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Èçâåñòíî, ÷òî ðàñïðîñòðàíåíèå âèðóñà àôðèêàíñêîé ÷óìû ñâèíåé (À×Ñ) ïðîèñõîäèò 
ïðè àëèìåíòàðíîé ïåðåäà÷å âîçáóäèòåëÿ (íàïðèìåð, âñëåäñòâèå èñïîëüçîâàíèÿ êîíòàìèíèðîâàí-
íûõ âèðóñîì ïèùåâûõ è áîåíñêèõ îòõîäîâ, íå ïîäâåðãíóòûõ òåðìè÷åñêîé îáðàáîòêå, êîìáèêîð-
ìîâ, íå ïðîøåäøèé âåòåðèíàðíî-ñàíèòàðíóþ ýêñïåðòèçó è ïîñòóïàþùèé èç ðàéîíîâ, íåáëàãîïî-
ëó÷íûõ ïî À×Ñ, â ñëó÷àÿõ, êîãäà ïåðåâîçêà êîìáèêîðìà îñóùåñòâëÿëàñü â òðàíñïîðòíûõ ñðåäñò-
âàõ, íå ïîäâåðãøèõñÿ âåòåðèíàðíî-ñàíèòàðíîé îáðàáîòêå). Ïðè àíàëèçå êîìáèêîðìîâ ñ èñïîëüçî-
âàíèåì ìåòîäà ïîëèìåðàçíîé öåïíîé ðåàêöèè â ðåæèìå ðåàëüíîãî âðåìåíè (ÏÖÐ-ÐÂ) îäíî èç 
òðåáîâàíèé çàêëþ÷àåòñÿ â òùàòåëüíîé î÷èñòêå îáðàçöîâ îò êðóïíûõ ÷àñòèö è ðàçëè÷íûõ õèìè-
÷åñêèõ ïðèìåñåé, êîòîðûå ìîãóò èíãèáèðîâàòü ðåàêöèþ, èçìåíÿòü ñâîéñòâà ñîðáåíòà è ìåì-
áðàííûõ ôèëüòðîâ íà ñòàäèè âûäåëåíèÿ íóêëåèíîâûõ êèñëîò. Íàøà öåëü çàêëþ÷àëàñü â ðàçðà-
áîòêå ìåòîäèêè ïðîáîïîäãîòîâêè ñ èñïîëüçîâàíèåì ìåìáðàííûõ ôèëüòðîâ äëÿ èçó÷åíèÿ âîç-
ìîæíîñòè èíäèêàöèè ÄÍÊ âèðóñà àôðèêàíñêîé ÷óìû ñâèíåé â èñêóññòâåííî êîíòàìèíèðî-
âàííîì êîìáèêîðìå ñ ïîìîùüþ ÏÖÐ. Äëÿ êîíòàìèíàöèè èñïîëüçîâàëè êðîâü îò ñâèíüè, 
ýêñïåðèìåíòàëüíî çàðàæåííîé âèðóñîì À×Ñ (øòàìì Ñòàâðîïîëü 2009) ñ èíôåêöèîííûì òèò-
ðîì 5,0 lg ÃÀÅ50/ñì3. Ðàáî÷èå ðàçâåäåíèÿ âèðóññîäåðæàùåãî ìàòåðèàëà — 2,0; 3,0; 4,0 è 5,0 
lg ÃÀÅ50/ñì3. Ïîäãîòîâêà ïðîá âêëþ÷àëà ôèëüòðîâàíèå ÷åðåç ìàðëþ, çàìîðàæèâàíèå-îòòàèâàíèå, 
íèçêîñêîðîñòíîå öåíòðèôóãèðîâàíèå è ðàçäåëåíèå íà ôèëüòðàõ ñ äèàìåòðîì ïîð 450 ìêì. Ïî-
ñëåäóþùåå âûäåëåíèå ÄÍÊ âèðóñà À×Ñ è ÏÖÐ-ÐÂ âûïîëíÿëè ñîãëàñíî èíñòðóêöèè ïî ïðèìå-
íåíèþ ñîîòâåòñòâóþùåé ðàçðàáîòàííîé òåñò-ñèñòåìû. Óñòàíîâëåíî, ÷òî â ïîäãîòîâëåííûõ ïðåä-
ëîæåííûì ñïîñîáîì ïðîáàõ èñêóññòâåííî êîíòàìèíèðîâàííîãî êîìáèêîðìà ÄÍÊ âèðóñà À×Ñ 
âûÿâëÿåòñÿ â ìàòåðèàëå ñ òèòðîì âèðóñà íå ìåíåå 3,0 lg ÃÀÅ50/ñì3. Òàêèì îáðàçîì, âêëþ÷åíèå 
â äèàãíîñòè÷åñêóþ ñõåìó ðåêîìåíäóåìîé ñòàäèè ïîäãîòîâêè ïðîá, îïèñàííîé âûøå, ïðè àíàëè-
çå êîìáèêîðìà ïîçâîëÿåò ïîëó÷èòü î÷èùåííûé îò ïðèìåñåé è ñêîíöåíòðèðîâàííûé ìàòåðèàë, 
êîòîðûé ìîæåò áûòü èñïîëüçîâàí äëÿ äàëüíåéøèõ èññëåäîâàíèé íà íàëè÷èå ÄÍÊ âèðóñà À×Ñ 
ñ ïîìîùüþ ÏÖÐ-ÐÂ.  

 

Êëþ÷åâûå ñëîâà: àôðèêàíñêàÿ ÷óìà ñâèíåé, À×Ñ, âèðóñ àôðèêàíñêîé ÷óìû ñâèíåé, 
êîìáèêîðì, ïðîáîïîäãîòîâêà, ìåìáðàííûå ôèëüòðû, ÏÖÐ â ðåàëüíîì âðåìåíè, ÏÖÐ-ÐÂ.  

 

Àôðèêàíñêàÿ ÷óìà ñâèíåé (À×Ñ) — îñîáî îïàñíîå âûñîêîêîíòàãè-
îçíîå çàáîëåâàíèå, èç-çà ó÷àñòèâøèõñÿ âñïûøåê êîòîðîãî âîïðîñû äèàãíî-
ñòèêè, ìåõàíèçìîâ ïàòîãåíåçà, ýïèçîîòè÷åñêèé ìîíèòîðèíã òðåáóþò ïîñòî-
ÿííîãî âíèìàíèÿ ñïåöèàëèñòîâ (1-5). Âèðóñ À×Ñ, êîòîðûé îòíîñèòñÿ ê 
íàèáîëåå îïàñíûì è ýêîíîìè÷åñêè çíà÷èìûì ïàòîãåíàì, ïåðåäàåòñÿ â îñ-
íîâíîì àëèìåíòàðíî (6, 7). Ýòîò ñïîñîá ïîäðàçóìåâàåò èñïîëüçîâàíèå äëÿ 
êîðìëåíèÿ ïèùåâûõ è áîåíñêèõ îòõîäîâ, íå ïîäâåðãíóòûõ òåðìè÷åñêîé 
îáðàáîòêå, êîòîðûå êîíòàìèíèðîâàíû âèðóñîì (6). Êðîìå òîãî, èñòî÷íè-
êîì çàðàæåíèÿ ìîæåò ñëóæèòü êîìáèêîðì, íå ïðîøåäøèé âåòåðèíàðíî-
ñàíèòàðíóþ ýêñïåðòèçó è ïîñòóïàþùèé èç ðàéîíîâ, íåáëàãîïîëó÷íûõ ïî 
À×Ñ (8). Ïåðåâîçêà êîìáèêîðìà â òðàíñïîðòíûõ ñðåäñòâàõ, íå ïîäâåðãøèõ-
ñÿ âåòåðèíàðíî-ñàíèòàðíîé îáðàáîòêå, õðàíåíèå â ïîìåùåíèÿõ, èíôèöèðî-
âàííûõ âîçáóäèòåëåì, òàêæå ìîæåò ïðèâåñòè ê ïîïàäàíèþ â íåãî âèðóñà è, 
êàê ñëåäñòâèå, ê çàðàæåíèþ ïîãîëîâüÿ.   

Òàêèì îáðàçîì, ïîñòàâêà êîìáèêîðìà, êîíòàìèíèðîâàííîãî âèðó-
ñîì À×Ñ, â áëàãîïîëó÷íûå ïî èíôåêöèè ðåãèîíû, ïðåäñòàâëÿåò ñåðüåçíóþ 
óãðîçó äëÿ ñâèíîâîä÷åñêèõ õîçÿéñòâ êàê â ïðîìûøëåííîì, òàê è â ÷àñò-
íîì ñåêòîðå. Ïðè àíàëèçå êîìáèêîðìîâ ñ èñïîëüçîâàíèåì ìåòîäà ïîëèìå-
ðàçíîé öåïíîé ðåàêöèè â ðåæèìå ðåàëüíîãî âðåìåíè (ÏÖÐ-ÐÂ) îäíî èç 
òðåáîâàíèé çàêëþ÷àåòñÿ â òùàòåëüíîé î÷èñòêå îáðàçöîâ îò êðóïíûõ ÷àñ-
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òèö è ðàçëè÷íûõ õèìè÷åñêèõ ïðèìåñåé, êîòîðûå ìîãóò èíãèáèðîâàòü ðå-
àêöèþ, èçìåíÿòü ñâîéñòâà ñîðáåíòà è ìåìáðàííûõ ôèëüòðîâ íà ñòàäèè 
âûäåëåíèÿ íóêëåèíîâûõ êèñëîò (ÍÊ).  

Ñëåäóåò òàêæå îòìåòèòü, ÷òî ìàññà îáðàçöîâ êîìáèêîðìà, ïîñòó-
ïàþùèõ â ëàáîðàòîðèþ, ñîñòàâëÿåò 3-5 êã, è èç-çà íåðàâíîìåðíîãî ðàñ-
ïðåäåëåíèÿ âîçáóäèòåëÿ â òàêîì áîëüøîì îáúåìå èññëåäóåìîãî ìàòåðèàëà 
ñóùåñòâóåò ïðîáëåìà ôîðìèðîâàíèÿ ñðåäíåé ïðîáû (9). Ïîýòîìó âîçíèêà-
åò íåîáõîäèìîñòü ââåäåíèÿ äîïîëíèòåëüíîé ñòàäèè ïðîáîïîäãîòîâêè ïðè 
èíäèêàöèè ãåíîìà âèðóñà À×Ñ â êîìáèêîðìå ñ ïîìîùüþ ÏÖÐ-ÐÂ.   

Îáùàÿ ñõåìà ïðîáîïîäãîòîâêè êîìáèêîðìà áûëà ðàçðàáîòàíà ðàíåå 
Í.À. Ëàãóòêèíûì ñ ñîàâò. (10). Îäíàêî ýòà ñõåìà íå îïòèìèçèðîâàíà äëÿ 
êîíêðåòíîãî âîçáóäèòåëÿ (âèðóñà À×Ñ) è íå ïðèìåíÿëàñü ïðè èññëåäîâà-
íèè ïðîá êîìáèêîðìà ñ ïîìîùüþ ÏÖÐ-ÐÂ.  

Íàøà öåëü çàêëþ÷àëàñü â ðàçðàáîòêå ìåòîäèêè ïðîáîïîäãîòîâêè ñ 
èñïîëüçîâàíèåì ìåìáðàííûõ ôèëüòðîâ äëÿ èçó÷åíèÿ âîçìîæíîñòè èíäè-
êàöèè ÄÍÊ âèðóñà àôðèêàíñêîé ÷óìû ñâèíåé â èñêóññòâåííî êîíòàìèíè-
ðîâàííîì êîìáèêîðìå ñ ïîìîùüþ ÏÖÐ â ðåàëüíîì âðåìåíè (ÏÖÐ-ÐÂ).  

 Ìåòîäèêà. Â ýêñïåðèìåíòå èñïîëüçîâàëè êîìáèêîðì äëÿ ñâèíåé, â 
ñîñòàâ êîòîðîãî âõîäÿò îòðóáè ïøåíè÷íûå, ÿ÷ìåíü 2-ãî êëàññà, ìó÷êà ÿ÷-
ìåííàÿ, ìåë êîðìîâîé, æìûõ ïîäñîëíå÷íûé, ïðåìèêñ Ï55 (ÊÊ-55 êîìáè-
êîðì äëÿ ìÿñíîãî îòêîðìà ñâèíåé, «Àãðîñ», Ðîññèÿ). Íàâåñêè êîìáèêîðìà 
(4 øò. ïî 300 ã) êîíòàìèíèðîâàëè âèðóññîäåðæàùåé êðîâüþ (30 ñì3 íà êà-
æäóþ ïðîáó), êîòîðóþ ïîëó÷àëè îò ñâèíüè, ýêñïåðèìåíòàëüíî çàðàæåííîé 
âèðóñîì À×Ñ (øòàìì Ñòàâðîïîëü 2009). Èíôåêöèîííûé òèòð â èñõîä-
íîì ïðåïàðàòå êðîâè ñîñòàâëÿë 5,0 lg ÃÀÅ50/ñì3 (1-ÿ íàâåñêà), 2-þ íà-
âåñêó êîíòàìèíèðîâàëè ðàçâåäåíèåì âèðóññîäåðæàùåãî ìàòåðèàëà ñ òèò-
ðîì 4,0; 3-þ — ñ òèòðîì 3,0 è 4-þ — 2,0 lg ÃÀÅ50/ñì3. Êîìáèêîðì òùà-
òåëüíî ïåðåìåøèâàëè äëÿ ðàâíîìåðíîãî ðàñïðåäåëåíèÿ âèðóññîäåðæàùåãî 
ìàòåðèàëà ïî âñåé ìàññå.   

Äëÿ ýëþöèè âèðóñà â êîìáèêîðì äîáàâëÿëè ñòåðèëüíûé ôèçèîëî-
ãè÷åñêèé ðàñòâîð â ñîîòíîøåíèè 1:5 (ìàññà/îáúåì) è ïåðåìåøèâàëè â òå-
÷åíèå 5-10 ìèí ïðè êîìíàòíîé òåìïåðàòóðå. Äëÿ îòðàáîòêè óñëîâèé êîí-
öåíòðèðîâàíèÿ è î÷èñòêè âèðóñà èñïîëüçîâàëè 1-þ íàâåñêó êîìáèêîðìà. 
Ñóñïåíçèþ ôèëüòðîâàëè ÷åðåç 8 ñëîåâ ñòåðèëüíîé ìàðëè. Çàòåì ïîëó÷åí-
íóþ æèäêîñòü ðàçäåëèëè íà òðè àëèêâîòû. Àëèêâîòó ¹ 1 îäíîêðàòíî çà-
ìîðàæèâàëè ïðè òåìïåðàòóðå −60 °Ñ. Ïîñëå îòòàèâàíèÿ ïðè êîìíàòíîé 
òåìïåðàòóðå ïðîáû îñâåòëÿëè íèçêîñêîðîñòíûì öåíòðèôóãèðîâàíèåì ïðè 
3000 îá/ìèí â òå÷åíèå 20 ìèí íà öåíòðèôóãå Eppendorf 5804 (Ãåðìàíèÿ). 
Ïîëó÷åííûé ñóïåðíàòàíò ïðîïóñêàëè ÷åðåç ìåìáðàííûé ôèëüòð ñ äèàìåò-
ðîì ïîð 450 ìêì (ÔÌÍÖ-0,45) («Âëàäèñàðò», Ðîññèÿ). Äëÿ àëèêâîòû ¹ 2 
èñêëþ÷àëè ýòàï çàìîðàæèâàíèÿ-îòòàèâàíèÿ. Ïðîáó öåíòðèôóãèðîâàëè ïðè 
âûøåóêàçàííûõ óñëîâèÿõ, ïîëó÷åííûé ñóïåðíàòàíò ôèëüòðîâàëè. Àëèêâî-
òó ¹ 3 ôèëüòðîâàëè áåç ïðåäâàðèòåëüíîãî çàìîðàæèâàíèÿ-îòòàèâàíèÿ è 
öåíòðèôóãèðîâàíèÿ.  

Ñëåäóþùèé ýòàï ïðîáîïîäãîòîâêè áûë îäèíàêîâûì äëÿ âñåõ àëèê-
âîò: ôèëüòðû èçìåëü÷àëè â ñòåðèëüíîé ôàðôîðîâîé ÷àøêå ñî ñòåðèëüíûì 
ñòåêëîì;  äîáàâëÿëè 0,2 ñì3 äåèîíèçèðîâàííîé âîäû è 1,0 ñì3 ëèçèðóþùå-
ãî áóôåðà, âõîäÿùåãî â ñîñòàâ íàáîðà äëÿ âûäåëåíèÿ íóêëåèíîâûõ êèñëîò 
(«Òåñò-ñèñòåìà äëÿ âûÿâëåíèÿ ÄÍÊ âèðóñà À×Ñ ìåòîäîì ÏÖÐ â ðåàëüíîì 
âðåìåíè», ðàçðàáîòêà è ïðîèçâîäñòâî Âñåðîññèéñêîãî ÍÈÈ âåòåðèíàðíîé 
âèðóñîëîãèè è ìèêðîáèîëîãèè) (11). Ïîëó÷åííóþ æèäêîñòü îòáèðàëè â 
÷èñòûå ïðîáèðêè îáúåìîì 1,5 ñì3, öåíòðèôóãèðîâàëè ïðè 13 400 îá/ìèí â 
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òå÷åíèå 30 ñ íà öåíòðèôóãå Eppendorf mini spin (Ãåðìàíèÿ). Ñóïåðíàòàíò 
èñïîëüçîâàëè äëÿ âûäåëåíèÿ ÍÊ. 

Îñòàëüíûå íàâåñêè êîìáèêîðìà (ñî 2-é ïî 4-þ) ïîäâåðãàëèñü âñåì 
ïåðå÷èñëåííûì ïðîöåäóðàì ïîäãîòîâêè: ïðèãîòîâëåíèå ñóñïåíçèè, ôèëüò-
ðîâàíèå ÷åðåç ìàðëþ, çàìîðàæèâàíèå-îòòàèâàíèå, öåíòðèôóãèðîâàíèå, îñà-
æäåíèå íà ìåìáðàííîì ôèëüòðå, ïîëó÷åíèå ñóïåðíàòàíòà äëÿ äàëüíåéøåãî 
âûäåëåíèÿ ÍÊ.   

ÄÍÊ âûäåëÿëè ïî ìîäèôèöèðîâàííîé ìåòîäèêå R. Boom ñ ñîàâò. 
(12). Ïîñòàíîâêó ÏÖÐ-ÐÂ îñóùåñòâëÿëè â àìïëèôèêàòîðå Rotor Gene 6000 
(«Qiagen», Ãåðìàíèÿ) â ñîîòâåòñòâèè ñ èíñòðóêöèåé ïî ïðèìåíåíèþ òåñò-
ñèñòåìû äëÿ âûÿâëåíèÿ ÄÍÊ âèðóñà À×Ñ ìåòîäîì ÏÖÐ â ðåàëüíîì âðå-
ìåíè (11). Ó÷åò ðåçóëüòàòîâ ÏÖÐ ïðîâîäèëè, àíàëèçèðóÿ êðèâûå íàêîïëå-
íèÿ ôëóîðåñöåíòíîãî ñèãíàëà ñ ïîìîùüþ ïðîãðàììíîãî îáåñïå÷åíèÿ èñ-
ïîëüçóåìîãî àìïëèôèêàòîðà.  

Ðåçóëüòàòû. Âûáîð äèàìåòðà ìåìáðàííîãî ôèëüòðà îñíîâûâàëñÿ 
íà äàííûõ, ïîëó÷åííûõ A. Lucas ñ ñîàâò. (13) â îïûòàõ ïî ôèëüòðîâàíèþ 
êðîâè è ñûâîðîòêè ÷åðåç ôèëüòðû Øàìáåðëàíà, Áåðêåôåëüäà è Çåéòöà ñ 
ðàçíûì äèàìåòðîì ïîð (300, 450, 500, 1000 ìêì). Àâòîðàìè áûëî óñòàíîâ-
ëåíî íàëè÷èå âèðóñà â ôèëüòðàòàõ ïðè äèàìåòðå ïîð 300 è 450 ìêì è åãî 
îòñóòñòâèå â ôèëüòðàòàõ ïðè äèàìåòðå ïîð 500 è 1000 ìêì (7). 

Ïðè ñðàâíåíèè ðàçëè÷íûõ âàðèàíòîâ ïîäãîòîâêè ïðîá ñ èñêëþ÷å-
íèåì íåêîòîðûõ ñòàäèé îêàçàëîñü, ÷òî â ýòèõ ñëó÷àÿõ ïîðû ôèëüòðà çàáè-
âàëèñü êðóïíûìè è âÿçêèìè ÷àñòèöàìè êîìáèêîðìà (àëèêâîòû ¹ 2 è ¹ 
3), ÷òî äåëàëî íåâîçìîæíûì íàêîïëåíèå ôèëüòðàòà äëÿ ïîñëåäóþùåãî âû-
äåëåíèÿ ÍÊ è ïîñòàíîâêè ÏÖÐ-ÐÂ. Ïðè ñîõðàíåíèè âñåõ ýòàïîâ (àëèêâî-
òà ¹ 1) áûë ïîëó÷åí ôèëüòðàò, êîòîðûé èñïîëüçîâàëè íà äàëüíåéøèõ ñòà-
äèÿõ âûÿâëåíèÿ ÄÍÊ âèðóñà À×Ñ ñ ïîìîùüþ ÏÖÐ-ÐÂ.  

Â ÏÖÐ-ÐÂ íà ìàòðèöàõ ÄÍÊ, âûäåëåííûõ èç 1-é (àëèêâîòà ¹ 1), 
2-é, 3-é è 4-é íàâåñêè êîìáèêîðìà, ïîëîæèòåëüíûé ðåçóëüòàò ðåãèñòðèðî-
âàëè â 1-3-ì îáðàçöàõ (ðèñ.). Â ïðîáå № 4, êîíòàìèíèðîâàííîé êðîâüþ ñ 
íàèáîëåå íèçêèì òèòðîì âèðóñà (2,0 lgÃÀÅ50/ñì3), ãåíîì âèðóñà À×Ñ íå 
îáíàðóæèëè.   

 

Ãðàôèê íàêîïëåíèÿ ôëóîðåñ-
öåíòíîãî ñèãíàëà ïðè èñïîëüçî-
âàíèè ÏÖÐ â ðåàëüíîì âðåìåíè
(ÏÖÐ-ÐÂ) äëÿ àíàëèçà îáðàçöîâ 
êîìáèêîðìà, êîíòàìèíèðîâàí-
íûõ èíîêóëÿòàìè âèðóñà àôðè-
êàíñêîé ÷óìû ñâèíåé ñ ðàçíûì
èíôåêöèîííûì òèòðîì: 1 —
1-ÿ íàâåñêà (àëèêâîòà ¹ 1), 
2-4 — ñîîòâåòñòâåííî 2-4-ÿ 
íàâåñêè, 5 — îòðèöàòåëüíûé 
êîíòðîëü âûäåëåíèÿ ÄÍÊ,
6 — ïîëîæèòåëüíûé êîíòðîëü 
âûäåëåíèÿ ÄÍÊ, 7 — îòðèöà-
òåëüíûé êîíòðîëü ÏÖÐ-ÐÂ, 

8 — ïîëîæèòåëüíûé êîíòðîëü ÏÖÐ-ÐÂ (ïîäðîáíîå îïèñàíèå óñëîâèé èíîêóëÿöèè è îïòè-
ìèçèðîâàííîé ïîäãîòîâêè ïðîá ñì. â ðàçäåëå «Ìåòîäèêà»).  

 

Çíà÷åíèÿ ïîðîãîâîãî öèêëà, çàðåãèñòðèðîâàííûå ïðè èññëåäîâàíèè 
1-3-é íàâåñîê êîìáèêîðìà, íàõîäèëèñü â ïðÿìîé çàâèñèìîñòè îò âåëè÷è-
íû èíôåêöèîííîãî òèòðà âèðóñà â îáðàçöàõ: äëÿ 1-é íàâåñêè âåëè÷èíà Ct 
áûëà íàèìåíüøåé è ðàâíÿëàñü 19,60, òîãäà êàê ó 3-é íàâåñêè äîñòèãàëà  
ìàêñèìàëüíîãî çíà÷åíèÿ, ðàâíîãî 25,91 (òàáë.). 
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Ñðåäíèå çíà÷åíèÿ ïîðîãîâîãî öèêëà (Ct) ïðè èñïîëüçîâàíèè ÏÖÐ â ðåàëüíîì 
âðåìåíè (ÐÂ-ÏÖÐ) äëÿ àíàëèçà îáðàçöîâ êîìáèêîðìà, êîíòàìèíèðîâàííûõ 
èíîêóëÿòàìè âèðóñà àôðèêàíñêîé ÷óìû ñâèíåé ñ ðàçíûì èíôåêöèîííûì òèò-
ðîì (n = 3) 

¹ ïðîáû Îáðàçåö Ct 
1 1-ÿ íàâåñêà êîìáèêîðìà (àëèêâîòà ¹ 1) 19,60 
2 2-ÿ íàâåñêà êîìáèêîðìà  22,64 
3 3-ÿ íàâåñêà êîìáèêîðìà  25,91 
4 4-ÿ íàâåñêà êîìáèêîðìà  í.ç 
5 Îòðèöàòåëüíûé êîíòðîëü âûäåëåíèÿ ÄÍÊ í.ç  
6 Ïîëîæèòåëüíûé êîíòðîëü âûäåëåíèÿ ÄÍÊ 18,35 
7 Îòðèöàòåëüíûé êîíòðîëü ÏÖÐ-ÐÂ í.ç 
8 Ïîëîæèòåëüíûé êîíòðîëü ÏÖÐ-ÐÂ 13,88 

Ï ð è ì å ÷ à í è å. Ïîäðîáíîå îïèñàíèå óñëîâèé èíîêóëÿöèè è îïòèìèçèðîâàííîé ïîäãîòîâêè ïðîá ñì. â 
ðàçäåëå «Ìåòîäèêà»; í.ç. ― íåò çíà÷åíèÿ Ct. 

 

Òàêèì îáðàçîì, ïðè èññëåäîâàíèè êîìáèêîðìà íà íàëè÷èå ãåíîìà 
âèðóñà àôðèêàíñêîé ÷óìû ñâèíåé (À×Ñ) ñ ïîìîùüþ ÏÖÐ â ðåàëüíîì 
âðåìåíè (ÏÖÐ-ÐÂ) â äèàãíîñòè÷åñêóþ ñõåìó ðåêîìåíäóåòñÿ âêëþ÷àòü ñòà-
äèþ ïîäãîòîâêè ïðîá, ñîñòîÿùóþ èç ïðèãîòîâëåíèÿ ñóñïåíçèè, ôèëüòðî-
âàíèÿ ÷åðåç ìàðëþ, çàìîðàæèâàíèÿ-îòòàèâàíèÿ, íèçêîñêîðîñòíîãî öåí-
òðèôóãèðîâàíèÿ è îñàæäåíèå íà ôèëüòðàõ ñ äèàìåòðîì ïîð 450 ìêì. Ïðî-
âåäåíèå ïîëíîãî öèêëà ïðîáîïîäãîòîâêè êîìáèêîðìà ïîçâîëÿåò ïîëó÷èòü 
î÷èùåííûé îò ïðèìåñåé è ñêîíöåíòðèðîâàííûé ìàòåðèàë, êîòîðûé ìîæåò 
áûòü èñïîëüçîâàí äëÿ äàëüíåéøèõ èññëåäîâàíèé íà íàëè÷èå ÄÍÊ âèðóñà 
À×Ñ ñ ïîìîùüþ ÏÖÐ-ÐÂ. Â ïîäãîòîâëåííûõ òàêèì ñïîñîáîì îáðàçöàõ 
ÄÍÊ âèðóñà À×Ñ âûÿâëÿëè ïðè òèòðå îò 3,0 lg ÃÀÅ50/ñì3. 
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A b s t r a c t  
 

For African swine fever (ASF) virus an alimentary transmission way is known to be charac-
teristic. In particular, the infection occurs because of use of the contaminated domestic and slaugh-
tering wastes or the feed compounds originated from epizootic region which have not been duly con-
trolled, or in case the package used for feed transportation were not treated against African swine vi-
rus. Under feed compound analysis by real-time PCR (RT-PCR), the samples must be free from 
large particles and chemical substances which can inhibit the polymerase reaction and influence the 
sorbent and membrane properties during nucleic acid isolation. We aimed to improve the feed com-
pound processing technique by using membrane filters to prepare the samples for further RT-PCR 
indication of ASF virus. In the experiments, the feed was artificially contaminated by blood of a 
swine previously infected by the ASF virus Stavropol 2009 strain, the titer of 5.0 lg HAD50/sm3. Also 
the dilutions of 2.0, 3.0 and 4.0 HAD50/sm3 were tested. During processing, the crud filtration, 
freezing-defrostation procedure, centrifugation and separation on membrane filters (450 µm) were 
applied. Then the ASF virus DNA isolation and PCR-RT were conducted using the developed test-
system and procedure. It was found out that the ASF virus DNA can be detected by the proposed 
method in the feed compound when the titer of virus used for artificially contaminated is at least 3.0 lg 
HAD50/sm3. So, the modifying procedure of fodder sample preparation described hereinabove is effec-
tive to obtain purified and concentrated material for further ASF virus DNA analysis. 

 

Keywords: African swine fever, ASF, African swine fever virus, feed compound, sample 
preparation, membrane filters, RT-PCR.  
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