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Abstract 

ABS TRACT 

Breast cancer i the most common type of cancer and the lead ing cause of cancer 

death among women in the Un ited Arab Emirate and a l l  over the world .  Although 

many factors contribute to the h igh i nc idence of breast cancer, a considerable number of 

case are related to environmental factors. In th is study, breast cancer was induced in 

female rats us ing a s ingle do e, 80 mglkg body wt of the envi ronmental carc inogen 7,12-

d imethylbenz[a]anthracene (DMBA). The aim was to characterize some of the early 

cel lu lar and molecular changes that occur during breast cancer development in the 

DMBA-treated rat model .  Mammary gland tissues of control and DMBA-treated rats 

were processed for: i) routine h i stological examination, to define the i nit ial 

h istopathological changes that occur in mammary gland t issues, i i) immunohistochemical 

probi ng using ant i -PCNA and anti-BRCA 1 ant ibodies to characterize and corre late the 

local ization of these cel l  cycle proteins during progression to cancer, i i i )  Western blott ing, 

to analyze the alteration of p53 prote in expression in pre-neoplastic and neoplastic lesions 

of the mammary glands, iv) polymerase chain reactions using primers specific  for PC A, 

BRCA 1 and p53 genes fol lowed by s ingle stranded conformational polymorphism 

(SSCP) or restriction fragment length polymorphism (RFLP) assays to detect poss ible 

mutations in these genes during development of breast cancer. 

M icroscopic  exam ination revealed a wide range of pre-neoplastic and neoplastic 

lesions in the mammary glands of DMBA-treated rats. They provided a sequence 

representing the mu lt istep process of breast cancer formation. The earl iest morphological 

change observed was moderate d i latat ion of the terminal ducts and accumulation of 

extruded dead cel l s  in their lumens. These changes were referred to as the stage of "ce l l  

death". I t  was fol lowed by stages of hyperplasia, dysplasia, and then in situ cribriform 

carc inoma. Final ly, the i nvasive cribriform and pap i l lary carc inomas developed. I n  
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Abstract 

addit ion, some DMB -treated rats developed benign tumors: lactating adenoma and 

quamou ce l l  pap i l loma. 

Immunoh i tochemical local ization of PCNA revealed an initial down regu lation 

during the stage of cel l  death fol lowed by a gradual increase in the number of PCNA

labeled cel ls during the fol lowing stages of breast cancer development. Probing for 

BRCA 1 protein  suggested a gradual defect in its translocation from the cytoplasm to the 

nucleus during brea t cancer progression. In control rats, B RCA 1 was present in the 

nuclei  of termina l  duct epithe l ia l  ce l ls .  However, in the pre-neoplast ic lesions, B RCAI 

\ a loca l ized in both the cytoplasm and nucle i  of the epithe l ial duct cel ls .  I n  aU 

mal ignant l es ions, B RCA 1 was main ly found in the cytoplasm . 

Western blotting revealed that the expression of p53 prote in during breast cancer 

deve lopment was i n i t ia l ly down regulated.  However, with progression toward 

ma l ignancy, upregulat ion of the mutant form of p53 was observed . These changes were 

associated wi th polymorph ism i n  p53 gene, which was detected in exon 5 using SSCP 

a say. However, no polymorph i sms  were detected in the PCNA and B RCA ] genes. 

Because some recent studies suggested that the use of mult iple alkaloids may have 

some synergistic inhibitory influence on cancer ce l l  growth,  the effect of crude extract of 

Vinca alkaloids on the progression of breast cancer was tested in DMBA-treated rats . A 

dai ly  treatment of these rats wi th 200 mg/kg body wt of Vinca alkaloids for 2 1  days 

start ing 1 week after DMBA adm in istration i nduced about 50% decrease in the incidence 

of mammary gland neopl as ia .  When these tumors were compared with those of DMBA

treated rats, the former were smal 1er i n  s ize, exhibited a smal ler number of PCNA-labeled 

ce l ls ,  and showed down regul ation in the expression of both PCNA and mutant p53 

proteins. 
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in conclusion, characterization of the early change that occur during brea t 

cancer development may provide some clues for better understanding of its pathogenesi 

and wou ld hopeful ly improve modal i tie for i ts prevention and/or early detect ion . 

VI 
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Introduct ion & L iterature Re vie w 

CHA PTER I 

INT RODUCTION & LITERAT URE R EVI E W  

Breast cancer i s  the most frequent type o f  cancer and the lead ing cause o f  cancer 

deaths in women worldwide ( mymiotis et aI . ,  2005) .  In the United Arab Emirates 

( AE), breast cancer is also the most frequent cancer among national females. 

According to UAE ational Cancer Registry in Tawam HospitaL 1 75 breast cancer cases 

out of 538  female can er cases (32 . 5%) were recorded from 1 998  to 2002 . 

I t  is wel l  known that the etiology of breast cancer is multifactorial . Many 

hormonal and nonhormonal factors contribute to the development of breast cancer 

(Martin and Weber, 2000). R i sk factors include both endogenous and environmental 

estrogens d iet and l i festyle, geographic area of residence, and age at menarche or 

menopause. However, in most cases there are no obvious causes of breast cancer, 

supporting the view that a variety of environmental carcinogens play a major role in 

i n it iation of the d isease (Steinetz et a I . ,  2006). 

Another important risk factor for the development of breast cancer is the positi ve 

fami ly h istory and genet ic influences (Martin and Weber, 2000) . The expression of some 

genes could be altered by mutations or ampl i fication wh ich therefore affect the ce l l  cycle 

and the normal control process of ceJ ]  pro l iferation (Hayes, 2000). Even though much 

has been revealed regarding these genes, but several questions remains to be answered 

regarding their expression in the commonly used animal models of breast cancer and their 

possible mutation. 



Introduction & Literature Review 

1.1 . A n i m a l  model  of breast ca ncer 

Due to comple ity of the factors in olved in breast cancer, many studie  have 

been conducted to elucidate its pathogenesis in the hope of providing some clues towards 

it earl detection, prevent ion and/or treatment. It is general ly agreed that animal models 

are the most useful tool to study breast cancer. These models have demonstrated the 

development of several types of breast neoplasms in animals comparable to those that 

occur in human . In these animals, breast cancer was induced by chemicals, rad iation, 

v i ruses or genetic manipu lations. Then, the pathogenesis of the d i sease including i ts 

in i t iation, promotion and progression was exam ined (Russo and Russo, 2000). 

everal animal models have been used to study breast cancer. The rat model has 

been common ly used because : ( i )  its mammary tumors, l ike those of humans, lack a 

major v iral etiology, ( i i) tumors i n  the rat can be rapidly induced by chemicals, and ( i i i )  

the rat mammary tumors resemble those of the human. Accord ingly, rat animal models 

have been considered as useful tools to examine preneoplastic, neoplast ic and metastat ic 

breast t i ssues. Furthermore, rat model can also be used to study genet ic alterations that 

occur early during tumor development (Sukumar et a I . ,  ] 995 ; Russo et aI . ,  ] 990c). 

I t  is wel l known that mammary glands are sensitive to exposure to X-rays. Based 

on this fact many investigators used radiation to induce mammary carc inogenesis in the 

rat. However the hormonal status of the rat is very important to determine the outcome 

of irrad iat ion. It has been shown that ovariectomy prevents rad iat ion-induced mammary 

tumors (Russo et aI . ,  ] 990c). 

The xenograft model has been developed by growing breast cancer cel l s  in nude 

m ice and found useful to test potential inhibitors of breast cancer cell growth (Long et a I ., 

2004) . I n  addition, genet ical ly engineered an imals, such as transgenic and knockout 

m ice have been found invaluable in defming and characterizing genes involved in breast , 

2 
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cancer. Introduc ing a foreign gene or deleting a normal gene in the mice has been useful 

to e am ine the role of pecific genes in mammary tumor de elopment and also to develop 

strategy for drug target val idation (Matulka and Wagner, 2005). 

For many mammary gland cel l  biologists, the chemical ly induced breast cancer by 

pol cyc l ic aromatic hydrocarbons, such as benzo(a)pyrene (B(a)P) and 7, 1 2-

d imethylbenz[a]anthracene (DMBA), has been the preferable model due to several 

reasons: I )  the re l iabi l ity of tumor induction, 2) organ target specificity, 3) tumors 

developed are mostly ductal (epithe l ial in origin), 4) the slowly developing tumor 

provides the potential to examine the early scenario that occur during tumor development 

(L iska et al. 2000), 5) the possible mutagenic effects of DMBA in the rat can alter some 

oncogenes (Sukumar at aI . ,  ] 995), and 6) DM BA-induced mammary tumors in rats have 

been considered as a good representation of those occurring in humans (Russo et aI . ,  

1 990b) . 

1.2. The stru cture of rat m a m mary gland 

10 female rats, s ix  pairs of  mammary glands are a l igned ventrolateral ly a long the 

mammary or m i lk l ines. The first pair of mammary glands is located in the cervical 

regIOn. The second and th ird pairs are found in the thoracic region, and the three 

remaining pairs, in the abdomino- inguinal region. Each mammary gland extends 

dorsolateraJ ly in a flat subcutaneous sheet of fibroadipose t issue (Russo and Russo, 1 978). 

M icroscopical ly, the mammary gland of adult v irgin rats is  composed of 

parenchyma and stroma. The latter includes a smal l amount of fibrous connective t issue 

surrounded by much adipose t issue. The parenchyma is made of a branching duct system 

which forms a tree- l ike structure. Close to the n ipple, one or two major lactiferous ducts 
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branch into smal ler ducts that again branch and fmal ly term inate deep in the gland (Russo 

et a I . ,  1990c). 

The l in ing epithe l ium of the wal ls  of the major ducts is  variable.  ome areas are 

l ined by p eudostrati fied epithe l ium and others by simple columnar epithe l ial ce l ls. The 

wa l l s  of smal ler ducts and their term inal buds contain two main cel l  types: internal or 

lumina l  secretory cel l s  and external or peripheral myoepithel ia l  cel ls .  Whi le  the l um inal 

ce l l s  are joined by epithe l ia l  junctions to form a continuous layer, myoepithel ia l  cel ls are 

d iscontinuous ( Russo and Russo, 1 996) . 

1.3. Tu m o rs of rat m a m m a ry glan d  ind uced by D M BA 

DMBA-induced tumors do not occur randomly in the six pairs of rat mammary 

glands. V i rg in animals treated wi th DMBA between the ages of 45 and 5 5  days deve lop 

a greater number of tumors in mammary glands located in the thoracic  region than glands 

located in the abdomino-inguinal or cervical regions. Th is has been explained by the 

asynchroni sm of the development of the thorac ic mammary glands (Russo et aI ., 1 990b). 

1n these animals, the h igh suscept ib i l ity of the sma l l  and term inal ducts to neoplastic 

transformation is ascribed to the h igh pro l i ferat i ve act iv ity of their l in ing cel ls, as 

determined by m itotic and DNA-labe l ing i nd ices. These indices are maximal at the 

terminal smal l  ducts and decrease toward the major ducts of the gland (Russo and Russo 

1 987). 

Mammary gland tumors induced in rats by a single dose of DMBA comprise 

various ben ign and mal ignant forms (Russo et aI . ,  1 990c). It has been shown that each 

tumor could  be composed of a single h i stologic type or a combination of several patterns. 

Russo and Russo (2000) have c lass ified rat mammary tumors i nto d ifferent types based 

on thei r  m icroscopic  features. 
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The earlie t h istological change ob erved in the mammary parenchyma after 

carcinogen adm ini tration is progres ive increase in the intraductal cel l  proliferation 

leading to enlargement of smal l  terminal ducts. Later, carcinoma in situ develops and 

fonns m i cropapi l lae and/or cribriform patterns. In the micropapi l lae type of ductal 

carc inoma in situ, the l ining epithe l ium of the di lated ducts grows inward, forming 

epithel ia l  pap i l lae with or without a thin fibrovascular core. Cells in th i s  lesion have 

un iform size and shape. But they are characterized by an increased nucleus/cytoplasm 

ratio and prominent nucleol i .  The cribri form type of ductal carcinoma in situ is 

characterized by accwnu lation of cel ls  in d i lated ducts with secondary l umens. 

Cytological ly, i t  appear to be s imi lar to the pap i l lary type (Russo and Russo, 2000). 

Invas ive papi l lary and cribriform carcinomas arise from in situ lesions, in which 

they di srupt the normal architecture of the gland, and invade the surrounding structures. 

In case of papi l lary carc inoma, the main features are secondary papi l lary project ions 

inc luding pleomorphic ce l l s  and serrated lumens. Cribri form carcinoma exhibits 

haphazard ly arranged, fmger- like epithe l ia l  projections into the surrounding stroma with 

moderate to marked pleomorph ic ce] ]s (Russo and Russo, 2000). 

Another form of mal ignant lesions is ductal comedocarcinoma. It is characterized 

by intraductal growth of epithe lia l lin ing. So, the ducts appear d istended and l ined by a 

mult i layered epithelium surrounding necrot ic debris (Russo and Russo, 2000). 

Ben ign tumors a lso develop in DMBA-treated rats. Lactating adenoma is the 

most common type.  This  tumor varies in size and i s  characterized by numerous glandular 

profiles with serrated lumens due to decapitat ion or supranuclear vacuol ization of the 

l in ing epithelium . These glandular lumens are usual ly distended with much secretion 

inside, wh ich may accumulate and lead to the formation of large cysts l ined w ith flattened 

epithe l ium (Russo and Russo, 2000). 
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1 .4. Mecba n i  m of DMBA-i nd u ced b reast ca n cer 

It is well e tablished that a single dose of DMBA results in a high yield of 

mammary tumor in rats. DMBA is most effective in the induction of tumors when 

admini tered to rats at 50-56 days of age ( inha et aI., 1 983) .  This optimal window of 

su ceptibility to tumor i probably due to the active proliferation of the terminal ducts 

during thi period (around 7-8 weeks of age) .  Therefore, mammary glands of virgin rat 

are more susceptible to tumorigenesis by chemical carcinogens than mature and 

differentiated glands (Ariazi et a!., 2005). 

DMBA is a ynthetic, polycyclic aromatic hydrocarbon. Fol lowing its 

admin istration the concentration of DMBA in the whole mammary gland is 1 1 0-fold 

higher than that obtained from collagenase-dissociated mammary epithelial cells. 

Therefore. it seems that mammary fat pad serves as a reservoir for sustained release of the 

procarc inogen into the parenchymal tissues. This phenomenon explains the great 

susceptibility of the mammary epithelial cells to carcinogenesis by D M BA (Menon et a!., 

1 987).  

Radioautographic studies using eH]-DM BA have demonstrated that within the 

mammary epithelium the highest uptake of DMBA occurs in the nuclei of cells lining the 

small terminal ducts. This indicates that DMBA binds to the structures of the gland with 

the highest proliferative activity. Following i ts binding, DMBA causes up-regulation of 

the cellular cytosolic receptor, the aryl hydrocarbon receptor (Trombino et aI., 2000). 

Then, aryl receptor-dependent up-regulation of cytochrome P450 occurs. Finally DMBA 

gives rise to polar and phenolic metabolites as well as the active compound, 3,4-diol-l,2-

oxide. The latter interacts with cellular DNA and forms different adducts that cause 

m utations and tumor in i tiation (Rundle et a!., 2000). 
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1.5. Gene i nvolved in breast cancer 

Advances in cel l u lar and molecu lar biology techniques have made it pos ible to 

c larify much of th basic ce l lu lar and molecular events leading to cancer. Many gene 

have been found to play a role in the development of cancer. They are c lassified into 

three major categories: tumor suppressors oncogenes and DNA repair genes (Jorde et aI . ,  

2000). In case of breast cancer, tumor suppressor genes, such as P53 and B RCA 1 ,  are 

found to be frequently involved in its development (lngvarsson, 1 999). 

1.5.1. P53 

I n  humans, P53 is located on chromosome 1 7p (Levine et. aI . ,  1 99 1 ). The normal 

a l le le  of this autosomal gene encodes a 53 kD nuclear protein (Hol lstein et a I . ,  1 99 1 ), 

which consists of at least three domains: a transactivation domain at the NH2 terminus; a 

central specific DNA binding domain; and an ol igomerization domain at the COOH 

terminus (Zhang et a J .  2000). In addit ion to the main function of P53 as a guardian of 

genome, it also appears to function in the regu lation of various ce l l  biological processes: 

ce l l  cyc le and growth, ceU death, signal transduction, and gene expression (Hu l la and 

Schneider, 1 993) .  

Whi le the wi ld-type p53 protein suppresses ce l l  growth, the mutated form acts as 

an oncogene .  Mutations in the P53 gene usual ly result in stabi l ization and accumulation 

of i ts expressed protein (Sarbia et a I . ,  1 994) .  I ncreased levels of p53 protein were found 

in a high percentage of mal ignant tumors but only rarely in benign tumors and normal 

t issues (porter et aI., 1 992). 

It has been estimated that up to 58  % of breast cancer patients have mutated P53 

gene with accumulation of altered p53 protein, which can be detected by immunological 

assays (Lipponen et aI., 1 993 ;  E l ledge and Al l red, 1 994). 
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The mutational spectrum of p53 d iffers according to the type of cancer. In breast 

cancer, G to T tran ver ion is more commonly seen. I nduction of such a single point 

mutation re ults in a change of conformation, increased protein stability, and marked 

changes in i ts function. Most mutant forms of p53 lose the ability to bind to DNA and 

cause abnonnal cell growth (Bargonetti et aI . ,  1 99]; Raycroft et aI . ,  1 99 1 ;  Dittmer et aI ., 

1 993) .  Moreover, it has been shown that the p53 abnormalit ies correlated with the grade 

of cancer and advanced with tumor growth (Teramoto et a!., 1 994). 

Using a panel of human breast cancer cell lines, it has been shown that the large 

amounts of the mutant p53 proteins are due to their much longer half- l i fe than that of the 

wi ld-type protein (Levi ne et a1 . ,  1 99 1 ) . Mutant forms of p53 was also found to bind to 

the endogenous wild-type p53, forming tetrameric complexes, which caused stabi l ization 

of the rapidly degraded wild-type protein and inactivation of i ts suppressor function by 

altering its confIrmation (Milner and Medcalf, 1 99 1 ;  Kaklamanis et aI., 1 993).  

In the rat, P53 gene has 1 0  exons and 9 introns, whereas mouse or human P53 

gene contains 1 1  exons. In addit ion, rat P53 gene lacks sequence corresponding to intron 

6 indicat ing that this sequence is nonfunctional in species that retain it (Hulla and 

chneider, 1 993) .  However, P53 gene conservation has been found to be s imi lar in size 

of the exons, introns and locations of splice junctions. The majority of the missense 

mutations are located at codons correspond ing to amino acids conserved in human, 

monkey, rat, mouse, chicken, xenopus, and fish (Hollstein et aI., 1 99 1 ). 

1.5.2. BRCAl 

I n  h umans, B RCA I gene is located on chromosomes 1 7q 1 2-2 1 and produces 

protein of 1 863 amino acid (:::::220 kDa). I t  contains 24 exons (22 coding and 2 non

coding) and covers a span of::::: 1 00 kb of genomic DNA .  The B RCA 1 coding region 
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comprises ::::::5 .5 kb. In  addition to the full length of 8 kb mRNA transcript has been 

identified various smaller BRCA I transcripts with tissue specific expression pattern have 

also been de cribed (Rosen et aI . ,  2003).  

B RCA 1 protein interacts with other nuclear proteins, such as Rad5 1 and B RCA 2 

( cully et aL, 1 997· Chen et a1 . ,  1 998), and consequently plays several critical functions 

in the cell. I ts amino terminal ring fmger domain is involved in: repression of estrogen 

receptor-a signaling modulation of DNA repair, and apoptosis. The carboxyl terminal 

acidic domain of BRCA l acts as transcriptional activation domain when linked to DNA 

binding domain. Moreo er, B RCA I plays a role in cell cycle checkpoints and proper 

replication and functioning of centromeres ( Rosen et al. , 2003). 

I ndividuals carrying mutations in the BRC A l  gene have an increased risk of 

developing breast and ovarian tumors (Smith et aI . ,  1 992). M utations in BRCA I alone 

account for approximately 45% of families with high incidence of breast cancer and up to 

80% of families with both breast and ovarian cancer (Easton et aL, 1 993). I t  has been 

shown that B RCA 1 knockout mice are hypersensitive to ),-irradiation which induces 

chromosomal aberrations (Shen et a1., 1 998).  Therefore, loss of transcription activation 

by B RCA I is an important factor in oncogenesis. 

B RCA 1 germline mutations account for most hereditary breast cancers. However, 

B RCA I is mostly related to tumors diagnosed before age 40 years (Ottini et aL, 2000). 

No somatic m utations have been detected in sporadic breast cancer, but other alterations 

were reported such as loss of heterozygosity, decreased levels of the BRCA I m RN A ,  and 

methylation of the BRCA 1 promotor region. Accordingly, B RC A 1  is involved in breast 

neoplasias of sporadic origin and the magnitude of its decreased expression correlates 

with disease progression (Yoshikawa et aL, 1 999; M ueller and Roskelley, 2002; Fraser et 

aL, 2003). 
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In rat , it ha been shown that BRCA 1 sequence is highly homologous to that of 

mou e (88%) and human (8 1 %) with the highest homology in the region (nucleotide 5 1 -

1 73 )  encoding the ring-finger domain (Chen et al. , 1 996). This domain is a zinc binding 

motif that facilitate interaction between BRCA I and other proteins to perform several 

function uch as DNA repair and ubiquitination (Fang et aI., 2003). The ring-fmger 

domain is 94% identical to the mouse sequence and 89% to the human . 10 addition to the 

homology in ring-finger domain among mammalian species, nuclear localization signals 

in rat are also identical to those of human and mouse. Analysis of BRCA 1 rat promoter 

revealed that it shares 90% and 68% identity with the mouse and human sequences, 

respectively (Bennett et aI., 1 999). 10 some rat models of breast cancer, it has been 

shown that while B RCA 1 m RNA level does not change, allelic imbalance of BRCA 1 

may occur (Chen et a I . ,  1 996). 

There is a controversy regarding the localization of BRCA] protein 10 the 

m ammary gland, Some investigators reported that it is found in the nuclei of nonnal 

epithelial cells, but is aberrantly located in the cytoplasm of malignant mammary cells 

(Chen et aI., 1 995). However, the expression of BRC A I  protein in the nuclei of both 

normal and malignant cells was demonstrated (Scully et aI., 1 996). Also, the localization 

of B RCA 1 in cytoplasm and the cell membrane was reported (Jensen et aI., 1 996). The 

localization of B RCA 1 protein in cytoplasmic tube-like invaginations in the nucleus was 

also reported (Coene et aI ., 1 997). These contrarieties on the location of B RCA 1 protein 

were interpreted as differences in the specificity of the antibodies or fixation protocols 

used, or as evidence for the presence of splice variant isoforms of the BRCA 1 protein in 

tumors (perez-Valles et aI., 200 1 ) . 
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1.6. Potent ia l  breast cancer preventive agents 

]t ha been reported that some factors may influence the development of breast 

cancer. Earl full-term pregnancy significantly lowers a woman's risk of de eloping 

breast cancer (peck et a I . ,  2002). This association between pregnancy and reduced breast 

cancer risk has been validated in experimental studies which have shown that pregnancy 

protects rats against carcinogen-induced mammary cancer. Therefore, it seems that pre

neoplastic cells present in the mammary glands prior to pregnancy are either destroyed or 

altered during pregnancy by hormone induced differentiation of the glands (Thordarson et 

al., 1 995) .  

Dietary factors have been an appealing approach for the prevention of breast 

cancer. Naturally occurring coumarins represent one of the largest classes of 

phytochemicals. These compounds are found in many plants and had a greater inhibitory 

effect on the formation of D MBA-DNA adduct in mouse mammary glands (Prince et aI., 

2005).  In addition, a natural isoflavonoid phytoestrogen found in soy products 

"genistein", is thought to possess breast cancer preventive properties. It has been shown 

to provide some protection against DMBA-induced mammary tumors in rats 

(Lamartiniere et al., 1 998) .  

Recently, the anti-malarial compound called "artemisinin", which was isolated 

from the sweet wormwood Artemisia annua L., has been shown to have a significant 

preventive effect on breast cancer development in DMBA-treated rats (Lai and Singh, 

2006). 

Vinca alkaloids are natural compounds which are present in the plant called 

Catha/anthus rose us G. Don (or Vinca rosea Lin, or periwinkle; Fig. 1 ) . Catharanthus 

roseus contains about 90 different alkaloids, some are indole monomeric while others are 

dimeric alkaloids.  Some of these alkaloids, such as vincristine, are commonly prescribed 

1 1  



Introduction & Literature Revie'f1' 

Fig. 1 :  Catharanthus roseus or Vinca rose a whole plant. 
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for cancer chemotherapy (Rowin ky and Donehower, 1 99 1 ;  Ali, 1 998; Murata and 

DeLuca 2005). 

Vinca alkaloids molecule is composed of two parts: a large multiple ring structure 

called catharanthine (the upper half of the Vinca structure) and lower multiple ring 

domain called vindoline. I t  has been shown that the catharanth ine ring is responsible for 

the binding of the Vinca alkaloids to tubulin molecules and the vindoline ring enhances 

the binding process and interferes with tubulin polymerization (Budman, 1 992) .  I n  

add ition to the ir  blocking effect o f  m icrotubule assembly and cell cycle progression in the 

G2-M phase, Vinca alkaloids has been recently shown to induce apoptosis via its effect 

on A P I  transcription factor (Fan et aI. ,  200 1 ). 

In I nd ia  and some other countries, leaves and flowers of Vinca rose a are being 

used tradit ionally by some patients.  There have been some experimental trials on the use 

c rude extract of Vinca rosea as a potential ant i -cancer cell agent and promising results 

were reported. M ice carrying the Ehrlich ascites carcinoma cells and treated w ith the 

crude roseus extract showed a 46% reduction in cancer cells (Rana et. a I ., 2004). Studies 

have shown that such crude extracts are not toxic in rats (S ingh et aI . ,  200 1 ). Other 

studies on the extracts of leaves and twigs of Vinca rosea also indicate very h igh margin 

of safety (Chattopadhyay et a I . ,  J 992; Chattopadhyay, 1 99 1 ) . 
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Aims a/the tudy 

A I MS OF THE STUDY 

The 0 erall bjecti e of this stud was to characterize the early change that 

occur during breast cancer progression in DMBA-treated rats and to test whether 

treatment with a crude extract of Vinca alkaloids could alter these changes. Therefore, 

the pecific aim of the present study were to util ize the DMBA-treated rat model to: 

1. characterize the basic m icroscopic changes that occur during breast cancer 

development, with special emphasis on the early stages, using routine 

histological techn iques. 

2. correlate the histological changes that occur during breast cancer development 

\ ith the changes in cell proliferation by using antibody specific for the 

proli ferating cell nuclear antigen (PCNA) as a marker for dividing cells. 

3. analyze the expression of protein products of two tumor suppressor genes, P53 

and B RCA I ,  in the mammary glands during the d ifferent stages of breast cancer 

development by using immuohistochem istry and western blott ing techniques. 

4. test whether mutations occur in  P53,  BRCA I ,  and PCNA genes during breast 

cancer deve lopment by using single strand conformation polymorphism (SSCP) 

and restriction fragment length polymorphism (RFLP) assays. 

5. study the effect of the crude extract of alkaloids of Vinca rosea on the inc idence 

of pre-neoplastic and neoplast ic lesions in the mammary glands by using 

morphological techn iques. 

6. examine whether Vinca alkaloids has an effect on the P53, B RCA 1 ,  and PCNA 

at the level of proteins and DNA during breast cancer development by using 

immunohistochemistry, western blott ing, SSCP, and RFLP assays. 
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MAT E R I A L  AND METHODS 

II.I. Extraction of crude a lka loids from Vinca rosea 

The crude e tract of alkaloids was prepared according to the protocol published in 

the te tbook of Physicochemical tandards of Unani Fonnulations (Central Council For 

Research I n  Unani Medicine, 1 987). All chemicals used for extraction of alkaloids were 

purcha ed from igma ompany (U A) .  The aerial parts of virgin Vinca rosea (which 

ha no flowers yet) were collected from the nursery of AI-Am municipality between 

eptember and ovember, 2003. Collected plants were washed thoroughly with tap 

water followed with distilled water and were shade dried. About 1 00 gm of dried plant 

material was incubated with 2 liters of 0 .5N H2S04 for 20 min at room temperature. 

After filtration, acid treatment was repeated 3 times. The pH of the acid extract was 

raised to about 1 2  by adding 50% NH40H with shaking in separating funnel containing a 

mix of chlorofonn and ether (2: 1 ) . All chlorofonn-ether extract was pooled out and then 

haked with different volumes ( l 00, 50, 50, 25 ml) of 0 .5N H2S04 for complete 

extraction.  Combined acid extract was filtered and its pH was checked alkaline to litmus 

with the ammonium hydroxide solution. The liberated alkaloids were extracted with 

successive portions ( J  00, 5 0, 50, and 25ml) of chlorofonn to ensure complete extraction. 

The combined chloroform extract was washed with 50 ml of water twice. Chloroform 

was distilled off on a water bath and removed completely in vacuum desiccator. Five 

miJlilitres of 90% alcohol was added to the residue and the solvent was again removed. 

Evaporation with alcohol was repeated, and the residue was dried in vacuum desiccator 

and the weight was taken as total alkaloids. Figure 2 shows the extracted crude alkaloids. 
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Fig. 2 :  Crude extract of alkaloids prepared from the aerial parts of virgin Vinca roseo. 
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1 1 . 2. A n i m a l  

Female virgin Wistar rats (43-50 days old) were lIsed i n  this study. Rats were 

upplied by the Animal House of the Facu lty of Medicine and Health c iences, UAE 

Univer ity UAE. Al l  rat were kept in standard conditions with regimen l ight-dark: 1 2-

1 2  hr and received food and water ad libitum. 

II .3. Prepa rat ion o f  D M BA solution 

For induction of breast cancer, freshly prepared solution of DMBA ( igma, USA) 

was used . A bout 0.3 gm of DMBA was suspended in 40 ml  com oil ,  and then heated in a 

water bath at -95°C for 30  minutes with mixing by a glass rod. When the solution 

became c lear, with no v isible partic les of DM BA, it was cooled to room temperature and 

immediate ly administered into rats. 

I I .4. E x pe rimenta l d es ign 

Three groups of rats were used in this study. The first group contained 2] rats 

which were used to induce breast cancer by intragastric treatment with DMBA solution as 

a single dose of 80 m glkg body weight (Russo and Russo, 1 996).  The second group 

inc luded 20 rats which were treated with DMBA as in the fust group, but one week later, 

they received a daily oral dose of crude a lka loid extract (200 mglkg body weight) 

suspended in 5 0% polyethylene glycol 600 (Fluka., Switzerland) for three weeks. The 

third group, inc luded 9 rats and was served as age-matched control and received com oil 

on ly. 

A l l  rats were examined weekly to detect any changes in the general physical 

activity and body weights. I n  addition, the manunary glands were gently palpated to 

detect early development of any abnormal mass. 
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Rats in each group were chosen random l and k i l led by an overdose of anesthetic 

after 25 30 3 5  or 40 weeks from the beginning of treatments. For each rat, the 

mammary gland of one ide , ere immediately d is ected and stored at -80°C for D A 

e traction and protein analysis. The opposite l ine
. 
of mammary glands were d issected 

along with skin pe lt, imm ediate ly immersed overn ight ( 1 2-24 hI) in Bouin 's  solut ion. 

The Bou in's fixative was made of 70% picric ac id solution, 1 0% formaldehyde, and 5% 

acetic acid .  F ixed tis ues were then processed for dehydration in  ascending grades of 

alcohol, c learing in xylene and paraffm infiltration and embedding. Paraffin t issue blocks 

\ ere cut at 5 11m thickness, mounted on gelatin-coated glass sl ides and then used for 

histopathological and immunohistochemical studies. 

In ca e that a mammary gland had a mass or tumor, it was weighed and d iv ided 

into two equal parts. One part was processed for histopathological and 

immunohistochemical studies, and other part, for DNA and protein  analyses. 

IT .S. H istopathological  s tudies 

Mam mary gland t issue sections of control and treated rats were processed for 

routi.ne hematoxyl in  and eosin (H&E) staining as fol lows. Sections were dewaxed in 

xylene twice (5 m in each), then rehydrated with descending grades of alcohol .  Sections 

were then stained with Harris hematoxyl in  for 30 m i n, washed in tap water for a few 

seconds, and dipped in 1 % hydrochloric acid  in  alcohol. Sections were then kept in tap 

water for 5 m i n  fol lowed by sta in ing with eosin Y for 25  second. Final ly, sections were 

dehydrated, cleared in xylene, and mounted with DPX medium. 

Stained t issue sections were exam ined with Olympus l i ght microscope to defme 

the histopathological changes in the m ammary glands and to c lassify tumors according to 

prev iously establ ished criteria (Russo et. al 1 990b· Russo and Russo, 2000) . 
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II.6. Im m u n o h istoc h e m ica l t u d ie 

Paraffin tis ue section obtained from control rats and their age-matched DMBA

treated and DMBA-plus-alkaloid -treated rat were mounted on the same sl ides. Tissue 

ection were deparaffinized in ylene, rehydrated in descend ing grades of a lcohol ,  and 

washed in pho phate buffered sa l ine ( PBS).  To inhibit endogenous peroxidase activity, 

ection were i ncubated in 1 % hydrogen peroxide in methanol for 30 m in .  The sl ides 

were placed horizonta l ly in a humid chamber. To ensure equal conditions on all t issue 

sect ions to be probed, sl ides were drained off, area around sections were wiped dry, and 

c ircled \ ith a th in fi lm u ing PAP-pen (Dako, Denmark) .  Nonspecific bind ing was 

blocked by incubating sections in 1 %  bovine serum albumin contain ing 0 .5% Tween-20 

in PB for 45  m in .  Then, sections were i ncubated with the primary antibody for 

overnight at 4°C .  

The first primary antibody used was mouse monoclonal anti-PCNA antibody 

(clone 5A l O, d i l ut ion 1 : 1 00, Med ical and B iological Laboratories Co., Japan). Sections 

were washed 3 t imes with PB , 3m in  each,  and then incubated with biotinylated donkey

ant i-mouse immunoglobu l in  JgG (d i lut ion 1 : 800 Jackson lmmunoResearch Laboratories 

Inc. ,  USA) for 30 min .  Fol lowing three PBS washes, sections were incubated in 

extravid inJperoxidase conjugate (d i lution 1 :  1 000, S igma, USA) for 1 hOUT. The ant igen

ant ibody binding s ites were revealed by incubating t issue sections with 3, 3 ' 

diaminobenz id ine tetrahydrochloride (DAB, S igma, USA). Development of the colour 

was stopped after 35 min  by washing the sections twice with d isti l led water (Smin each). 

Tissue sections were counterstained with periodic acid Sch iff (PAS) technique. 

Briefly, periodic acid (0. 5%) was added to the t issue sections for 1 0  min, fol lowed by 

wash ing i n  tap water. Then Schiffs  reagent (BDH Laboratory suppl ies, UK) was added 

for 20 min .  Sections were washed using tap water for 1 5  min.  Final ly, sections were 
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dehydrated through graded alcohol cleared in x lene and mounted using DPX. egative 

control l ides were prepared in paral lel without adding the primary ant ibody. 

To measure the intensity of PCNA immunolabel ing of the cel ls, image analysis 

was performed using Scion l mage Beta 4 .02 software for Windows 

(http://www .scionimage.com/). To m in imize possible d i fferences among t issues a l l  

ections used for measurements were placed on the same sl ide, and subjected to the same 

tain ing procedure . Probed ections were exam ined at h igh magn ification (x640) and 2-

3 fie lds were photogTaphed with d igi ta l  camera at the same condit ions and used for 

measurement. Cells cut through the center of their nuclei were only considered for 

measurement. Fol lowing measurement of sta ining intensity of the various nuclei in one 

section, the background intensity was measured and subtracted . Quantitat ive results of 

the optical density were reported in arbitrary units corresponding to DAB sta in ing 

intensity wh ich was taken as an indication of the amount of PCNA in the sectioned cel ls .  

The measurements were presented as means of arbitrary units ± standard error of the 

mean (SEM).  

To estimate the label ing index (L1) of PCNA immunostain ing, for each mammary 

gland, images of at least three fields at x640 magnification were random ly selected from 

2 or more rats. The total number of PCNA-Iabeled ce l ls  per high power field was 

counted . Data were expressed as mean ± SEM. 

The student t test (S igmaPlot for Windows, version 9 .0) was used to examine the 

d ifferences in labe l ing intensity and label ing index in control and treated rats. P<O.OS 

was considered to be stat ist ical ly s ignificant. 

The second primary ant ibody used was to study cel l u lar expression of B RCA l .  

The rabbit poJyc lonaJ ant i -BRCA l antibody (c lone I -20, Santa Cruz B iotechnology Inc. ,  

U SA )  speci fic for the C-term inal region between codons 1 823- 1 842 (Schofied et aJ . .  
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2000) wa u ed. In addit ion the catalyzed signal ampl i fication kit (C A kit, Dako 

Denmark) was u ed. tain ing procedure were carried out accord ing to the 

manufacturer's in tructions. Briefly, sections were fi rst incubated for 5 min ith 3% 

h drogen peroxide to suppress endogenous peroxidase activ ity. Then, prote in block was 

added for 5 min to pre ent nonspecific  binding. Ant i-BRCA I antibody was d i luted at 

1 : 50  and added for overnight at 4°C .  Sections were washed with TBST (50mM Tris-HCl 

PH 7.6, 300mM aC I ,  0. 1 % Tween-20) three t imes, 3 min each.  Biotinylated donkey-

anti -rabbit IgG (Jackson l rnmunoResearch Laboratories I nc .  USA) was then added at 

d i lut ion 1 : 500 for 1 5  min .  Sections were washed with TBST and streptavid in-biotin 

solution was added for 1 5  m in .  After washing, ampl ification reagent was added for 30 

min,  fol lowed by washing and applying streptavidin-peroxidase reagent for 1 5  min .  

Final ly. substrate-chromogen solut ion was added, and the development of the  brown 

colour was monitored by m icroscope. Colour deve lopment was stopped by adding 

disti l led water (twice, S m in each). Sections were counterstained with Harris hematoxyl in  

for 5 min  and then washed in tap water and d ifferentiated in acidic alcohol . Tissue 

sections were then kept in water for 5 min.  F inal ly sections were dehydrated through 

ascending grades of alcohol, c leared and final ly mounted on glass sl ides using DPX. 

egat ive control s l ides were prepared in  paral le l  without adding the primary ant ibody. 

I I .7 .  Sod i u m  dodecyl s u l p ha te-polyacry la m ide gel electrophoresis (SDS-

P A G E) a n d  Western blot a n a lysis 

The whole mammary gland tissues of control and treated rats were homogenized 

into a powder under l iqu id n itrogen temperature and then lysed with 1 ml buffer 

containing: 1 00 mM 4_(2_hydroxyethyl)- 1 -piperazineethanesul fon ic acid ( HEPES, PH 

7.5) ,  1 0% sucrose, 1 0  m M  1 4-Dith io-DL-threitol (DIT), 0. ] % 3- [ (3-, 
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cholamidoprop I)dimeth I -ammoniol ] - I -propanesu lfonate (CHAP ), 1 50 mM aCL and 

prote in inhib i tors : 1 00 ruM phenylmethylsulfonyl fluoride (PMSF), 0. 1 % leupeptin and 

aprotenin .  Ti ssue I sate were centrifuged at 1 4 000 rpm for 30 min at 4°C .  Protein 

concentrations in the supernatants were detennined according to the method of Bradford 

( 1 976) u ing the B ioRad protein assay kit (B ioRad Laboratories, USA). 

Equal amounts of protein (30 /-lg) from each ample were m ixed with 5x sample 

buffer containing Tris HCl (PH 6.8), 1 0% glycerol, 2% sodium dodecyl su lphate, 2-

mercaptoethanol, and bromophenol b lue .  Samples were boi l ed for 5 min and 

e lectrophoresed on 8% polyacrylamide gel at 80 volts for 2 hours. To check the expected 

size of the protein, prestained prote in marker (BioRad Laboratories, USA) was used . 

After e lectrophoresis, prote ins in  the gel s  were trans blotted onto n itrocel lu lose 

membrane.  Non-specific  binding was blocked by 5% non-fat dry m i lk in PBS containing 

0. 1 % Tween-20 (PBST) for 1 hour. Fol lowing washing in PBST two times 1 0  min each 

blots were incubated with mouse monoclonal anti-p53 antibody (clone PAb240, d i lution 

I :  1 000. Dakocytomation, USA) for overnight at 4°C .  After rinsing with PBST (two 

times, 1 0  m in each), blots were incubated with horseradish peroxidase-conjugated goat

anti-mouse IgG (Ce l l  S ignal l ing Technology, USA)  at d i lution 1 :  1 000 for 2 hours at room 

temperature. Blots were then washed with PBST three times for 1 0  min each, and 

immunoreactive prote ins in the blot were detected using enhanced chemi luminescence 

(ECL) western blotting detection reagents (pierce B iotechnology, USA) on Fuj i  medical 

X-Ray film (Japan). To confirm equal load ing of proteins, same blot was immunoprobed 

with rabbit  polyclonal anti-actin antibody (di lut ion 1 : 1 000, c lone AC40, S igma, U SA). 

F i lms were scanned using BioDocAnalyze system (B iometra, Germany), and the intensity 

of bands was measured. 
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I I .S .  Extraction of D N A  

Genomic D A wa btained from mammary glands of control and treated 

animal u ing DNA extraction kit (QIAGE , Canada). Tissues were quickly ashed in 

cold PBS,  weighed, and then homogenised in a mortar at  l iquid n itrogen temperature. 

The fine powder wa mixed with steri le/cold PBS ( 1 00 /-ll PBS for each 20 mg of the 

t i s  ue). Homoginized t i ssue was m ixed with equal amount of d igestion buffer provided 

b the k i t .  Q lAamp column conta in ing DNA was transferred to clean eppendorf tube. 

and 50 �I  e lut ion buffer was added. The extracted DNA was stored at -20 °C unt i l  used. 

DNA concentrat ion was determi ned by measuring the optical density (OD) at 260 

nm by using spectrophotometer (WPA Cambridge, UK). 

1 1.9. The poly merase c h a i n  react ion ( peR) 

PCR was performed by using PuReTaq Ready-to-Go PCR beads (Amersham 

Pharrnacia B iotech, Sweden). The procedure was carried out according to the 

manufacturer's instructions. 

PrUners of P53 and PC A genes were obtained from Pharmacia Company, USA. 

B RCA I primers were obtained from Operon B iotechnologies, Sweden .  Sequences of a l l  

primers used are l i sted i n  table 1 .  

For PCR ampl ification of PCNA, the reaction was performed with 2 .5� 1  of each 

primer at 1 0 pmol/� l ,  and d iethylpyrocarbonate-treated water (DEPC, ResGen. 

I nv itrogen, U SA) was added to a total volume of 25 � 1 .  The cycl ing program was as 

fol lows: predenaturation (95°C, 5min), 40 cycles of ampl ification through denaturation 

(950C, I m in), anneal ing ( 55°C, 1 m in), and extens ion (nOC, I min) .  A [mal 5 m inutes 

extens ion step was added i n  TECHNE/GENIUS thermal cycler. 
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Table 1 :  Primers u ed in peR reaction . 

Primers Seq uences An nea l i ng 
tem peratu re 

fC) 

PCNAfE I Forward : 5 ' -CTG GGA CAA CTT AAT GTT CCC-3 ' 5 5  

Reverse: 5 ' -TAG TGC A G C  TTA CTC TGC GC-3 ' 

BRCA l lE l l Forward: 5 ' -TIT CAC CCA TAC ACA TIT G-3 ' 4 8  

Reverse: 5 '  -CCT ITG CCA A T  A TT A CCT G-3 ' 

P531E5 Forward: 5 '-GAC C IT TGA ITC TIT CTC CTC TCC-3 ' 64 

Reverse: 5 '  -GGG AGA CCC TGG ACA ACC AG-3 ' 

P5 31E6-7 Forward : 5 '-CTG GTT GTC CAG GGT TCT CC-3 ' 64 

Reverse: 5 '  -CCC AAC CTG GCA CAC A GC IT-3 ' 

P5 3 1E8 -9 Forward: 5 '  -CTT ACT GCC TTG TGC TGT GC-3 ' 5 8  

Reverse: 5 '-CIT AAG GGT G A A  ATA ITC TCC-3 ' 

P53IE I O  Forward : 5 ' -GTA CTG TGA ATA TAC ITA CIT CTC C-3' 60 

Reverse: 5 ' -GGG CTG AGG TCA CTC ACC-3 ' 
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The P R ampli ficat ion of P53 exon was perfonned using 40 cycles of 

ampl i fication through denaturation (95°C, I m in); anneal ing for I min (see table 1 )  and 

e ten ion (n° , 1 m in) .  A final 5 minutes extension tep was added. The sequences of 

ynthetic primers used in the enzymatic ampl ification of p53 were according to 

Vancutsem et a l .  ( 1 994). 

PCR ampl ification of B RCA I exon 1 1  was performed with genomic DNA, 2 . 5 1l l  

of  each primers at 1 0  pmol/ll l ,  and DEPC water was added to a total volume of 25 Il l .  

For ampl ification, each sample was init ia l ly denatured a t  95°C for 5 m in, and then 

subjected to 40 cycles, each included denaturation at 95°C for I m in, anneal ing at 48°C for 

I min ,  and then extension at noc for 1 min .  An additional 5 min  was added for more 

extension at 72°C . 

1 1. 1 0. Aga rose gel electrophoresis 

From each PCR product 5 II I were added to 3 �l loading buffer contain ing 0.25% 

bromophenol b lue, 0 .25% xylene cyanol, 20% glycerol and I X  TBE buffer (90mM Tris 

base, 90mM Boric acid, 2mM ethylenedimethyltetra aceti c  acid PH 8 .4) and loaded into 

1 . 5% agarose gel .  The gel was run at 1 00 volts for 1 hour at room temperature. To 

determine the expected size of PCR products, 1 00 base pair ladder marker (Amersham 

B iosciences, USA) was used. The bands were v isual ized by sta ining the gel w ith 

ethid ium bromide ( 1 0  mg/m l) and exposing it to the UV trans- i l luminator 

(Lifetechnology, U SA). The gel image was captured using the Polaroid camera 

(Polaroid, UK). 
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I I . l l .  i n gl e-st ra nd conform at ion poly m o r p h i s m  (SSCP) 

To detect po ib le  alterations in the nuc leot ides sequence of PC A and p53 

gene , the migration pattern of their PCR product on polyacrylamide ge l was analyzed by 

using the SSCP method. A 5 fl l of the PCNA or p53 PCR-products was denatured by 

add ing 5 II I load ing buffer containing formam ide, xylene cyanol and bromophenol blue 

and incubat ing at 96°C for 1 0  minutes. The mixture was immediately ch i l led on ice. 

Then, the denatured PC R products were loaded onto a 1 0% nondenaturat ing 

polyacrylamide gel and run at 60 volts for 4 hr at 4°C, using vertical e lectrophoresis cel l  

(B ioRad, USA).  

The s i lver sta in ing lcit (Amersham Pharmacia, Biotech, Sweden) was used to stain 

D A bands i n  the polyacrylamide gels .  The procedure was carried out accord ing to the 

manufacturer's instructions. Briefly, DNA in the gel s  was fIxed overnight by 0.6% 

benzene sulphon ic ac id. Gels were incubated in s i lver n i trate solution for 30 min .  DNA 

bands were v i sual ized by using a solution contain ing sodium carbonate, formaldehyde 

and sodium thiosulphate. The developed colour was stopped by using a mixture of 1 % 

acetic  aci d, 5% sodium acetate and 1 0% glycerol .  F inal ly, the stained polyacrylamide 

gels  were sealed and dried using cel lophane membrane (promega, USA). Computer 

scanning was performed by hp office jet 55 1 0  a l l - in-one (Hp image zone program).  

I l . 1 2. Restriction fragment length polymorp h ism ( RFLP) 

RFLP analysis was used to identify changes i n  the nucleot ide sequence of the 

peR product of B ReA 1 gene at the s ite where a restriction enzyme cuts. BamHI was 

used to cut the peR product of B RCA 1 .  The enzymat ic reaction inel  uded 3 fl l of l OX 

enzyme buffer E ( Prom ega, USA), 0 .3 fl \ 1 % bovine serum albumin (Promega, USA), 

30U BamHl enzyme (prom ega, USA) and 1 0  fl \ B RCA I PCR product. The reaction 
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mixture was brought up to 3011 1  with DEPC-treated \ ater. A l l  samples were incubated 

overnight at 370C in block heater (Stuart c ient ific, U .K.) . The d igested products were 

loaded in nondenaturing 1 0% polyacrylamide gel for 2 hr at 1 1  OV at room temperature . 

Gels were stained in  the runn ing buffer ( I X  TBE) conta in ing eth id ium bromide ( 1 0 

mglml)  with continuous shaking for 2-3 hrs. Bands were visual ized by using the UV 

trans- i l luminator and photographed. 
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CHA PTE R III 

R ES U LTS 

Re ult 

Throughout this study no change was detected in the general activ ity and body 

weight of DMBA- and DMBA-plus-alkaloid-treated rats as compared with control ones. 

The body weights of a l l  rats were est imated weekly and were with in the normal range of 

the orresponding age. No sign ificant d ifference was observed between the control and 

the treated rats. However 35% (7/20) of the 32- and 37-week-oJd rat treated with the 

crude e tract of Vinca alkaloids showed some alteration in their genita l  tracts manifested 

by the presence of vaginal blood. Such blood was not detected in control and DMBA

treated rats. 

I I I . I .  M orphological  featu res of the  m a m m a ry gla nds in D M BA

t rea ted rats 

Gross observation and gentle palpation of the mammary glands of control and 

DMBA -treated rats revealed the development of variable masses in about 29% of the rats. 

These masses were of variable sizes, and the covering skin appeared normal . They were 

prov isional ly considered to be tumors (Fig. 3 ) .  They developed in d ifferent topographical 

locat ions of the mammary glands; some were observed in the cervical region, others in  the 

thoracic and abdomino-inguinal regions. Nevertheless, these tumors were more frequent 

in the cervical region than in other regions (Table 2) .  

To confirm the nature of these tumors and to detect the early microscopic changes 

that occur during development of breast cancer, H&E stained t issue sections of a l l  the 
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Re sult s 

Fig. 3 :  DMBA-treated 42-week-old rat. Two tumors developed In cervical and 
abdomino-inguinal regions ( lower arrows) . 

Table 2 :  Tumors developed in DMBA-treated rats. 

Age group of rats 

32 weeks 37 weeks 42 weeks 47 weeks 

No. of rats 6 5 5 5 
Rats with  tu mor 1 t 3 1 
T u mor location Cervical - Cervical, thoracic and Cervical 

(in situ) abdomino-ingu inal 

Weight of t u m o r  1 5  No mass - No mass in 2 rats 3 
(gms) (in situ) (in situ) 

- 3 .2 ;  1 3 . 8 ;  3 ;  3 . 1 
Type of tu mor � Ductal sol i d  � In situ � Lactating adenoma � Squamous 

and cribriform cribrifonn � Ductal solid and cell papi l loma 
carcmoma carc inoma cribri form carcinoma 

� In situ � Papi l lary 
cribriform carcmoma 
carcinoma � In situ cribrifonTI 

carcinoma 
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mammary glands of control and DMBA-treated rats were e amined. Microscopic 

exam ination of the mammary gland of control rats showed the normal ductal epithelial 

l in ing urround ing narrow lumen and external discontinuous layer of myoepithelial ce l ls. 

The latter were supported by some fibrous connective t issue which was surrounded by 

ma si e amount of adipocytes (Fig. 4). 

M icroscopic examination of a l l  mammary gland of rats treated with a s ingle oral 

do e of DM BA (80 mglkg body wt) revealed various degrees of morphological changes 

which is usua l ly  a combination of more than one abnormal pattern. Most of DMBA

treated mammary glands had moderately  d i lated ducts with groups of smal l  ce l l s  in their 

lumens (F ig .  5 ) .  These free luminal ce l ls  had eosinoph i l ic  cytopl asm and smal l  

hyperchromatic nuc le i .  The e cel ls  were considered to be dead. In some other ducts a 

ign of increased secretory act i v ity was evident with the accumulation of homogeneous 

secretory materia l  in their lumens. Therefore, these mammary glands seemed to have 

unbalanced cel l  dynamics and enhanced secretory act iv ity. A l l  DMBA-treated rats had 

such changes in some of their mammary glands. Of the total number of DMBA-treated 

mammary glands examined (n=78) 46% were with al tered cel lu lar dynamics. 

The second type of lesion observed in the mammary glands of DMBA-treated rats 

was characterized by an i ncrease i n  the cel l  number which led to an apparent i ncrease in 

the density of the cel l s  forming the term inal ducts (Fig. 6). Mammary glands with these 

changes were referred to as hyperplastic .  However, those showing the previous l esions 

described in the former paragraph with a l tered cell dynamics were referred to as 

mammary glands in the stage of cel l  death. 

Hyperplast ic mammary glands also showed other smal l  ducts with signs of ce l l  

death and other pre-neopl astic lesions. These mammary glands with m ixed l esions 

represented about 39% of all DMBA-treated mammary glands examined (Table 3) .  
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Fig. 4 :  Nonnal  mammary gland of a control rat as it appear in a paraffin section stained 
with H&E. (A) The gland shows smal l  ducts surrounded by fibrous connective tissue 
(CT) and m uch adipose tissue (Ad). (B) H igher magn ificat ion of mammary gland duct 
showing d iscontinuous layer of myoepithel ia l  cel ls (arrows). Magn ification : x400 (A); 
x640 (B) .  
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Fig. 5 :  tage of cel l death in  the mammary gland showing early sign of  morphological 
change. otice the moderate d i latation of the ducts and presence of dead cel l s  in their 
lumen. Two ducts in the lower th i rd of the m icrograph show some secretory material in 
the i r  lumens. Magn ificat ion:  x400. 

Fig. 6:  Hyperp lasia as seen in a DMBA-treated rat. Note the increased number of 
term ina l  smal l ducts (arrows). Magn ificat ion: x400. 
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Table 3 :  umber of pre-neoplastic and neoplastic lesions developed in the DMBA-
treated and DMBA-plus-a lkaloids treated mammary glands. 

M a m m a ry  gla n d  lesions DM BA * D M BA -pJ us-a I ka loids * * 

Stage of cel l  death 36 (46%) 48(45%) 
Hyperplasia - 1 ( 1 %) 
Dysplasia I ( 1 .2%) -
Stage of cel l  death + Hyperplasia 2 1  (27%) 2 1  (20%) 
Stage of cel l  death + Dysplasia 4 (5%) 1 6 ( 1 5%) 
Stage of cel l  death + Hyperplasia + 8 ( 1 0%) 1 4  ( 1 3%) 
Dysplas ia  
I n  situ carcinoma + Stage of cel l  1 ( 1 .2%) 1 ( 1 %) 
death + H yperplasia + Dysplasia 
In situ carc inoma + Stage of cel l 1 ( 1 .2%) -
death + Hyperplasia 
Tumors 6 (8%) 3 (3%) 

*Total number of DMBA-treated mammary glands examined = 7 8  
* *Total number of DMBA-plus-alkaloids-treated mammary glands examined = 1 07 
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The third kind of lesion observed was characterized by increased number of 

epithe l ial  duct cel l  which was man ifested with an increase in  the number o f  smal l duct 

and many of them showed an apparent increase in the secretory activity and accumu lation 

of ecretory materia l .  I n  the epithe l ia l  cel ls  of these ducts, many of the nucleol i  became 

prom inent. Mammary glands with these features were referred to as dysplastic (Fig. 7). 

Oy plastic mammary glands were developed in about 1 7% of a l l  exam ined DMBA

treated mammary glands .  A few of these glands ( 1 .2%) showed on ly signs of dysplasia. 

The other were m ixed with s igns of ce l l  death and hyperplas ia (Table 3) .  

Two of the DMBA-treated rats (9.5%) developed large microscopic lesions made 

of d i  lated ducts which were most ly fi l led with cel ls. The nuclei of these cel l s  were 

variable in density and were frequently seen in mitosis. There were some spaces in 

between the cel l s  that formed secondary lumens. This lesion was typical of the cribriform 

type of carc inoma in situ (Fig.  8) .  I t  was estimated that 2 .4% of DMBA-treated 

mammary glands showed in situ cribriform carcinoma. These mammary glands also 

showed signs  of cel l  death, hyperplasia, and dysplasia (Table 3) .  

Advanced palpable pathological lesions were developed in 5 d ifferent rats and 

showed d ifferent h i stopathological features. These lesions were either ben ign or 

mal ignant. Benign lesions were developed in rats sacrificed at 42 and 47-weeks-old, with 

inc idence of 1 4% of the total number of tumors. The first type, lactat ing adenoma, was 

characterized by numerous round profi les. Lumens of these alveolar structures had 

serrated appearance due to decapitation or supranuclear vacuol ization of the l ining 

epithe l ium.  The size of these alveoli may increase due to accumulation of secreted 

material inside the l umens (Fig. 9). The other benign lesion, squamous cel l  papi l loma 

(Fig. 1 0), was developed in the 47-week-old rat. Ductal structures were maintained with 

mul t i layered epithel ial ce l ls  surrounding the lumen, which was ful l  of dead cel ls .  The 
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Fig. 7 :  Dysplast ic DMBA-treated mammary gland. Note the d i l ated ducts (arrows) and 
decreased amount of connective t i ssue. Magnification:  x400. 

Fig. 8: In situ cribri form carcinoma in DMBA-treated rat showing local ized area of 
d i lated d ucts part ia l ly  fi l led w ith tumor cel ls .  Note the numerous peripheral m itotic 
figures (arrows) . Magni fication:  x400. 
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Fig. 9: Lactat ing adenoma in DMBA-treated mammary gland showing numerous round 
profi les which m ay contain secretory material (arrow). Magn ification: x640. 

Fig. 1 0 :  Squamous cell pap i l loma i n  DMBA-treated rat showing multiple layers of 
ep ithel ia l  ce l l s  (arrows) . Magnification:  x200. 
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pre ence of kerat in and the decrease in the amount of connecti ve t issue ere typical 

features of th i s  tumor. 

I n  the DMBA-treated rat , mal ignant lesions were more frequent ( 1 9%) than 

benign les ions and were developed in one of the 32-week-old-rats and two of the 42-

week-old rats. The first type of mal ignant lesions observed was typical of invasive 

cribri form carc inoma. It  was characterized by sol id sheets of neoplastic epithel ia l  cel ls  

which were interrupted by round or irregularly shaped secondary l umens of variable s izes 

(F ig .  1 1 ) . I nd ividual neoplastic ce l l s  were moderate ly pleomorphic. 

The second mal ignant tumor observed was invas ive papi l lary carcinoma. It was 

characterized by numerous pap i l lary projections with th inner fibrovascular core. Papi l lae 

were l i ned by columnar ce l l s  that were cont inuous with a mult i layered and pleomorphic 

epithe l ium.  Mi tot ic  figures were frequently observed in th i s  tumor. Nucleo l i  appeared 

prom inent and often multiple (Fig. ] 2). 

ID . 2. E ffects of Vinca alka loids on the pre-neo plastic and neoplastic 

cbanges of the m a m m a ry glands of D M BA-treated rats 

To test whether the crude extract of Vinca alkaloids affects the morphology of 

nonnal mammary glands, some t issue sections of the mammary glands of alkaloid-treated 

rats were stained with H&E and examined with the l i ght m icroscope. No change was 

observed i n  the appearance of the mammary glands. The mammary duct system of 

a lkaloid-treated rats appeared s imi lar to that of the control rats shown in figure 4. 

When the extract of Vinca alkaloids was given into DMBA-treated rats the 

incidence of tumors was reduced to ] 5% compared with the 29% incidence in rats treated 

on ly with DMBA (Fig.  1 3) .  These tumors were developed i n  the thoracic and abdomino

inguinal regions of the 32- and 37-week-old rats (Table 4). No tumors were developed in 



Re ult 

Fig. 1 1 :  I nvasive cribri fonn carcinoma developed in DMBA-treated rat. Note the sol id 
sheets of  ce l l s  i nterrupted by secondary lumina (anows). Magn ification: x200. 

Fig. 1 2 :  Pap i l lary carc inoma as it  appear in  a DMBA-treated rat. Notice the epithe l ial  
pap i l l ary growth w ith scanty connective t i ssue. Magnification: x200. 
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Fig. 1 3 :  Tumor inc idence of DMBA-treated and DMBA-plus-alkaloids-treated rats. Note 
that treatment with Vinca alkaloids decreases tumor inc idence by about 50%. 

Table 4 :  Effects of Vinca alkaloids on the development of DMBA-induced 
mammary gland tumors . 

Age groups 

32-week 37-week 42-week 47-week 

No. of rats 5 5 5 5 

Rats with  tumor 2 I 0 0 

Tumor location - Thoracic Thoracic - -

- Abdom ino-inguinal 
Weight of tumor  - 2 .5  0. 1 4  - -

(gm) - 5 .6  
Type of tumor � In situ cribrifonn � Cribriform - -

carc inoma carcinoma 
� Cri bri fonn 

carc inoma 
� Ductal sol id, 

Cribrifonn & 
comedoforrn 
carcinoma 
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42- and 47-week-old rats. Howe er several rats deve loped hyperplastic (n= 1 3  out of 1 9  

rat : 68%) and dy pIa t ic (n= 1 2  out of 1 9  rats· 63%) changes i n  their mammary glands. 

Among a l l  exam ined mammary glands of DMBA-plus-alkaloids treated rats 45% showed 

pr m inent igns of cell death and 37% showed hyperplasia which was usual ly m ixed with 

ther pre-neoplast ic les ions (Table 3). Only one of the 32-week-old rats deve loped about 

5 gm tumor and, therefore, was sacrificed at 1 5  weeks. A l l  other mammary tumor masses 

developed ere very smal l  compared to tumors developed in DMBA-treated rats. 

Even though tumors developed after tTeatment with alkaloids tended to be smal l  

in  s ize, they were al l mal ignant. No benign lesions were developed except for the one 

appeared in the skin adjacent to the mammary gland . The first mal ignant lesion was a 

mix of two types: invasive cribri form and comedoform carcinoma. This tumor was 

characterized by mult i l ayered neoplastic epithe l ial cel l  growth interrupted by secondary 

lumens with variable shapes and sizes in addit ion to large central areas with necrotic 

debri s (F ig .  1 4A) .  The other tumors developed in the 32- and 37-week-old a lkaloid

treated rats exh ibited the same histological features of cribriform carcinoma which 

appeared in DMBA-tTeated rats (F ig. 1 4B and C). 

I t  shou ld be mentioned that some mammary glands of the DMBA-plus-alkaloid

treated 42- and 47-week-o ld  rats showed an increase in the amount of fibrous t issues i n  

the stroma. Also, 2 weeks before the p laned date of  sacrifice, one death was recorded in  

the 32-week-old group. Autopsy revealed no tumors and no obvious reason for death .  

An add itional group containing 4-rats was treated oral ly with the same dose of 

Vinca a lkaloids as i n  the second group for three weeks in order to check any sign of 

tox ic ity by observ ing the general behav ior and by exam ining mammary gland t i ssue 

sect ions. A l l  mammary glands exam ined appeared normal compared to the control 

mammary glands. 
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Fig. 1 4 :  Light m icrographs of t issue sections obtained from rats treated with DMBA
plus-alkaloids .  (A) Ductal sol id ,  cribriform and comedoform carc inoma. ecrotic 
cel l u lar debris C) and secondary l umens (anows) are typical features of th is  tumor. (B 
and C) Cribriform carc inoma developed in  32- and 3 7-week-old rats, respective ly .  
Magni fication : x200 (A) x400 (B), x640 (C) .  
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1 1 1 .3.  Im m u n o h i  toch e m ic a l loca l izat ion of P C N A  a nd BRCA I 

Irnmunolocal izat ion of PC A in the mammary glands of control rats revealed the 

presence of prol i ferating cells in some small term inal ducts (Fig. ] SA).  In add it ion 

PC A-labeled nuclei of myoepithel ial ce l ls in these control rats were occasionally 

ob erved ( inset in  Fig. I SA). The number of PC A-labeled cel ls  was counted per high 

po er field in  the mammary gland of al l  control and DMBA-treated rats examined. The 

PC A label ing index was then calculated, and averaged. Comparing the labeling indices 

in d ifferent pre-neoplast ic and neoplastic lesions developed in the mammary glands after 

treatment with DMBA revealed an increase in the number of PCNA-labeled cel ls  starting 

from hyperplasia, then dysplasia (F ig. l SC and D respectively) progressing to mal i gnant 

lesions (Fig .  1 6A and C). However, during stage of cel l  death, the PCNA-Iabel ing index 

was lower than that of control mammary glands (Fig. l S B; Table S) .  

In  mammary glands with palpable benign and mal ignant tumors the PCNA

labe l ing indices were h igher than those in the control and other nonpalpable lesions. The 

PCNA labe l ing was h ighest in the case of cribdform carcinoma (Table S) .  

In rats treated with DMBA-plus-alkaloids, a decrease in PCNA label ing was noted 

dudng the stage of cel l  death s imi lar to that of the DMBA-treated rats. However, the 

labeling index of PCNA showed an increasing trend during progression from hyperplasia 

to cancer (Table 5). When the label ing ind ices for each type of lesion in DMBA-treated 

rats were compared with those of DMBA-plus-alkaloids treated rats, a sign ificant 

reduction in the PCNA label ing of the latter group was observed (P<O.OS) .  

When PCNA immunolabe l ing was examined in various mammary gland tissues of 

rats treated with DM BA or DMBA-plus-alkaloids and compared with labe l ing in t issues 

of control rats, some variation in the label ing intensities were observed. These t issue 
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Fig. 1 5 : PCNA labe l i ng i n  control mammary gland (A) and in early pre-neoplastic lesions 
developed in DMBA-treated rats (B-D) .  (A) PC A-labeled nuclei are seen in some 
epithe l ial duct ce l l s  of control mammary gland (arrow). In the inset, the nucleus of a 
myoepithel ia l  ce l l  expresses PC A (arrow head) . (B)  Stage of "cel l  death" lesion after 
DMBA treatment showing a few PC A-labeled cel ls  (arrows). otice increased 
secretory act ivity of the cel ls  w ith accumu lation PA -sta ined material in the lumen. (C) 

evere hyperplasia showing an i ncreased number of PC A-labeled cel ls .  (D) Dysplastic 
mammary gland of  a DMBA-treated rat . Notice the increased number of PC A-labeled 
cel l s  and accumu lat ion of secretory material in  the d i lated lumen. Magnificat ion : x640. 
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Ta ble 5: P A-label ing ind ices (means ± EM) estimated in normal t i ssues of control 
rat a wel l  as in variou pre-neoplastic and neoplast ic lesions developed in rats treated 
with DMBA or with DM BA-plu -alkaloids. 

PCN A-la bel i n g  i n d ices 

Ti ue D MBA DMBA-plus-alkaloids 

Con t rol 1 2 .3 ± 4 . 1 *  7 .5  ± 2 . 3 * *  

tage of cel l death 2 .3  ± 0.3 4 .7  ± 0.3 

Hyperp lasia 1 2 .7  ± 4 .2 5 ± 1 . 5 

Dysplasia 42 .7  ± 1 3 .9 23 .7  ± 1 0. 7  

in situ  cribr iform 64 . 5  ± 27.6 44.7 ± 1 1 .3 

Lactating adenoma 25 .3  ± 6.9 ND 

quamous cell pap i l loma 1 2 1 .3 ± 20.3 ND 

Papi l Jary carc inoma 1 20 ± 5 . 3  ND 

Cribriform carcinoma 1 79.7 ± 1 5 . 1  2 1 5 . 3 ± 1 8.2 

9 1 . 7 ± 9. 1 

49.7 ± 4 .5  

*Treated with corn oil only. 
* *Treated with alkaloids only. 
ND = not detected 
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secti n were pro e ed, cut, mounted. and immunoprobed together. o. ariation In 

P A label ing intensity was taken to reflect changes in the expression of PC A protein. 

Measurement u ing cion computer program revealed no s ign i ficant difference 

In P N A  label ing intensity in the lesions developed in DMBA-treated rat when 

compared with tho e of control rats. However, by comparing the intensity of PC A 

pr te in expres ion in the tumor developed i n  DM BA-treated rats with tumors developed 

after treatment with DMBA-plus-alkaloids, it seemed that the intensity of PC A 

immunosta in ing was decreased ( F ig. 1 6 ; A vs B and C vs D). Measurements showed a 

stat istica l ly  s ign ificant d ifference (P < 0 .05) between label ing intensity in DMBA-treated 

t i ssues and intens ity in DMBA-plus-alkaloids treated t issues (Fig .  1 7) .  

Immunohistochemical local ization of  BRCA I in  control rats showed that this 

prote in was present mainly in  the nuclei of some lum inal epithel ia l  duct cel l s  (Fig.  1 8A).  

Faint cytoplasmic stain was also observed in some smal l  ducts, which was more apparent 

in the large ducts. Early  m icroscopic lesions (pre-hyperplasia, hyperp lasia and dysplasia) 

deve loped in DMBA- and alkaloids-treated rats showed both nuclear and cytoplasmic 

local ization of BRCA I (Fig. 1 8B) .  The nuclear and cytoplasmic local ization of BRCA l 

was also noted i n  lactating adenoma and squamous cel l  papi l loma. However, in case of 

local ized and invasive carc inomas (in situ cribri form, cribriform and papi l lary 

carc inoma), B RCA 1 protein became mostly cytoplasmic (Fig.  1 8C). 

1 1 1.4. Expression of p53 protein  

Homogenized mammary gland tissue samples obtained from al l  control 

and treated rats were analyzed by Western blott ing to study the expression of pS3 protein 

during breast cancer progression and to test whether Vinca alkaloids has an effect on its 

expression. Representative resu l ts of three d ifferent experiments are shown in figure 1 9. 
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Fig. 1 6 :  PC A expression in  DMBA-treated (A and C) and DMBA-plus-a lkalo ids
treated (B, D) rats. (A) CribrifOlm carcinoma treated w ith DMBA shows h igher number 
of cel l s  expressing PCNA compared with contro l .  ( B) In cribriform carc inoma after 
treatment w ith a lkaloids, the expression of PC A is  down regu lated . (C) In situ 
cribri form carc inoma showing PCNA label ing in the periphery of d i lated duct (arrows). 
CD) Expression of PC A in cribriform carcinoma of alkaloids-treated rat showing low 
intensity of PC A labe l ing  compared with C (arrows) . Magni fication: x640. 
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Re ult 

Fig. 1 7 :  Bar p lot of PCNA intensity measured in four mammary gland lesions s imi lar to 
those shown in figure 1 6  (A-D) and plotted in the same order from the left: cribri form 
carc inoma of D M BA-treated rat (32-week-old rat) and in DMBA-plus-alkaloid-treated rat 
(32-week-old rat). in situ cribri form in DMBA-treated (3 7-week-old rat) and then in  
DMBA-plus-a lkaloid-treated (37-week-old rat) rats. Analysis of PC A intens i ty using 
student-I-test showed significant decrease in the intensity (p<0.05) of the lesions 
developed in 32-week-old  rats after treatment with alkaloids. 

Fig. 1 8 : Immunoreact iv i ty of B RC A 1 in  mammary glands of control (A) and DMBA

treated rats (B  and C).  (A) ormal mammary gland of control rat e presses B RCA 1 

main ly i n  the nuclei  of duct epithe l ia l  ce l l s  (arrow) . (B) Dysplast ic mammary gland 

shows B RCA 1 in both the nucleus (arrow) and cytoplasm (arrow head) of epithe l ia l  cel ls .  

(C) Cribriform carc inoma showing mostly cytoplasm ic expression of B RCA 1 (arrow 

head) .  M agn i fication : x l  000 . 

---========================================== 4 7  



Results 

c Hyp T T + V  
1 2 3 4 5 6 7 8 9 1 0  1 1  

53 illOl 

Actin 

Fig. 1 9 :  Immunoblot analysis showing p53 expression in mammary gland t issues 
obtained from control rat (C; lane 1 )  and DMBA-treated rats with hyperplasia (Hyp; lanes 
2-4) and tumors (T lanes 5 -8). Lanes 9- 1 1  shows results from rats treated with DMBA
plus- Vinca alkaloids (T+V).  The bottom panel shows immunoblott ing for the 
housekeeping prote in, act in,  to reflect the amount of prote ins loaded in each lane. 
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omparing to control ti ue (F ig. 1 9 ; lane 1 ), init ial  down regulation ill some 

hyperpla tic and beni gn lesion was ob erved (F ig. 1 9 ; lanes 2 and 5, respectively). As 

the mammary gland progre ses toward mal ignancy, the amount of p53 was increa ed. 

Th i s  was probably the mutant form detected by using ant i -p53 antibody clone PAb240 

(Fig.  1 9, lanes 3, 4 and 6-8) . 

Tumors obtained from DM BA-treated rats which a lso received Vinca alkaloids 

were analyzed for p53 prote in expression. The results showed that there was a tendency 

to detect only a small amount of p53 (F ig.  1 9; lanes 1 0  and 1 1 ) .  Only one tumor from 

rats treated with alkaloids showed high level of p53 (Fig.  1 9 ; lane 9). 

I I I .S.  Effects of D M BA or D M BA-plus-a l ka loids on PCN A, PS3 and 

BRCA I gen es i n  ra t m a m m a ry gla nds 

To test whether DMBA-treated rats with various pre-neoplastic and neoplastic 

mammary gland lesions developed m utations in PCNA, P53 and B RCA 1 genes, PCR

SSCP and PCR-RFLP assays were used. 

Ampl ification of PCNA exon 1 yielded 230 base pair (bp) product (Fig .  20), 

which was analyzed for base change-induced mobi li ty shifts under undenatured condi tion 

of SCPo Control animals d isplayed the normal banding pattern of SSCP analysis, wh ich 

appeared as four main bands (F ig.  2 1 ). Admin istration of D M BA alone or w ith alkaloids 

did not induce any abnormal it ies in  the banding pattern of PCNA exon l .  

PCR products of P53 exon 5 revealed 270 bp ampJ icon for al l  samples when 

compared to the standard DNA molecular marker (Fig.  20). SSCP analysis of the 270 bp 

product of P53 exon 5 of control mammary glands showed two bands as indicated in 

figures 22  and 23 .  Out of 9 tumors, two of them (22%) exhibited band sh i ft  (three extra 

bands) w ith e lectrophoresis  in addition to the two bands appeared in control sample. 
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Fig. 2 0 :  PCR products of PC A exon 1 ,  various exons of P53 and B RCA I exon 1 1  
analyzed by e lectrophoresis i n  1 . 5% agarose gel stained with eth id ium bromide. The flrst 
lane on the left (M) show the 1 00 base pair ladder marker. 
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Fig. 2 1 :  SSCP analysis of  the PCR products of PCNA exon 1 for control t issues (C), and 
tumors obtained from DMBA-treated (T) and DMBA-plus-alkaloids-treated (T+V) rats. 
Arrows ind icate main bands of PCNA exon 1 under SSCP. The first lane on the left (M) 
shows the 1 00 base pair ladder marker. 
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P53 exon 5 

T�2 

Fig. 2 2 :  CP analysis of the PCR products of P53 exon 5 in  control (C), DMBA-treated 
(T) and DMBA-plus- Vinca alkaloids-treated (N+V and T+V) rats. Not ice the loss of 
normal banding pattern in one DMBA-treated tumor (T32) .  The bands of the 
hyperplastic (N+V) and tumor (T+V) samples of the DMBA-plus-alkaloids-treated rats 
are s imi l ar to those of the control .  

P 5 3  exon 5 

c T32 Tn 

Fig. 23: SSCP analysis for P53 exon 5 showing bands shift in hyperplasia (arrow heads in 
lane Hyp42) and tumor samples (arrow heads in lane T32 and T42) compared to control 
pattern . Arrows indicate main SCP bands. 
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These two tumor were developed in the 32- and 37-week-old rats (Fig. 22 and 

23) .  In addition orne hyperplastic mammary glands showed simi lar band shift ing 

imi lar to that of tumor samples show n in figure 23 .  

Tumor ample of DMBA-treated rats which received Vinca alkaloids showed 

normal band ing pattern with no e idence of abnormal ity. The remaining samples sho'" ed 

banding pattern simi lar to that of control (Fig. 22 and 23) .  No hyperp lastic mammary 

gland e hibited abnormal band sh ift  in this group. 

peR ampl ification of exon 6-7 of P53 gene produced 300 bp band for al l  samples 

in agaro e gel ( F ig. 20). SSCP analysis d isplayed three bands representing the normal 

pattern of P53 exon 6-7. Analy is of DMBA-treated samples revealed bands simi lar to 

those of control with no shift detected in the polyacrylamide gels  (F ig. 24) . Normal 

banding pattern was also detected in rats treated with DMBA-plus-alkaloids. 

A l l  PCR products of P53 exon 8-9 from control and treated mammary glands 

showed single ampl icon indicated by agarose gel electrophoresi s at 350 bp (Fig. 20). I n  

Figure 25 ,  SSCP analysis of  P53  exon 8-9 showed two bands s imilar to the pattern of 

exon 5. This  fragment showed no difference in the mobi l ity among tumors and control 

before and after treatment with Vinca alkaloids. 

SSCP analysis of the 4 1 0  bp fragment of ex on 1 0  of P53 gene showed tv,ro main 

bands in the control mammary gland. Band shift was observed in  two tumors out of nine 

(22%) which were a l l  from rats treated w ith a lkaloids (Fig. 26 and 27) .  The number of 

bands and their position in the gel indicated DNA sequence variation. I n  figure 26, the 

sample i n  lane T+V32 shows two more extra bands while the sample in lane T+V31 

produced three extra bands as compared to control pattern of corresponding exon. 
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P53 exon 6-7 
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Fig. 2 4 :  The CP analysis of the P53 exon 6-7 PCR products of control tissue (C) and 
tumors of DMBA-treated (T42) and DMBA-plus-alkaloids-treated rats (T+V32 and 42). 

otice that there i s  no d ifference in the SSCP pattern in all samples obtained from treated 
rats compared with control pattern in lane C.  

lOObp 
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200 
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P53 exon 8-9 
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Fig. 2 5 :  The SSCP analysis of the PCR products from P53 exon 8-9 of co�trol tissue (C), 

and tumors obtained from DMBA-treated (T) and DMBA-plus-alkalolds-treated rats 

(T+V) .  
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Fig. 2 6 :  The CP analysis of the PCR products of p � 3  gene exon 1 0  of control t issue 
(C), and tumors obtained from DMBA-treated (T) and DMBA-plus-alkaloids-treated rats 
(T+V). otice c lear bands shift in T+V lanes. 
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Fig. 2 7 :  SCP analysis of the PCR products of p53 gene exon 1 0  of tumors obtained 

from DMBA-treated (T) and DMBA-plus-a lkaloids-treated rats (T+V). Molecular 
marker ( I OObp) ind icates the s ize of resulted fragments. 
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The P R products of exon I I  of BR A 1 gene revea led more than one band on 

the gel (Fig. 28, lane und igested C). Therefore, we used RFLP method to detect the 

polymorphi m.  

Four d i fferent enzymes were used to find the appropriate cutter for BRCA I 

e. on I I  PCR product they are : XhoI , P Tl ,  BamHI ,  and EcoRl . Bam H l  was found to be 

the appropriate cutter for BRCA I fragment. PCR product of B RCA I exon I I  was at 

1 600 bp, which was the biggest size obtained using spec i fic primer sequence mentioned 

in the material and methods section . I n  figure 28, the digested products showed no 

remarkable d ifference between control and tumor samples. A l so, no d ifference was 

ob erved between tumors from rats treated with or without Vinca a lkaloids extract. 
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BRCA 1 exon 1 1  

Digested 
T T-V 

Fig. 2 8 :  PCR-RFLP analysis of B RCA l exon 1 1  in tumors obtained from DMBA-treated 
(T) and DMBA-plus-alkaloid-treated (T +V) rats. Undigested band at 1 600 bp in lane C 
(from the left) represents B RCA I target product which was d igested with Bam H I  and 
produced two bands at 900 bp and 700 bp ( Janes digested C, T and T+V). A l l  samples 
produced same pattern compared to d igested contro l .  
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D ISC USS ION 

Discu sian 

In the present tudy, orne of the morphological and molecular change that occur 

during breast cancer development ha e been characterized in female Wistar rats treated 

ith a ingle dose ( 80 mg/kg body wt) of DMBA. orne of these DM BA-treated rats 

recei ed crude e tract of Vinca alkaloids to test whether it has an effect on the incidence 

of breast cancer and the early changes that occur during its progression. This  study was 

carried out with spec ial emphasis on PCNA as a cel l  cyc le protein, and p53 and BRCA 1 

a tumor uppressor genes. 

IV. l .  The seq uence of events that  occur d u ring  development of pre

neop lastic les ions in D M BA-trea ted rats 

A series of microscopic changes have been observed in the mammary glands of 

DMBA-treated rats. The e changes are taken to be representative of the mult istep process 

that occurs before development of breast cancer. 

In the past, Beckmann et a l .  ( 1 997) described the first two stages of breast cancer 

development in humans as hyperplasia and carcinoma in situ. When Singh et a l .  (2000) 

induced breast cancer in Sprague Dawley rats with l -methyl- l -nitrosourea, hyperplasia 

was also the first h istopathological change observed. Even though these hyperplastic 

ducts of mammary glands are poorly studied, their presence has become a valuable 

indicator of mal ignant progression in  both humans and rats (Lee et aI., 2006; Weroha et 

aI . , 2006). 

In the DMBA-treated rats exam ined in th is study, some mammary glands 

deve loped hyperp lasia in assoc iation w ith other pre-neoplastic lesions (42 .4% of a l l  
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mammal) glands e amined in DMBA-treated rats) .  In a few mammary glands (2 .4%) 

carcinoma in situ a also obser ed . 

The majority of DMBA-treated mammary glands (93 .4%) exam ined in the present 

tudy developed another form of a h i stopathological change (Table 3). These glands 

e hibited moderatel d i lated term inal ducts characterized by numerous dead cel ls  

extruded into their  lumen (F ig. 5) .  This morphological change was observed either alone 

(46% of a l l  DMBA-treated mammary glands exam ined) or in association with other pre

neopla tic lesions (47.4%). It is general ly bel ieved that when a cel l d ies, it releases some 

factor that st imu late neighboring post-mitotic ce l l s  to re-enter the cel l  cycle. I t  was 

reported earl ier that in lymphoid and vascu lar epithe l ial  tissues, apoptosis  precedes and 

leads to hyperplasia (Volkmann et aI . ,  1 996; lzumi et a I . ,  2003) .  Thus, the stage of cel l  

death described has been considered to occur earlier than hyperplasia, and taken to be the 

first stage in the mult istep process of breast cancer development in the DMBA-treated 

Wister rats. 

Dysplasia of the mammary glands is the third pre-neoplast ic lesion detected in the 

DMBA-treated rats. Dysplasia appeared either alone ( 1 .2%) or, more commonly ( 1 8 .2%) 

in association with other pre-neoplasti c  lesions (Table 3). Simi lar features of this lesion 

were also descri bed by Xie et a!. ( 1 999) when breast cancer was induced in rats with a 

combination of ] 7�-oestradiol and testosterone. 

It has been reported earl ier that pre-neoplastic changes of the mammary gland 

inc ludes intraductal noninfi ltrating carcinoma, or carcinoma in situ (Komitowski et a! . ,  

1 982). In  the present study, 9 .5% of the rats treated with DMBA developed intraductal 

non infi ltrating carcinoma in situ. When all the DMBA-treated mammary are considered, 

it is estimated that carc inoma in situ occurs in only 2 .4% of them. It occurs in association 

with other pre-neop lastic lesions (Table 3). It has already been shown that DMBA 
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treatment alter the normal process of mammary gland d i fferentiation of term inal ducts to 

al eol i  and lobu les, producing instead the sequence of terminal ducts � intraductal 

pro l iferat ion � carcinoma in situ � invasive carcinoma (Russo et aI . ,  1 982). Extensive 

tudie on the unique features of in situ carc inoma reveal its sign ificance in pred ict ing the 

aggressiveness of brea t cancer ( Lennington et a I . ,  1 994 ; Rehman et a I . ,  2000). 

I V. 2 .  Tu mors developed in the  m a m m a ry gla nds of D M BA-t reated 

Wister rats a re mostly mal igna nt.  

I n  this study, the inc idence of mammary tumors which was induced in Wistar rat 

using DMBA is  29%. I n  contrast, Bojkova et a l .  (2000) found that administration of 20 

mg of DMBA in Wistar :Han rats resulted in about 8% tumor i ncidence. Repeated 

DMBA administration (3 doses of 1 0  mg/rat) increased the inc idence to 85%. When the 

more sensitive Sprague Dawley rats were admin istered with the same single dose of 

DMBA, they showed h igher inc idence of tumor development, 46 and 67%, which 

reached up to 1 00% with mult iple doses (Kubatka et aI . , 2002). 

These d ifferences in rat susceptibi l ity cou ld, poss ibly, be due to the age when the 

carcinogen was admin istered. The incidence reached the highest rate between postnatal 

days 40-46, when cel l s  of the tenninal ducts have maximal pro l iferative act ivity. The 

physiological changes through seasons may also play a substantial ro le in determin ing the 

suscept ib i l ity to carc inogenesis (Kubatka et aI . , 2002). A l l  rats used in the present study 

received DMBA at almost the same age and during the same season. 

The vast majority of tumors observed in DMBA-treated rats of the present study 

are carcinomas (Table 2). This is consistent w ith previous studies using DMBA or 1 -

methyl - l -n i trosourea as a carcinogenic agent (Russo and Russo, 1 996; L iska et aI . ,  2000; 

Costa et aI., 2002). 
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The most h igh ly mal ignant tumors in the rat have some common features with the 

in fi ltrating ductal carc inoma of the human (Russo et a ! . ,  1 990c). I n  th is study, two 

d i fferent forms of carcinoma were observed :  cribriform and pap i l lary; the former has 

been ob erved more commonly. However, Russo and Russo (2000) reported that 

In a ive papi l lary carc inoma is the most typical and frequent DMBA-induced tumor. 

Two other form of tumors are also observed in the present study and c lassified as 

" benign " .  They include:  I )  lactat ing adenoma which was previously identified and wel l  

characterized ( Russo and Russo, 2000; Costa et aI . ,  2002), and 2)  squamous cel l  

papi l loma which i s  identified in the present study in DMBA-treated rats for the first t ime.  

Based on the features described in the results sect ion, i t  is hypothesized that the origin of 

quamous cel l  papi l loma i s  probably the lact iferous or large ducts which are c lose to the 

n ipp le. 

Wh i le ben ign tumors of the mammary glands that occur in the rats c losely 

resemble those of humans, they are observed more frequently in humans than in  rats 

treated with I -methy- l-n itrosourea (Russo et a ! . ,  1 990b; S ingh et a I . ,  2000). However, 

L iska et al . (2000) were not able to detect any ben ign tumors by using simi lar carc inogen 

in rats. I n  the present study, ben ign tumors are observed less frequently than mal ignant 

lesions. It is postu lated that the Jess d ifferentiated terminal ducts develop invasive cancer 

lesions when attacked by DMBA, whi le ben ign lesions such as adenomas arise from the 

more d i fferentiated big ducts (Russo et aI . , 1 990b). If this is the case, then the reason of 

deve loping more carcinomas than ben ign lesions could simply be due to the structural 

organ ization of the tree-l ike branching duct system of the mammary gland in which the 

sma l l  termina l  ducts are much more numerous than the big ones. 
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I V.3. A n  i n it ia l  decrease fo l lowed by a gra d u a l  increase in cel l  

prol iferation featu res b reast ca ncer development i n  D M BA-treated rats. 

PC A has been described as one important predictive and prognostic factor which 

is  u ed widely as a marker for ce l l  prol iferation i n  the c l in ical assessment of various 

tumors inc lud ing breast cancer CWu et aI . ,  2003). In the present study, the PC A

labe l ing has al 0 been u ed to corre late the rate of cel l  pro l i feration with each of the 

various pre-neoplastic and neoplast ic changes observed in DMBA-treated rats. 

The nuclear expression of PCNA in the mammary glands of control rats shows 

that cel l  pro l i feration is mainly found in the smal l  term inal ducts. This finding confmns 

previously pub l i shed data (Qiu e t  a I . ,  2005). The occasional presence of  PeNA-labeled 

m oepitbe l ial  cel l s  ind icates that these d i fferentiated cel ls  mainta in  some capacity for 

mi tosis (Fig .  I SA). 

In D MBA-treated rats, progression toward breast cancer is found to be associated 

wi th an increase in the number of peNA-labeled cel l s  start ing at the stage of hyperp lasia 

(Table 5). Thi s  observation corre lates with those of Funakoshi et a J .  (2000) who studied 

cani ne mammary gland tumors. However, unexpected ly, there was a reduction in peNA 

labe l ing during the in i t ial  stage of "cel l  death". This m ight be related to the deregu lation 

phenomena of neopl astic  progression (Hoshino, 1 992). 

In an attempt to evaluate the corre lation between breast cancer progression and the 

intensity of PCNA labe l ing, quantitative measurements were carried out using Scion 

image program. I t  is general ly not iced that the intensity of sta in ing gradual ly increases 

wi th progression toward breast cancer. S imi larly, Mo et a l .  (2004) reported that the 

express ion of peNA was sign ificantly related to progression of nasopharyngeal tumor in 

humans. However, Surowiak et a l .  (2005) used another pro l i feration marker, K i -67, and 
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found it useful III correlating its labe l ing intensity with the grading of ductal breast 

cancer. 

I V.4.  A lteration of p53 d u ri n g  development of breast cancer in rats 

P53 i a tumor suppressor gene which has an apparent role in the development 

breast cancer in humans, m ice, and rats (Hol lstein et a I . ,  1 99 1 ;  Ol ivier et a l . ,  2002 ; Zurer 

et a l .  2004). In the pre ent tudy, the expression of p53 protein was stud ied in a l l  lesions 

obta ined from DMBA-treated rats using mouse monoclonal antibody, PAb-240 clone. 

This  ant ibody detects both wi ld-type and mutant forms of p53 (Gannon et a1 . ,  1 990). The 

resu lts reveal that p53 is d ifferential ly expressed during breast cancer progression. It i s  

down-regulated i n  pre-neoplastic lesions, but up-regulated in mal ign ant tumors. Lee et a l .  

(2004) reported the sign ificant corre lation between p53 mutations and p53 over

expression . A lso it was reported that p53 prote in expression in  benjgn tumors is much 

less compared to that in  mal ign ant l esions. By using the same c lone of ant ibody, 

upregulation of the mutant form of p53 is observed in the advanced stages of human 

breast cancer (Andersen et a1. 1 993). These results are consistent with the data obtained 

in the present study. 

The correlation between p53 accumulat ion and the increase in tumor cel l  

pro l iferation has been also demonstrated i n  the present study. Therefore, as previously 

reported, it seems that p53 negatively regulates cel l  d iv ision and its mutation leads to 

aberrant regulation of cel l  pro l iferation ( Kesari et al., 1 997). 

An increasing number of studies are using molecular methods to analyze P53 

mutations in  cancer t issues. Mutations in p53 gene are very common in human cancers · 

they occur i n  20-40% of breast cancer cases ( Kalemi et a l . ,  2004) . I n  comparison to 



brea t cancer, 50% of adult cancers such as colon, stomach, I i  er and others are also 

characterized by p53 mutat ion (Jerry et a I . ,  2000). 

Most of the P53 mutat ions reported in  d i fferent types of tumors are c lustered 

w ith i n  exons 4-8, which encode a h ighly conserved region, conta ining the DNA binding 

domain of the prote in  (Jerry et a I . ,  2000). I n  the present study four of the exons of p53 

gene (exon 5, 6-7 8-9 and 1 0) were studied for poss ible mutations that may occur during 

brea t cancer development . It was possible to detect P53 polymorphi sm in  some rats with 

hyperp lastic mammary glands using SSCP technique (Fig. 23) .  The present results 

corre late w ith tho e of Keohavong et al . (2004) who reported P53 mutat ions i n  

indiv iduals with pre-invasive mammary gland lesions: atypical ductal hyperplasia and 

ductal carc inoma in situ. In mice, Jerry et al. ( 1 993) also reported over-expression of p53 

and its mutat ion in  hyperplastic mammary glands. 

It has been est imated that 3 3 .3% of the tumors analyzed in the present study show 

polymorphism in P53 exon 5. In the DMBA-treated rats, base substi tutions at A or 0 i n  

the  sense strand of the  cDNA accounted for 95% of a l l  the point mutat ions of P53 gene 

( Manjanatha et a I . ,  1 996). The predominance of purine (A or G) mutations is consi stent 

w ith the fact that DMBA-adduct formation preferent ia l ly occurs on dA and dO 

(Manjanatha et aI . ,  1 996) lead ing to depurination (Chakravarti et aI . ,  1 995).  

I V.S.  B lockage of B RCA I t rans locat ion d u ri n g  development of b reast 

ca n cer  in DMBA-t reated rats 

In the present study, BRCA I local ization us ing i mmunoh istochemistry revealed 

nuclear expression in luminal  epithe l ia l  duct cells. Progressive h istopathological changes 

toward breast cancer are assoc iated with a l teration in nuc lear local ization of BRCA l unt i l  

i t  becomes cytoplasm ic i n  mal ignant tumors. S imi lar cytoplasmic local ization of BRCA l 
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in brea t carcinoma was detected in studies conducted in humans using the same clone of 

the ant ibody (Chen et a I . ,  1 996; chofield et al . 2000). By using d ifferent ant ibodies 

pec ific for BRCA l ,  s imi lar resu lts were obtained . Feng et a l .  (2004) reported increased 

amount of cytoplasmic expression of B RCA I in breast cancer ce l ls after exposure to 

ion izing rad iat ion, uggest ing a role played by p53 in the al teration of this translocation 

process. It has been proposed that e l im ination of BRCA 1 from the nuc leus may be 

required for the cel l  to stop div id ing in response to DNA damage to avoid genomic 

in  tabi l ity ( Feng et aJ . , 2004). 

I n  order to examine whether B RCA I gene has been altered, RFLP technique was 

used . I n  the present study no mutation has been detected in exon 1 1  of B RCA I gene of 

a l l  rats examined. Therefore, based on these resu lts and those avai lable in the l iterature 

(Lee et a I . ,  1 999), it seems that a l teration of B RCA 1 local izat ion may be due to 

abnormal ity of molecules involved in the transport rather than mutation of the B RCA I 

gene itse lf. Feng et a l .  (2004) reported that DNA damage cause breast cancer progression 

that is  associated with the production of an inactive form of B RCA 1 .  The latter can not 

be targeted to the nucleus and, therefore, remains in the cytoplasm of cancer ce l l s .  Thus, 

impairment of the nuclear local ization signal and/or the nuc lear export signal  of B RCA I 

protein are possible explanations for the abnormal cytoplasmic local ization of B RCA I 

during breast cancer progression . 

I V.6. I n h ibit ion of breast cancer p rogressio n  in  rats by Vinca alka loids 

The DMBA-induced cancer model has been used extensively to test the 

preventive and curative potent ia l  of a variety of chemical compounds (Himes, 1 99 1 ;  

Rajeshkumar et aI . ,  2005 ;  Kotsopoulos et aI . ,  2005 ; Lai and S ingh, 2006). I t  has been 

shown that a single puri fied or sem i-synthetic Vinca a lkaloid, such as v inorelbine, has an 

--
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inh ibi tory effect on breast cancer progression . ui and Fan (2005) found that Vinca 

alkaloid (v incristine and inblastine) alter some D A-binding proteins, which in tum 

inhibited ce l l  cyc le progre sion. Other studies reported that Vinca alkaloid (vincri st ine 

and vinorelbine) may induce bcl-2 phosphorylation, and therefore inhibit ing its 

ant iapoptot ic activity (Pathan et al. 200 I ,  Wang et a l . ,  1 999). Recently, Martinez-Campa 

et a l .  (2006) attributed the effect of Vinca alkaloids (vincristine vinblastine and , , 

v inorelbine) to decreased expression of estrogen receptor alpha protein and its mRNA 

levels in the human breast cancer cel ls .  

In addit ion to the effects of a single alkaloid on the progression of breast cancer, 

we hypothesize that a combination of more than one alkaloid may have a synergist ic 

effect and become more effective in  the inhibition of breast cancer cel l  growth. 

Grover et aI . ,  2002 reported that oral adm in istration of 200 mg/kg body wtJday of 

crude extract of the areal parts of Vinca rosea plant for several weeks has no toxic effect 

on the rats .  I n  the present study, the same dose, 200 mg/kg body wt, but of a crude Vinca 

alkaloids extracted from the areal parts of Vinca rosea has been introduced into rats 

during the i n jtiation phase of breast carc inogenesis ( 7  days post DMBA administrat ion). 

An inhibi tory effect on the tumor development has been observed. On ly ] 5% of the rats 

developed tumors, i .e .  50% less than what developed in DMBA-treated rats. Tumors 

appeared after a lkaloid t reatment were not only few in number, but were a lso very smal l  

i n  s ize (2 .5  and 0. 1 4  gm). 

I t  seems that the early treatment during the in i tiation phase of breast cancer 

development is crucia l .  Rao et a l .  ( 1 985) reported that an extract prepared from the 

leaves of Piper belle blocks the progression of the neopl astic progression in DMBA-

treated rats. In contrast, treatment of the rats with the same extract at a later phase after 

development of tumors d idn 't show any significant inhibit ion in tumor growth. S im i lar 
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resu lts were al 0 ob erved b Russo et a l .  ( 1 990a). The found that earl adm inistration 

of chorion ic gonadotropin for 2 1  days into DMBA-treated rats decreased the inc idence of 

mammary tumors. The e resu lts were attributed to the abi l ity of chorionic gonadotropin 

to induce pS3-dependent programmed cell death in tumor cel l s  (Srivastava et aI., 1 997). 

However Rao ( 1 98 1 )  found that exposure of virgin female rats to asparagus-root-extract

d iet before the adm inistration of DMBA was associated with a reduction in the inc idence 

of mammary tumors. Th is effect was due to enhanced d ifferentiation of terminal ducts 

which, therefore, became less susceptible to carcinogenesis. 10 the present study, an 

attempt has been made to provide some explanation for the inhibitory effects of crude 

Vinca alkaloids on the incidence of breast cancer by examining some genes involved in 

ce l l  cycle  regulation. 

Wh i le immunoh istochemistry and RFLP analysis revealed no effect for Vinca 

alkaloids on the prote in  product and DNA sequence of BRCA l gene, protein products of 

both PCNA and pS3 genes appeared to be d irectly or indirectly affected by these crude 

a lkaloids. 

IV.6. 1 .  T reatment with  Vinca alkaloids down-regulates PCNA expression in DMBA

t reated rats 

I t  is wel l known that ant ibodies specific for PCNA can be used as a useful ce l l  

prol i feration marker to assess the effectiveness o f  cancer therapeutic agents (Denoyel l e  et 

aI . , 2003;  Thangapazham et a ! . ,  2006). Aziz et a 1 .  (2005) reported that PCNA expression 

corre lates positively with tumor s ize and h istological d ifferentiation of the mammary 

gland . A l so in  colon cancer, Zhou et a l .  (2000) found that the decrease in the s ize of 

tumors induced by I -methyl- l -n itrosourea correlate with the decrease in the amount of 

PCNA l abeled cel ls .  10 the present study, administration of Vinca alkaloids to DMBA-



treated rats induced an effective inhibitory action on PC A protein  expression in  the 

mammary gland . Counts of PC A-labeled cel ls in each of the pre-neoplastic and 

neoplastic mammary gland lesions de e loped after DMBA-plus-alkaloids treatment are 

sign ificant ly lower than those in rats treated on ly with DMBA. I n  add it ion, the label ing 

intensity of PCNA in the nuclei showed significant decrease in some tumors developed in 

the alkaloids-treated rats. Therefore, the decrease in both the PCNA labe l ing indices and 

its amount, as mea ured by immunohistochemistry, may explain the smal l  tumor size 

observed in some alkaloids-treated rats. 

The inhib itory effect of Vinca alkaloids on PCNA expression has been expla ined 

by B lajeski et a l .  (2002), who stated that microtubu le-disrupting agents, which thought to 

arrest cel ls  in m itosis in itiate a cascade of events involving upregulation of p2 1 leading to 

inh ibition of Cdc2-cycl in  B complex and PCNA, preventing interaction of the latter with 

other components of the DNA polymerase complex. 

In spite of the changes observed at the level of PCNA protei n, no polymorph ism 

has been detected in exon 1 of PCNA gene using PCR-SSCP analysis for both DMBA

treated and DMBA-plus-alkaloids treated rats. In 1 998, Bechte l et a l .  a lso found that 

al teration of PCNA during cancer development was not associated w ith genetic mutation. 

However, the contribution of altered PCNA in  the accumulation of genetic mutat ions and 

genomic instabi l ity was not exc luded. 

I V.6.2. Vinca a l ka loids dow n-regu la tes expression of m uta nt  p53 p rotei n in DMBA

treated rats 

A lteration of p53 expression and i ts mutation are common events that occur 

during cancer development. In the present study, the reduction in the inc idence and size 

of the DMBA-induced tumors in the mammary glands of Vinca alkaloids-treated rats is 
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a so iated with a reduction in p53 protein expre sion in two of the three tumors detected. 

The amount of p53 protein detected by Western blot analysis becomes more or less 

imi lar to that of control mammary glands (Fig. J 9). Therefore, the reduction in PC A

label ing in Vinca alkaloids-treated rats is associated with down-regulation of p53 

express ion . These resu lt are in agreement w ith those of Korkolopoulou et a l .  ( 1 994) who 

found s imi lar correlation between p53 expression and PCNA label ing indices. One may 

hypothesize that treatment with the crude extract of Vinca alkaloids inhibits the 

accumu lation of mutant p53 protein in the cel 1s during progression to breast cancer. Th is 

assumption cou ld be supported by Schwartz and Shk lar ( 1 996), who reported that 

carotenoids and ret inoids prevent DMBA-induced mal ignant transformation in vitro by 

inhibit ing expression of the mutant form of p53 and enhancing the tumor suppression 

function of p53 .  

When Vayssade e t  al . (2002) exam ined the effect of  the Vinca alkaloid 

incristine, on breast cancer cell l ines, up-regu lation of p53 - inducible genes was observed 

along w ith some increase in p53 m RNA and protein levels. Therefore, wi ld-type p53 

fac i l itates the response to ant i-microtubule agents which increase the expression of p53-

associated proteins, such as p2 1 ,  1 4-3-30, GADD45,  and bax. These proteins are known 

to be involved in cel l  cyc le  arrest, apoptosis or DNA repair (Vayssade et aI . ,  2002). 



Summary & Conclusion 

S U MMA RY & C O N C L US ION 

] n  th i s  study, a erie of h istopathological changes were induced in the mammary 

glands of W i  ter rats by administering a single oral dose of DMBA. These changes 

appeared to be repre entat ive of the variou pre-neoplastic and neoplastic events that 

occur during breast cancer development. Alteration of cel lu lar dynam ics leading to 

enhanced cel l  death was the first pre-neoplast ic event observed .  Thi s  was fol lowed by 

hyperplast ic and dysplastic changes leading to carc inoma in situ. Malignant lesions 

appeared in two forms cribriform and pap i l lary carc inomas and were more common than 

ben ign tumors : lactat ing adenoma and squamous ce l l  papi l loma. 

These morphological changes were associated with alteration in the expression of 

P A p53, and BRCA I proteins .  An init ia l  down-regu lation fol lowed by up-regulation 

In the expression of both PCNA and p53 fol lows the sequence of the morphological 

changes. Th i s  was assoc iated with polymorphism of exon 5 of the p53 gene. Whi le no 

change in the level of BRCA 1 protein  was detected, i ts translocation from the cytoplasm 

to nucleus was blocked during breast cancer progression. 

By using a crude extract of Vinca a lkaloids, it was possible to reduce the number 

of neoplastic lesions developed in DMBA-treated rats. These few lesions were smal l  in 

s ize and were characterized by inh ibition of PCNA expression and reduction in the 

amount of p53 mutant form. 

I t  i s  very l ikely that the observations reported in the present study are appl icable to 

humans because : 1 )  the overa l l  organization of the epithe l ia l  duct cel l s  of rat mammary 

glands are comparable to those of the human, 2) DMBA is a wel l  known environmenta l  

factor that may contribute to the etiology of  breast cancer in humans, 3)  most of  the 

h istopathological changes observed in the mammary glands of DMBA-treated rats are 

sim i lar to those reported in humans and 4) the three genes examined in this study are 
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h ighly conserved among mammal ian species. Therefore, one of the important chal lenges 

no is to know whether this very early stage of pre-hyperp lastic ce l l  death occurs in 

human . Then to use gene profi l ing technology to pinpoint some genes that could be 

usefu l  a early markers for screening women susceptible to develop breast cancer. 

Final ly, th is genetic approach cou ld also help pharmaceutical companies to design 

therapeutic and/or preventive agents against breast cancer. 



REFERENCES 



References 

R E F E R E N C ES 

Al i , M .  ( 1 998). Textbook of pharmacognosy. ati h Kumar Jain for CB Publ isher and 

d istributor . Delh i .  332-333 .  

ndersen, T . ,  Holm, R . ,  esland, 1 . ,  Heimdal, K ., Ottestad, L .  and Borre en, A.  ( I  993). 

Prognost ic sign i ficance of TP53 alterat ions in breast carc inoma. British journal 

of cancer. 68(3) :  540-8. 

Ariaz i , 1 .  L .  Haag J. D. Lindstrom M. 1 .  and Gou ld, M. N. (2005).  Mammary glands 

of sexua l ly  immature rats are more susceptible than those of mature rats to the 

carc inogenic lethal, and mutagenic effects of N-Nitroso-N-Methylurea. 

Molecular carcinogenesis . 43 :  1 55- 1 64. 

Aziz, S. A., Pervez ., Khan, S .  M., Kayani ,  N. and Nasir, M. 1. (2005). Prognost ic 

value of prol i ferating cel l  nuc lear antigen (PCNA) in infil terating ductal 

carc inoma breast. Journal of the College of Physicians and Surgeons--Pakistan. 

1 5(4):  225-229. 

Bargonetti J . ,  Friedman, P .  N ., Kern, S .  E ., Vogel ste in, B. ,  Prives, C. ( 1 99 1 ). Wi ld-type 

but not mutant p53 immunopurified proteins bind to sequences adjacent to the 

SV 40 orig in of repl ication. Cell. 65(6):  1 083-9 1 .  

Bechtel P .  E .  H ickey, R .  J ., Schnaper L. ,  Sekowski, J .  W. ,  Long, B .  R., Freund, R. ,  L iu, 

., Rodriguez-Valenzuela, C. and Malkas, L. H. ( 1 998). Un ique fonn of 

pro l i ferat ing cel l  nuclear antigen is present in mal ignant breast ce l ls .  Cancer 

Research. 5 8 :  3264-3269. 

Beckmann, M. W., Niederacher, D.,  Schnurch H .  G. ,  Gusterson, B. A.,  Bender, H. G. 

( 1 997). M ulti step carcinogenesis of breast cancer and tumour heterogeneity. 

Journal of molecular medicine. 75 :  429-439.  



References 

Bennett, L. M. ,  Brown lee, H. A., Haga ik., . and Wi eman, R. W. ( 1 999). equence 

anal si of the rat BRCA I homolog and its promotor region. Mammalian 

genome. 1 0 : 1 9-25 .  

B lajeski, A .  L. ,  Phan, V .  A. ,  Kottke, T .  J .  and Kaufmann S.  H .  (2002). G I and G 2  cel l 

cyc le arrest fol lowing microtubule depolymerization in human breast cancer ce l ls .  

Thejournal of clinical investigation. 1 1 0( 1 ) : 9 1 -99. 

Bojkova, B . ,  Ah lers, 1 . ,  Kubatka, P. Moc ikova, K., Mn ichova, M. and Ahlersova, E. 

(2000). Repeated administration of carcinogen in critical development periods 

increases susceptibi l ity of female Wistar:Han rats to mammary carc inogenesis 

induction. Neoplasma. 47(4): 230-233 .  

Budman, D .  R .  ( 1 992) .  New vinca a lkaloids and related compounds. Seminars in 

oncology. 1 9(6) :  639-645 .  

Central Counc i l  For Research In  Unan i  Medicine. ( 1 987). Physicochemical standards of 

Unani formulations, vol . 2, M in istry of health and fami ly  welfare. Govt. of 

I nd ia .  ew Delhi ,  2 1 2-2 1 3 . 

Chakravarti ,  D . ,  Pel J ing, J .  c. ,  Caval ieri, E .  L .  and Rogan, E .  G .  ( 1 995) .  Relating 

aromatic hydrocarbon-induced DNA adducts and c-H-ras mutat ions in mouse skin 

papi l lomas: the role of apurin ic sites. Proceedings of the National Academy of 

Sciences. 92:  1 0422- 1 0426. 

Chattopadhyay, R .  R. ,  Sarkar, S .  K., Gangu ly, S ., BaneIjee, R .  N., Basu, T. K. ( 1 99 1 ) . 

Hypoglycemic and antihyperglycemic effect of leaves of V inca rosea l inn. Indian 

journal of physiology and pharmacology. 35 (3) :  J 45-5 1 . 

Chattopadhyay, R .  R. ,  Sarkar, S. K . ,  Gangu ly, S . ,  Banerjee, R. N. ,  Basa, T.K. ( J  992). 

E ffect of extract of leaves of Vinca rosea linn. on glucose ut i l ization and glycogen 



Reference 

depo ition by i olated rat hemid iaphragm. Indian journal of physiology and 

pharmacology. 36(2) :  1 37-8 . 

hen, J . .  i l ver, D .  P . ,  Walpita, D .  Cantor, . B .  Gazdar, A .  F. Toml insom G . ,  Couch, 

P., Weber, B. L., Ash ley, T. Li  ingston, D.  M ., Scu l ly, R. ( 1 998). Stable 

interaction between the products of the BRCA 1 and BRCA2 tumor suppressor 

genes in mitotic and meiotic cel ls. Molecular cell. 2: 3 1 7-328. 

hen, K- , hepel ,  L. A., Huag, J .  D., Hei l  G .  M .  and Gou ld, M .  W .  ( 1 996). Cloning, 

genetic mapping and expre sion studies of the rat Brca 1 gene. Carcinogenesis. 

1 7(8) :  1 56 1 - 1 566.  

Chen. Y .  Chen C-F.  R i ley D. 1 ., Al lred, D.  C. ,  Chen, P. L., Von Hoff, D., Osborne, C .  

K .  and Lee, W.  H .  ( 1 995). Aberrant subcel lu lar local ization of BRCA I in breast 

cancer. Sciences. 270: 789-79 1 .  

Coene, E . ,  Van-Oostveldt, P . ,  Wi l lems, K. ,  Van Emmelo 1 .  and De Potter, C .  R.  ( 1 997) .  

B RCA I is local ized in cytoplasmic tube- l ike invaginations in  the nucleus. Nature 

genetics. 1 6 : 1 22- 1 24.  

Costa, 1 . ,  Solanas, M .  and Escrich, E.  (2002) .  Histopathologic characterization of 

mammary neoplastic lesions induced with 7, 1 2-dimethylbenz[ a Janthracene in the 

rat. A rchives afpathology & laboratory medicine. 1 26 :  9 1 S -927. 

Denoyel le. C.,  A lbanese, P., Uzan, G., Hong, L. ,  Vannier, 1 . ,  Soria, 1 .  and Soria C. 

(2003) .  Molecular mechan ism of  the anti -cancer activity of  cerivastatin, an 

inhibitor of HMG-CoA reductase on aggressive human breast cancer cel ls .  

Cellular Signalling. 1 5 : 327-338 .  

Dittmer, D . ,  Pati, S . ,  Zambetti, G . ,  Chu, S . ,  Teresky, A. K . ,  Moore, M . ,  Fin lay, C .  and 

Levine, A. 1. ( 1 993) .  Gain of function mutations in pS3 .  Nature genetics. 4( 1 ) : 

42-46. 



References 

Easton, D. F., B ishop D. T., Ford. D. and Crockford, G. P .  ( 1 993) .  Brea t Cancer 

Linkage Consort ium . Genetic l inkage analysis in fami l ial  breast and 0 arian 

cancer: results from 2 1 4  fam i l ie . American journal oJ human genetics. 52 :  678-

70 1 .  

E l ledge, R .  M .  and Al l red, D. C. ( 1 994). The P53 tumor suppressor gene in breast 

cancer. Breast cancer research and treatment. 32 :  39-47. 

Fan, M ., Goodwin, M .  E. ,  B i rrer M. J .  and Chambers, T. C.  (200 1 ) . The c-Jun N H2-

terminal protein kinase/AP- I pathway i s  required for efficient apoptosis induced 

by vinblastine. Cancer research. 6 1 : 4450- 4458.  

Fang, . ,  Lorick K .  L., Jensen, 1. P. and Weissman, A.  M. (2003). R ing finger ubiquitin 

prote in  l igases: impl ication for tumorigenesis, metastasis and for molecular targets 

in cancer. Cancer biology. 1 3 : 5 - 1 4 . 

Feng, Z .  Kachnic, L. Zhang, l, Powel l, S. N .  and Xia, F. (2004). DNA damage induces 

p53 -dependent BRCA I nuc lear export. The journal oj biological chemistry. 

279(27) :  28574-28584.  

Fraser, 1 .  A.,  Reeves, 1 .  R., Stanton, P. D.,  B lack, D. M. ,  Going, J .  J . ,  Cooke, T. G .  and 

Bart lett, J. M .  S. (2003) .  A role for B RCA I in sporadic breast cancer. British 

journal of cancer. 88 :  1 263- 1 270. 

Funakoshi, Y., Nakayama, H ., Uetsuka, K ., N ishimura, R. ,  Sasaki,  N .  and Doi, K .  

(2000). Cel lu lar pro l iferative and te lomerase activity in  canine mammary gland 

tumors. Veterinary pathology. 37 :  1 77- 1 83 .  

Gannon, J .  Y . ,  Greaves, R., Iggo, R .  and Lane, D.  P. ( 1 990). Activating mutation in  p53 

produce a common conformational effect. A monoclonal antibody specific for the 

mutant fonn. The EMBO journal. 9(5): 1 595 .  



References 

Grover, J .  K . ,  Yadav, . and Vats, V. (2002).  Medicinal plants of l ndia with anti

d iabetic potent ial . Journnl of ethnopharmacology. 8 1 : 8 1 - 1 00. 

Hayes, D. F. . (2000). Atlas of breast cancer. Harcourt publ ishers l im ited. London . 

2 . 5 .  

H imes, R .  H .  ( 1 99 1 ). Interactions of  the catharanthus ( Vinca) alkaloids with tubu l in  and 

microtubu les. Pharmacology & Therapeutics. 5 1 :  257- 267. 

Holl te in, M. ,  idransky, D. Vogel ste in, B .  and Harris, C. C. ( 1 99 1 ). P53 mutation in 

human cancers. Science. 253 :  49-53 .  

H o  h ino, T .  ( 1 992). Ce l l  kinetics o f  g l ial tumours. Revue Neurologigue . 1 48 :  396-40 1 .  

Hu l la, J .  E .  and Schneider, R .  P. ( 1 993). Structure of the rat p53 tumor suppressor gene. 

Nucleic acids re earch. 2 1  (3) :  7 1 3-7 1 7 . 

l ngvarsson, . ( 1 999). Molecu lar genetics of breast cancer progression . Cancer biology. 

9: 277-288 .  

Izumi,  Y. ,  Kim, S . ,  Yosh iyama, M. ,  Izumiya, Y . ,  Yoshida, K. ,  Matsuzawa, A . ,  Koyama, 

H .  N ish izawa, Y . ,  Ichijo, H ., Yosh ikawa, J . ,  lwao, Y. (2003). Activat ion of 

apoptosis signal-regu lating kinase 1 in injured artery and i ts critica l role in 

neo int imal hyperplasia. Circulation. 1 08(22): 28 1 2-28 1 8 . 

Jensen, R .  A. ,  Thrompson, M .  H . ,  Jetton, T. L. ,  Szabo C .  1 ., van der Meer, R. ,  Helou, B ., 

Tron ick, S .  R . ,  Page, D. L . ,  King, M .  C. and Holt, J .  T. ( 1 996) . BRCA 1 1S 

secreted and exhibits properties of a gran in .  Nature genetics. 1 2 : 303-308. 

Jerry, D.  J ., K ittre l l ,  F.  S., Kuperwasser, c.,  Laucirica, R. ,  Dickinson, E. S., Bon i l la, P. J . ,  

Butel, J .  S .  and Medina, D. A .  (2000). Mammary-specific model demonstrates 

the role of the p53 tumor suppressor gene in tumor development. Oncogene. ( J  9) :  

1 052  - 1 058 .  



References 

J erry, D. J .  Ozbun M .  ., Kittre l l , F. . Lane, D. P. Medina, D. and Butel, J. . ( 1 993). 

Mutat ions in p53 are frequent in the preneolpast ic stage of mouse mammary 

tumor development. Cancer Reseasrch. 53( 1 4): 3374-338 l .  

J orde L .  B . ,  Carey, J .  C. Bamshad, M .  1 .  and White, R.  L .  (2000). Medical genetics. 

Mosb Inc .  U A. 22 J -222, 226-227, 233, 237.  

Kaklaman i s, L. ,  Gatter, K .  c . ,  Mortensen, . , Baigrei, R. J . , Heryet, A. ,  Lane, D. P. and 

Harris, A. L. ( 1 993). P53 expression in colorectal Adenoma. Americanjournal 

of pathology. 1 42( 1 ) : 87-93. 

Kalemi T. G. ,  Lambropoulos, A .  F . ,  Gueorgu iev, M. ,  Chrisafi, S. Papazisis, K.  T. and 

Kotsis, A. (2004). The association of p53 mutations and p53 codon 72, Her 2 

codon 655 and MTH FR C677T polymorphisms with breast cancer in Northern 

Greece. Cancer Lellers. 222:  5 7-65 .  

Keohavong, P . ,  Gao W .  Mady, H .  H . ,  Kanbour-Shak ir, A.  and Melhem, M.  F .  (2004). 

Analysis of p53 mutat ions in ce l l s  taken from paraffin-embedded t issue sections 

of ductal carc inoma in situ and atypi cal ductal hyperplasia of the breast. Cancer 

letters .  2 1 2 : 1 2 1 - 1 30. 

Kesari, A. L. ,  Chel lam, V .  G. Nair, P. P., Aluned, I . , Madhavan, 1 . ,  Thomas, P. A., Nair, 

M .  K .  and Pi I lai ,  M .  R .  ( 1 997). p53 tumor suppressor protein and t issue 

pro l i ferative fraction in infi ltrating duct carc inoma. Journal of surgical oncology. 

65 :  1 59- 1 63 .  

Kom itowski, D . ,  Sass, B.  and Laub, W.  ( 1 982). Rat mammary tumor c lassificat ion: 

Notes on comparative aspects. Journal of the National Cancer Institute. 68( 1 ) : 

1 47- 1 56 .  

Korkolopoulou, P . ,  Christodou)ou, P., Lekka-Katsoul i ,  I . ,  Kouze ) is, K., Papan ikolaou, A. ,  

Panayot ides, 1 . ,  Mariatos P. ,  Thomas-Tsagl i, E. and Crocker, J .  ( 1 994). 



References 

Progno tic signi ficance of pro l iferating cel l nuc lear ant igen (PC A) expression in 

gl iomas. His/opalhoipgy. 25 :  349-355 .  

Kotsopoulos J . , Medl ine, A . ,  Ren lund. R . ,  ohn K-J ., Martin, M. ,  Hwang, S. W.  Lu, . ,  

Archer, M .  C.  and Kim, Y - 1 .  (2005). Effects of  dietary folate on  the development 

and progres ion of mammary tumors in rats. Carcinogenesis. 26: 1 603- 1 6 1 2 . 

Kubatka, P., Ahlersova, E., Ahlers, 1 . ,  Bojkova, B. ,  Kal icka K . ,  Adamekova, E., 

Markova, M ., Chami lova, M. and Cermakova, M. (2002). Variabi l i ty of 

mammary carc inogenesis induction in female Sprague-Dawley and Wistar:Han 

rats :  the effect of season and age. Physiological research. 5 1 :  633-640. 

Lai, H. and Singh N .  P. (2006). Oral artemisin in prevents and delays the development 

of 7, 1 2 -d imethylbenz[a]anthracene (DMBA)-induced breast cancer in the rat. 

Cancer Letters. 23 1 :  43-48.  

Lamartiniere, C .  A. ,  Murri l l , W.  B. ,  Manzo l i l Jo, P .  A.,  Zhang, J .  X ., Barnes, S. Zhang, 

X ., Wei, H .  and Brown N .  M .  ( J  998). Genistein alters the ontogeny of mammary 

gland development and protects against chemical ly- induced mammary cancer in 

rats. Proceedings of the Society for Experimental Biology and Medicine. 2 1 7(3) :  

3 5 8-364 . 

Lee, c.,  Kim, W.,  Lim, J ., Kang, M., K im, D. and Kweon, O. (2004). Mutation and 

overexpression of p53 as a prognost ic factor in canine mammary tumors. Journal 

of veterinary science. 5( 1 ): 63-69. 

Lee, S., Mohsin, S .  K., Mao, S., H i lsenbeck, S .  G., Medina, D. and A l lred, D. C. (2006). 

Hormones, receptors, and growth in hyperplastic enlarged lobu lar units: early 

potential precursors of breast cancer. Breast cancer research. 8( 1 ) : R6. 

Lee, W-Y.,  l in, Y -T., Chang, T-W., Lin, P-W.  and Su, I - J .  ( 1 999). lmmunolocal ization 

of B RCA ] prote in in normal breast cancer tissue and sporadic invasive ductal 



Reference 

carc inomas: a correlation with other biological parameter. Histopathology. 34 :  

J 06- 1 1 2 . 

Lenn ington W. J ., Jensen, R. A.,  Dalton, L. W. and Page, D. L .  ( 1 994). Ductal 

carc inoma in situ of the breast. Cancer. 73 :  1 1 8-24 . 

Le ine. A .  J . ,  Momand, J .  and Fin lay C. A .  ( 1 99 1 ). The P53 tumor suppressor gene. 

ature. 35 ] :  453-456. 

Lipponen, P. ,  J i, H . ,  Aaltomaa, S., yrjanen, S. and Syrjanen, K. ( 1 993). p53 protein 

expression in breast cancer as related to h istopathologjcal characteristics and 

prognosis. Internationaljournal ofcancer. 55 :  5 1-56. 

L i ska, J . , Galbavy, S . ,  Macejova, D., Zlatos, J .  and Brtko, J .  (2000). Histopathology of 

mammary tumours in female rats treated with l -methyl- l -n i trosourea. Endocrine 

Regulations. 34 :  9 1 -96. 

Long, B. 1 ., Je lovac, D., Handratta, V., Thiantanawat, A., MacPherson, N., Ragaz, J . ,  

Goloubeva, O. G. and Brodie, A.  M .  (2004). Therapeutic strategies us ing the 

Aromatase i nhibitor Letrozole and Tamoxi fen in a breast cancer model .  Journal 

of the arional Cancer Institute . 96(6): 456-465. 

Manjanatha, M.G., Chen, 1 .  B.,  Shaddock, J .  G .  Jr., Harris, A. J ., Shelton, S. D. and 

Casciano, D. A.  ( 1 996) . Molecular analysis of lacI mutations in Rat2 cel l s  

exposed to  7, 1 2- d imethylbenz[ a Janthracene: evidence for DNA sequence and 

D A strand biases for mutation. MuLation research. 372 :  53-64. 

Mart in, A. and Weber, B. L. (2000). Genet ic and hormonal risk factors in brea t cancer. 

Journal of the National Cancer institute. 92( 1 4) :  1 1 26- 1 1 35 .  

Mart inez-Campa, c . ,  Casado, P., Rodriguez, R . ,  Zuazua, P., Garcia-Pedrero, J .  M . ,  Lazo, 

P. S. and Ramos, S. (2006). Effect of Vinca alkaloids on ERalpha leve ls  and 



References 

tradiol-induced respon es m MCF-7 CeJ ls. Breast Cancer Re earch and 

TreaLment. 

Matu lka, L. A .  and Wagner, K. (2005) .  Models of breast cancer. Cancer. 2( 1 ) : 1 -6. 

Menon, R., Bartley J . ,  om, . and Banerjee, M. R.  ( 1 987). Metabol i sm of 7, 1 2-

Dimethy lbenz[a]anthracene by mouse mammary cel ls  in serum-free organ cul ture 

medium. European journal 0/ cancer & clinical oncology. 23(4):  395-400. 

M i lner, J. and Medcalf, E. A. ( 1 99 1 ). Cotranslation of activated mutant p53 with wi ld 

type drives the wi ld-type p53 prote in  into the mutant conformation. Cell. 65(5) :  

765 -774. 

Mo, H. Y., Zhang, C. Q. Feng, K. T., Zhang F. ,  Hong, M. H. and Sun, Z.  Y.  (2004). 

Expression of P53 and PCNA in  nasopharyngeal carc inoma and their relation with 

c l in ical stage, VCAlIgA EAlIgA,  rad iation sensib i l ity, and pognosis. Aizheng 

Chinesejournal o/cancer. 23( 1 1 Suppl) :  1 5 5 1 - 1 554 .  

Muel ler, R .  C .  and Roskel ley, C. D. (2002) .  Regu lation of B RCA I expression and its 

re lation to sporadic breast cancer. Breast cancer research. 5: 45-52.  

Murata, 1 .  and De Luca, V .  (2005) .  Local ization of taberson ine 1 6-hydroxylase and 1 6-

OH tabersoni ne- 1 6-0-methyltransferase to leaf epidermal cel l s  defmes them as a 

major site of precursor biosynthesis in  the v indol ine pathway in Catharanthus 

roseus. The Plant Journal. 44: 5 8 1 -594. 

Ol iv ier, M. Eeles, R., Hol l ste in,  M., Khan, M. A., Harris, C. C .  and Hainaut, P. (2002). 

The IARC TP53 Database : New On l i ne Mutation Analysis and Recommendations 

to Users. Human mutation. 1 9 : 607-6 1 4 . 

Ottin i ,  L . ,  D'Amico, c.,  Noviel lo, c., Lauro, S., LaUe, M. ,  Fomarini ,  G. ,  Colantuoni, O. 

A., Pizzi, c., Cortesi, E., Carl i n i, S. , Guadagni, F. Bianco, A. R., Frat i, L., 

Contegiacomo, A. and Mariani-Costantini ,  R. (2000). B RCA 1 and BRCA2 



References 

mutation in central and southern Italian pat ients. Breast cancer research. 2(4): 

307- 1 0 . 

Pathan, . A ime- empe, C, Ki tada, . Basu, A., Haldar, S. and Reed, J. C. (200 1 ). 

M icrotubu le-target ing drugs induce bc l-2 phosphorylation and association with 

Pin 1 .  Neoplasia. 3 :  5 50-559. 

Peck, J .  D., Hu lka, B .  S .  Poole, c., Savitz, D.  A. ,  Bair� D. and Richardson, B .  E.  

(2002). Steroid hormone levels  during pregnancy and incidence of maternal 

breast cancer. Cancer epidemiology, biomarkers & prevention. 1 1  (4): 36 1 -8 .  

Perez-Va l les A. ,  Martore l l -Cebol lada, M. ,  Nogueira-Vazquez, E .  and Garc ia-Garc ia, J .  

A .  (200 1 ) . The usefulness of antibodies to the B RCA 1 protein in detecting the 

mutated B RCA 1 gene. An immunohistochemical study. Journal of clinical 

pathology. 54 :  476-480. 

Porter, P. L., Gown, A.  M ., Kramp, S .  G. and Coltrera, M. D. ( 1 992). Widespread p53 

overexpression in human mal ignant tumors. An immunohistochemical study using 

methacam-fixe� embedded t issue. The A merican journal of pathology. 1 40( 1 ) : 

1 45-53 .  

Prince, M ., Campbe l l, c.,  Robertson, T . ,  Wel ls, A .  and Kle iner, H .  (2005). Natural ly 

occurring coumarins inhibit 7 , 1 2- d imethylbenz[a]anthracene DNA adduct 

formation in mouse mammary gland. Carcinogenesis. [ I n  Press]. 

Qiu c., Shan, L., Yu, M .  and Snyderwioe, E. G. (2005) .  Steroid honnone receptor 

expression and pro l iferation in rat mammary gland carc inoma induced by 2-

amino- l -phenyl im idazo[4, 5 -b-]pyrid ine. Carcinogenesis. 26(4): 763-769. 

Rajeshkumar, N .  Y ., Rai, A.  and Gulati, A. (2005). Endothel in B receptor agonist, I R L  

1 620, enhances the anti-tumor efficacy o f  pac l i taxel i n  breast tumor rats. Breast 

Cancer Research and Treatment. 94 : 237-247. 

80 



Reference 

Rana, M .  A. Khanam, J. A. and Asad-Ud-Dau la, M .  (2004). Antineoplastic screen ing of 

orne medicina l  plants against Ehrlich ascites carcinoma in m ice. Journal of 

Medical. Science . 4(2): ] 42- ] 45 .  

Rao A.  R .  ( 1 98 1 ). Inhibition action o f  Asparagus racemosus on DMBA-induced 

mamm ary carcinogenesis in rats. inlernationaljoumal ofcancer. 28:  607-6 1 0 . 

Rao, A .  R . ,  inha, A.  and e lvan R .  S .  ( 1 985) .  Inh ibition action of  Piper betle on the 

in it iation of 7, 1 2-d imethylbenz[a]anthracene-induced mammary carcinogenesis in 

rats. ancer Letters. 26 :  207-2 ] 4 .  

Ra croft, L .  chmidt, 1 .  R . ,  Yoas, K . ,  Hao, M .  M .  and Lozano, G .  ( 1 99 1 ) . Analysis of 

p53 mutants for transcriptional act ivity. Molecular and cellular biology. ( 1 2) :  

6067-6074 . 

Rehman, S . ,  Crow 1 .  and Reve l l, P. A .  (2000). Bax protein expression in DCI S  of the 

breast in re lation to invasive ductal carc inoma and other molecular markers. 

Pathology oncology research. 6(4): 256-263 . 

Rosen ,  E .  M . ,  Fan S . ,  Peste l l , R .  G .  and Goldberg, 1 .  D. (2003) .  B RCA 1 gene in breast 

cancer. Journal of cellular physiology. 1 96 :  1 9-4 1 .  

Rowinsky. E .  K .  and Donehower, R .  C .  ( 1 99 ] ) . The c l in ical pharmacology and use of 

antirn icrotubule agents in cancer chemotherapeutics. Pharmacology and 

Therapeutic. 52 :  35-84. 

Rundle A. ,  Tang, D., H ibshoosh, H ., Estabrook, A., Schnabel, F., Cao, W. Grumet, S .  

and Perera, F. P .  (2000). The re lationsh ip  between genetic damage from 

polycycl ic aromatic hydrocarbons in breast t issue and breast cancer. 

Carcinogenesis. 2 1 :  1 28 1 - ]  289.  



Reference 

Ru so I .  H .  Koszalka, M., Gimotty, P. A. and Rus 0, 1. ( l 990a). Protect ive effect of 

chorionic gonadotropin on DMBA-induced mammary carcinogenesis. British 

journal of cancer. 62 : 243-247 .  

Ru 0 ,  I .  H. and Russo, J .  ( 1 978). Developmental stage of the Rat mammary gland as 

determ inant of its susceptibi l ity to 7, 1 2-Dimethylbenz[a]anthracene. Journal of 

the National Cancer Institute. 6 1 (6): 1 439- 1 449. 

Rus 0, 1 .  H. and Russo, J. ( 1 996). Mammary gland neoplasia in long-term rodent 

tudies. Environmental Health Prospectives. 1 04(9): 938-967 . 

Russo J . ,  Gusterson, B .  A ., Rogers, A .  E . ,  Russo, 1. H ., Wel l ings, S. R. and Van Zwieten, 

M. J .  ( J  990b). B iology of Disease: Comparati ve study of human and rat 

mammary tumorigenesis. Laboratory investigation. 62(3 ) :  244-278. 

Russo, J .  and Russo, I . H .  ( 1 987).  B iology of d isease: Biological and molecular bases of 

mammary carcinogenesis. Laboratory investigation. 57(2) :  ] 1 2- 1 3  7 .  

Russo 1 .  and Russo, 1 .  H. (2000). Atlas and h istologic c lassification of Tumors of rat 

mammary gland. Journal of mammary gland biology and neoplasia. 5(2) :  1 87-

200. 

Russo, J ., Russo, LH . ,  Rogers, A .E. ,  Van Zwieten, M.l. and Gusterson, B .  ( l 990c). 

Pathology of tumors in laboratory an imals.  Tumors of the rat. Tumors of the 

mammary gland. International Agency for Research on Cancer Scientific 

Publication. (99):  47-78. 

Russo, J . ,  Tay, L. K. and Russo, 1 .  H. ( 1 982). D ifferent iation of the mammary gland and 

susceptib i l ity to carc inogesis. Breast Cancer Research and Treatment. 2: 5-73 . 

Sarbia, M ., Porschen, R., Borchard, F. ,  Horstmann, 0., Wi l lers, R .  and Gabbert, H .  E .  

( 1 994). p53 protein expression and prognosi s  in squamous cel l  carc inoma of the 

esophagus. Cancer. 74(8): 22 1 8-23. 



Reference 

chofield, A. ., Payne, . , Ros , v. G. Mi l ler, 1. D., He , . D. and Haites, . E. 

(2000) .  Immunohi tochemical detection of a germl ine BRCA 1 mutation in breast 

cancer and ovarian cancer fam i ly. The Breast .  9: 286-29 1 .  

chwartz, J .  and hklar, G .  ( 1 996). G lutathione inh ib its ora] carcinogenesis, pS3 

expression, and angiogenesis. Nutrition and cancer. 26:  229 -36. 

cul ly, R. ,  Chen, J .  Plug, A. ,  Xiao, Y .  Weaver, D.,  Feunteun, J.,  Ash ley, T. and 

L iv ingston, D. M. ( 1 997) .  Assoc iation of BRCA l with RadS l in mitot ic and 

meiotic cel ls .  Cell. 88: 265-275 .  

cul ly, R . ,  Ganesan, S . ,  Brown, M ., De  Caprio, J .  A. ,  Cannistra, S .  A . ,  Feunteun, J . ,  

chnitt, . and Livingston D. M. ( 1 996) . Local ization of B RCA 1 in human and 

ovarian cancer cel ls. Sciences. 272(5258) :  1 23- 1 26 .  

hen S .  X . .  Weaver, Z. ,  Xu, X. ,  Li,  C, Weinstein, M. ,  Chen, L . ,  Guan, X .  Y .  Ried,  T., 

and Deng, C X. ( 1 998) .  A targeted disruption of the murine Brca 1 gene causes 

g- irradiation hypersensit ivity and genetic instabi l ity . Oncogene. 1 7 : 3 1 1 5-3 1 24.  

ingh,  S .  ., Vats, P . ,  Sur i ,  S . ,  Shyam, R . ,  Kumria, M .  M .  L. ,  Ranganathan, S .  and 

Sridharan K. (200 1 ) . Effect of an antid iabetic extract of CaLharanthus roseus on 

enzymat ic activ it ies in streptozotoc in induced d iabetic rats. Journal of 

eLhnopharmacology. 76(3) :  269-277.  

Singh, M ., McGin ley J .  N. and Thompson, H. J .  (2000). A companson of the 

h istopathology of premal ign ant and mal ignant mammary gland lesions induced in 

sexual ly immature rats with those occurring in the human. Laboratory 

investigation. 50: 22 1 -23 1 .  

S inha D. K. ,  Pazik, J. E. and Dao, T. L. ( 1 983). Progression of rat mammary 

development with age and its relationship to carcinogenesis by a chemical 

carc inogen. International journal of cancer. 3 1 :  32 1 -327 .  



Reference 

mith, . A. Easton, D. F. E ans, D. G., Ponder, B .  A. ( 1 992). A l lele losses in the 

region 1 7q 1 2-2 1 in fami l ial  breast and ovarian cancer in olve the wi ld-type 

chromosome. a/ure genetics. 2 :  1 28- 1 3 I .  

mym iotis, Y.,  Theodosopou los, T. Marin is  A. ,  Goula, K . ,  Psychogios, J ., Kondi -Pafiti 

A. (2005) .  Metastatic d isease in  the breast from nonrnammary neoplasms. 

Europeanjournal of gynaecological oncology. 26(5) :  547-550. 

n a tava, P., Russo, J .  and Russo, 1 .  H .  ( 1 997). Chorionic gonadotropin inhibits rat 

mammary carcinogenesis through acti vation of programmed cel l  death. 

Carcinogenesis. 1 8(9) :  1 799- 1 808.  

teinetz, B.  G. ,  Gordon, T., Lasano S. ,  Horton, L. ,  Ng, S .  P. , Zel i koff, J .  T. Nadas A. 

Bosland, M. C.  (2006). The parity-re lated protection against breast cancer is 

compromized by c igarette smoke during rat pregnancy: observations on 

tumorigenesis and immunological defenses of the neonate . CarCinogenesis. 

ui,  M .  and Fan, W.  (2005) .  Combination of gamma-radiat ion antagonizes. The 

cytotoxic effects of v incristine and vinblastine on both m itotic arrest and 

apoptosis. International journal of radiation oncology, biology, physics. 6 1 (4): 

1 1 5 1 - 1 1 5 8 .  

Sukumar, S., McKenzie, K.  and Chen Y .  ( 1 995). Animal models for breast cancer. 

Mutation research. 333 :  37-44 . 

urowiak. P., Pudelko, M ., Mac iejczyk, A.,  Dziegiel, P . ,  Woj nar, A. and Zabel ,  M .  

(2005). The re lationship of  the expression of pro l iferation-related antigens K i67 

and PCNA in  the cells of ductal breast cancer with the d i fferentiation grade. 

Ginekologia polslca. 76( 1 ) :  9- I 4 .  



Reference 

Teramoto, T. atonaka., K. ,  K itaza\ a., ., Fuj imori T., Hayashi, K .  and Maeda., 

( J  994) .  p53 gene abnormal ities are c losely re lated to hepatoviral infections and 

occur at a late tage of hepatocarcinogenesis. Cancer research. 54( 1 ) : 23 1 -5 .  

Thangapazham, R .  L.,  ingh, A K . ,  Shanna A ,  Warren, J . ,  Gadd ipati, J .  P .  and 

Mahe hwari, R. K. (2006). Green tea polyphenols and its constituent 

epigal locatechin gal late inhib its pro l iferation of human breast cancer ce l l s  in vitro 

and in v i  o. Cancer Letters. 

Thordarson G. ,  J in, E. ,  Guzman, R .  C. ,  Swanson, S. M. ,  Nandi, S. and Talamantes, F.  

( 1 995).  Refractoriness to mammary tumorigenesis  in parous rats: is it caused by 

pers istent changes in the hormonal environment or permanent biochem ical 

alterations in the mammary epithel ia .  Carcinogenesis. 1 6 : 2847-2853 .  

Trombino, A F. ,  Near R .  1 . , Matulka, R .  A, Yang S . ,  Hafer L .  l, Tose l l i , P.  A. ,  Kim,  

D.W., Rogers, A E. ,  Sonenshein, G .  E .  and Sherr D.  H .  (2000). Expression of 

the aryl hydrocarbon receptor/transcription factor (AhR) and AhR-regulated 

C Y P ]  gene transcripts in a rat model of mammary tumorigenesis. Breast cancer 

research and treatment. 63 : 1 1 7- 1 3 l .  

Vancutsem, P .  M . ,  Lazarus, P .  and Wi l l iams, G .  M .  ( 1 994) .  Frequent and speci fic 

mutations of the rat p53 gene in hepatocarc inomas induced by tamoxifen. Cancer 

research. 54 :  3 864-3867.  

Vayssade, M. ,  Faridoni-Laurens, L. ,  Benard, J .  and Ahomadegbe, l (2002). Expression 

of P53-fami ly members and associated target molecules in breast cancer ce l l  l i nes 

in  response to vincri st ine treatment. Biochemical pharmacology. 63: ] 609- ] 6 1 7 . 

Volkmann, A., Doffmger, R. ,  Ruther, U .  and Kyewski, B. A ( 1 996). Insertional 

mutagenesis affecting programmed ce l l  death leads to thymic hyperplasia and 

altered thymopoiesis. Journal of Immunology. 1 56( 1 ) : 1 36- ] 45 .  

--
---=------------��-=----------��-==---= 85 



ReJerences 

Wang L. G., Liu, X. M ., Krei , W .. Budman, D. R . .  ( 1 999). The effect of 

antim icrotubule agents on ignal transduction pathways of apoptosis :  A review. 

Cancer Chemolher Pharmacol. 44: 3 5 5-36 1 .  

Weroha, . J . , Li, . A., Tawfik, O. and Li, J, J .  (2006). Overexpression of cyel ins D l  

and D3 during estrogen-induced breast oncogenesis i n  female ACI rats. 

Carcinogenesis. 27(3) :  49 1 -498. 

Wu, K. ,  Weng Z.,  Tao Q., Lin, G. ,  Wu, X .  Qian, H ., Zhang, Y . ,  Ding, X. ,  J iang, Y .  and 

h i ,  Y .  E. (2003) .  Stage-spec ific expression of  breast cancer-specific gene y

Synuc le in .  Cancer epidemiology, Biochemistry and prevention. 1 2 : 920-925 .  

X ie B ., Tsao, S .  W.  and Wong, Y .  C .  ( 1 999). Induction of high incidence of mammary 

tumour in  female Nobe l rats with a combination of 1 7�-oestradiol and 

testosterone. Carcinogenesis . 20(6): 1 069- 1 078.  

Yoshikawa, K. ,  Honda, K. ,  I namoto, T. ,  Shinohara., H. ,  Yamauchi, A.,  Suga, K. ,  

Okuyama, T. ,  Shimada., T., Kodama, H ., Noguchi ,  S . ,  Gazdar, A .  F . ,  Yamaoka, Y.  

and Takahashi, R .  ( 1 999). Reduction of B RCA 1 prote in expression in Japanes 

sporadic breast carcinomas and its frequent loss in BRCA I -assoc iated cases. 

Clinical cancer research. 5 :  1 249- 1 26 l .  

Zhang, Z . o  L iu  Q., Lantry, L .  E . ,  Wang, Y . ,  Kel loff, G .  J ., Anderson, M .  W.,  Wiseman, 

R .  W ., Lubet, R. A. and You, M .  (2000). A germ- l ine p53 mutation accelerates 

pulmonary tumorigenesis :  p53- independent efficacy of chemopreventive agents 

Green tea or Dexamethasone/myoinositol and chemotherapeutic agents taxol or 

adriamyc in .  Carcinogenesis. 60: 90 ] -907. 

Zhou, S . ,  Wang, G. ,  Chen, B .  and Wang, P. (2000). Effect of d ietary fatty acids on 

tumorigenesi s of colon cancer induced by methyl n itrosourea in rats. Journal oj 

Environmental, Pathology, Toxicology and Oncology. 1 9 : 8 1 -86. 



References 

Zurer, 1 . ,  Hof: elh, L .  J. Cohen Y.  Xu-Wel l i  er, M. Hu sam, . P. , Harris, C.  C. and 

Rotter, V. (2004) .  The role of p53 in ba e excision repair fol lowing genotoxic 

tre s. Carcinogenesis. 25( 1 ) : 1 1 - 1 9 . 



. BR I -' PC 

89 



..:...� t'-_...i:i) � �LJI J..,l y..ll .lhJ 0c rt- )  . . ,J I YJ .:...I .JL.. , I 4J - ..r .. .......ill � .:... 'lbyJI 

� �I�I �ib. ..} . q�1 cllbY-:' �� I ..} �.J � .lLi � J..,l y.lI 01 )' 1 'q�1 -.::lbY-:' �l...o . , 

7. 1 2- j-.-A o.l� � .?  i'1� . �J ,jI�1 ":"'L...;! � q�l cllb� ":"'I�1 

�I l yJI �i .fo-: .;ill J  (�I clj.J 0c � / � 80) d imethylbenz[aJanthra ene (OMB 

ulb� .J.,........h; � � �I ofi,..JI j.:..1-.rJI � �..?JI J �):JI .:...1.i....:J1 u...." .,J -ill:l �y.-JI 

�L....:::JI L<:. �l lJfo 0c .�..?WI <.,?i"J1 �\ .DMBA • .lL..,> cl �1 Jj>iJ1 c�yU i'1..b..:l......'-! i..ji"J1 

Li.......;� .A.....DJ '�J)I �I �I ( 1  :-....J �L....J I.A �  f> DMBA ;;.lL...., 4..:,..,b...JI � �I .J  

.A.....ll.J .;i"J1 � � u4in,J1 � �I �I �Iy (2 'qi"J1 �i ..} 4)}JI �.,JY411 .:...I �I 

L.i,� B RCA I .J PC A uL......i,;JJ� �L;.. i'�\ .:...I.l� i'1�,-! I.A� �� 0---L 

J...-=..I y � �fo i'J:k> �1 .J.l 4J.Jb.....J u4iJyll .ill; � � L... u....".,J dmmunohi tochemistry 

�J J.;; Western blotting �� i'1..b..:l......'-! p53 Ui>JY ctu) � ':"'I�I �Iy (3 '..,.si"JI cllb...r- .).,hi 

.A.....ll J P53  J PC A, BRCA I .:...� � uI.).b ..:....J� �K...) �Iy (4 '.;i"J1 �\ ..} i'.J .,JI .J� 

ingJe � i'1..b..:l......1 � 0c J Polymera e chain reactions � i'1..b..:l......'-! U\..i:.?J1 b ib. � �� 

restriction fragment length J stranded confonnat ional polymorphism ( S  P) 

.i..ji"J1 cllb...r- J.,hi � uI.).b .;i .ly:.J UC � .!l.l�J polymorph ism (R FLP) 

� �I JJ.ill <.,?i"J1 �\ � i'.J..,J1 .J� �J J.;; d�1 0c �.h..ll <.,?�I �I �i .li\ 

.• .l..l.........UJ1 <L...b.1� .;�I cllb...>-----" clfo .J� ui � ul �1 0c �I b ib. . OMBA o.}L..,> � 

� • y:. yJl 4.;!.;h]1 d yill � � C"" jj uc .. ).:>C- w.i\.S <.,? i"J1 uLb...r- .JybJ � ".fi+J1 uI �I l.S.b.)'! 

� uI�1 bi.......A. � .lWc.'Y'-!S . ul yill oib. �y,U � �I 4)l:J1 0c � �  �Iji C"" ,<.,?�I o.lC. 

lr-L <.,?ii.l1 � c tu! � ".l4jll 0c J.:..l y  • .lc- 4.h-.rJ1 bib. ..:.J:. . '4)l:J1 uy 4.h�. 4.h-.rJ1 b� oju;,'/I 

� uu---S:u il......,> qi"JI �\ 0c �.h..lI .J 'FI lib. ctu) � Jh -.?-)l1 �I �i loS ,�I �I 

88 





o�1 �yJl �1.JL.o'i1 �4-
y.la.l\ ��\.J.ll\ oJ� 

�I �� �L.o �L.ij,l 

(o�1 ��) �� ��JJl� 
(2001-2000) o�\ �yJ\ �\.JL.o'i\ �4- ,�.jla..l\ � 

o�\ �yJ\ �\.JL.o'i\ �4-
�I �� � �W\ �.JJ � J�\ �1.'lh'jJ 'J�I 

2006 


	United Arab Emirates University
	Scholarworks@UAEU
	2006

	Expression of Tumor Suppressor Genes during Breast Cancer Progression in the Rat
	Wafa Saqer Rashid Abdullah Aldhaheri
	Recommended Citation


	0000
	0002
	0003
	0004
	0006
	0008
	0010
	0012
	0014
	0016
	0018
	0020
	0022
	0024
	0026
	0028
	0030
	0032
	0034
	0036
	0038
	0040
	0042
	0044
	0046
	0048
	0050
	0052
	0054
	0056
	0058
	0060
	0062
	0064
	0066
	0068
	0070
	0072
	0074
	0076
	0078
	0080
	0082
	0084
	0086
	0088
	0090
	0092
	0094
	0096
	0098
	0100
	0102
	0104
	0106
	0108
	0110
	0112
	0114
	0116
	0118
	0120
	0122
	0124
	0126
	0128
	0130
	0132
	0134
	0136
	0138
	0140
	0142
	0144
	0146
	0148
	0150
	0152
	0154
	0156
	0158
	0160
	0162
	0164
	0166
	0168
	0170
	0172
	0174
	0176
	0178
	0180
	0182
	0184
	0186
	0188
	0190
	0192
	0194
	0196
	0198
	0200
	0202
	0204
	0206
	0208
	0210
	0212
	0214
	0216
	0218
	0220
	0222
	0225
	0227
	0229
	0231

		2016-11-27T14:19:29+0400
	Shrieen




