FEISTNILANEAERS 39, KKU Veterinary Journal

5, duneuAmuUR amzdRuwngaEnT UWIvgnasYauLau

jw\aﬂ_—rﬁeﬁjy o = ar o |
RETTILS FUNDEDY JIMIAVIULAY 40002 ng./lnsds 043-202404
f @5 0514.18.2/7@w. 013 Jui 1 Slunau 2555

(599 HUHLANTIATUA LA UINW I TN AR TR W
By w8 Ads yAUNeY

TsEnsdEnLnemans wu. eiuvaurUy ddeenguindnuiameiisuieu dadymiee
WNBLEN 97w 1 1T8a Al

= = ] 1 = A R u o o ' a I
1 §ae misdnmanadbsosdugaineatouusfidefivenlinngieidulsayaiunensnan” dalay
“URgns Wiy uyn audan elias Aviady Wivien n1fisad nlsad wdwiblwea i deayy”

Fasounalusavsu

PDLARIAIULUD D

—

(pmansIendisewn  @UHI)
UISUNENS



Faculty of Veterinary Medicine
Khon Kaen University
123 Mitraparb Rd., Amphur Muang

Khon Kaen, 46002 THAILAND
Tel./Fax +66 {43} 202 404

Letter of Confirmation

February 28" 2012

Dear Dr. Naruepon Kampa
| hereby confirm that your abstract: “Study of gastro-intestinal transit time in rabbit using

borium sulphate”, for poster presentation, is submitted and is under consideration by the Scientific
Committee of the 13" KVAC, June 78" 2012, Khon Kaen, Thailand

We are looking forward to meeting you in Khon Kaen

Best regards,

Assist.Prof.Dr. Jaruwan Kampa

Chairman, Scientific Committee
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Khan Kaen University

123 Mitraparb Rd., Amphur Muang
Khon Kaen, 40002 THAILAND
Tel./Fax +66 (43) 202 404

Letter of Confirmation

February 28", 2012

Dear Dr, Chaiwat larassaeng

| hereby confirm that your abstract; “The effect of Corynebacterium cutis lysate (Ultra-corn®)
to control somatic cell count in dairy cows”, for poster presentation, is submitted and is under
consideration by the Scientific Committee of the 13" KVAC, June 7"-8", 2012, Khon Kaen, Thailand

We are looking forward to meeting you in Khon Kaen

Best regards,

Assist.Prof.Dr. laruwan Kampa

Chairman, Scientific Committee
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13" KVAC: International conference on Trans-boundury Disease; Impact on ASEAN One Health
f
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v | Livestock
Small animal
Wild-life, Exotic and Aquatic

Keywords Subclinical mastitis , Somatic cell count ,Corynebacteriam cutis,
Dairy cows
¢ Publication as full | v | Yes. I will submit this research in fult-paper format by 25 May 2012,
paper in KKU Vet No. T would like 1o present the rescarch data as abstract in the conference
4 proceeding only.

The effect of Corynebucterium cutis lysate (Ultra-co rn®)
to control somatic cell count in dairy cows

Kanograt  Suchalerm’ Chadaporn ~ Sirirungsakulwong' Suriya  Lamsida' Chaiwat Jarassaeng®

"The 6" student of Veterinary Medicine, Faculty of Veterinary Medicine, KhonKaen University
*Department of Surgery and Theriogenology, Faculty of Veterinary Medicine, KhonKaen University
*Corresponding author

Abstract

The aim of this study is to evaluate the effectiveness of repeated inoculations of a
Corynebacterium  cutis lysate (Ultra-Corn™) in commercial dairy farm at Phimai district
Nakhonratchcasima province by randomly sclected 20 dairy cows with SCC’ over 250,000
cells/ml. Cows were divided randomly into two groups also found S:rep!owcus uberis mfected in 7
cows. Treated group reccived 3 weekly 20 mg/100 kg of Ultra-Corn® injected intra-musculary for 3
weeks while the control group received distilled water instead. Milk was collected | week before :
injection then followed entire period for 8 weeks of observation and collected milk for analysed for |
SCC by using Fossomatic® The result was showed no significant differences between the
treatment and control groups of cows. [n this study, the immuno-stimulant effect of UIlra~Corn®, a
Corynebacterium cutis lysate could not be decreased SCC in infection of Streptacoceous uberis.
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Introduction

HER-2  of c-erbB-2meu  is 4
transinembrane  protein belonging  to
epidermal growth factor receptor (tyrosine
kinase receptor) family. Overexpression and
amplification of HER-2 has been recognized
in breast carcinogenesis for decades. Although
Ordas et al. [1] proposed the feline mammary
carcinoma to be a natural model of highly
ageressive and h0rmone~independcnt breast
cancer in human, similar manner in animal
tumors 1s still questioned. This study aimed to
study HER-2 expression in malignant feling
mammary  tumors by developing tissuc
microartay (TMA) technique.

Materials and Methods

Tumor tissue microarray construction:
Seventy feline mammary carcinomas (FMC)
were  collected  from  the Department of
Pathobiology, Faculty of Veterinary Science,
Chulalongkom University during 2005-2009
and  routinely processed for H&E  slides.
Histological grading was based on WHO
tumor  classification for feline mammary
tumors [2]. Sites for TMA were screened and
marked on H&E slide and donor block. TMA
blocks were manually constructed with “TMA
- Eazy”] a modified module of D" Banchob
Sripa .of KKU. Tissuc core. was 1.5 mm . in
diameter. FEach sample  was performed
triplicately.

Immunohistochemistry: The ABC or
Benchmark  xT (Roche Diagnostics,
Switzerland) immunohistochemical staining
was  performed on the tissue nticroarray.

Primary antibodies used in this sy weic
monoclonal  rabbit  or mouse  anti-HER-?
(PATHWAY HER-2/neu®, clone 4B5 for
Benchmark XT; Roche, Roche Diagnostics,
Switzerland) and monoclonal mouse anti-
PCNA antibody (Cell Signaling, USA for
ABC). Human breast cancer and tonsil were
used as positive controls, respectively.
Evaluation: Percentage and grade of the
tumor cells having positive PCNA and HER-?
eXpression were reported. Statistical analysis
was  performed by one-way  analysis of
variance (ANOYVA): and  chi- square  or
Fisher’s exact test, Statistical significance was
considered at the level of 959, confidence.

Results

Aill FMCs were proven to be epitheljal
type in origin by ur colleagues (Dr. A
Rungsipipat). Majority of FMCs was the
simple tubular adenocarcinoma
(TAC=55.71%, 39/70). Other FMCs were
papiilary  adenocarcinoma (PAC  10.00%,
7/70), cribriform carcinoma (CC=14.29%,
Y0/70) and solid carcinoma (SC=20.00%,
14/70). PCNA index of TAC, PA, CC, and SC
were 47.92+16.85, 42 26+ | 61, 36.2710.62,
and 47.00+18.46, respectively.
' Expression of HER-2 was observed in
-either membrar-us or cytoplasmic staining,
This was shown only in mammary carcinoma
cells. Only 9 of 73 (12.33%) FMCs were
positive to HER-2. The percentage of HER-2
expression categorized by histological pattern
was 17.65% (6/34) in TAC, 14.29%, (1/7) in
PA, 10% (1/10) in CC, and 14.29%, (2/14) in



The Joint Meeting of Confercnce and Congress of Asian Saciety of Veterinary Pathology (ASVP) 2011 &
The 10™ Scientific Symposium of Indonesian Society of Veterinary Pathology (ISVP) 2011

SC, respectively. However, there was no
statistically significant relationship between
the HER-2 expression and histological grades.

Discussion

TMA is a highly throughput technology
that make it possible to collect a large number
of archived paraffin embedding tissue at
timely and economical cost. Even
technique is widely used in human cancer
research, there are a few publications
involving TMA in veterinary medicine. The
incidence of HER-2 overexpression in FMCs
ranged from 36-90% [1, 3, 4, 5. Similar to
previous report of Taweechart et al. [6]
revealed overexpression of HER2 in 41.67%
of FMCs. Alternatively, our study reflects low
frequency of HER-2 overexpression (12.33%)
smilar to the study by Rasotto et al. (7] Like
in human breast cancer, this probably involves
in  different phenotypes having  different
invasive and metastatic behaviors [7]. Another
possibility s antibody specificity to the
binding site. Primary antibody in our study is
specific to internal domain of HER2. In
conclusion, HER-? overexpression may not
play a crucial role in feline mammary
carcinogenesis,
Acknowledgements

We would like 1o thank Assoc. Prof.
Banchob Sripa, Experimental Pathology Unit,
Department  of Pathology, Faculty of
Medicine and Tropical Disease Research
Laboratory, Khon Kaen University, for his
kind support of tissue microarrays equipment,
This project was partially supported by the
Grant for Special Problem of the Facuity of
Veterinary Medicine, Khon Kaen University.

References _

L. Ordas ct al. 2007 Proto-oncogene HER-?
mn normal, dysplastic and tumorgug feline
mammary glands: an immunchistochemical
and chromogenic in situ  hybridization
study. BMC Cancer 7:179,
Doi:10.1 186/1471-2407-7-179.

2. Hampe and Misdorp. 1974. Tumour and
dysplasias of the mammary gland. In: Bul}
World Health Organ, 50¢[-2):1-6.

3. De Maria et al. 2005 Spontaneous feline
Mmammary carcinoma is. a2 mode! of HER-2

this-

overexpression  poor prognosis  human
breast cancer. Cancer Res 65:907-12.

4. Millanta et al. 2005. Overexpression of
HER-2 in feline invasive mammary
carcinomas:  an immunohistochemical
survey and evaluation of its prognostic
potential. Vet Pathol 42; 30-34.

5. Winston et al. 2005, Immunohistochemical
detection - of HER-2/neu expression  in
spontaneous {eline mammary tumours. Ver
Comp Oncol 3:8-15.

6. Taweechart et al. 2004 The expression of
¢-ERBB2 oncogene protein as a prognostic
factor in feline mammart tutors. Thai J Vet
Med. 34: 76-90,

7. Rasotto et al. 2011, An
Immunohistochemical study of HER-2
expression in feline mammary tumours, J
Comp Path 144; 170-7,

desda

Figure 1. [IER-
using tissue microartay. A) TMA slides
(H&E, IHC), B) Representative cores C), D)
Membranous positive staining of FMC and
human breast cancer as g positive control
(HER-2, x400%). *original magnification
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Figure 2, HER.2 expression and PCNA index
in various tumor types. TAC=simple tubular
adenocarcinoma, PAC=papillary
adenocarcinoma, CC=cribriform carcinoma,
and SC = solid carcinoma.
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Introduction

Mutation of tumor suppressor gene p53 js
frequently found in human cancer. Although
the wild-type P53 protein 1s rapidly degraded
and undetectable within the cell, the mutant-
type is stabilized and accumulated within the
nuclens of which is immunohistochemicalIy
detectable. This mutant protein could aiter the
cell cycle icading to neoplastic
transformation. Thus far, the P53 abnormality
has been described in varlous canine tumors
such  as  osteosarcoma, mast cell  tumor,
lymphotma [, 2,3, 4]. However, the reports in
natural - canine transmissible vencreal tumor
(CTVTy are very few. This study aims to
analyze expression of P53 in the microarray
of CTVT

Materials and Methods

Construction of tumor microarray: Fifty-
five canine transmissible venereal tumors
{CTVTs), collected during 2009, from animal
hospitals  jn Bangkok and Khon Kaen,
Thailand, were routinely processed for H&E
slides. After the histopathological screening,
the tissue microarray (TMA) blocks were
manually constructed with “IMA Eazy”, a

moditied module of Dy Banchob Sripa of

Khon Kean University, Thailand. The tissue
core was 1.5 mm in diaméter. Each sampie
w25 performed triplicately. o
Immunok:‘s!ochemisfry: Primary
dies used in this study were monocional
mouse anti-P53 antibody (PATHWAY P53%,
clone DO7; for Benchmark XT; Roche, Roche
Diagnostics, Switzer]and) and monoclonal
mouse anti-PCNA antibody (Cell Signaling,

antibo-

USA). In addition, human adenocarcinoma
and tonsil were used as the positive controi.
Evaluation: Percentage of PCNA and
number of P53 positive cells was reported,
One-way analysis of variance (ANOVA) and
chi-squarc  or  Fisher’s cxact  tost was
performed and the statistical significance is
considered at the level of 95%, confidence.

Results

The 55 CTVTs could be classified into 16
genital and 39 extragenital types. Two of 16
(12.5%) genital CTVTs wero posttive to PS3
while 9 of 39 (23.08%) were found in the
extragenital CTVTs, Mean percentagetSD of
the P53 positive cells was 26.60+24.08 in the
genital  group and 24.92£29.69 in the
extragenital group, MeanstSDs of the PCNA
index was 11.78+13.07 in the genital group

cand 26.60+24.08 in the extragenital group.

However, there is no statistically different of
P53 expression and PCNA index between
genital and extragenital groups {p>0.03),

Discussion

Tissue microarray is a powertul rescarch
tools for Investigating animal tumors. The P53
gene has been implicated in various biological
processes, including DNA repatr, cell-cycle
arrest, apoptosis, autophagy, senescence, and

.metabolism. In our study, a low frequency of

P53 expression was demonstrated in both
genital and extragenital CTVTs. The two
times higher in the expression of P33 and
PCNA index in the extragenital CTVTs than
those in the genital group would possibly
reflect a higher genetic alteration during the
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tumorigenesis, Interestingly, most CTVTs
showed cytoplasmic or ectopic P33, Cellylar
localization of P53 is often found ip loss of
wild-type P3s3 activity as well as protein
nucleocytoplasmic shuttling [5]. [n
pression would not play
VT carcinogenesis and
alteration of P53 often presents in €xtragenital
‘CHYT. This is need
understand its mechanism,
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