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Abstract.

 

Objectives

 

: Fibroadenoma is the most common benign
mammary condition among women aged 35 or
younger. Expression of Ki-67 antigen has been
used to compare proliferative activity of mammary
fibroadenoma epithelium in the follicular and luteal
phases of the menstrual cycle. 

 

Materials and methods

 

: Ninety eumenorrheic women
were selected for tumour excision; they were assigned
to either of the two groups, according to their phase
of menstrual cycle. At the end of the study, 75
patients with 87 masses were evaluated by epithelial
cell Ki-67 expression, blind (no information given
concerning group to which any lesion belonged). 

 

Results

 

: Both groups were found to be homogeneous
relative to age, menarche, body mass index, previous
gestation, parity, breastfeeding, number of fibro-
adenomas, family history of breast cancer and
tabagism. Median tumour size was 2.0 cm and no
relationship between proliferative activity and
nodule diameter was observed. No typical pattern
was observed in the expression of Ki-67 in distinct
nodules of the same patient. Average values for
expression of Ki-67 (per 1000 epithelial cells) in
follicular and luteal phases were 27.88 and 37.88,
respectively (

 

P

 

 = 0.116). 

 

Conclusion

 

: Our findings revealed that proliferative
activities in the mammary fibroadenoma epithelium
did not present a statistically significant difference
in the follicular and luteal phases. The present study
contributes to clarifying that fibroadenoma is a
neoplasm and does not undergo any change in the
proliferative activity during the menstrual cycle.

 

Introduction

 

Fibroadenoma is the most common benign mammary
condition among women younger than 35. Twenty-five
per cent of affected women are asymptomatic, and 13–20%
of them present multiple lesions (1,2). Fibroadenoma can
be single or multiple discrete breast lump/s or lobulated
and painless mass at clinical examination, occurring
mainly in the upper outer quadrant of the breast. They are
most frequent in the third decade of life and in black
women, and present as circumscribed oval-shaped lesions
in mammography and ultrasonography. These characteristics
suggest that the tumour is benign (3,4).

It is one of the few benign breast lesions with specific
cytology diagnosis by fine-needle aspiration; it includes
antler horn, monolayered groups of cohesive ductal cells,
stromal tissue fragments and numerous single naked
nuclei (5). The 

 

triple test

 

 (clinical examination, imaging
methods and fine-needle aspiration cytology) has a
sensitivity of 99.6%; the chance for a false-negative result
(lower than 1%) increases in women with ages over 35 years
(6).

In addition to its classical form, some fibroadenomas
may be juvenile, giant, complex or extra-mammary tumours,
although rarely (7–10), and some studies indicate that the
presence of fibroadenoma is a risk factor for development
of mammary carcinoma (8).

Carty 

 

et al

 

. did not consider fibroadenoma as true
neoplasia, since partial or total regression has been
observed in 52% of cases (11). These authors suggest that
fibroadenoma originates from the mammary lobule and
has strict hormonal dependence (increases during lactation,
decreases in postmenopausal patients, and does not
undergo malignant change). Thus, fibroadenoma seems to
be under identical hormonal influence as is observed in
the mammary lobule during the menstrual cycle, however,
few studies have evaluated behaviour of fibroadenoma in
different phases of the menstrual cycle. Simomoto 

 

et al

 

.
have evaluated both mitotic index and average nuclear
volume in fibroadenomas, and did not detect significant
differences during the menstrual cycle (12).
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A better understanding of behaviour of fibroadenomas
relative to the sex hormones could be gained by detailed
cell proliferative analysis during the menstrual cycle and
immunohistochemical methods are among the most
useful and commonly applied ones. Thus, we have used
expression of the Ki-67 antigen, due to its high specificity
relative to cycling cells. The proliferation index is largely
identified by using the Ki-67 antibody, an immunoglobulin
G-class monoclonal mouse antibody obtained from the
crude nuclear fraction of Reed-Sternberg cells of Hodgkin’s
disease, derived from L-428 cell line (13–16). The antigen
protein, Ki-67, is localized to the nucleus, possibly associ-
ated either to the nucleolus or to fibrillar components, being
present in the active phases of the cellular cycle (G

 

1

 

, S, G

 

2

 

and M) and absent in G

 

0

 

 (14–19). Although its functional
role in the cell cycle is still unknown, it is doubtless that
its expression is linked to cell proliferation. It is well
established that distribution of Ki-67 antigen is not
constant, undergoing marked changes during the cycle,
yet being associated to the nucleoli of proliferating cells
and to chromosomes during mitosis (20–24).

Therefore, it was our aim to verify whether prolifera-
tive events in fibroadenoma undergo changes during the
menstrual cycle; from the functional point of view, such
behaviour would support the hypothesis that fibroadenoma
is not a true neoplasm, but a variant of normal mammary
tissue. By an immunohistochemical method (expression
of Ki-67 antigen), we have analysed the proliferative
activity of the mammary fibroadenoma epithelium in fol-
licular and luteal phases of the menstrual cycle.

 

Materials and methods

 

Patients

 

This is a transversal, descriptive and comparative study of
two groups of patients – group 1 (follicular phase) and
group 2 (luteal phase) of the menstrual cycle – who
attended the Federal University of São Paulo (Department
of Gynecology, Division of Mastology, Section of Benign
Mammary Diseases). Women (

 

n

 

 = 90) with 116 mammary
fibroadenomas (maximum two masses per patient) were
initially selected. We included only patients with ages
ranging from 18 to 38 years, eumenorrheic during the
last 6 months, and with normal medical and Pap Smear
examination.

These patients with clinically benign breast tumours
(sizes ranging from 1 to 4 cm) underwent a complete
breast study that included physical breast examination,
fine-needle aspiration cytology, and ultrasonography,
after which excisional biopsy was performed under
local anaesthaesia (1% lidocaine without vasoconstrictor).
Mammography was performed in patients older than

35 years in order to exclude the possible presence of
carcinoma. Patients who took hormonal medication,
were lactating during the last 12 months, had endocrine
diseases, were pregnant, or those taking any drug at the
time of obtaining the specimen, were excluded, according
to accepted protocols (12,25,26). All biopsies were
performed between 10:00 and 11:00 h, in attempt to
minimize possible interference of the circadian cycle and
of hormonal release, on cell kinetics.

To better characterize the phase of the menstrual
cycle, clinical and laboratory parameters were used, such
as day of menstruation (before and after biopsy) and
determination of serum progesterone level. Blood was
collected 30 min before surgery to determine serum
progesterone levels by chemiluminescent enzyme
immunoassay (DPC

 

®

 

, Los Angeles, CA, USA), with an
assay sensitivity of 0.2 ng/ml, and intra- and inter-assay
coefficient of variation of 6.3% and 9.1%, respectively
(27). The luteal phase was determined when the values
were greater than 3 

 

η

 

g/ml (28).
Groups 1 (follicular phase) and 2 (luteal phase) were

shown to be homogeneous relative to the age, menarche,
body mass index, number of gestations, abortions, parity,
breastfeeding, race, overweight, number of nodules,
family history of breast cancer, and tabagism variables
(Tables 1, 2). Thus, the remaining 75 patients (87 fibro-
adenomas) were divided in two groups, according to their
respective phases of menstrual cycle. The phase was
based on records concerning the last three menstrual
periods and date of the subsequent one and on progester-
one dosage. Then, patients were divided into two groups:
group 1 (1–15th day) with 37 patients (45 masses) and
group 2 (16–28th day) with 38 patients (42 masses)
(26,29).

Histopathological examination of the fibroadenomas
was carried out independently by two pathologists, and
only cases with agreeing diagnoses of simple fibro-
adenoma were included. Then, 15 patients whose biopsies
were inconsistent with simple fibroadenoma were
excluded from the study (25). The Ethics Committee of

Table 1. Average and standard deviation (SD) values for age, age of
menarche and body mass index in groups 1 (follicular phase) and 2
(luteal phase)

Group 1 
Mean ± SD

Group 2 
Mean ± SD

P

Age/year 25.97 ± 6.37 26.09 ± 7.38 0.66
Menarche/year 12.40 ± 1.28 12.55 ± 1.41 0.65
Body mass index (kg/m2) 25.97 ± 4.48 24.55 ± 3.2 0.11

Mann–Whitney test.
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Federal University of São Paulo approved the research,
and all patients gave written informed consent to participate
in the study.

 

Histopathology and immunohistochemistry 

 

After surgical removal, the fibroadenomas were immedi-
ately cut into two in the surgery and were fixed in 10%
formaldehyde solution for a period 

 

≤

 

 12 h, then were
dehydrated in ethyl alcohol, diaphaned in xylene, and
embedded in liquid paraffin. The set paraffin wax blocks
containing the specimens were then sectioned by microtomy
and 4 

 

μ

 

m sections were mounted on glass slides. After
rehydration sections were stained using haematoxylin
and eosin. The diagnosis of fibroadenoma by microscopy
was confirmed by two pathologists.

Tissue sections were cooled to room temperature and
washed in tap water. Endogenous peroxidase was blocked
using 0.3% hydrogen peroxide (in methanol) in three 5-
min washings, then sections were rinsed in distilled water
and phosphate-buffered saline (PBS). At equilibrium,

sections were incubated with primary mouse anti-human
Ki-67 monoclonal antibody (clone Ki-S5; Dako, Carpinteria,
CA, USA) diluted (1/100) in PBS, for 2 h at room tem-
perature, and washed in PBS. This step was followed by
incubation with rabbit anti-mouse immunoglobulin G
antibody (Dako ENVISION® Kit) and ABC reagent
(avidin and biotinylated horseradish peroxidase) for 18 h
(overnight), at 4 

 

°

 

C, and a final wash in PBS. The resulting
complex was visulaized by incubation (in the dark) in a
solution of chromogenic substrate 3-3

 

′

 

diaminobenzidine
(0.06 g) and hydrogen peroxide (20 vol; 1 ml) for 3–
5 min at 37 

 

°

 

C. After washing sections in distilled water,
formation of a dark brown precipitate could be observed
under a light microscope (30,31). Tissue sections were
then counterstained with Harris’ haematoxylin (1 min),
immersed in ammoniacal water and finally in distilled water.
Thereafter, sections were dehydrated through increasing
ethanol concentrations (70, 80, 95 and 100%) by immersing
(1 min) sections three times in each solution. Finally, the
material was diaphaned with three washes in xylene
(1 min each) and slides were mounted with resin.

Immuno-expression of the Ki-67 antigen was then
quantitatively assessed in the epithelial cells of the
fibroadenomas. After exclusion of both myoepithelial and
stromal cells, those with characteristic dark brown nuclei
were considered to be positive. In order to perform these
observations, a light microscope (Eclipse and 200, Nikon

 

®

 

,
Augusta, GA, USA) with a lens of 

 

×

 

40 and final magni-
fication of 

 

×

 

400 was used. Counting was performed in
duplicate. The first count was manual, aided by a cell
counter, in which at least 1000 cells were counted in each
case, without prior knowledge of the group to which it
belonged (blind study) as suggested by several studies
(26,32).The second was aided by a digital image analysis
system for better recognition of superposed nuclei. A
video camera (Toshiba-CCD Color Camera model IK-627
AT, Toshiba America Imaging Systems Division Inc.,
Irvine, CA, USA) for acquisition of images and an
external video plate (Snappy, version 3.0) were employed,
with generation of digital images transmitted to a
microcomputer (Pentium III, video SAMSUNG-SyncMaster
753DFX). Significant differences were not found between
the first and final counting, thus confirming reproducibility
of the method.

The cells’ proliferation index was calculated by ratio
of number of nuclei stained in brown (positive nuclei for
Ki-67) per thousand epithelial cells counted, expressed as
an absolute number.

 

Statistical analysis

 

SPSS (Statistical Package for the Social Sciences) (SPSS
Inc., Chicago, IL, USA) for Windows version 10.0 software

Table 2. Comparison between groups 1 (follicular phase) and 2 (luteal
phase) and some variables.

Variables
Group 1 
n (%)

Group 2 
n (%) P

Gestation
≥ 1 14 (31.8) 13 (30.2) 1.0
0 30 (68.2) 30 (69.9)

Parity
≥ 1 12 (27.3) 10 (23.3) 0.80
0 32 (72.7) 33 (76.7)

Abortion
Yes 3 (6.8) 3 (7.0) > 0.99a

No 41 (93.2) 40 (93.0)
Breastfeeding

Yes 12 (27.3) 10 (23.3) 0.66
No 32 (72.7) 33 (76.7)

Race
Yes 16 (36.4) 14 (32.6) 0.7
No 28 (63.6) 29 (67.4)

Overweight
Yes 28 (63.6) 21 (48.8) 0.16
No 16 (36.4) 22 (51.2)

Number of nodules
1 node 21 (47.7) 28 (65.1) 0.13
2 nodes 23 (52.3) 15 (34.9)

Familial history of breast cancer
Yes 11 (25) 4 (9.3) 0.087
No 33 (75) 39 (90.7)

Tabagism
Yes 9 (20.5) 11 (25.6) 0.61
No 35 (79.5) 32 (74.4)

χ2-test. aFisher exact test.
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was used for statistical analysis (33). Pearson’s chi-
squared test was used to evaluate homogeneity of groups
1 (follicular phase) and 2 (luteal phase) relative to age,
number of masses, menarche, parity, breast feeding, body
mass index, and tabagism (34). Variables in groups 1 and
2 were compared by means of Student’s 

 

t

 

-test for two
independent samples. When non-homogeneity was indicated
by the variance values, proliferation indices were compared
by both variance analysis (

 

anova

 

) and Mann–Whitney
nonparametric test (35). 

 

P

 

-values < 0.05 or 5% (

 

α

 

 

 

≤

 

 0.05)
were considered significant.

 

Results

 

As expected, statistically significant difference was
observed between the groups relative to serum progester-
one levels and days in the menstrual cycle. Average values
for size of masses found in groups 1 and 2 were 1.98
and 2.1 cm, respectively (median tumour size: 2.0 cm).
Significant relationship between proliferative activity and
average diameter of the tumour was not observed. Multiple
fibroadenomas occurred in 17.3% (13) of patients. In 50%
of the cases, the tumours were localized in the upper outer
quadrant of the breast.

Concerning cell proliferation indices for Ki-67 anti-
gen in the epithelium of the fibroadenomas (Fig. 1,
Table 3), average values for stained nuclei (per thousand
counted epithelial cells) were 27.88 (SD = 27.52) in
group 1 (follicular phase) and 37.88 (SD = 31.08) in group
2 (luteal phase). Although the average value found for
the cell proliferation index in group 2 is higher than in

group 1, the variance analysis did not show any statistically
significant difference (

 

P = 

 

0.116) between groups. 
Mean and median values of proliferative index (Ki-67)

for all patients were 32.82 and 24.0, respectively. When
we compared the means of proliferation index in groups 1
and 2, results observed were 27.9 and 37.1, respectively
(

 

P = 

 

0085). Median values for groups 1 and 2 were 19.5
and 35.0, respectively (

 

P

 

 = 0.085). The percentile of
follicular and luteal phases were respectively, 9.0 and 12.0
to 25th percentile; 19.5 and 35.0 to 50th percentile, and
37.7 and 50.0 to 75th percentile (Fig. 2).

Cell proliferation index for Ki-67 antigen adjusted to
age, previous gestation, breastfeeding, family history of
breast cancer, overweight (BMI > 28), and tabagism was
analysed, and significant differences between these values
and the index mean value found previously for Ki-67
antigen were not observed (Tables 4, 5).

 

Discussion

 

Origins of fibroadenoma are not yet established, and a
controversy exists concerning promoting role of sex

Figure 1. Photomicrography of histological section of fibroadenoma
showing dark-stained nucleus by Ki-67 antibody (patient no. 41; ×400).

Table 3. Average and standard deviations of the cell proliferation index
for Ki-67 antigen in groups 1 and 2

Ki-67 antigen Group 1 Group 2 Total

Averages 27.88 37.88 32.82
Standard error 4.15 4.47 3.17
Standard deviation 27.54 31.08 29.6

P = 0.116; anova.

Figure 2. Box-plot of the cell proliferation index for Ki-67 antigen in
the mammary fibroadenoma epithelium in groups 1 (follicular phase)
and 2 (luteal phase).
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steroids in its genesis. Some authors have reported an
increase in plasma oestradiol (36,37). The importance of
oestrogenic stimuli for origin, growth and involution of
the tumour is also supported by presence of oestrogen and
progesterone receptors, the number of which is variable,
depending on the phase of the menstrual cycle. Kuttenn

 

et al

 

. (38) have studied oestrogen and progesterone
receptors (RE and RP) in 46 fibroadenomas (obtained in
different phases of the menstrual cycle; 

 

n

 

 = 38) from
patients who use either combined oral contraceptive
(

 

n

 

 = 4) or progestagen (

 

n

 

 = 4). Numbers of cytosol and
nuclear oestrogen receptors increase during the follicular
phase, reaching their maximum in the pre-ovulatory
phase, and decrease during the luteal phase. The number
of RP is higher in the follicular phase, mainly in the
cytosol. At the beginning of the luteal phase, the number
of RP in the cytosol decreases while they increase in the
nucleus; then, all RPs’ number decrease, remaining thus
during the course of the luteal phase. In patients treated
with oral association of oestrogen and progestagen, dosage
of RP during the luteal phase shows no significant
difference from those not treated. In patients treated
with progesterone only, number of RP in the nucleus
has been found to be significantly higher than in the
cytosol. Existence of RE and RP in fibroadenoma cells,
together with their variation during the menstrual cycle
(or with the use of exogenous hormones), allows us a
glimpse of the possible hormonal dependence of this
neoplasm (38).

Some authors describe fibroadenoma as a hyperplasic
lesion because of its clonality and the concept of neoplasia
is supported by its unicellular or monoclonal origin.
Alternatively, a reactional process is characterized by
proliferation of cells from multiple origins (therefore, a
polyclonal origin). Clonal analysis of fibroadenomas
shows epithelial cell and polyclonal stromal components,
however, some cells exhibit chromosomal abnormalities.

Genetic alterations, including mutations in the 

 

p53

 

 gene,
loss of heterozygosity, microsatellite instability, and
chromosomal cytogenetic aberrations, have also been
described (39–42). Kuijper 

 

et al

 

. suggest that fibro-
adenoma may evolve either in an epithelial direction
to carcinoma 

 

in situ

 

 or in a stromal one to a phyllodes
tumour (43).

Noguchi 

 

et al

 

., using a method based on restriction
fragment length polymorphism, observed that fibroadenoma
is polyclonal, and suggested that it is hyperplasia of
a lobule (44); other authors agree with the hypothesis that
fibroadenoma is a variant of mammary development (45).
Thus, it is reasonable to expect that fibroadenoma is
cyclic, identical to the normal breast; if this is true, a
parallel could be established in order to test this hypothesis.
In fact, most studies have not evaluated the influence of
the hormonal profile on cell proliferative activity of
fibroadenoma in such women (for example, changes in
menstrual cycle, prior gestation or use of hormone therapy).

Simomoto 

 

et al

 

. performed a morphometric analysis
of mammary fibroadenoma epithelium of 20 women
during the phases of their menstrual cycle (12) but
calculations of both mitotic index and average nuclear
volume did not show any significant difference between
the follicular and luteal phases of the cycle. Other authors
have studied cell proliferation in fibroadenomas by means
of the Ki-67 antigen and in evaluating 6–29 masses,
4.3–37 positive nuclei were found per 1000 epithelial
cells. However, their cases were not standardized and the
results were not correlated with phases of the menstrual
cycle (46–48).

We have herein tried to establish a parallel with the
normal breast by both studying proliferation index of
fibroadenoma (defined as Ki-67-stained cells per thousand
epithelial cells) in 75 patients, and correlating such
observations with phase of the menstrual cycle. If such
tumours really are a variant of normal mammary develop-
ment (‘aberrations of normal development and involution’;
49), higher proliferative activity would be expected in

Table 4. Proliferation cell index (Ki-67) according clinical characteristics

Variables
Yes 
Median

No 
Median

P

Gestation 24 25 0.73
Parity 28.5 21 0.76
Breastfeeding 21 29 0.63
Number of nodules (1 = Yes; 2 = No) 24 25 0.39
Familial history of breast cancer 45 22 0.06
Tabagism 21 27 0.55
Overweight 21 28 0.32
Race (White = Yes; Not white = No) 24 24 0.59
Abortion 18 24 0.07

Table 5. Average values of the cell proliferation index for Ki-67 antigen
in groups 1 and 2, adjusted to the covariables age, previous gestation,
breastfeeding, family history of breast cancer, overweight and tabagism

Ki-67 (adjusted) Group 1 Group 2

Averages 27.09 37.69
Standard error 4.56 4.62
95% confidence intervals 18.00–36.18 29.49–47.89

Age = 26.03, Gestation = 0.31, Breastfeeding = 0.40, Family 
history = 0.17, Tabagism = 0.22, Overweight = 25.27 (P = 0.086; 
anova).
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the luteal phase. Alternatively, absence of variation in
evaluating the Ki-67 antigen would be expected as Simo-
moto 

 

et al

 

. have observed by assessing mitotic index (12);
however, we have used both a more specific and a repro-
ductive marker of cell proliferation.

We observed that cell proliferative activity in the
fibroadenomas showed no significant variation either with
hormonal fluctuations or with other factors that could
affect oestrogen levels, such as tabagism and body mass
index. Our results show that fibroadenoma epithelium
does not undergo any change in cell proliferative activity
during the menstrual cycle, such as occurs in normal
mammary tissue. It thus behaves as a true neoplasm since
it does not suffer from influence such as oscillation of the
sex steroids.

We postulate that fibroadenomas are specialized lesions
of the mammary stroma that are able to stimulate adjacent
epithelial cells to grow but also they maintain a kind of
dependence on the epithelial component. According to
the biological behavior of the neoplasm, stromal tumour
could evolve to a phase of total both self-control and
independence. In some cases, stromal growth without
inhibition by the adjacent epithelium could occur on the
epithelium would be absent and comprised in the con-
junctive neoplasm, being transformed to sarcoma (12,43).

According to our data, cell proliferative activity in
human mammary fibroadenomas, as evaluated by epithelial
cell expression of the Ki-67 antigen, did not show a
statistically significant difference between follicular and
luteal phases of the menstrual cycle. The results suggest
that fibroadenoma is a true neoplasm, which behaves
independently from fluctuations of menstrual cycle
hormones.
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