30

C npumeHeHVeM ONMCaHHOM TEXHONIOTUM YAanoch no-
NYYUTb OUMLLEHHbIE NpenapaTbl PEKOMOUHAHTHbIX 6eNlkoB
C BbICOKOW KOHLeHTpauueli. Bbixog ounleHHoro npoten-
Ha co 100 mn KynbTypbl E. coli coctaBun 1,5 mr ana pK205R
n 2 Mr ana pB602L (puc. 3, Tpekn 2 n 4).

Ha ocHoBe nonyyeHHbIX peKOMOUHAHTHBIX aHTUTEHOB
nnaHupyetcs paspaboTtatb Henpsmow BapraHT UOA ana
BblABNEHNA aHTMTen K Bupycy AYC B CbIBOPOTKax KPOBU
CBUHEN.
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MpoBefeHO MoNeKynApHOe KIOHUPOBaHME reHoB
K205R v B602L Bupyca AYC. MonyyeHbl KNoHbl E. coli, aKkc-
npeccupyoLme pekoMmbrHaHTHble 6enkn pK205R 1 pB602.
OtpaboTaHbl yCII0BKA SKCNPECCUm 1 O4UCTKK, obecneun-
BalOLLVE BbICOKMI BbIXOA OUULLEHHbIX NMPENAPATOB PEKOM-
OGUHAHTHbBIX 6eNKOB.
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SUMMARY

A molecular cloning of African swine fever virus k205r and b6021 genes in E. coli was carried
out. The expression and purification conditions ensuring high yield of recombinant proteins
were optimized. Dissolved recombinant proteins were purified by metal-chelate affinity
chromatography using Ni-NTA-agarose («Qiagen»). Recombinant antigens are biologically
safe, easier to prepare and ensure higher ELISA specificity. The purified protein yield from
100 ml of £. coli culture was 1,5 mg for pK205R and 2 mg for pB602L.

Key words: African swine fever virus, pK205R and pB602L recombinant proteins,

INTRODUCTION

African swine fever (ASF) is a viral disease of pigs char-
acterized by fever, skin cyanosis and extensive hemor-
rhages in internal organs. ASF is also characterized by
various forms; from a peracute and acute with 100% mor-
tality to a chronic form.

ASF is endemic in Africa, Sardinia (Italy) and starting
from 2007 in Transcaucasia and the Russian Federation.
Economic losses caused by African swine fever are associ-
ated with both measures taken to eradicate the disease
and restrictions in international trade and worth tens of
millions of U.S. dollars.

ASF agent is a large enveloped virus from Asfaviri-
dae family, Asfivirus genus. ASF virus contains a double-
stranded DNA genome of 170 to 192 kbp which codes up
to 150 proteins. At least 28 out of them are structural [3].
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Due to the fact that no effective and safe vaccines
against ASF have been developed the disease is con-
trolled by its timely diagnosis and outbreak eradication.

ASF laboratory diagnosis is based on the detection of
the disease agent or antibodies in blood and organs of
infected animals. Direct virus detection techniques (isola-
tion in cell culture, direct IFA, PCR) are of choice for the
diagnosis of peracute and acute ASF forms. Serological
methods are preferred for the diagnosis of subacute and
chronic forms of the disease; detection of ASFV antibod-
ies is the major tool to detect animals infected with low
virulent strains [2].

The World Organization for Animal Health recom-
mends enzyme-linked immunosorbent assay as a tech-
nique of the first choice for ASF serological diagnosis. In
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the OlE-recommended ELISA (hereinafter OIE-ELISA) sem-
ipurified proteins of ASF virus grown in MS cell culture are
used as an antigen [6]. The preparation of such an antigen
is hard to be standardized and associated with biological
risks. Besides, notwithstanding high sensitivity of the OIE-
ELISA, its specificity is rather low [4].

In this context intensive research aimed at preparation
and use of recombinant antigens in ASF serological diag-
nosis is carried out now. Recombinant antigens are bio-
logically safe, easier to prepare and ensure higher ELISA
specificity. So far the use of several recombinant proteins
like p54 [7, 8], p30 [9, 11], pp62 [5], p10, p72, pA104R,
pC44L, pCP312R [12] in ASF serological diagnosis have
been reported. In 2009 C. Gallardo et al. demonstrated
that pK205R and pB602L recombinant proteins are prom-
ising antigens for ASF serological diagnosis. ELISA using
these recombinant antigens was highly sensitive and spe-
cific for ASFV antibody detection in porcine sera [10].

The target of the work done was the obtaining of
pK205R and pB602L recombinant proteins by expression
in E. coli; and optimization of their expression and purifi-
cation conditions.

MATERIALS AND METHODS

Viruses. ASFV Orenburg-2008 isolate was used for mo-
lecular cloning of K205R 1 B602L genes.

Viral DNA purification was carried out using 6M guani-
dinium thiocyanate and GF/F fibrous glass filters.

PCR. PCR mixture was made; it contained 5 pl of 10 x PCR
buffer, 3 mM Mg?*, 0,2 MM dNTPs, 2 units of Tag DNA poly-
merase, 20 picomoles of each primer, 5 ul of DNA solution
and water up to 50 pl final volume. The reaction was run
using Mastercycler PCR machine (Eppendorf, Germany).
The program included three minute initial denaturation
at 94°C and 35 PCR cycles: 30 second denaturation at
94°C, 30 second primer annealing at 55°C and 40 second
elongation at 72°C. PCR products were analyzed using
electrophoresis in 2% agarose gel containing 0,001% eth-
idium bromide at 50 mA.

Molecular cloning of K205R and B602L genes was car-
ried out in accordance with standard methods [1].

Expression of recombinant proteins. E. coli were culti-
vated in an orbital shaker at 150 rpm and 37°C. IPTG in-

pQ-ASFV-K205R
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ducer (Promega, USA) was added into cell culture in its
log phase. Expression level and recombinant protein size
were determined by electrophoresis in 12% polyacryla-
mide gel.

RESULTS AND DISCUSSION

K205R and B602L genes were amplified by PCR using
Russian ASFV isolate. Primers containing Bam HI and Hind
Il restriction sites were used in the reaction. The ampli-
cones were treated with restriction endonucleases and
then cloned in expression plasmid vector under T5 pro-
moter. Recombinant plasmid physical maps are shown in
Figures 1 and 2.

As a result of transformation of JM109 E. coli compe-
tent cells by recombinant plasmids clones expressing
ASFV pK205R and pB602L recombinant proteins were
obtained. Molecular mass of recombinant proteins was
consistent with the estimated one (Fig. 3, Bands 1 and 3).

In order to increase the level of recombinant protein
accumulation in E. coli cells the experiments aimed at the
optimization of expression conditions were carried out.
The optimization was done in relation to two parameters:
inducer (IPTG) concentration and expression duration.

The influence of inducer concentration on expression
level was studied within the range of 0,01 to 2 mM. Protein
expression level was estimated visually using the electro-
phoregram. The accumulation of pK205R and pB602L re-
combinant proteins was maximal at IPTG concentration
of 0,5 MM, and was not changed by the further inducer
concentration increase.

The results obtained enabled to establish that IPTG
concentration of 0,5 MM was sufficient for the expres-
sion of pK205R and pB602L recombinant proteins; and all
subsequent experiments were carried out using the said
inducer concentration.

When the optimal inducer concentration was estab-
lished the kinetics of protein expression was studied. For
this purpose the aliquots of cell culture were taken 0,25;
0,5; 1; 2; 4 and 18 hours post induction and were stud-
ied in 12% polyacrylamide gel. It was found that pro-
teins were relatively stable, because even after 18 hours
of expression no proteolysis was observed. pK205R and
pB602L accumulation was maximal 4 hours post induc-
tion and it remained the same afterwards, that's why the
abovementioned time period was used for the subse-
quent experiments.

The next stage of the research was devoted to the opti-
mization of pK205R and pB602L purification and concen-

ASFV-K205R

Fig. 1. pQ-ASFV-K205R recombinant plasmid
physical map
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tration. There were six histidine residues at N-terminus of
the proteins. This enabled to purify pK205R and pB602L
by metal-chelate affinity chromatography. Due to the
fact that recombinant proteins accumulated in E. coli cells
were insoluble they were purified under denaturing con-
ditions.

When using 8M urea as a denaturant just an insignifi-
cant part of recombinant proteins was dissolved; the rest
of them precipitated with cell debris during centrifuga-
tion. pK205R and pB602L were dissolved much better
when using 6M guanidinium chloride than urea. Hence
6M guanidinium chloride was included into the buffer for
cell lysis and washing.

Dissolved recombinant proteins were purified by
metal-chelate affinity chromatography using Ni-NTA-
agarose («Qiagen»). The conditions recommended by the
adsorbent manufacturer for recombinant protein elution
turned out to be inapplicable because proteins could not
be eluted from the adsorbent under conventional condi-
tions, i.e.low pH levels and 0,2M imidazole. Only when im-
idazole concentration in the elution buffer was increased
up to 0,4M the most part of the proteins eluted. The fur-
ther increase in imidazole concentration in the elution
buffer did not influence the yield of proteins in the eluate.
Thus the use of 0,4M imidazole solution was optimal for
protein elution.

When all parameters were optimized, the following
procedure of pK205R and pB602L recombinant protein
expression and purification was adopted. 1 ml of E. coli re-
combinant clone cell culture was added into a flask with
100 ml of LB medium containing 100 mg/ml of ampicil-
lin and was incubated at 170 rpm, +37°C. IPTG was added
into cell culture at OD,=0,5 density up to 0,5 mM final
concentration and was incubated for 4 hours more under
the same conditions. E. coli cell culture was transferred
into centrifuge beakers and centrifuged for 15 minutes at
5000 rpm. Supernatant was removed; the precipitate was
resuspended in 5 ml of lysis/washing buffer (6M guani-
dinium chloride, 0,1M NaH_PO,, 0,01M Tris-HCl, pH 8,0)
and mixed for 30 minutes. The lysate was centrifuged for
5 minutes at 12000 g. The precipitate was removed and
1 ml of adsorbent (Ni-NTA agarose) was added to the su-
pernatant and then was mixed for 15 minutes; after that

pQ-ASFV-B602L

Col E1
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the suspension was centrifuged for 1 minute at 12000 g.
The supernatant was removed; then it was washed twice
in 10 ml of lysis/washing buffer. For the purpose of re-
combinant protein elution 1 ml of elution solution (0,4M
imidazole, 0,1M NaH,PO,, 0,01 MM Tris-HCl, pH 8,0) was
added into the precipitate, mixed for 1 minute and then
centrifuged for T minute at 12000 g. The supernatant con-
tained purified recombinant proteins. To evaluate the lev-
el of recombinant protein purification and concentration
electrophoresis in 12% polyacrylamide gel by Laemmli’s
method was performed.

Using the described technique purified recombinant
proteins at high concentration were prepared. The puri-
fied protein yield from 100 ml of E. coli culture was 1,5 mg
for pK205R and 2 mg for pB602L (Fig. 3, Bands 2 and 4).

Based on the obtained recombinant antigens it is
planned to develop indirect ELISA for the detection of
ASFV antibodies in porcine sera.

CONCLUSIONS

Molecular cloning of ASFV K205R and B602L genes was
carried out. E. coli clones expressing pK205R and pB602
recombinant proteins were obtained. The expression and
purification conditions were optimized which enabled to
get high yield of purified recombinant proteins.
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Fig. 3. ASFV pK205R and pB602L recombinant protein expression

in E. coli, testing in 12% polyacrylamide gel
1-pK205R recombinant protein expression in E. coli;
2 - pK205R recombinant protein purified product;

3 - pB602L recombinant protein expression in E. coli;
4 - pK205R recombinant protein purified product;

5 — protein molecular mass marker (170, 130, 95, 72, 55,43, 34, 26, 17, 10 kDa).
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PE3IOME

B pabote npepcTaBneHbl JaHHble MO M3yYeHU0 UMMYHOTeHHOIi aKTUBHOCTIA MHAKTUBUPOBAHHON
BaKLVHbI, U3rOTOBNIEHHOI Ha OCHOBe u3onATa afeHoBupyca ntuy FAdV-2. MokasaHa AuHaMuKa
HaKOMEHIA aHTUTEN B KPOBY LbINAAT. Take NpoeMOHCTPUPOBAHA BbICOKAA YCTORYMBOCTD M-
MYHU3MPOBAHHDIX LUbIMAAT K 3apaXeHuio romonorinuHbim Bupycom (FAdV-2) n oTcyTcTBMe TaKoii
3aLLMTHI K 3apareHuio reTeponoriyHbiM Bupycom (FAdV-4).

KnioueBble cnosa: aAflIEHOBUPYC NTUL, UHAKTUBUPOBAHHAA BaKLHA, AHTUTEH, cneumd)mqecm/le
AHTUTENA, UMMYHOT€HHOCTb.
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SUMMARY

The data on studying immunogenic activity of the inactivated vaccine produced on the basis of avian
adenovirus isolate FAdV-2 are demonstrated in the paper. The dynamics of antibody accumulation
in chicken blood is shown. The high resistance of immunized chicks to homologous virus (FAdV-2)
infection and lack of protection against heterologous virus (FAdV-4) infection are also demonstrated.

Key words: avian adenovirus, inactivated vaccine, antigen, specific antibodies, immunogenicity.
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