, Denmark), 3% BSA in
IBS (5 mM Tris/HCl pH 7.6, 136 mM
NaCl} The tissue sections were incobated
overnight at 4 °C with SsA20AB3 spe-
cific polyclonal rabbit-antiserum diluted
1:1000 in TBS and then washed three
times with TBS Then, the samples were
incubated with swine anti-rabbit serum
(DAKO) diluted 1:50 in TBS for 30 min
at room temperature and washed three
times with IBS followed by incubation
with a rabbit PAP (soluble complexes of
rabbit antibody to horseradish peroxidase-
antihorseradish peroxidase) diluted 1:320
in TBS for 30 min at room temperature. Fi-
nally, the sections were incubated with the
substrate 3, 3’-diaminobenzidine tetrahy-
drochloride (DAB, Sigma) for 10 min and
washed with ITBS and water. After staining
with haematoxylin the preparations were
dehydratated, pasted with DPX mountant
for histology (Fluka) and observed using
an Olympus BH-2 light microscope and

photographed using a Olympus DP-12 dig-
ital camera

3. RESULTS

3.1. Isolation of cDNA clones coding
for S. scabiei antigens

In order to find a candidate molecule
for the immunodiagnosis of § scabiei we
screened 1.0 x 10° PFU from the § sca-
biei var hominis amplified library Yv4,
with a serum sample from a naturally in-
fected chamois In this first screening, we
selected 20 clones showing the strongest
reactions (named Ssh! to SsA20) After ad-
ditional rounds of scieening only 11 out
of the 20 clones initially selected remained
strongly positive (SsA2, 3, 4, 5,6, 8, 9, 11,
12, 15, and 20). After in vivo excision of
the pBK-CMV phagemids from the posi-
tive AZAP express vectors the presence of
a ¢cDNA insert was confirmed by FcoRl
and Xhol digestion To further characterise
the cDNA (0.7 kb to 2 0 kb) in the recom-
binant pBK-CMV phagemids, we investi-
gated their nucleotide sequences using T7
and T3 primers. The resulting nucleotide
sequences allowed their classification into
three groups. Group one included clones
Ssi2 and 11; group two clones Ssi8 and
12 and group three included the remain-
ing 7 cDNA clones SsA3, 4, 5, 6, 9, 15
and 20. We decided to focus our stud-
ies on SsA20 ¢DNA because it contained
the largest ¢cDNA insert (2001 bp, exclud-
ing the polyA tail} In addition, consider-
ing the number of Ssh20-related positive
clones identified, it possibly derived from
an abundant parasite mRNA Moreover,
the strong antibody response against the
positive clones might indicate that they
encode an immunodominant antigen in jn-
fected animals
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3.2. Sequence analysis of the S. scabiei
85320 cDNA

The nucleotide sequence of Ssh20
¢DNA (Fig 1A) was 2001 nt long and
has been deposited in EMBL Nucleotide
Sequence Database under the accession
number AM286740 The fust 1236 pu-
cleotides included 21 well-conserved tan-
dem 1epeats of 57 to 60 nt residues. Most
of the changes observed within this re-
gion occurred at the thitd codon position of
the putatively encoded polypeptide and did
not promote changes of the correspond-
ing amino acid residues From nucleotide
1237 to 1705 the repeated sequence was
less conserved and from residue 1706 the
sequence was unique showing no obvious
repeats.

As expected from the cloning strategy
used, the 5°-end of the parasite mRNA was
not represented in the cDNA  The Ssi20
cDNA contained a 1930 bp open read-
ing fiame starting at the cDNA 5’-end and
ending at a TGA codon located at nt 1928-
30 This cDNA had a 3’-untranslated re-
gion of 71 residues preceding the poly(A)
tail. A consensus polyadenylation signal
was located 21 nucleotides upstream of
the poly(A) tail. This ORF had the cod-
ing capacity for a 642 amino acid residue
polypeptide with a calculated molecular
mass of 60 kDa As deduced from the
cDNA sequence, the N-terminal region of
the Ssh20 polypeptide was made of 21 tan-
dem vepeats of a 19-20 amino acid se-
quence (Fig. 1B), followed by 156 residues
whose repetition unit was less conserved
and ending with 54 non-repeated residues
preceding the stop codon. The residues 4 to
6 (AGA), 10 (S) and 13 to 17 (RYGQG) of
the repeat unit were identical in all the re-
peats while the rest of the positions showed
different degrees of variability. This pro-
tein region was very rich in the small
amino acids Ala (12 7%), Gly (253%)
and Ser (25.7%) It should be mentioned
that the carboxyl terminus unigie sequence

contained a high percent (21 out of the last
54 residues) of giutamate

The pattern of amino acid repetition was
best visualised (Fig 1C) by plotting the
hydropathicity index using 9 residues as
window size No transmembrane regions
were predicted when using a 19 esidue
window (not shown)

No obvious match of the cDNA or de-
duced protein sequences could be identi-
fied in the databases, although some degree
of homology was found with genes encod-
ing other glycine-tich proteins

3.3. Production of S. scabiei
recombinant proteins

The full cDNA from the Ssh20 clone
was inserted into the pGEX-413 expres-
sion vector as a fusion with GST result-
ing in expression vector pGEX-4T3-8sA20.
The GST-SsA20 fusion protein, with a cal-
culated molecular mass of 935 kDa, was
produced at very low levels in wransformed
BL21 E coli culiures, and could not be
purified by affinity chromatography in ap-
propriate yields for further studies {data
not shown)

In order to increase the level of recombi-
nant protein expression and to take advan-
tage of the presence of a suitable BamHI
restriction site, we produced an N-terminal
deleted version of the Ssh20 polypeptide
by digestion of the pGEX-4T3-5sA20 vec-
tor with BamHI restriction endonuclease,
resulting in the removal of 1156 bp from
the 5’-end of the clone maintaining the
open reading frame of the fusion pro-
tein. The resulting plasmid pGEX-4T3-
$sh20AB3, encoded 263 residues from the
carboxy terminus of the SsA20 polypeptide
fused to GST. The fusion protein GST-
Ssh20AB3 had a predicted molecular 1ass
of 53.0 kDa and contained only one com-
plete amino acid repeat (the 21st repeat
present in the Ssh20 protein, see Hig, 1B)
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preceding the unique C-terminus. The
GST-8sA20AB3 fusion protein was pro-
duced in nansformed BL21 E. coli cultures
and purified by affinity chtomatography
The sarcoptes moiety, was cleaved from
the GST using the protease thrombin and
the purified protein was analysed by SDS-
PAGE (Fig 2, panel A) and Western blot
(Fig 2, panel B)

The fusion protein GST-SsA20AR3
showed an unexpected low electrophoretic
mobility in SDS-PAGE indicating a molec-
ulai mass higher than the calculated mass
for the recombinant protein (Fig 2, panel
A, lanes 1 and 2) Nevertheless, it was
recognised by the positive serum from an
infected chamois (Fig. 2, panel B, lanes 1
and 2) After thrombin cleavage, the puri-
fied truncated polypeptide SsA20AB3 also
showed abnormal SDS-PAGE mobility in-
dicating a molecular mass approximately
twice the expected mass for the encoded
polypeptide (28.9 kDa) (Fig, 2, panel A,
lane 3) Fuithermore, this polypeptide did
not bind to nitroceflulose or PVDF fl-
ters after electrophoretic transfer (neither
to .45 wm nor to 0.2 um filters). Hence,
the sarcoptes moiety could not be de-
tected by Western blot (Fig. 2, panel B,
lane 3). However, the purified polypep-
tide was recognised by the serum from an
infected chamois when spotted onto a ni-
trocellulose filter using a dot blot apparatus
(Fig 2, panel C) The GST moiety that
remained bound to the affinity column af-
ter thrombin cleavage was of the expected
size (Fig. 2, panel A, lane 4) and indicated
that the fusion protein was completely di-
gested As predicted, the GST was not
recognised by the serum of the sarcoptes-
infected chamois (Fig 2, panei B, lane 4)
indicating that the positive reactions ob-
served (Fig. 2, panel B, lanes 1 and 2) were
due to the SsA20AB3 sequence.

The purified SsA20AB3 protein was
used to produce a specific antiserum in a
rabbit following the protocol described in
the Materials and methods section.

3.4. Identification and localisation
of the native parasite SsA20 antigen

Concentrated . scabiei crude exiracts
were first analysed by SDS-PAGE  and
showed a complex protein pattern after
silver staining (Fig. 3, panel A), Similar
SDS-PAGE separated proteins were then
transfetred onto nitrocellulose membranes,
which were then incubated with rabbit pre-
immune (Fig, 3 panel C) or the paired
hyperimmune serum raised against the re-
combinant SsA20AB3 polypeptide (Fig 3
panel B). A broad reacting zone was ob-
served between the 67 and 94 kDa matkers
in the filters incubated with the hyperim-
mune serum (Fig 3, panel B) whiie no
reactions were observed when using the
preimmune serum (Fig. 3, panel C) Con-
sideting that the calculated molecular mass
for the Ssh20 polypeptide encoded in the
55120 cDNA was 60 0 kDa and takin £ into
account that the 5’-end of the gene was
not fully included in the cDNA it was ex-
pected that the cotresponding S scabiei
native polypeptide had a molecular size
larger than 60 kDa

As expected, sera from mange-infected
chamois recognised several faint protein
bands in the mite ciude extract (data not
shown)

In ordet to locate the $si20 antigen
in parasite organs or tissues, we carried
out immunostaining of chamois skin sec-
tions that were highly infected with §
scabiei mites Staining with the rabbit anti-
SsA20AB3 polyclonal serum was specific
to particular regions of the parasite (Fi g 4,
panel B), while no staining was observed
using preimmune serum (Fig. 4, panel A)
More specifically, the integument of the
epidermis and the spaces suirounding the
parasite’s vital organs were stained, while
no host tissue staining was detected The
setum was also able to detect the antigen
in skin sections derived from an infected
fox (Vulpes vulpes) (see Fig. 4, panels C
and D).
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ASSGAVAGHGSSSKGRYGQGS
 CICAICTGECGCTG IAGCTGGEECAGGAICAICT ICGAAAGGCCGHIAI‘GGACAAGGAAG
SSGALAGAGSTSNGRYGQGS
CTCAICIGGIGC IITEECTGEAGT TGGATCCACITCARR IGGCCGAIATGGACRAGGRAG
SSTLAGAGSSSNSRYGQGSS
CICAICAACATTAGCIGGAGC IGEAICAICITCAARTAGCCGA IATGGACAACGARGCTIC
FGAVAGAGSSSKGKYGQGSS
ATTTECCGCIGIAGCTEGECGCRGEAT CCICIT CGAAAGGCAAAIAI‘GGACAAGGAAGC‘I C
BASAGAGSSSNGRYGQGSSS
ATCTGCATICAGUTGEGCCIGGATCA ICIT CAMATGGARGAIATGGACAAGGRAGCT CATC
ASAGAGASSNGRYGQGGYSG
TGCAICAGC IGGEACTGGAGCCICTL CARATGHIAGATAIGGACRAGS IGECTATICIGG
ALAGAKSSSKGRYGQGGYSG
TGEICTAGC IGECGCARARTCAICT [CAAARGGCAGATATGEACAGEE TEGTIAITICTGG
ALAGAGSSSKSRYGQGGYSG
TGCICTAGCAGGCECAGEAICAIC ITCARAAAGCAGAIATGGACARGE IGGIIALICIGG
ALAGAGSSSKGRYGQGSSSG
IGOTCTAGCAGECGCAGGAICAICT TCAARRGE IAGAIATGGACARGGARGCICATC IGG
ALAGAGSSSNGRYGQGSSSA
IGCTITGECTGEIGCIGGATCCICIT CAALTGGCAGATATGGACARGGAAGT ICRICTGC
LAGAGSSSNGRYGQGGSSAL
AITAGCTGGGGCIGGAT CATCI ICAAR GG IAGAIATGGACARGEAGECT CATCIGCAIT
AGAGSSSQGRYGQGGYSGAL
AGCTGEGEGCTEGAICAICTITCT CAACGCAGATATGRACRAGS IGGCTAIICIGGIGCICT
AGAGSSSKGRYGQGGLAGAL
AGCTCECGCAGGATICAIC E'TCAAAAGGCAGAIAIGGACAAGGAGG TITAGCTGGIGCITT
AGAGSSSNGRYGQGSSSGAL
GACIGGTECIGGATCCICTT CGAA‘IGGCAGA'IA'I‘GGACAAGGAAGC'I CATCTGGIGCTIT
AGAGSSSNGRYGQGSSSALA
GGCIGETGCIGEATCCICTT CARATGGCAGATA TGEACAAGGAAGC ICAICTGCAITAGC
GAGSSSNGRYGQGGSSALAG
IGCGQGECIGGAICAL C’I'I‘CAAAI‘GGIAGAIAI‘GGACAAGGAGGC‘I CAICTECRITAGCTGE
AGSSSQGRYGQGGYSGALAG
GGCTGGAICATCITC TCRAGGCAGAIATGGACARGETGECTA I ICIGEIGCICTAGCTEG
AGSSSKGRYGQGSSTASAGA
COCAGGAICATCTTCARAAGECAGATA IGGACAAGGARGUICAACTGCAL CAGCIGGGAC
GSSSNGRYGQGGSSALAGAG
TGEATCATC I ICARAIGGRAGA TATGGACAAGGRGECICAICIGCTT TAGCIGEEGCIGE
STSNGRYGQGSSSALAGAGS
ATCCACTI CAAAI‘GGCCGAIA’I‘GGACAAGGAAGC ICA TCAGCAITAGCTGRAGCTGGAIC
SSQGRYGQGSYSGSLAEAGT
AICIT CACAAGGCAGA‘IAI‘GGACAAGGAAGC'IA I'ICIGETICT TTEECTEARGCTIGEAAC
GSSSYSIDEDVSL-SGESSYY
TGGATCAICTICAIAIAGIATAGR CARGATGIIAGCITAICTGGIGARL CAICIIACTIA
DESGQGSSSGILDGAESSYY
TGATGARTCTGGACARGGARGTICCI CTGECACT T TEGATGEEGCIGART CAICIIACIA
DGFEQESYSGALGEAESSNN
I[GATEGAITTGAACARGARAGCTAITC TGECGCT I TAGEEIGRAGC TGAAICATCIAACAA
DGIEQGSYSGALAGAGSSYY
I'GATGEAACTGRACRAGGARGCIATT CTEGCGHT ITACC TGEAGCIGGAICY ICTTACIA
DGFEHGSSSGALAGAGSSSK
IGAIGGAIT [GAACACGGAAGT ICATCIGGIGCIITAGC TEERGCTCEAICATCIICGRA
GGHGSGSSSALAGSGSSSDS
ACUICGACAIGGIACCGGRAG TICATCTIGCAITAGCIGGATT IGEATCIICTICRGAIAG
TEEDVSLSGALAGAQBSQND
TACAGAAGAAGAIGITAGCITAICIGGI LOT I TAGCAGGAGCTCAAICTT CRCBARAIGR
GYEQGSLSGSLAGTGSSSNG
TGGEGTATGARCARGGRAGCITAIC [GETICTITGGC ICGCACTGGAICAICTT CERATCG
NHGYGGSTDSSESSSEEFEE
AAAICAIGGI'IACGGAGGI‘I‘CCACI‘GAI”I I ICTGAAICAAGI ICTGARAGRGTIT IGAAGH
IIEEEEVEEMVEEEVEEEFV
BAITATCOAAGARGARGAGE TTGAAGAAATEG I CCARGARGRAGT TGAAGAAGRATITIGL
EEFEEGIKDEGDLTQTKKSW
AGAGAAGI 'ITG—AAGAAGGAACAAAAGAIGAAGGAGAI CTARCTCAARCGRARARARAGCIG
X K *
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Figure 1. (A) Nucleotide sequence of Sarcoptes scabiei Ssh20 ¢DNA and amino acid sequence
of the predicted translation product The BamHI restriction site used for the construction of pGEX-
413-SsA20AB3 is underlined. The polyadenylation signal is double underlined The numbers on the
right vertical axis refer to the amino acid bosition in the $s320 ¢cDNA (B) Alignment of the tandem

repeated sequences derived from Ssk20 ¢cDNA

The numbers on the right vertical axis coitespond

to amino acid residue numbers in the SsA20 deduced polypeptide The dots indicate identity with
respect to the consensus sequence (cons) and the dashes correspond to sequence gaps (C) Hydro-

pathicity profile of the Ssi20 polypeptide

3.5. Development of an ELISA test
for the diagnosis of scabies

One of the aims of this study was to de-
velop an ELISA test to detect antibodies to
S. scabiei in the seta of infected animals.
Therefore, the potential of the recombinant
antigen SsA20AB3 ag an immunodiagnos-
tic molecule was assessed The ELISA
method was validated with a panel of 76
sera samples: 40 from chamois and 36
from deer, of which 10 were obtained from
scabietic animals (mites were isolated from
skin lesions present in the dead animals)

and 66 were from healthy unexposed in-
dividuals originating from a scabies-free
area. The ELTSA tests were performed as
described in the Materials and methods
section. Positive and negative reference
setra for each animal species were included
on each ELISA plate

The results obtained for the 76 analysed
seta arc shown in Figure 5. The cut-off
levels for the ELISA test were 043 for
deer and 0.16 for chamois sera. These
cut-off values were also used to calculate
the sensitivity and specificity of the test
Thus, the ELISA test using the SsA20AB3
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Figure 2. Analysis of Ssh20AB3 expression and purification (A) Coomassie Blue stained SDS-
PAGE gel. Lane 1, crude cell extract from pGEX—SsMOAB3—transformed, TPTG-induced E coli;
lane 2, cell-free extract; lane 3, purified §sh20AB3 sarcoptes moiety; lane 4, GST bound to the

affinity column after cleavage with thrombin; M, low molecular weight protein markers {(Ametsham
. Biosciences). {B) Westernl blot analysis of a similat SDS-PAGE gel using a serum sample from a

sarcoptes-infected animal (C) Dot blot analysis of the purified $s)20AB3 protein.

A B Cc

Figure 3. SDS-PAGE and Wesiern blot analysis of crude exiracts from Sarcoptes scabiei (A) Silver-
stained gel (B) [mmunodetection using a hyperimmune seram raised against pur ified recombinant
§sh20AB3 polypeptide ©) Immunodetection using a paired preimmone serum. The numbers o1t
the left margin indicate molecular weight markers {kDa} ’

recombinant antigen was characterised by should be mentioned that in the case of the
1009% sensitivity and 07% specificity In chamois the only “false positive animal”
both animal species. The 97% specificity ~ gavea relative ODssonm OF 0.201, which is
value was due to the presence of antibodies  very close 1o the cut-off established for the
(above the cut-off level) against S. sca- test Given that all of the relative ODasoom
biei in one out of the 33 deer and one out for the positive animals are well above 016
of 33 chamois from scabies-free areas. It~ W¢ could also consider a practical cut-off
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Figure 4. Immunostaining of adult Sarcoptes scabiei Ss)20 antigen in skin sections derived from
a mange-infected chamois (panels A, B) or a mange-infected fox (panels C, ). Peroxidase anti-
peroxidase immunostaining after reaction with a preimmune serum (A, C), or a rabbit polyclonal
anti-SsA20AB3 serum (B, D) Sera samples were used at 1:1000 dilution. Image magnification
(x100) -
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Figure 5. ELISA test for the detection of antibodies against recombinant Ssh20AB3 protein in sera
samples from free-ranging deer or chamois. Filled and open circles represent sera from infected
or healthy animals, respectively The cut-off for each animal species is represented by a horizontal
line. '
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of 0.25 which would increase the speci-
ficity of the test to 100%

The diagnostic value of a test also
depends on the degree of cross-reaction
with antigens from other related parasites
Given the lack of sequence similarity with
respect to other antigens in the databases
and considering that in Asturias (in the
northwest of Spain) the animals diagnosed
with sarcoptic mange are often also in-
fected with ticks (Arthropod, Arachnida,
Ixodes ricinus) we checked whether the
seta obtained from animals infected with
ticks had cross-reactivity with the § sca-
biei tecombinant antigen. The ELISA test
described in this work did not show pos-
itive reactions with sera from one fallow
deer (Dama dama) ot five deer all diag-
nosed as tick-infected and sarcoptes-free.
The ODyspnm of these studied samples was
in the range of the negative reference sera
(data not shown)

4. ISCUSSION

We isolated by immunoscieening of a S.
scabiei var hominis Hibrary [10] a cDNA
(Ssh20) which was related to a group of six
other cDNA whose nucleotide sequences
are slightly different (these sequences will
be teported elsewhere). The changes ob-
served could be attributed to alternative
splicing of the same precursor mRNA but
further experiments would be necessary to
demonstrate this hypothesis. Moreover, al-
ternative polyadenylation sites have also
been cbserved in these cDNA. In Ssh20,
the polyadenylation signal was located 21
nucleotides upstream of the poly(A) tail
while in SsA5 the polyadenylation sig-
nal was located 60 nucleotides before the
poly(A) tail

The polypeptide encoded by Ssih20
cDNA was characterised by an N-terminus
region showing tandem repetitions of a 19
to 20 residue glycine-serine rich sequence.
The sequence of the repeated peptide had

some homology with other proteins in the
databases which also contain high levels
of glycine and serine, such as fibroin, ker-
atin or the spider silk protein and spidroin
[8] This sequence similarity was lost at
the C-terminus tegion, where the amino
acid sequence of the protein did not con-
tain amino acid repeats and was notrich in
glycine and serine

It should be menticned that two other
expressed sequence tags (EST) with intes-
nal repeats (accession numbers BM276606
and BM276623) have been previously iso-
lated from the same library [10]. These two
EST had some homology with a glycine-
rich protein from the carrot (accession
number T 14306); they were probably frag-
ments of the same cDNA considering theix
very high sequence homology. The SsA20
cDNA reported in this work also encoded
a glycine-tich protein (25 3%), but did not
have significant homology with respect to
these two EST Antigens bearing repeti-
tive sequences have also been described in
eukaryotic cells, including protozoan pata-
sites [14,17,22], as is the case of antifreeze
proteins [34], collagens [26], apolipopro-
tein [21] and the mucins [11] In some
cases, the biological role of repeating se-
quences is known to be related to their
particular three-dimensional structure. In
the malaria circumsporozoite antigen [27]
they have been related to the high anti-
genicity of this protein.

The antiserum raised against the recom-
binant antigen recognised, in a crude ex-
tract of S. scabiei, sevetal protein bands
1anging from 67 to 94 kDa. This result
indicates that the isolated cDNA clone,
with a coding capacity for a 60 kDa
polypeptide, did not include the full coding
sequence, The protein bands recognised
by the serum could represent different
glycosylation patterns of the protein of
they could be due to some degree of pro-
teolysis or degradation in the mite extract
However, no consensus N-glycosylation
sequences (Asn-X-Ser or Asn-X-Thr) were
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found in the deduced polypeptide se-
guence Taking into account the hypoth-
esis that the different cDNA included in
the Ssh20 group could have originated
by differential splicing, the heterogeneous
size of the antigen could also be ex-
plained by the presence of a set of reac-
five proteins containing a variable nomber
of amino acid repeats The fusion pro-
tein GST-SsA20AB3 as well as the purified
truncated polypeptide SsA2Z0AB3 showed
an abnormal electrophoretic mobility in
SDS-PAGE indicating a molecular mass
higher than the calculated mass for the re-
combinant protein (Fig 2, panel A). This
anomalous migration has been previously
described for proteins that have an un-
even amino acjd distribution [28] In agree-
ment with this, the Ssi20AB3 encoded
protein has an unusual charge and amino
acid asymmetry. The amino-terminal te-
gion containing the repeats is very rich in
the small amino acids Ala (12.7%), Gly
(25.3%) and Ser (25 7%) while the car-
boxyl terminus unique sequence is more
acidic containing a high percentage (38%)
of glutamate The distribution of Ssh20
antigen in the parasite organs, the integu-
ment of the epidermis and the spaces sur-
rounding the patasite’s vital organs, seems
to be similar to that of §. scabiei delta-class
glutathione S-transferase [30]

Recently, an amplified capture enzyme-
linked immunosorbent assay was devel-
oped to detect specific antibedies to S, sca-
biei in chamois (Rupicapra spp ) serum
[31]. This assay, the first one designed
for the detection of S scabiei in a free-
ranging ruminant host, used a whole body
extract of the various developmental stages
of S. scabiei as antigen, obtained from
skin lesions of naturally infected red foxes
(Vulpes vilpes) Although this test has
been proven to be effective for the di-
agnosis of sarcoptic mange in wild un-
sulates (sensitivity 93%, specificity 97%),
its main drawback is the requirement of
using mites for antigen preparation. In

addition, the existence of cross-reactions
should also be expected, considering the
complex nature of the antigen In order
to overcome these problems, we devel-
oped an ELISA test, based on the use
of a § scabiel specific recombinant anti-
gen produced in E. coli, characterised by
a very high sensitivity (100%) and speci-
ficity (97%). These values were calculated
using the cut-off obtained from the analysis
of a low number of samples (76 wild ani-
mals, 10 known positive and 66 negative
samples) and it would certainly be desir-
able o use a larger nomber of sera in order
to get higher confidence, sensitivity and
specificity values Nevertheless, it should
be considered that wild fauna sample col-
lection is very difficult and, in addition,
identification of mite-infected free-ranging
animals is a hard task. For these reasons,
the relatively low number of samples used
in this study were taken from dead animals
that were found in the study areas or those
killed by government-controlled shooting
parties

A unitary recombinant antigen has sev-
eral advantages when compared to the use
of a whole body extract of mites obtained
from naturally infected animals: (1) the re-
combinant antigen can be reproducibly and
safely produced in large quantities, (2) the
production and purification methods are
cheap and well established, and (3) it is
less prone to cross-reactivity It has been
described that some mite body extracts are
contaminated with host immunoglobulins
that are ingested by the mite during infec-
tion {35] Theretfore, to avoid non-specific
background reactions in the ELISA, these
immunoglobulins must be eliminated, the
process of which can lead to loss of anti-
gen; it is also both expensive and time
consuming,

IThe ELISA developed in this study
was able to detect (with 100% efficacy)
sick animals that showed sarcoptes macro-
scopic lesions, neveirtheless we do not
know its minimuin level of detection or if
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the ELISA will be able to detect carrier an-
imals with microscopic, invisible lesions.
This remains a possibility given that the
ELISA was very sensitive, and had very
low background levels and cross-reactivity
with other parasites

it shonld also be mentioned that Sar-
coptes mites from diffetent host species are
morphologically indistinguishable and §
scabiei is generally recognised as a unigue
species with different physiological vari-
eties, adapted to groups of zoologically
related host species. In this context, the
validity of a test should also be extended
to the analysis of sera from the various
species putatively affected by this parasite.

Further studies involving expetimental
infections will be performed in order to
determine the onset of the immune re-
sponse against the Ssh20 A recent study
has shown that it is now possible to test
cloned scabies antigens for vaccine poten-
tial [12] so we also plan to investigate the
use of 8sA20 as a vaccine candidate

ACKNOWLEDGEMENTS

We are very grateful to Dr D.J Kemp
{(Malaria and Scabies Laboratory, Queensland
Institute of Medical Research, Brisbane, Aus-
tralia), for sending the Sarcoptes scabiei cDNA
library, and to Dr Kevin Dalton for proofreading
the text. R. Casais and J M. Martin Alonso are
recipients of a “Ramén y Cajal” centract from
the Spanish Ministerio de Educacién y Ciencia
cofinanced by Fondo Social Europeo.

REFERENCES

[1} Arlian L.G, Runyan RA, Sorlie LB,
Vyszenski-Moher DL, Estes S.A,
Characterization of  Sarcoptey  scabiei
var. cannis (Acari: Sarcoptidae) antigens
and induced antibodies in rabbits, 1. Med
Entoemol (1985} 22:321-323.

7] Arlian 1.G., Vyszenski-Moher DL,
Gilmore A M., Cross-antigenicity between
Sarcoptes scabiei and the house dust

R Casaisetal

[3]

(4]

[51

(6]

[7

[8]

(91

[16]

[11]

(12

mite, Dermatophagoides farinae (Acari:
Sarcoptidae and Pyroglyphidae). J Med
Entomel (1988) 25:240-247.

Arlian L G, Vyszenski-Moher D L, Ahmed
SG., Estes S A, Cross-antigenicity be-
tween the scabjes mite, Sarcoptes scabiei
and the house dust mite, Dermatophagoides
pteronyssinus 1 Invest Dermatol (1991)
96:349-354

Bradford MM, A rapid and sensitive
method for the quantitation of microgram
quantities of protein utilizing the principle of
protein-dye binding, Anal Biochem. (1976}
72:248-254

Bornstein S, Zakrisson G, Humoral an-
tibody response to experimental Sarcopres
scabiei var. vulpes infection in the dog, Vet
Dermatol (1993) 4:107-110

Bomnstein  S.. Thebo P, Zakiisson G,
Evaluation of an enzyme-linked immunoso:-
bent assay (ELISA} for the serological di-
agnosis of canine sarcoptic mange, Vet
Dermatol. (1996) 7:21-28

Bornstein S, Wallgren P. Serodiagnosis of
sarcoptic mange in pigs. Vet Rec (1997)
141:8-12

Colgin M.A , Lewis R V, Spider minor am-
puilate silk proteins contain new repetitive
sequences and highly conserved non-silk-
like “spacer regions”, Protein Sci (1998}
7:667-672

Fernandez-Moran 1., Gomez S., Ballesteros
F, Quitds P, Benito JL, Feliv C. Nieto
IM, Epizootiology of sarcoptic mange

‘in a population of Captabrian chamois

(Rupicapra pyrendica parva) in Northwest
Spain, Vet Parasitol (1997} 73:163-171

Fischer K, Holt D C, Harumal P, Curried
B ). Walton SFE, Kemp DT, Generation
and characterization of cDNA clones from
Sarcoptes scabiei var hominis for an ex-
pressed sequence tag library: identification
of homologues of house dust mite allergens,
Am J Trop Med Hyg (2003) 68:61-64

Gendler 5. Lancaster C.A., Taylor-
Papadimitrion T, Duhig T, Peat N., Burchell
7, Pemberton [ . Lalani N., Wilsen D,
Molecular ¢loning and expression of human
tumor-asseciated  polymorphic  epithelial
mucin, J Biol Chem. (1990} 265:15286—
15293

Hamural P, Morgan M, Walton S F, Holt
DC, Rode J, Ailian L G, Cumie B.],
Kemp D 7., Identification of a homolegue of
a house dust mite allergen in a cDNA li-
brary from Sarcoptes scabiei var hominis




[13]

[14]

[15]

{16]

[17]

[18]

[19]

[20]

[21]

[22]

Scabies antigen with diagnostic potential

and evaluation of its vaccine potential in a
rabbit/S. scabiei var. canis model Am J
Trop Med Hyg (2003) 68:54-60

Hollanders W, Vercruysse F. Raes S,
Bornstein 5, Evaluation of an enzyme-
linked immunosorbent assay {ELISA) for the
serological diagnosis of sarcoptic mange in
swine. Vet Parasitol (1997) 69:117-123

Kemp D.J, Coppel RI., Anders RF.
Repetitive proteins and genes of malaria
Annu Rev. Microbiol (1987) 41:181-208

Kimbita EN., Xuan X, Huang X,
Miyazawa T, Pukomoto S, Mishima
M, Suzuki H., Sugimoto C, Nagasawa
H, Tujisaki K., Suzuki N, Mikami T,
Igavashi I, Sercdiagnosis of Toxoplasma
gondii infection in cats by enzyme-linked
immunosorbent assay using recombinant
SAGI, Vet Parasitol (2001) 102:35-44

Kyte I, Doolittle R.E, A simple method
for displaying the hydropathic character of a
protein, ] Mol Biol (1982) 157:105-132
Lafaille J.T. Linss 7, Krieger M.A , Sourto-
Padtén T, de Souza W. Gooldenberg
S, Structure and expression of two
Trypanosoma cruzi genes encoding antigenic
proteins bearing repetitive epitopes, Mol
Biochem Parasitol (1989) 35:127-136
Marin M S., Prieto M, Martin ] M., Casais
R,Boga ] A Parra R, Identification and ex-
pression of a Fasciola hepatica gene encod-
ing a gut antigen protein bearing repetitive
sequences, Mol Biochem Parasitol (1992)
55:155-165

Matthes HUF, Nockler K. Hiepe T
Klinischer Verlauf spontaner und experi-
mentefler Sarcoptes suis-Infektionen beim
Schwein, Monatsh Veterindimmed (1990}
45:706-709.

Mattsson J.G., Ljunggren E L., Bergsttom
K, Paramyosin from the patasitic mite
Sarcoptes scabiei: ¢DNA cloning and het-
erologons expression. Parasitology (2001)
122:555-562

Mclean JW., Tomliso JE, Kuang W7J,
Eator D.I., Chen E Y., Fless GM , Scanu
AM, Lawn R M, cDNA sequences of hu-
man apolipoprotein {a) is homologous to
plasminogen, Nature {1987) 300:132-137

McMaster WR., Button L L, Wallis AE,
Frommel T, Webb 1., Fujikura Y., Reiner
N E ., Molecular genetics of repetitive anti-
gens and the major surface glycoprotein
of Leishmania, in: Agabian N. Cerami A
(Eds ), Parasites: Molecular biology, drug
and vaccine design, Wiley-Liss, New York,
1990, pp 183-190

[23]

[24]

[25]

[26]

[27]

(28]

(28]

[30]

[31]

[32]

[33]

[34]

449

Morgan MLS., Arlian £.G.. Estes S A, Skin
test and radioallergosorbent test characteris-
tics of scabietic patients. Am J Trop Med
Hyg (1997) 57:190-196

Morris D.O., Dunstan R W , A histomorpho-
logical study of sarcoptic acariasis in the
dog: 19 cases, ]. Am Anim Hosp. Assoc
{1996) 32:119-124

Mount D M., Conzad B, Improved programs
for DNA and protein sequence analysis on
the IBM personal computer and other stan-
dard computer systems, Nucleic Acids Res
(1986} 14:443-454

Myers J.C, Howard PS., Jelen A M , Dion
A5, Macarack EJ., Duplication of type
IV collagen COOH-terminal repeats and
species-specific expression of al (IV) and
a2 {IV) collagen genes, J Biol. Chem
(1987) 262:9231-9238

Nussenzwelg V, Nussenzweig RS,
Circumsporozoite proteins of malaria
parasites, Cell (1985} 42:401-403

Ossorio PN, Schwartzman F D , Boothioyd
VC. A Toxoplasma gondii thoptry protein
associated with host cell penetration has
unusual charge asymmetry, Mol Biochem
Parasitol. (1992} 50:1-15.

Pearson W.R , Lipman D J, Tmproved tools
for biological sequence comparison, Proc
Natl Acad Sci USA (1988) §5:2444-2448,

Pettersson EU, Ljungeren EL , Morrison
D A., Mattsson I G , Functional analysis and
localisation of a delta-class glutathione S-
transferase from Sarcoptes scabiei Int |
Parasitol (2005) 35:39-48

Rambozzi L., Menzano A, Lavin § , Rossi
L, Biotin-avidin amplified ELISA for de-
tection of antibodies to Sarcoptes scabiei in
chamois (Rupicapra spp ), Vet Res. (2004)
35:701-708

Rossi L, Meneguz PG., DeMartin P,
Rodolfi M., The epizootiology of sarcoptic
mange in chamois from the Italian Eastern
Alps. Parassitologia (1995) 37:233-240

Sambrook T, Fritsch EF, Maniatis T.
Molecular Cloning, A laboratory rmanual,
2nd edition, Cold Spring Harbor Laboratory
Press. Cold Spring Harbor, NY 1989

Scott GK, Hew CL., DPavies PL,
Antifreeze protein genes are tandemly



450

[35]

R Casais et al

linked and clustered in the genome of the
winter flounder, Proc, Natl Acad. Sci USA
(1985) 82:2613-2617.

Sternberger L.A , Hardy PH., Cuculis IT,
Meyer H G . The unlabeled antibody enzyme
method of immunohistochemistry: prepa-
ration and properties of soluble antigen-
antibody complex (horseradish peroxidase-
antihorseradish peroxidase) and its wse in
identification of spirochetes, T Histochem.
Cytochem (1970} 18:315-333.

[36]

[37]

Van der Heijden HM IF, Rambags PG M ,
Elbers AR W, van Maanen C, Hunneman
W.A , Validation of ELISAS for the detection
of antibodies to Sarcoptes scabiei in pigs,
Vet Parasitol (2000) §9:95-107

Zimmermann W., Kircher P. Serologi-
sche Bestandesuntersuchung und Sanierung-
siiberwachung der Sarcoptes scabiei var
suis Infektion: erste vorliufige Resultate.
Schweiz. Arch. Tierheilk (1998) 140:513—
517

To access this journal online:
www edpsciences. org/velres




