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Abstract. - OBJECTIVE: Caffeic acid, pre-
dominantly as esters linked to quinic acid
(chlorogenic acids), is a phenolic acid present at
high levels in coffee. The aim of the study was to
investigate effects of caffeic and chlorogenic
acids on the skeletal system of female rats with
normal estrogen levels and estrogen-deficient.

MATERIALS AND METHODS: Caffeic acid (5
and 50 mg/kg p.o. daily) and chlorogenic acid
(100 mg/kg p.o. daily) were administered for 4
weeks to non-ovariectomized and bilaterally
ovariectomized mature Wistar rats, and their ef-
fects were compared with appropriate controls.
Moreover, estradiol (0.2 mg/kg p.o. daily) was ad-
ministered to ovariectomized rats. Bone turnover
markers, mass, mineralization and mechanical
properties were examined.

RESULTS: Although caffeic acid at a low dose
exerted some unfavorable effects on the skele-
tal system, at high doses, caffeic and chloro-
genic acids slightly increased mineralization in
the tibia and improved mechanical properties of
the femoral diaphysis (compact bone). Unlike
estradiol, they did not counteract the worsen-
ing of the tibial metaphysis bone strength (can-
cellous bone) and increases in osteocalcin con-
centration induced by estrogen deficiency.

CONCLUSIONS: High doses of the phenolic
acids slightly favorably affected the rat skeletal
system independently of the estrogen status.

Key Words:
Caffeic acid, Chlorogenic acid, Skeletal system, Os-
teoporosis, Rats.

Introduction

Hydroxycinnamic acids are natural phenolic
acids, commonly present in foods of plant origin
(fruits, vegetables, grains, coffee, spices, etc.)!?.

Some natural phenolic acids have been recently
reported to affect the skeletal system in experi-
mental conditions®!!.

A major source of hydroxycinnamic acids is
coffee; it contains mainly chlorogenic acids. The
term “chlorogenic acids” includes a family of es-
ters of trans hydroxycinnamic acids with quinic
acid. The most commonly occurring chlorogenic
acid is 5-O-caffeoylquinic acid, often called
“chlorogenic acid”'?. In an example of brewed
coffee portion, approximately 86% of chloro-
genic acids were caffeoylquinic acids (3-, 4- and
5), while the rest - feruoylquinic and dicaf-
feoylquinic acids'®. The chlorogenic acid con-
tents in various commercial coffees vary within
wide limits'. A 200 ml serving of coffee pro-
vides 70-350 mg of chlorogenic acids, i.e. about
35-175 mg of caffeic acid'>. Regular coffee con-
sumers can easily have an intake of chlorogenic
acids in excess of 1 g per day".

There are big differences in the amounts of hy-
droxycinnamic acids consumed by humans. Cof-
fee and related products are their most significant
and constant sources due to regular consumption
in Western countries>. Some phenolic acids are
available in dietary supplements and used in self-
medication. Extracts of green coffee beans and
extracts of whole coffee fruit are marketed as
functional ingredients or health-supporting di-
etary supplements'®. For example, supplements
containing chlorogenic acid are proposed as body
weight reducing agents'’. Coffee drinking is con-
sidered a potential risk factor for bone fractures;
however, the data on coffee and caffeine skeletal
effects are inconsistent!>!%25, Phenolic acids may
contribute to the coffee effects on bones.

We have previously observed that caffeic and
chlorogenic acids at a moderate dose of 10
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mg/kg p.o. counteracted some skeletal changes
caused by estrogen deficiency, but caffeic acid al-
so unfavorably affected the skeletal system®!°.
The aim of the present study was to further inves-
tigate effects of coffee phenolic acids (chloro-
genic and caffeic) on the skeletal system of ma-
ture female rats with normal estrogen levels and
estrogen-deficient.

Materials and Methods

Phenolic acids used: caffeic acid (purity =
98%, Sigma-Aldrich Co., St. Louis, Mo, USA);
chlorogenic acid (1,3,4,5-tetrahydroxycyclohexa-
necarboxylic acid 3-(3,4-dihydroxycinnamate),
purity = 95%, Sigma-Aldrich).

Other drugs used: estradiol hemihydrate (Es-
trofem, Novo Nordisk A/S, Bagsverd, Den-
mark), ketamine — Bioketan (Vetoquinol Biowet,
Gorzéw WIlkp., Poland), xylazine — Xylapan (Ve-
toquinol Biowet), tetracycline hydrochloride
(Sigma-Aldrich), calcein (Sigma-Aldrich).

The study was carried out with the permission
of the Local Ethics Commission in Katowice, on
15-17-week-old female Wistar rats obtained from
the Center of Experimental Medicine, Medical
University of Silesia in Katowice.

The animals were divided into 9 groups (n = 9-
10). Cafteic acid (5 and 50 mg/kg p.o. daily) and
chlorogenic acid (100 mg/kg p.o. daily) were ad-
ministered for 4 weeks to non-ovariectomized and
ovariectomized (estrogen-deficient) rats, and their

effects were compared with appropriate controls.
Moreover, estradiol (0.2 mg/kg p.o. daily; positive
control) was administered to ovariectomized rats.

Bilateral ovariectomy was performed under ket-
amine-xylazine anesthesia, 7-8 days before the
start of the administration of the investigated com-
pounds. Control rats were administered the vehicle
— tap water. The phenolic acids, estradiol or vehi-
cle were administered by a gastric tube (2 ml/kg).
The rats were fed a soy-free diet with decreased
content of phenolic acids ad libitum (Table 1),
starting from the day before the beginning of the
administration of the investigated compounds. To
mark the calcification front, tetracycline hy-
drochloride (20 mg/kg) on the day before the start
of the treatment, and calcein (10 mg/kg) after 3
weeks, were injected intraperitoneally.

The rats were fasted for 24 h after the last drug
administration. The next day, the animals were
killed by cardiac exsanguination, in full keta-
mine-xylazine anesthesia. The femurs, tibias, and
L-4 vertebra were isolated, weighed and mea-
sured. The uterus and thymus were weighed.

Bone Mechanical Properties Studies
Mechanical properties of the femoral diaphysis,
proximal tibial metaphysis and the femoral neck
were investigated using Instron 3342 500N appara-
tus with Bluehill 2 version 2.14 software. The bones
were stored below -20°C (wrapped in gauze soaked
in 0.9% NaCl solution) and thawed before testing.
Mechanical properties of the left femoral dia-
physis and left tibial metaphysis were studied us-

Table I. Composition of the soy-free diet with decreased content of phenolic acids.

Nutrient components

Raw material components
Vitacel (cellulose) 10.0%
Corn 8.0%
Oat 15.0%
Wheat 15.0%
Fodder wheat flour 30.5%
Fish meal 6.0%
Fodder yeast 3.0%
Potato protein 5.0%
Dried whey 2.0%
Flax meal 2.0%
Ca(H,PO,),*H,0 0.5%
Fodder chalk 2.0%
Fodder salt (NaCl) 0.2%
Mix of microelements and vitamins 0.8%

Energy 11.5 MJ/kg
Crude protein 201.0 g/kg
Crude fat 46.1 g/kg
Fiber 115.0 g/kg
Starch 298.0 g/kg
Calcium 9.3 g/kg
Phosphorus 7.5 glkg

The composition of the diet was designed in cooperation with the producer of the fodder, Wytwodrnia Pasz “Morawski”,
Poland. The rats were switched from the standard laboratory diet (Labofeed B) to the experimental diet on the day before the

beginning of the phenolic acid or estradiol administration.
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ing three-point bending tests, as previously de-
scribed®-°. The load was applied perpendicularly
to the long axis of the femur in the mid-length of
the bone (distance between the points supporting
the femur: 16 mm) or to the proximal metaphysis
of the tibia deprived of the proximal epiphysis.
The displacement rate was 0.01 mm/s. Maximum
load and displacement, energy and stress for the
maximum load were assessed. The same parame-
ters were determined for the yield point (0.05%
offset) and fracture point. Young’s modulus was
also determined.

Mechanical properties of the neck of the right
femur were investigated using a compression
test?®3%. The load was applied to the head of the
femur along the long axis of the femur with a
displacement rate of 0.01 mm/s, and the maxi-
mum load was measured.

Bone Histomorphometric Studies

To prepare histological specimens, the right
femurs were used, as previously described>?*3!.
Histomorphometric measurements were made
using Lucia G 4.51 software (Laboratory Imag-
ing, Praha, Czech Republic) or OsteoMeasure
XP v1.3.0.1 (OsteoMetrics, Inc., Decatur, GA,
USA) software. In the longitudinal preparation
from the femur, the width of trabeculae in the
distal epiphysis and metaphysis were measured.
In transverse cross-sections of the femoral diaph-
ysis in the mid-length of the femur, the area of
the cortical bone and marrow cavity were deter-
mined. The periosteal and endosteal transverse
growth of the femur were also measured.

Bone Mineralization Studies

The left femur, left tibia and L-4 vertebra were
lyophilized for 9 days to determine the dehydrat-
ed bone mass, and mineralized (640°C for 48 h in
the muffle furnace) to determine the mass of bone
mineral (ash). The ratios of mass of bone mineral
to bone mass and to lyophilized bone mass were
determined as substitutes for bone mineral densi-
ty measurements. Calcium and phosphorus con-
tent in the bone mineral (dissolved in 6 M HCI
and then diluted in distilled water) was deter-
mined spectrophotometrically, using a calcium
reagent and a phosphorus reagent sets (Pointe
Scientific, Inc., Canton, MI, USA).

Biochemical Studies

Serum estradiol levels were determined by an
ELISA method (Mouse/Rat Estradiol ELISA,
Calbiotech, Inc., Spring Valley, CA, USA).
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Serum concentrations of osteocalcin and type I
collagen fragments released from bone during
bone resorption were studied using enzyme im-
munoassay methods (Rat-MID Osteocalcin EIA
and RatLaps EIA, respectively, Immunodiagnos-
tic Systems Ltd., Boldon, Tyne and Wear, UK).
Serum calcium, inorganic phosphorus and total
cholesterol levels were determined spectrophoto-
metrically (Pointe Scientific, Inc.).

Statistical Analysis

The results are presented as arithmetical means
+ SEM. Statistical evaluation was performed us-
ing one-way ANOVA, followed by Duncan’s
post-hoc test. In case of a lack of normality
(Shapiro-Wilk’s test) or of homogeneity of vari-
ance (Levene’s test), non-parametric tests were
used: Kruskal-Wallis ANOVA and Mann-Whit-
ney U test. The results obtained in each experi-
mental group were compared with those of the
non-ovariectomized control rats, and results of
the treated ovariectomized rats were compared
with those of the ovariectomized control rats.
Moreover, two-way ANOVA performed on 6
groups (non-ovariectomized and ovariectomized
control rats, and rats treated with the higher doses
of phenolic acids) was used. The main effects
were: estrogen status (effect of ovariectomy) and
the treatment with the phenolic acids.

Results

Effects of Phenolic Acid Administration
on Body Mass Gain, Mass of
Estrogen-Dependent Organs and Serum
Levels of Estradiol and Total Cholesterol

The ovariectomized control rats had significant-
ly increased body mass gain and serum total cho-
lesterol level in comparison with the non-ovariec-
tomized control rats (Table II). Serum estradiol
strongly tended to decrease, and the mass of estro-
gen-dependent organs, uterus and thymus, was sig-
nificantly decreased and increased, respectively.
Caffeic and chlorogenic acids did not affect those
parameters, both in non-ovariectomized and
ovariectomized rats. Estradiol counteracted the
changes induced by estradiol deficiency, with the
exception of total cholesterol level.

Effects of Phenolic Acid Administration
on Bone Mass and Mineralization

Bone mass and mass of bone mineral were not
significantly affected in the estrogen-deficient
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Interaction
ES x PA

Two-way ANOVA?#
PA

Main effects

ES

Estradiol

CGA100

ovX

NOVX
CA5 CA50 CGA100 Control CA5 CA50

Control

Parameters

Table II. Effects of caffeic acid (CA) and chlorogenic acid (CGA) on the body mass gain, mass of estrogen-dependent organs and serum levels of estradiol and total cholesterol in

non-ovariectomized (NOVX) and ovariectomized (OVX) rats.
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Effects of Phenolic Acid Administration
on Mechanical Properties of the Femur

Estrogen deficiency did not significantly affect
mechanical properties of compact bone of the
femoral diaphysis, and the femoral neck strength
(Table V). The treatments did not significantly
affect the mechanical parameters of the femur in
relation to appropriate controls. However, two-
way ANOVA demonstrated significant main ef-
fects concerning the values of load registered in
the yield point (not shown), the maximum load
point and the fracture point, indicating increases
in the strength of the femoral diaphysis induced
by administration of the high-dose phenolic
acids. Also the stress for the maximum load and
fracture points, and energy accumulated to the
fracture point tended to increase (p < 0.1 for phe-
nolic acid main effects).

Effects of Phenolic Acid Administration
on Histomorphometric Parameters
of the Femur

In the ovariectomized control rats, the width
of trabeculae in the femoral epiphysis and
metaphysis decreased, and the periosteal and
endosteal transverse growth of the femoral dia-
physis increased in comparison with the non-
ovariectomized control rats (Table VI). Those
effects were counteracted by administration of
estradiol. There were no effects of estrogen de-
ficiency on the transverse cross-section areas
of the marrow cavity and the cortical bone (not
shown). Caffeic and chlorogenic acids did not
affect the histomorphometric parameters in
non-ovariectomized rats. However, in ovariec-
tomized rats, caffeic acid at the high dose and
chlorogenic acid counteracted the increase in
the endosteal transverse growth, and the acids
counteracted the decreases in the trabeculae
width induced by estrogen deficiency.

Effects of Phenolic Acid Administration
on Serum Biochemical Bone Turnover
Markers

In the ovariectomized control rats, serum
bone resorption marker, RatLaps, and bone
formation marker, osteocalcin, markedly in-
creased in relation to the non-ovariectomized
control rats (Table VII). The latter effect was
counteracted by estradiol administration. Ad-
ministration of the phenolic acids did not af-
fect the levels of bone turnover markers. No
effects on serum calcium and inorganic phos-
phorus levels were noted (not shown).
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Discussion

In recent years, several experimental reports
indicating beneficial effects of some phenolic
acids on the skeletal system have been pub-
lished*!!. Results of our screening studies were
inconclusive: while phenolic acids (ferulic, p-
coumaric, caffeic, and chlorogenic; 10 mg/kg
p-o. daily) counteracted some changes in the
skeletal system developing due to estrogen defi-
ciency, caffeic acid decreased bone mass’®, and
worsened mechanical properties of the femur in
non-ovariectomized rats'®. Moreover, caffeic acid
raised the serum estradiol level in estrogen-defi-
cient rats®>.

To elucidate the effects of coffee phenolic
acids on the rat skeletal system, higher oral doses
were used in the present study: 100 mg/kg/day of
chlorogenic acid and 50 mg/kg/day of caffeic
acid, for 4 weeks, a period long enough to ob-
serve skeletal effects in rats®!%83! The caffeic
acid dose of 50 mg/kg corresponded to the
amount of caffeic acid received by the rats ad-
ministered 100 mg/kg dose of chlorogenic acid.

The experiments were carried out in two mod-
els: rats with normal estrogen levels and estro-
gen-deficient (bilaterally ovariectomized) rats.
Estrogen deficiency induces the increased bone
remodeling rate, with the balance between bone
resorption and formation moved in favor of the
former®. Consistently, in the ovariectomized
control rats, serum markers of bone formation
and bone resorption were increased, and bone
mineralization and cancellous bone strength were
decreased. Mechanical properties of compact
bone were not significantly affected, consistently
with our previous studies®*-3*3, Supplementa-
tion with estradiol counteracted the effects of es-
trogen deficiency.

Results of the present study with the use of
high doses of the phenolic acids did not confirm
the unfavorable effects on the skeletal system
from our previous studies®!’. However, after ad-
ministration of caffeic acid at the low dose (5
mg/kg p.o. daily) to non-ovariectomized rats,
some unfavorable effects were demonstrated:
worsening of mechanical properties of cancellous
bone of the tibial metaphysis in the yield point
and decrease of the calcium content in the tibia
mineral. Most of other investigated skeletal para-
meters were not affected by the low-dose caffeic
acid, and both acids at the high doses slightly im-
proved some of them. In estrogen-deficient rats,
they counteracted the changes in bone histomor-



"VAONYV Aem-0om] ut jueoyusis

£ jou — SN "(Vd) sproe orjouayd asop ySIy [Irm juaunjear) oY) pue (SH) snieys uaSoI)se :o1om S109JJ0 UTew pajen[eAd oy, ‘00T VDD Pue 0SvD Ym pajearn sdnoid pue ‘sdnoid
v [01U0d X AO PUB XAON :$1Bl Jo sdnoi3 9 uo pajonpuod sem YAONY ABM-OM], SINSAI AY) JO 2OUBIIUSIS 9U) JO UOIIBN[BAD I0J Pasn 2Iom 159) ) ASWIYA -UURIA £Q PImO]
< -10} VAONY SIEM-Texsnry ‘oerrdordde uaym ‘10 1593 s, ueoun( £q pamo[[oj VAONYV Aem-ouQ (0]-6=U) NS F Uedw 3y st pajuasaid a1e sjnsoy ‘syoom 4 IoJ A[Iep 20uo
IM Sjel 0] A[[BIO PAIdISTUIPE d1om ‘(3/3w g'()) [0IPeNs? 10 (001 VD)D) 3y/3Ww ()] JO S0P & Je pIoe d1ud30I0[yd ‘(OSVD) 3y/3w (S pue ($yD) 3y/Sw G JO SISOp I8 PIoe dIpye)
% [N] Yoou [eIowa] oY) JO
< SN SN SN Ly¥0°SL SY+I9L 9%%9'99 gEFECL TeFC69 81+089 8EFoC8 CeFEL 8EFI9L PeO[ WINWIXE[A
m SN SN SN 97970966 VY FYIv6 0SY*+6556 0SY+SSS6 LT9%6998 0SL*LY86 08€FLS98 166+8986 SY9F6186 [edIAT] snnpo s, Sunog
-
m SN SN SN VOFC881  §GF6981 8'GFIBLI v'TF0°S81 99+8°¢L1 6'8¥9981 CCFYLLI £6F6'¢81 C'GFETLL  [BdIN] PrO] AIMIdR) 10 Ssang
o SN SN SN [CEFIL6E 99 EFIREy  €CTFCOCE 9T EFVL OV CIeF0S'LE 60CFISLE  TI'EFBL6E  LSERRELE  SCIFBETCE [rw] peoy o:zw@% 10}
2] 10Uy
©
& SN SN SN Y20'0F1€S0 STO'0+8SS0  910°0F687°0  ¥CO'0FIESO  STOOFESO  TIO0F6CS0  STO0FLESO  TLO0FYCSO  €10°0F987°0 [ww] peoy moely 10§
) Juawadedsiq
m SN S00>d SN veFeoct  1eFI9Tl 8VFL6IT geFgecl N2 yeF88I1 £9%9°0¢1 TeFSCII LY*ETI1 [N] peof axmoer]
S
@]
5 SN SN SN L9FE681  L'SFTO68I L'SFLBLY v'TF6'981 L9¥9vL1 6'8F'L81 EGFI6LI ¢GFI'G8I L'SFSELT [edIAT] Ssems winwIxely
m SN SN SN BLTFSL'LE  TOTFESTY  6ETFIVYE  96'TFILBE 90°¢FLL9E 96’ 1F719¢  PICFCIF9E  8EEFOS9E  ICTFLYIE [w] peo E:EQM%_ 10}
deliaf

O
m SN SN SN TT00¥9IS0 LIOOFIPSO  910°0FESH0  €TO'0FIISO  +T0'0FCESO  TIOTOFLISO  STO'0F80S0  1€0°0F9ISO  €10°0FC8Y0  [ww] prof wnwixew o]
@] Juawade[dsIq
ccom SN S00>d SN 9¢FI'ICI  TEFILTI Ly*1°0C1 LeFI6el 0v*0911 ceFeoll ['9FL1C1 ['e*€ 911 Ly*ITIT [N] peof wnwixey
I
¥
5 VdxS3 vd s3 |olpensy  001VDD 0sYD SYD |oiauod 001vDD 0sYD SYD lofuo) sivjaweled
9 UoIDRI3IU| SII34JD UIB
O
%H.. ~NONY Aem-om| XN\O XA\ON
L

s1e1 (XAO)

PIZIWO)IALIBAO PuE (X AON) POZIWOJISLIBAO-UOU UT Joou pue sisAyderp [erowsf oyy jo soniadoid [estueyosw uo (YD) proe JuagoIoyd pue (YD) PIoe J19fFed Jo S109H A dlgel




J. Folwarczna, M. Pytlik, M. Zych, U. Cegieta, B. Nowinska, I. Kaczmarczyk-Sedlak, L. Sliwinski, et al.

- $BYE phometric parameters, however, the effect was
s g =|lzu ° "q;, % g not strong enough to improve mechanical proper-
= |8 n 2 > . j<] o . . .
|8 x| LS| |Z =R ties of the tibial metaphysis.
S| = n vV | vv =33 . R X .
g g w S EENESN ceysg Phenolic acids in the body are hydrolyzed by
> %] . . . . .
< |~ el pea) =< 50 bacteria in the intestines or absorbed in the un-
2] ns | @» |22) g 2" 8 Z
§’ S £ 29|29 |2 ° % g BT changed form, and then metabolized in the liver.
T | & = = o< =z2 ¢ It is still unresolved how much absorption occurs
o| v — — O v 2 & B
= e Lz 5 f . . .
e, 8282, ZE € ¢ of intact chlorogenic acids*’. In blood they are
il I Se o2 =8 ¢ 2
w £ &2 : : :
s vV |TV |~ 593 resent in the form of various conjugates®". In
S PV _g ~ X 2.8 . . .
N S g > oy this regard, there may be some species differ-
% % 02O a
- o N = v = b5 S - .
22 & | = g ME Z 58 ences between humans and rats. In human serum
— S © .— . . .
£ &4 E e 5 S & considerable amounts of various chlorogenic
- NG L H b = o . .
8| a2 |22 |2 < 2oX 2 acids have been reported'®, whereas chlorogenic
n . .
Pe |22 | < £520 a acids in the unchanged form are poorly absorbed
(=] o o <t el .
S | = ; a3 %'l JEEE 2 in rats®. It has been proposed that some effects
e 25 |24 R = 5 b§ — of chlorogenic acid can be attributed to its
Ul oS |ag |» S5 80 S metabolite: caffeic acid***. In fact, in this stud
. 5.2z . . .
Lz e s 285,38 high doses of the phenolic acids tended to exert
2 a 19 |5 5% %8 § similar favorable effects on the rat skeletal sys-
o | = ~ 3 = Q .
3 S| 45 (5% |2 8 182 tem. The results were subjected to two-wa
(o) SO | Y | ® SZ=3g¢g .. [ . .
Fa wm e <5352 ANOVA statistical analysis, in which the main
Lt | wE | g SET RS effect of the high-dose caffeic and chlorogenic
o (=) ~ 7] . . . . .
AR g)i;mﬁ S acids combined was evaluated. Statistically sig-
+ + O . . . .
e Sz < B o oh nificant main effects of the phenolic acids com-
S| e |22 ¢ Elp ficant ffects of the phenolic acid
—_ O Q= . . . .
e N RN e Py % = 2 = bined (and lack of interaction between main ef-
I S S - -3 \é'g g fects) indicate their potential to affect the para-
- SAEE
g % % % % H o< .S¢E meters regardless of estrogen level.
(sl w) . .
§ S92 g 2 = g % With the above mentioned approach, we ob-
—_— 3 ¢ . . . .
So|@a |7 = <Z,: w< g served significant main effects of the high-dose
ol 22 |5g g 5 @*Q_‘% £ phenolic acids concerning increases in bone min-
. A b . H = 2] . . . .
= I R R i e g iﬁ <2 eralization and the femoral diaphysis strength.
< . .. . f
R i § S § E 258§ a There was a significant main effect concerning
() o, f . . .
DA IR I s g9 increases in the width of metaphyseal trabeculae
ol TR |28 |8 % 2 8F 2 (for which the effect in the ovariectomized rats
g % § g E g < 2 g % Z was responsible) and only a tendency to increase
X s | s 22839 strength of the tibial metaphysis. Taken together,
= o . . .
) 53 Eo% = the phenolic acids at high doses favorably affect-
<l L 88 |=E5|E 2 i 2 5 ed both compact and cancellous bone, indepen-
S| ££|EE |2 mESS 8 dently of the estrogen status.
Swn |k | X EEwD 3 . .
L |8S |5 S e z z 2 It may be speculated that the differences in the
v Q . .
e o e |~ 22 % 2L effects of caffeic acid between the present and
[} S (=3 =) <t < - . . .
5| g E S< |5 So2E ot our previous studies may result not only from dif-
S| =% (824 2 £ § S g ferent doses used, but also from the different lab-
By | D= | = . Sy .
AN | B N %0 6853 oratory diets. To avoid interference of the dietary
QT g . .
__ | .z <o 22 E phenolic acids and soy phytoestrogens, rats were
< A 2 = . .
sg |2z ESL8E fed a soy-free diet with decreased content of phe-
2Z|E% 2820 O : . .
52| &2 =25 528 nolic acids during this experiment. Although stan-
Am | m FrRR= = . . .
R - g g7 S dard laboratory diet should not contain meaning-
—§ Tl 2 Sipxz = ful amounts of chlorogenic and caffeic acids,
o| = 32% =] kS § cL:fg O] which are present mainly in coffee and some
(5 5 it 2o — = 1 1 i
2| 2 g B % 28 g % <+ F \é% fruits, larger amounts of ferulic and p-coumaric
o ) =} = . . .
E| 25 |=S |85 | o882 8 acids may be present, since they are found in ce-
5| EE|BEE|BEE | 2~E_R3 233 :
| Es|5=|5828 528352 real cell wall*>**. Standard rodent laboratory diet
OS=3U usually contains soy, which may be responsible

Table VI. Effects of caffeic acid (CA) and chlorogenic acid (CGA) on bone histomorphometric parameters in non-ovariectomized (NOVX) and ovariectomized (OVX) rats.
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Table VII. Effects of caffeic acid (CA) and chlorogenic acid (CGA) on the serum bone turnover markers in non-ovariectomized (NOVX) and ovariectomized (OVX) rats.

Two-way ANOVA?

Main effects Interaction

ovX

NOVX

PA  ESxPA

Control CA5 CA50 CGA100 Estradiol ES

CGA100

CA5

Control

Parameters

NS NS

323.6+822.9" 326.9+26.0"" 317.7x20.2" 245.4+20.3% p<0.001

345.4+28.4™

2342422.6  229.7+29.1

206.5£18.1

204.0£15.1

Osteocalcin [ng/ml]

NS NS

28.25+1.64™ 25.75£3.41" p<0.001

28.10+1.57"

302341457 31.76£3.19°

15.28£0.90  17.35£1.22 16.21+£1.06

15.67£1.95

RatLaps [ng/ml]

Caffeic acid at doses of 5 mg/kg (CAS) and 50 mg/kg (CAS50), chlorogenic acid at a dose of 100 mg/kg (CGA100) or estradiol (0.2 mg/kg), were administered orally to rats once

daily for 4 weeks. Results are presented as the mean + SEM (n=9-10). Kruskal-Wallis ANOVA followed by Mann-Whitney U test were used for evaluation of the significance of
the results. “p < 0.05, “p < 0.01, *“p < 0.001 - significantly different from NOVX control rats. *p < 0.05 — significantly different from OVX control rats. *Two-way ANOVA was

conducted on 6 groups of rats: NOVX and OVX control groups, and groups treated with CA50 and CGA100. The evaluated main effects were: estrogen status (ES) and the treat-

ment with high dose phenolic acids (PA). NS — not significant in two-way ANOVA.

for high exposure to phytoestrogens (soy
isoflavones)*. Food matrix (i.e. presence of posi-
tive and negative effectors of absorption, like fat
or fiber) and possibility of interaction with other
dietary compounds may significantly affect the
bioavailability of phenolic compounds*'. Previ-
ously, we also observed that caffeic acid de-
creased body mass gain and total cholesterol level
in ovariectomized rats, which was accompanied
by an increase in the serum estradiol level®32.
Consistently, in the present work, administration
of estradiol decreased the body mass gain, in-
creased due to estrogen deficiency, but no effects
of the phenolic acids on the body mass gain, total
cholesterol level and estradiol level were demon-
strated. Relatively high content of soy isoflavones
in the standard diet may lead to decreases in
serum estradiol levels*?, since phytoestrogens
may decrease activity of enzymes taking part in
steroidogenesis* and affect gonadotropin secre-
tion*, It is possible that the caffeic acid effect on
the estradiol levels and body mass gain in our pre-
vious study resulted from the interaction between
them and soy isoflavones, and could not be ob-
served in the absence of the phytoestrogens.

Mechanism of action of the phenolic acids on
the skeletal system may be only speculated. They
targeted bone locations different from those of
estradiol, indicating that their effect was not es-
trogenic one. Recently, it has been reported that
dietary-induced serum phenolic acids from blue-
berries promote bone growth via p38 MAPK/f3-
catenin canonical Wnt signaling'!. However we
did not observe increases in bone formation. The
mechanism of action of the phenolic acids may be
connected with their antioxidant activity, charac-
teristic of polyphenolic compounds. Oxidative
stress may take part in the development of osteo-
porosis, and loss of estrogen leads to the decrease
of the defense against oxidative stress in bone,
which in turn contributes to the increased bone re-
sorption associated with estrogen deficiency®.

Phenolic acids probably act on the rat skeletal
system through different mechanisms, their effect
being a resultant of action on diverse cellular tar-
gets. That would explain differential effects of low
doses (potentially unfavorable) and high doses
(rather favorable) observed in the present study.

It should be noted that the high doses of the
phenolic acids used in our research seem to be
comparable with the intake achievable by coffee
drinkers. It has been estimated that a heavy coffee
drinker may ingest up to 2000 mg of chlorogenic
acids (and about 250-500 mg of caffeic acid) dai-
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ly, whereas a non-coffee drinker — less than 25
mg per day®. Although the high doses we used
were about 3 times bigger than those taken by
heavy coffee drinkers (assuming that human body
mass is 65-70 kg), in rat studies, due to the faster
metabolism, a conversion factor of 10 in relation
to human doses is often used.

Results of this work should be taken with
caution. High intake of chlorogenic or caffeic
acids may not exert similar effects on the skele-
tal system in humans. Although the phenolic
acids rather beneficially affected the rat skeletal
system in the present study, we have previously
demonstrated unfavorable effect of caffeic acid
on bone strength in rats fed a different labora-
tory diet'®. Moreover, despite the findings of
epidemiological reports indicating that high di-
etary intake of polyphenols is associated with
decreased risk of many diseases, there is grow-
ing concern that dietary polyphenol antioxi-
dants may act as a double edge sword, eliciting
adverse effects through pro-oxidative action in
higher doses®.

Conclusions
High doses of the phenolic acids slightly fa-

vorably affected the rat skeletal system indepen-
dently of the estrogen status.
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