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Summary

This study is considered the first in the country on growing of bovine papilloma in
cell culture from skin warts of cattle in order to detect papilloma virus, and to establish
a cell line of transformed cells for further studies. In this study the warts were
surgically removed from cows showing lump lesions on skin of abdomen, neck and
udder, and transferred aseptically to laboratory by transport media. Trypsin and
collagenase enzyme were used to dispersed papilloma cells from fragments of warts,
Dulbecco’s modified Eagle’s medium (DMEM) and Rosswell Park Memorial Ingtitute
(RPM1)-1640 Medium (Gibco, were used with 10% fetal calf serum for culturing of
papilloma cells. Cultured cell were first noticed after 3-4 days post incubation(Pl) and
appeared as epithelial and fibroblastic cells. After 7days post inoculation clones of
transformed epithelial cells start to appear and after (20-25) days it became a complete
monolayer. Successful secondary culture was achieved by using trypsin-versene
solution(TV). Further studies is needed to detect the virus from cultured cell by PCR
and ELISA techniques beside preparation of vaccine from cell culture for treatment of
papillomas in infected cattle.

4R alad) o) ) coe (gta) £ 50 )

*

Topaly Chugy AUy U gua glshil Cdea A ve dena

S dasls /igshand) cal) 47

338y draly [(glasd) Galal) 487

iy paticaal) dralad) fAgal) 43 gy lapd) Slay Bad) 3Sal
bl

& (bovine) papilloma gyl edall oyl sas L) Jsa il 8 IV Au) )l sda e
s L) 2S5 papilloma virus Lasbll Gusuld pasi ) ALYl Q) als Qb ¢e 25080 g )3l
O Liala JalB J5as duhyal) o328 463U )yl étransformed cell dlsaiall WAL gola s
o) ) Ll a3 QIS g o paially a5 Giall Salall dilaia 8 A8 @l Jasd Ay dbead) Y
Ol a3l s Jo¥1 lagii) (e cpe s aladily Al o gl LATLN Aoy JaligY) ey
O Loshlll LDIA LS8 5w ja wa jal S13scollagenase enzyme Huia¥sSll iy sa  SU sTrypsin
O %10 i ae RPMI s MEM & LAY Gpaiall de GILLu N1 e (e s pasiad (00D oL
Craall day oL 43 s Yl Aalil) de )3 LAY Culaagl  Lasbilll LS Gt (iayad Jaall (i Joe
Al A lelal) LAY laaat Baagd mal) e oLl 7 2 il Aplela LD IS8 o LAY @y
axy . abal) o3l JS il ALl dalal dids Lmpull de ) Jall WA Gl 590 25 ~20 asys cdlsaiall
el dala clllia (TV)Gmd — G sil) Jslae plasind 2lanlsy Loshl) LAY 25l deyjall ciias lld

77



Al-Anbar J. Vet. Sci., Vol.: 4, Supplement, 2011 I SSN: 1999-6527
Proceedings of First Medical Conference of Medical Colleges (Veterinary Research)\
University of Anbar

ALaYU ELISA 5 PCR ) a4 gy de gy jall LAY (pa ug ldll (it (i yal calulpall (e 2y
Adlaall JEY) 8 Lol e sl degydall LAY (o W juiaad ey Y
Introduction

Bovine papillomatosis is a common viral disease of the skin, mostly of young
cattle, manifested as benign tumours or warts, caused by bovine papillomavirus
(BPV)(1). Bovine papillomavirus (BPV)-associated diseases are important in veterinary
medicine and can also be considered as possible important models for the study of
human papillomavirus (HPV). Often, immunosuppression in cattle results from
exposure to bracken fern: some animals become unable to reject the infection and
succumb to widespread cutaneous or mucosal involvement (2). These stages of
papillomatosis are problematic leading to economic losses (3, 4). Six types of BPV have
been described (1-6) (5), and recently, four other types were reported. BPV-1 causes
teat and penile fibropapillomas, BPV-2 is associated with cutaneous warts, aimentary
fibropapillomas and urinary bladder tumors, BPV-3 causes cutaneous papillomas; BPV-
4 is associated with pure epithelia papillomas of the upper gastrointestinal tract; BPV-5
induces fibropapillomas of the udder; BPV-6 causes papillomas of the teats, BPV-8
causes cutaneous papillomas, BPV-9/10 are associated with epithelial squamous
papillomas of the udder (2). BPV is described as epithelium-specific (6). However, the
presence of viral DNA sequences in different cells such as those of peripheral blood and
gametes has been reported (7). The papilloma virus Belong to family papillomaviridae
produce in their hosts benign skin tumors (papillomas);which contain variable amount
of infectious virus (1). Different methods have been used to treat bovine papillomas. A
formalinized suspension of bovine warts with inactivated virus provides a vaccine for
effective treatment and prophylaxis of bovine papillomatosis. In Irag, Al-Bana and
Khazeil (8) prepared the bovine interferon and used it for treatment of bovine papilloma
for the first time in country. Our aim of this study was to establish a cell culture system
for the bovine papilloma in order to specifically identify the virus and to prepare a

vaccine from the cultured papilloma cells.

Materials and M ethods

- Collection of wart samples. Cauliflower like wart were collected from cow
suffering from papilloma skin lesion on the udder, teat, abdomen and the back of
affected animals. Before surgical removal of the warts the animal were given 1 ml of
xylazine 2% (0.25-0.5ml/100kg.b.w), as relaxant intramuscularly and lidocaine 2%
as local anesthesia infiltrated around the lesion, followed by cleaning with normal
sdline. Aseptically the warts were removed by surgical procedure. Pieces of the
lesion were added to transport solution containing MEM medium supplemented with
a mixture of Antibiotics (amikasin, streptomycin and amphotricin) in sterile
containers. Other small pieces were added to 10% formalin in plastic containers for
histopathological examination.

- Digpersion of papilloma cells: The papilloma pieces were first washed thoroughly
with sterile phosphate saline (pH 7.2) and MEM medium to remove the dirt and
extraneous material covering the lesions. The papilloma were cut into small pieces
by sterile scissors and washed again then divided into two parts: The first part was
added to trypsin 0.25% solution and second part was added to collagenase enzyme
10 mg/ml, was added (100 pl),at 37°C. Trypsin part was allowed to disperse the
papilloma cell for 30 minutes by continuous stirring, while, collaginase part was
allowed for 40 minutes by continuous shaking. The dispersed cells in both methods
were filtered by using sterile gauze followed by centrifugation at 1000 rpm for 15
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minutes at 4 °C. The sedimented cells were mixed with two kinds of media RPMI,
MEM supplemented with 10% fetal caf serum, then cells were seeded in a
disposable plastic flask (25 cm?) and incubated at 37 °C in Co, incubator.

- Subculture of the Primary Papilloma Ceélls. Trypsin-Versene Solution (US
Biological, USA) was prepared by dissolving 10g of trypsin-Versene (TV) powder
(UShiological, USA), in one liter PBS, then sterilized by Nalgen filter (0.22um).
The primary monolayer papilloma cell culture were dispersed from the surface of
the cell culture flask by using TV solution (at 37°C) and then seeded into 2 new
flask after mixing the cells with growth MEM medium and incubated at 37°C in
CO; incubator.

Results and Discussion
- Growth of cultured of papilloma cells: Trypsin dispersed papilloma cells attached
to the bottom surface of cultured flasks were first noticed after 48-72 hr. post
incubation (PI) at 37°C. These cells started to multiply after 4 days (Pl) and
appeared as epithelial and fibroblastic cells. After seven days (Pl) clones of
transformed epithelial cells started to appear with new fibro plastic cells as the
periphery of these clones (Fig. 1). Other part of the cultured flask showed
fibroblastic cells only. The clones of transformed cells becoming larger in size with

multi layer cells center and these fibroblastic cells at the periphery focus (Fig. 2, A

and B). Our results are in agreements with (6) which indicate the culturing of

fibroblastic cells only from papilloma leson without presence of clones of

transformed epithelial cells (Fig. 3).

After 20-25 days post culturing of papilloma cells the whole surface area of flask
were filled with cultured cells and look like multilayer of transformed cells (Fig. 4).
Results of using collagenase enzyme for dispersion of papilloma leson showed
fibroblastic type of cells only started at 7-9 days post incubation without epithelial cells
(Fig. 5). After confluent cell cultured reached papilloma cells were sub cultured by
using (TV) solution and successfully a second passage of the cells result in duplicate
culture flasks and after 3 days both type of epithelial clone cells and fibroblastic cells
were noticed.

Fig. (1) Showing clone of epithelial cells surrounded by fibroblastic cells 7 days
post incubation (40x)
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A B

Fig. (2 A, B) Showing clone of transformed multilayer cells surrounded by
fibroblastic cells-20X

Fig. (3) Showing clone of transformed epithelial cells-20X

Fig (4) Showing complete monolayer o apilloma cells After 20-25 days post
culturing 20x

Fig. (5) Showing fibrablastic cells by using collagenase enzyme-20X
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