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Morphometric analysis of somatotropic and folliculostellate cells of
human anterior pituitary during ageing

MopdomeTpujcka aHanr3a COMaTOTPOITHUX U (POJUKYJIOCTENAaTHUX henuja

a,[[eHOXI/IHOq)I/ISG YOBCKa TOKOM CTapCiba

SUMMARY

Introduction/Objective In this study, we have pointed
out the immunohistomorphometric characteristics of
somatotropic (GH) and folliculo-stellate (FS) cells of the
human pituitary gland during ageing.

Methods On histological sections of the pituitary gland
of 14 male cadavers of different ages, the GH and FS
cells were immunohistochemically labeled with
corresponding antibodies, monoclonal anti-GH antibody
and polyclonal anti-S100 antibody, respectively.
Immunopositive GH- and FS-cells were further
morphometrically analyzed using ImageJ software.
Results The obtained results of morphometric analysis
showed that the surface area of GH cells increased
significantly with age. In these cells, the nuclear-
cytoplasmic ratio gradually decreased and became
significantly higher after the age of 70 years. The volume
density of GH cells has not changed during ageing, while
in FS cells this parameter significantly increased. in the
cases older than 70 years. The nuclear-cytoplasmic ratio
of GH cells is negatively correlated with the volume
density of FS cells.

Conclusions Based on the obtained results, we
concluded that hypertrophy of GH and FS cells occurs in
men with ageing .and. that correlation between the
morphometric parameters. of these two cell types
indicates their mutual interaction.

Keywords: ‘ageing; men; GH cells; folliculostellate
cells; immunohistomorphometry

INTRODUCTION

CAXKETAK
Yeo/IImob Y 0BOj CTyAMju CMO yKasald  Ha
AMYHOXHUCTOMOP()OMETPH]jCKe KapaKTepHCTHKE

comatotponaux (I'X) u ¢omukynocrenaraux  (OC)
henuja xunoduse 40BeKa TOKOM CTapeHas

Mertone Ha xucromomkum mpecerpMa xunogpuse 14
MYIIKMX KajaBepa pasnuuure crapoctd, I'X u OC
henmje cy HMMYHOXHCTOXCMHUJCKU obeexeHe
onroapajyhuM anTuTesuMa (MOHOKIOHCKO aHTH-I' X
aHTUTENO0 W TNOoNuKIOHCKO aHTu-Cl00 aHTHTENO).
HmyHOMO3UTHBHE I'X- u ®C-henuje cy
Mop(hOMETpHUjCKH aHalM3KpaHe KopuinhewmeMm Imagel
co(raepa:

Pesyararun  [loGujeHu - pesyntaru MophoMeTpujcke
aHa/IM3e Ccy MOKa3alu Jia ce IOBPIIMHA KOjy 3ay3uMajy
I'X hemuje 3HauajHo moBehaBa ca crapemeM. Y OBHUM
henujama  HyKJI€apHO-LUTOILUIa3MAaTCKH  OJHOC  C€
IOCTETNICHO CMamKBao0 M HakoH 70. roauMHe CTapocTH
nocrao 3HauyajHo Behu. BonymeHncka ryctuna I'X henuja
ce HHje Memalla TOKOM CTapema, Jok je koa @C henuja
OBaj mapamerap 3Ha4yajHO noOBehaH y ciyyajeBuMa
crapujuM o 70 romuHa. HykieapHO-IMTOIUIA3MATCKH
ogHoc I'X henmja je y HeraTuBHOj Kopelauuju ca
BostyMeHCKoM TyctuHoM DC henwuja.

3akspyyak Ha ocHoBy noOujeHMX  pesyiiTara,
3aksbyumiid cMmo ja ce xureprpoduja I'X u @C henuja
jaBJjba KOJ MyIDKapama ca CTapemeM H J1a Kopenanuja
usMehy MophOoMETpHjCKUX IapaMerapa OBa [Ba THUIIA
henuja ykasyje Ha BHXOBY Mel)yCOOHY MHTEpaKIIH]y.
Kibyune peum: crapeme; mymkapuu; I'X hemuje; ©C
henuje; umyHOXHCTOMOphOMETpHja

It is well known that ageing brings with it various physiological changes within the

human organism, which are especially pronounced in the functioning of the somatotropic and

reproductive axis. Decreased secretion of growth hormone (GH) with ageing is referred to as

somatopause [1]. The basis of somatopause is multiple neuroregulatory collapse, such as the

lack of secretion of growth hormone (regulated by growth hormone releasing hormone from

the hypothalamus), ghrelin and insulin-like growth factor 1 (IGF-1), as well as excessive

secretion of somatostatin [1, 2].
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This ultimately results in a reduced amount of secreted GH per one secretory pulse.
Ageing does not have an impact on the frequency of pulsatile secretion of GH, basal secretion
of GH, half-life of GH and its elimination kinetics [3]. These changes in GH secretion patterns
with ageing are probably in part the consequence of certain structural changes at the
hypothalamic level [4], and in part the consequence of changes in anterior pituitary
somatotropic cells, which have not been sufficiently studied so far [5]. In contrast to
hypogonadism, the negative feedback mediated by GH and/or IGF-1 becomes stronger with
advancing age. The consequence of this phenomenon is the biochemical hyposomatotropism
with an exponential decline of GH and IGF-1 concentrations starting from early.adult age,
which clinically manifests in the form of osteopenia, sarcopenia, intraabdominal obesity,
insulin resistance, hyperlipidemia, increased risk for atherosclerosis and lower gquality of life
[1, 6].

The knowledge of the function of hypothalamo-somatotropic axis during ageing has led
to therapeutic use of GH and other hormones in the elederly as certain ‘elixirs of youth’.
However, the expected results have not been obtained, and the incidence of adverse effects and
potential malignancy risks in the elderly have led endocrinologists to decide that there are no
valid reasons for clinical use of GH to reverse age-related changes [7]. Naturally, future
research of the pathways responsible for GH deficiency during ageing should hopefully resolve
the present dilemmas as to the use of GH in the attempts to reverse ageing and to prolong

human life.

In their fundamental work, Schwartz et al. [8] reported that the function of anterior
pituitary probably relies on the integration of multiple received input signals, including
hypothalamic, peripheral and intrapituitary, which may have stimulatory or inhibitory effects
on the hormone production. Interactions of somatotropic (GH) cells with the other hormonal
and non-hormonal pituitary cells in healthy elderly appear to be very important [9, 10, 11].
Pituitary folliculostellate cells (FS) can release various products into the intercellular space,

and thus can influence the functioning of neighboring hormone-producing cells [12].

The internal hormonal milieu of older men changes with advancing age [13], and we may
well suppose that such changes can stimulate FS cell interactions with somatotropes via
paracrine loops. These interactions can consequentially alter the function of somatotropes,

which would ultimately result in age-related changes of GH levels in the plasma.
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In view of the fact that hyposomatotropism during ageing can occur as the consequence
of structural changes at all levels of the somatotropic axis and that age-related
histomorphometrical changes at the level of anterior pituitary are insufficiently studied, the aim
of our study was to detect and quantify the changes in morphology and density of human
anterior pituitary somatotropic cells, using immunohistochemical and morphometric analysis
in cases of different ages. We also tried to discover similar changes in adenohypophyseal
folliculostellate cells, as the structures which, via paracrine pathways, could have an impact on
the function of anterior pituitary somatotropic cells. Additionally, we evaluated statistically the

possible association of the above changes during human ageing.

METHODS
Pituitary tissue sampling

The study material consisted of pituitary tissue samples taken from 14 men corpses, aged
41 to 87 years, which were divided into three groups. The first (1) group consisted of cases aged
41-49 years; the second (M) group. implied cases aged 50-69 years and the third (111) group
included casesolder than 70.years.

Tissue samples were taken at a routine autopsy at the Center for Forensic Medicine in
Nis, Serbia, with the approval of the Ethics Commission of the University of Nis§, Faculty of
Medicine (Decision No. 12-2307-2 / 8 of March 10, 2016), which is described in detail in our
previous work [14].

Pituitary tissue processing and immunohistochemistry

Isolated pituitaries of the male corpses were histologically prepared according to the
procedure described in detail earlier, while the morphometric analysis of GH and FS cells was
performed according to the previously described procedure [15, 16]. The stained histological
sections were then immunohistomorphometrically analyzed using light microscopy under 4x

and 40x magnifications.
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Morphometric analysis

Morphometric analysis was performed on digital images obtained by a 1.3 megapixel
digital camera. Thirty visual fields were selected from both dorsal and ventral halves, i.e. 60
visual fields in total per each analyzed case. We obtained 10 visual fields each from both lateral
anterior pituitary wings and 10 from the middle portion of both dorsal and ventral halves from
all analyzed cases (20 visual fields in total from each lateral anterior pituitary wing and 20 from
the middle portion in each analyzed case). Image analysis was performed using the ImageJ
software (https://imagej.nih.gov/ij/).

As for GH immunoreactive cells, our analysis involved measurements of their area (Ach)
and the area of their nuclei (Anen). The nuclear-cytoplasmic-ratio (N/Cer) was calculated as
the quotient of nuclear area and cytoplasmic area, with-the cytoplasmic area obtained as the
difference of area of the above cells and area of their nuclei. We performed the measurement
of 60 somatotropic cells and 60 FS cells in the dorsal and ventral anterior pituitary halves in all

analyzed cases (in total, 120 cells per a case).

The analysis was performed using the multipurpose test system M168 (d=17.88 um,
a=15.49 um?, AT=2601.54 um?, LT=1501.92 um), placed over the analyzed digital image of
histological sections. VVolume density of GH (Vveh) and FS cells (Vvrs) was obtained as the
quotient of the number of dots in the test system which hit immunopositive cells (PF) and the
total number of dots in the system (PT=168) per each analyzed field of the dorsal and ventral
pituitary halves [17].

The values of area, nuclear area, nuclear-cytoplasmic ratio and volume density of GH
cells and volume density of FS cells per each analyzed case were obtained as average values

for all measured visual fields.

Statistical analysis

The statistical analysis was performed using the SPSS statistical software package
(version 16). Dynamics of the values of morphometric parameters for the studied age groups

was analyzed using the One Way ANOVA and Tukey-Kramer post hoc test. Due to a small

DOI: https://doi.org/10.2298/SARH211214044C Copyright © Serbian Medical Society


https://imagej.nih.gov/ij/

Srp Arh Celok Lek 2022 | Online First April 27, 2022 | DOI: https://doi.org/10.2298/SARH211214044C 6

size of the analyzed sample, the obtained statistically significant differences were additionally

verified by the calculation of the corresponding effect sizes.

RESULTS

Quialitative histological analysis

In younger individuals (the first group; age between 41 and 49 years), pituitary
somatotropic cells were rare and scattered within the pars intermedia, while their presence was
markedly greater in anterior pituitary lateral wings. They were predominantly polygonal, with
eccentric euchromatic nuclei (with prominent nucleoli in some of the-cells). A positive
immunohistochemical reaction was observed in the cytoplasm of somatotropes, while in their
nuclei the reaction was immunonegative (Figure 1A). Somatotropic cells in older cases (the
third group; above 70 years) demonstrated a slightly stronger immunopositive reaction in the
pars intermedia of anterior pituitary. In/contrast to the above, in these cases there was a
significant decline of the number of somatotropes in both pars intermedia and anterior pituitary
lateral wings. Somatotropes were either single or in groups, located near the capillaries. The
cells were larger, with an eccentric, hyperchromatic, immunonegative nuclei and occasional

transparent cytoplasmic vacuoles (Figure 1B).

Folliculostellate cells in the anterior pituitary of younger cases (age between 41 and 49
years) were irregular to star-shaped in appearance. Their immunopositive cellular body has thin
projections extending between endocrine cells. These cells were rare and irregularly distributed
within the lateral wings, as well as in the mucoid wedge of the anterior pituitary (Figure 1C).
The bodies of FS cells and their projections were visualized between endocrine cells. In cases
over 70 years of age (the third group), we encountered a significantly increased number of FS
cells in the middle and in the lateral wings of the anterior pituitary (Figure 1D). Although the
irregular shape of their bodies made it difficult to estimate the size of the cells, it could be
concluded that in general their bodies became larger and that the immunopositivity was

stronger in the more advanced years of life.
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Morphometric analysis

The results of morphometric analysis of anterior pituitary immunoreactive GH and FS

cells in the studied cases are shown in Table 1.

The correlation analysis of age and morphometric parameters of GH immunoreactive
cells showed that their area significantly increased (R=0.7; p=0.005; N=14) (Figure 2A), and
nuclear-cytoplasmic index significantly decreased with advancing age (R=-0.69; p=0.006;
N=14) (Figure 2B). Volume density of FS cells significantly increased during ageing (R=0.80;
p=0.001; N=14) (Figure 2C). Nuclear area of GH immunoreactive cells did not change
significantly with ageing (p > 0.05), while volume density of these cells increased with ageing,
but the increase was not significant (p > 0.05). The results of bivariate linear regression
additionally demonstrated that age was a significant predictor of area and nuclear-cytoplasmic
ratio of GH immunoreactive cells and volume density of FS cells as well (Table 2). The factor
of age was able to explain 49% of area variance, 48% of nuclear-cytoplasmic ratio of GH
immunoreactive cells and 61% of volume density variance of adenohypophyseal FS cells. In
all three instances, age represented a large effect size and could be shown using the models
presented in Table 2.

A detailed dynamics of age-related changes in average values of morphometric
parameters of adenohypophyseal immunoreactive GH and FS cells in the studied age groups
was evaluated using the One Way ANOVA test. The results showed that the mean values of
area and nuclear-cytoplasmic ratio of GH immunoreactive cells differed significantly between
the studied age groups (Table 3). The average area of anterior pituitary GH immunoreactive
cells significantly increased during the process of ageing (F(2,11) = 4.77, p = 0.03) (Figure
2D). The post hoc Tukey-Kramer test showed that this parameter had an increasing tendency
during ageing, with the value in age group I1I being significantly higher compared to group |
(p<0.05), although not compared to age group Il (p > 0.05). The average value of this parameter
in age group Il was higher than that in group I, but the difference was not statistically significant
(p > 0.05). The average nuclear-cytoplasmic ratio of anterior pituitary GH immunoreactive
cells significantly declined with ageing (F(2,11) = 6.38, p = 0.01) (Table 3, Figure 2E). The
post hoc Tukey-Kramer test showed that this parameter had a declining tendency during ageing,
with the value in age group Il being significantly lower than that in group I (p < 0.05), but not

compared to age group Il (p > 0.05). The average value of this parameter in age group Il was
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lower compared to group I, but the difference was not statistically significant (p > 0.05). The
average volume density of anterior pituitary FS cells (F(2,11) = 5.08, p = 0.03) significantly
increased during the process of ageing (Table 3, Figure 2F). The post hoc Tukey-Kramer test
showed that volume density of FS cells showed an increasing tendency with advancing age,
with the values in age group 11 being significantly higher than those in age group | (p<0.05),
but not when compared to age group Il (p > 0.05). The average value of this parameter in age
group Il was higher compared to age group I, but the difference was not statistically significant
(p > 0.05). The remaining two analyzed morphometric parameters did not differ significantly
between the studied age groups (p > 0.05).

The analysis of correlation between the morphometric parameters of GH immunoreactive
and FS cells indicated the presence of a statistically significant negative correlation of average
volume density of anterior pituitary FS cells and nuclear-cytoplasmic ratio of GH
immunoreactive cells (R = -0.71, p = 0.005, N.=14). The linear regression analysis showed
that volume density of FS cells in examined cases represented a statistically significant
predictor of nuclear-cytoplasmic ratio of GH immunoreactive cells (F(1,12) = 12.08, p =
0.005), which could be represented using the following model: (N/C)gn = 0.287 - Vvrs x 0.031.
In particular, the increased volume density of anterior pituitary FS cells was accompanied by a
statistically significant decline of nuclear-cytoplasmic ratio of GH immunoreactive cells
(Figure 2G), with the ES cell volume density of the studied cases being able to explain 46% of
overall variance of nuclear-cytoplasmic ratio of GH immunoreactive cells (R? = 0.46), which

represented a large size effect.

DISCUSSION

Ageing of the pituitary gland functionally manifests by its declining secretory activity,
especially affecting the levels of growth hormone, prolactin (PRL) and thyroid-stimulating
hormone (TSH) in the blood. These changes lead to so called age-related diseases, which
predominantly affect the target organs of these hormones [6, 18]. Some previous studies
detailly reported a fall in different parameters of somatotropic cells with ageing [1]. In the study
conducted by Sano et al. [19], the presence of interstitial, perivascular fibrosis was documented
semiquantitatively: the fibrosis progressed with time and involved anterior pituitary
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parenchyma in 88% of older individuals (predominantly males). The study reported a declining
number of somatotropes in the lateral portions of the organ with ageing, but could not establish
the dynamics of this decline. According to the same study, the number of other anterior
pituitary cells did not change significantly during ageing. In the pituitary glands of individuals
aged over 90 years, focal necrosis or scarring tissue, iron or amyloid deposits, basophilic
invasions, accumulations of squamous cells, adenomas and granular cells were occasionally

seen.

The results of our present immunohistomorphometric study of anterior pituitary glands,
obtained from human male cadavers, indicated a significant increase in size of somatotropic
cells with ageing, while the size of their nuclei remained unaffected by this physiological
process. The increase in size of somatotropic cells was slow and steady, so statistically
significant differences exist only between age groups‘l'and IlI. On the other hand, nuclear-
cytoplasmic ratio declined uniformly with years-of age, given that statistically significant
differences were observed only between age groups I and Ill. The increase in size of
somatotropes during ageing, as shown in this study, is in accordance with the research of Anti¢
et al. [20]. However, in contrast to these authors, we could not confirm any significant decline
of volume density of somatotropic cells with advancing age. Our study showed that the
appropriate structural changes in somatotropic cells are responsible for the functional decline
of the GH / IGF-1 axis during human aging, which is consistent with the earlier work of Anti¢
et al. [20]. The dynamics of these changes at the cellular level was influenced by numerous,
insufficiently known, distant and local factors in the cell environment. It is certain that the
reported age-related changes of somatotropes can be at least partly explained by structural

changes at the level of hypothalamus occurring with advancing age (4).

Our results showed an increase in the volume density of FS cells in the elderly, compared
to younger cases. This fact may indirectly indicate increased FS cell function in the elderly, as
shown by Pavlovi¢ et al. [21] during examination of this parameter in the case of both sexes,
when the significant increase was noticed after the age of 80. However, except for the fact that
the male cases studied by Pavlovi¢ et al. [21] were older and with greater volume density of
FS cells than in our study, this significant increase of volume density of FS cells was explained
with simultaneous increases in the size and number of these cells in the pituitary mucoid wedge
in their oldest group. Our histological analysis could not reveal any regional differences in the

dynamics of FS cells during the process of ageing. From our results, we could make an
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assumption that age-related increased volume density of FS cells is a two-phase process. The
first phase, probably occurring in men aged 50 to 70 years, would predominantly be the
consequence of increased size of FS cells or their hypertrophy, while in the second phase,
occurring in men aged over 70 years, a further increase in size of FS cells occurs with a
simultaneous increase of their number, leading thus to their significantly greater volume

density. These facts may indirectly indicate increased function of FS cells in the elderly.

Analysis of the correlation between morphometric parameters of GH and FS cells
indicated the presence of a statistically significant negative correlation between the average
volume density of anterior pituitary FS cells and the nuclear-cytoplasmic ratio of GH cells,

suggesting that homeostasis of growth hormone production/secretion exists [22].

CONCLUSION

From all the above, we concluded that in men, the size of GH cells increased with age.
According to our results,it.can be indirectly hypothesized that long-term hypertrophy of GH
cells results in their functional decline after the age of 70. Furthermore, density and size of FS
cells increased during ageing; which indicated their increased function. The strong correlation
between morphometric parameters of FS and GH cells might point to age-related interactions
between these two cell groups.
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Table 1. Morphometric analysis of immunoreactive growth hormone and folliculo-stellate

cells of the anterior pituitary in all 14 analyzed cases

VveH | Vvrs

Case | Age | Group (%) | (%)
1 41 I 19.87 | 1.59
2 45 I 15.20 | 1.16
3 48 I 19.56 | 1.88
4 48 I 2143 | 1.60
5 57 I 11.71] 1.33
6 61 I 19.72 | 2.94
7 65 I 25.35 | 3.44
8 65 1 26.35 | 2.46
9 66 1 19.65 | 2.26
10 76 Il 28.32 | 2.26
11 76 11l 22.69 | 2.81
12 77 1"l 19.35 | 3.13
13 78 1"l 13.42 | 3.37
14 87 1"l 22.74 | 4.79

VvcH — volume density of growth hormone cells; Vvrs — volume density of folliculo-stellate
cells
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Table 2. Regression analysis between the age as predictor and area, nucleocytoplasmic ratio
of somatotropes (GH) immunoreactive cells, as well as volume density of foliculo-stelate

cells (FS) cells as outcome variables

AcH
Variable B SEB B t p
Constant | 94.00 | 18.53 5.07 | <0.001

Age 0.97 028 | 0.70 | 341 ] 0.01
R?=0.49; F(1,12) = 11.63, p=0.005; Model: Acn=
94.00 + Age x 0.97

(N/C)on
Variable B SEB B t p
Constant | 0.35 | 0.04 857 | <0.001
Age | oo | 90006 | ggg | 332 | 006

R?=0.48; F(1,12) = 11.05, p=0.006; Model:
(N/C)en = 0.352 - Age x 0.002
VvFs
Variable B SEB B t p

Constant -1.06 0.78 137 0.20

Age 0.06 0.01 | 0.80 | 462 | 0.001
R%=0.61; F(1,12) = 21.32, p=0.001; Model: Vyrs =
Age x 0.06 - 1.06

AcH — area of GH cells; (N/C)eH — nuclear-cytoplasmic ratio of GH cells; Vves — volume
density of folliculo-stellate cells; R? — the coefficient of determination; B — unstandardized
coefficient; SEB — standard error of B; 8 — standardized coefficient beta; t — t-test
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Table 3. Results of univariate ANOVA, testing between the average values of morphometric

parameters of growth hormone immunoreactive and folliculo-stellate cells of the anterior

pituitary in the analyzed age groups

95% CI Tukey
ost
Parameter | Group | N | Average | SD SE LB UB I?loc
test
[ 4 | 141.39 | 13.94 | 6.97 | 119.20 | 163.57 a
Ach (UM?) I 5| 15055 |21.18 | 9.47 | 124.26 | 176.85 /
11 5| 17246 | 9.20 | 4.12 | 161.03 | 183.89 a
ANOVA F(2,11)=4.77,p=0.03
Ancn | 4 29.05 2.27 | 1.13 | 25.44 | 32.66 /
(um?) I 5 26.99 5.27 | 2.36 | 20.45 | 33.53 /
11 5 26.70 5.30 | 2.37 | 20.12 | 33.29 /
ANOVA F(2,11)=0.32,p=0.73
| 4 0.26 0.02 | 0.01| 0.23 0.29 a
(N/C)an I 5 0.22 0.04 | 0.02 | 0.17 0.27 /
Il 5 0.18 0.04 | 002 | 0.14 0.23 a
ANOVA F(2,11) =6.38, p=0.01
| 4 19.02 2.67/11.34 | 1476 | 23.27 /
Vven (%) I 5 2055 584 | 261 | 13.31 | 27.80 /
11 5 21.30 546 | 244 | 1453 | 28.08 /
ANOVA F(2,11) =0.24,p=0.79
| 4 1.56 0.30 | 0.15| 1.08 2.03 a
Vvrs (%) I 5 241 0.83 | 0.37| 1.37 3.44 /
11 5 3.21 094 (042 | 2.04 4.38 a
ANOVA F(2,11) =5.08, p = 0.03
a—"lll, p<0.05

Acn — area of growth hormone cells; AncH — area of growth hormone nuclei;
(N/C)cH — nuclear-cytoplasmic ratio of growth hormone cells; VyeH — volume density of
growth hormone cells; Vvrs — volume density of folliculo-stellate cells; SD — standard

deviation; SE — standard error; LB — lower bound; UB — upper bound; CI — confidence

interval
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Figure 2. The graphical representation of the anterior pituitary gland parameters in the
analyzed cases: correlation between age and area (A), nuclear-cytoplasmic ratio (B), average
area (D), and average nuclear-cytoplasmic ratio (E) of growth hormone cells; correlation
between age and volume density (C) and average volume density (F) of folliculo-stellate
cells; correlation between volume density of folliculo-stellate cells and nuclear-cytoplasmic

ratio of growth hormone cells (G);
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VveH — volume density of growth hormone cells; Vvrs — volume density of folliculo-stellate
cells; Agn — area of growth hormone cells; (N/C)cH — nuclear-cytoplasmic ratio of growth

hormone cells
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