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ABSTRACT

An experiment of 10 weeks duration was conducted on 48 weaned female rats (285.2 + 1.95 g) of strain Sprague
Dawley to study the effect of replacing dietary Zn (12 ppm) supplementation from inorganic (ZnCO,) to
organic (Zn nicotinate; Zn-nic) source at lower (6 or 9 ppm) or equal (12 ppm) levels on Zn retention and
ovarian follicular population. Higher Zn concentration (on day 42) in serum (P<0.01) and liver (P<0.05) was
noticed with 9 and 12 ppm Zn supplementation as Zn-nic compared to other dietary treatments. Zn deposition
in pancreas, muscle and kidney was comparable among the dietary treatments. In comparison to 12 ppm
inorganic Zn, RBC catalase and glutathione peroxidase activities (42nd d) improved (P<0.05) with 9 and 12
ppm organic Zn. Significantly (P<0.05) highest and lowest serum progesterone concentration was observed
with 9 or 12 ppm Zn as Zn-nic and 6 ppm as Zn-nic supplementation, respectively. Regular estrous cycle was
observed with 9 or 12 ppm Zn supplementation as Zn-nic, while 30% rats fed on other dietary treatments
showed irregular estrous cycle. The proportion of primary follicles was lowest (P<0.01) and that of corpus
luteum was highest (P<0.01) with 12 ppm Zn supplementation from Zn-nic, compared to other dietary
treatments. The study indicated that Zn concentration in diets could be reduced by 75% (9 ppm) when
supplemented as Zn nicotinate without affecting estrous cycle and follicular population. In addition,
replacement of 12 ppm inorganic Zn with 12 ppm organic Zn significantly improved its retention and follicular
population.
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Zinc (Zn) is component of more than 300 metalloenzymes
and influences various biological functions including
reproduction (Chasapiset a/. 2012). In addition to that,
it plays a vital role in antioxidant defense system (Eide,
2011). The role of Zn in male reproductive system is well
established and its deficiency leads to failure of
spermatogenesis and lowers the testosterone secretion
(Roy et al 2013). Similarly, Zn plays a vital role in female

reproductive system and necessary for normal ovulation
and fertilization. Brown and Pendland (2007) stated that
Zn is essential for progesterone synthesis. Female
reproductive system is negatively influenced by oxidative
stress and could be overcome by dietary
supplementation of antioxidant nutrients such as Zn
(Agarwal ef al. 2012). Follicular population study
provides important information about ovarianfunction,
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especially the relationship between follicular number
and the factors that regulate the survival and maturation
of follicles at any stage of their development (Myers et al.
2004).

Recently concept of organic minerals is gaining
importance as source of minerals supplementation in
diets. In organic sources, mineral is in a chemically inert
form, more stable and less prone to mineral and nutrient
interactions, soabsorbed and circulated to target tissues
very efficiently (Swiatkewicz ef al. 2014). Some
researchers in mineral nutrition have shown that lower
levels of Zn supplementation in organic form is sufficient
to meet the requirements (Moghaddam and Jahanian,
2009; Feng et al. 2010; Ao et al. 2011) of minerals. Many
organic sources of Zn are available i.e., Zn proteinate,
Zn amino acid complex, Zn poly saccharide, Zn
methionine, Zn glycinate and their efficiency has been
tested in many livestock species in terms of growth,
immunity and reproduction. Zn nicotinate is an organic
source of Zn with nicotinic acid (vitamin) as the ligand
and the literature on supplementing Zn-nic as source of
Zn in diets is not available. Hence, the present
experiment was carried out to study the effect of
replacement of inorganic zinc with graded levels of zinc
nicotinate (organic source) on Zn retention, estrous cycle
and follicular populationin rats.

MATERIALS AND METHODS

Feeding and housing management

Forty eight female rats of Sprague Dawley strain (SD)
with an average body weight of 285.20 + 1.947 g were
housed in polypropylene cages in the Animal House of
College of Veterinary Science, Hyderabad. Rats were
managed under hygienic conditions with controlled
temperature (22-23°C) and photoperiod (12h/d) for an
experimental duration of 10 weeks. The rats were reared
as per the guidelines of Institutional Animal Ethics
Committee of the college. The rats were randomly
distributed to 24 replicates with 2 rats in each and these
24 replicates further randomly allotted to 4 dietary
treatments. The rats were offered respective diet ad
libitumwith provision of free access to wholesome clean
deionised water through polypropylene bottles having
nipples. A basal diet (BD) was prepared with purified
ingredients but without Zn (Table 1) as per the modified
formulae of AIN- 76A (casein was replaced with EDTA
treated soybean meal to minimize Zn contribution from
dietary ingredients. To the basal diet supplied 12 ppm
Zn was added from inorganic source (Zn carbonate)
(control diet). The three experimental diets were BD
supplemented with Zn nicotinate (Zn-nic) so as to
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supply Zn at concentration of 6, 9 and 12 ppm. Blood
was collected on day 42 in two sets by retro-orbital
puncture to analyse the progesterone and Zn
concentration in serum and antioxidant enzymes in
haemolysate. At the end of experiment all rats were
sacrificed to collect the organs (liver, pancreas, muscle,
kidneys and ovaries). The collected organs (liver,
pancreas, muscle and kidneys) and serum were stored
in deep freezer(-20°C) and thawed to room temperature
at the time of analysis of Zn. The ovaries were fixed in
buffered formalin for follicular populationstudy.

Tablel. I ngredient composition of Purified diet (AIN-76A)

Ingredient Proportion, g/kg diet
Sucrose 500.0

Casein 250.0

Corn starch 100.0

Qil 50.0
Cdlulose 50.0

Minera mixture* 35.0
Vitamin mixture* 10.0
DL-methionine 3.0
Cholinechloride 2.0

*Mineral mixture and vitamin mixture was prepared as per
specifications for AIN-76A without Zn supplement.

Antioxidant enzymes activity

The blood collected in clean heparinized vacutainers
was centrifuged at 2000 rpm for 15 minutes at 4°C to
separate buffy coat and erythrocyte pellet. The
erythrocytes were washed thrice with phosphate buffer
saline (PH 7.4). The packed RBC obtained was mixed
with an equal volume of phosphate buffer saline and
then diluted as per requirement with distilled water. The
oxidative enzymes viz., RBC catalase and glutathione
peroxidase in haemolysate were estimated as per the
procedures of Bergmeyer (1983), Paglia and Valantine
(1967) respectively. The haemoglobin and protein
concentration in haemolysate were estimated
colorimetrically as per the procedure described by
Cannan(1958) and Lowry et al. (1951), respectively.

Estimation of Zn

Approximately 1 g of sample (liver, pancreas, muscle
and kidneys) and 1 ml of serum was wet digested by
diacid method in which samples were kept for overnight
with 10 ml of concentrated HNO,, next day again10 ml
HNOQO, and 2-3 ml perchloric acid was added to sample
and digested on hot plate at 180-200°C till the dense
white colour fumes appeared. The digested sample was
then transferred to a 50ml volumetric flask by several
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washing with double distilled water through Whatman
filter paper No. 42 and final volume was made to 50ml.
These processed samples were transferred to a separate
sterilized plastic vials till analysed with Atomic
Absorption Spectrophotometer (Varian AA 240) with
standard solution of different concentrations of elements
in order to estimate the final concentration of Zn in the
organs. The concentration was expressed as parts per
million (ppm).

Progesterone concentration, vaginal smear
study and quantification of follicles

Serum progesterone was estimated using commercial
ELISA kit (Omega diagnostics, pathozyme,
progesterone, Scotland, UK). A vaginal smear study was
conducted for two consecutive estrous cycles after 56
days of experiment (Marcondes ef al 2002). The ovarian
tissue fixed in buffered formalin was embedded in
paraffin (58.6°C). The sections of the paraffin blocks
were cut by a rotator microtome (51) and sections were
stained by eosine and haematoxylin and observed under
a compound microscope. The quantification study of
follicles was performed according to Patil ef al (1998).
Diameters and morphologies of the follicles were used
to classify the follicles.

Statistical analysis

The data was subjected to one way analysis of variance.
The differences between the means were tested for
significance using Duncan’s multiple range test
(Duncan, 1955). All the statistical procedures were
carried out as per the methods described by Snedecor
and Cochran (1994) by programming and processing in
computer.

RESULTS AND DISCUSSION

Zinc retention and antioxidant enzyme
activities

In present study, Zn deposition in pancreas, muscle and
kidney was not affected with reducing Zn

supplementation by 50% (6 ppm) as Zn-nic compared
to 12 ppm Zn supplementation as ZnCO,. Also to this
significantly (P<0.05) higher Zn concentration was
noticed in serum and liver with 9 and 12 ppm Zn
supplementation as Zn-nic compared to other dietary
treatments (Table 2). Organic trace minerals being stable
in digestive tract, prevents formation of complexes with
other dietary components and thus, results in greater
absorption of minerals (Ao efal. 2011). This might be the
reason for higher Zn concentration in serum and liver
with supplementation of 9 ppm (lower) or 12 ppm Zn as
Zn-nic compared to 12 ppm Zn as ZnCQO,. Similarly,
Wang et al. (2010) observed comparable Zn deposition
in kidney, pancreas, spleen and Longismussdorsimuscle
in pigs between 100 mg/kg Zn as Zn-gly and 3000 mg/
kg as ZnO supplementation.

Zn plays an important role in the antioxidant system in
two ways: first is the protection of proteins and enzymes
against free radical attack, or oxidation (Osaretin and
Gabriel, 2009) second is through the prevention of free
radical formation by other metals, such as iron and
copper (Prasad, 2014). Glutathione peroxidase (GPx)
and catalase (CAT) are involved in the antioxidant
defense system and protects from potential oxidative
damage (Flohe, 2009; Peerapatdit and
Sriratanasathavorn, 2010). In this experiment
supplementation of 12 ppm Zn as Zn- nic significantly
(P<0.05) increased the activities of CAT and GPx (Table
3) compared to others. The antioxidant enzymes activity
was comparable between rats fed with 6 ppm Zn as Zn-
nic or 12 ppm Zn as ZnCO, clearly indicating Zn
requirement could be reduced by 50% if supplemented
from organic source. Bun ef al (2011) observed
improvement (P<0.01) in GPx activity with Zn
supplementation in dose dependent manner in broilers
(0, 20, 40 and 60 ppm). Reducing the Zn
supplementation from 12 to 9 ppm, as Zn-nic, still had
higher activities of GP, (P<0.01) and catalase (by 23.13%)
than those with 12 ppm Zn supplementation from
inorganic source. Our results were in similar to the
findings of Ma et al. (2011) who observed improvement

Table2.Concentration of zincin serum (ug/ml) and variousor gans (ug/g weight) in ratsfed or ganic zinc supplemented diets
at varied concentration

Attribute 12 6-0 12-0 SEM P value
Serum 1.179° 1.004° 1.33° 14172 0027 0.001
Liver 26.84% 2626 27 84 277F 01% 0.050

Pancreas 2.8 24.69 2907 20.41 2252 0.685
Mustle 20.29 20.76 2092 2397 2034 0.923
Kidrey 26.71 041 3147 30.14 1118 0.481

M eans with different superscriptsin a row differ significantly: P<0.05; P<0.01.
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Table 3. Antioxidant enzymeactivitiesin haemolysatein ratsfed or ganic zinc supplemented dietsat varied concentration

Attribute 12| 60 9-0 12-0 SEM P value
Gl utathi one peroxi dase 5.22° 2.77° 1027 15.29% 1112 0.001
(umole/mg protein)

RBC catalase 8.4 5.14° 9.90% 10.98? 0.650 0.002
(umole/min/Hb)

®Means with different superscriptsin arow differ significantly: P<0.05; P<0.01.

Table4. Serum Progester one concentr ation and number of different follicles(%) in ovary of ratsfed organiczinc
supplemented dietsat varied concentration

Attribute 12-1 6-0O 90 12-0 SEM P value
Progesterone (nmal /L) 84.85° 53.32° 91.86° 92.75° 2.506 0.001
Follicular stage (%)
Primery follicles 411712 36.18% 42122 30.55° 1.042 0.001
Secondary follicles 19.36 18.78 20.64 23.50 0.93%6 0.293
Tertiary follicles 16.07 18.43 13.02 17.03 0.750 0.066
Gradfian fdlicle 1321 16.37 12.30 13.33 0.689 0.175
Corpus|uteum 10.22° 1023 1191° 15.59° 0.489 0.001

M eans with different superscriptsin a row differ significantly: P<0.05; P<0.01.

in activity of GPx enzymes in liver with 90 mg Zn/kg
diet supplementation as Zn-gly compared to broiler
chicks fed 120 mg Zn/kg diet as ZnSO,.

Serum progesterone levels and follicular
population

In current study higher (P<0.05) serum progesterone
levels was noticed with 9 and 12 ppm levels of Zn
supplementation as Zn-nic followed by those with 12
ppm Zn supplemented as ZnCO, and lowest
progesterone concentrationwas observed in rats
supplemented with 6 ppm Zn as Zn-nic (Table 4). Zn is
needed for progesterone synthesis (Brown and
Pendland, 2007). Also several researchers (Al-Daraji
and Amen, 2011; Nagalaksmi ef a/ 2013) observed
increase in serum progesterone levels with increasing
the level of dietary Zn supplementation. In present study
significantly (P<0.05) higher serum progesterone levels
was observed with 9 and 12 ppm (75 and 100% of control
Zn) of Zn supplementation from organic source
compared tol2 ppm Zn supplementation from inorganic
sourceand no difference was observed between 9 and
12 ppm Zn supplemented from Zn-nic.

Zn plays an important role in estrous cycleby affecting
the release of gonadotropic hormones (Keen and Hurely,
1989) and in ovarian follicle growth and ovulation. The
deficiency of Zn leads to failure of follicle rupture and
thereby affects the corpus luteum (CL) formation (Tian
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and Diaz, 2011). In vaginal smear study for two
consecutive estrouscycle, a regular cycle of 4 days with
no irregularities in estrous cycle was observed in rats
supplemented with either 9 or 12 ppm Zn as Zn-nic.
While inrats fed diets supplemented with 12 ppm Zn as
ZnCO, or 6 ppm Zn as Zn-nic, about 30% of rats
showed irregularities in estrous cycle.

In present study primary follicles were lower (P<0.05)
in rats supplemented with 12 ppm Zn as Zn-
niccompared to rats supplemented with 6 or 9 ppm Zn
from the same source or 12 ppm Zn from ZnCO, but the
percentage of CL formation which is an indication for
maturation and rupture of follicles, was significantly
(P<0.01) higher with 12 ppm Zn supplemented as Zn-
nic as compared to other dietary treatments (Table 4).
Also the formation of CL formation was not affected
(P>0.05) with reducing the dietary Zn supplementation
by 50 (6 ppm) or 75 (9 ppm)per cent added as Zn-nic
(Table 4). Oocyte maturation, ovulation and
leuteolysisare affected by reactive oxygen species (ROS)
caused due to oxidative stress at cellular level, but
antioxidant enzymes such as catalase, superoxide
dismutase and glutathione peroxidase counteracts ROS
and reduces the oxidative damage onactively growing
follicles in ovaries (Agarwal et al 2012).
Supplementation of 12 ppm Zn as Zn-nic significantly
(P<0.05) increased the activities of catalase and
glutathione peroxidase (Table 2), clearly indicative of
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the effect of organic Zn supplementation in reducing
oxidative stress and improving the follicular
development and serum progesterone concentration in
ovaries in rats.

Based on the results, it could be concluded that
replacement of 12 ppm inorganic Zn with 12 ppm
organic Zn significantly improved the reproductive
efficiency and dietary Zn concentration can be reduced
by 75% (9 ppm) as Zn nicotinate without affecting
estrous cycle and follicular population compared to 12
ppm Zn from inorganic source.

REFERENCES

Agarwal, A., Aponte-Mellado, A., Premkumar, B.].,
Shaman, A. and Gupta, S. 2012. The effects of
oxidative stress on female reproduction: a review.
Reprod. Biol. Endocrinol., 10(1): 49.

Al-Daraji, H.J. and Amen, M.H.M. 2011. Effect of dietary
zinc on certain blood traits of broiler breeder
chickens. Int. J. Poult. Res., 10: 807-813.

Ao, T., Pierce, ]J.L., Power, R., Pescatore, A.]., Cantor, A.H.,
Dawson, K.A, Ford, M.]. and Paul, M. 2011. Effects
of feeding different concentration and forms of zinc
on the performance and tissue mineral status of
broiler chicks. Br. Poult. Sci., 52(4): 466-471.

Bergmeyer, H.U. 1983. Catalase. Methods of enzymatic
analysis, Weinheim, VerlagChemie, 165-166.

Brown, L. and Pendland, S. 2007. Health infertility male
infertility- improving sperm quality. Acubalance
wellness, centre Ltd. Onwest 18" Ave. in
Vancouver Bc. Canada.

Bun, S.D., Guo, Y.M., Guo, EC,, Ji, E]J. and Cao, H. 2011.
Influence of organic zinc supplementation on the
antioxidant status and immune responses of

broilers challenged with Eimeriatenella. Pou/t. Sci.,
90: 1220-1226.

Cannan, R.K. 1958. Laboratory Methods-Proposal for a
certified standard for use in hemoglobinometry
second and final report. /. Labor. Clinic. Med.,
52(3): 471-476.

Chasapis, C.T., Loutsidou, A.C., Spiliopoulou, C.A. and
Stefanidou, M.E. 2012. Zinc and human health:
an update. Arch. Toxicol., 86(4): 521-534.

Duncan, D.B. 1955. Multiple range and multiple F tests.
Biometrics, 11(1): 1-42.

Eide, D.J. 2011. The oxidative stress of zinc deficiency.
Metallomics, 3(11): 1124-1129.

Feng, J., Ma, W.Q., Niu, HH., Wu, XM., Wang, Y. and
Feng, J. 2010. Effects of zinc glycine chelate on
growth, hematological, and immunological

characteristics in broilers. Biol. Trace Elem. Res.,
133: 203-211.

Journal of Animal Research: v.5 n.4. December 2015

Flohe, L. 2009. Glutathione peroxidase: fact and tiction.
Oxygen free radicals and tissue damage, 95-120.

Keen, C.L. and Hurley, L.S. 1989. Zinc and reproduction:
effects of deficiency on foetal and postnatal

development. In Zinc in human biology . Springer
London. pp. 183-220.

Lowry, O.H., Rosebrough, N.J., Farr, A.L. and Randall,
R.J. 1951. Protein measurement with the Folin
phenol reagent. /. boil. Chem., 193(1): 265-275.

Ma, W,, Niu, H., Feng, J.,, Wang, Y. and Feng, J. 2011.
Effect of zinc glycine on oxidative stress, contents
of trace elements, and intestinal morphology in
broilers. Biol Trace Elem. Res., 142: 546-556.

Marcondes, FK., Bianchi, F.J. and Tanno, A.P. 2002.
Determination of the estrous cycle phases of rats:
some helpful considerations. Brazilian J. Biol,
62(4A): 609-614.

Moghaddam, H.N. and Jahanian, R. 2009.
Immunological responses of broiler Chicks can
be modulated by dietary supplementation of zinc-

methionine in place of inorganic zinc Sources.
Asian — Aust. J. Anim. Sci., 22(3): 396 - 403.

Myers, M., Britt, K. L., Wreford, N.G. M., Ebling, E].P. and
Kerr, J.B. 2004. Methods for quantifying follicular
numbers within the mouse ovary. Reproduction,
127(5): 569-580.

Nagalakshmi, D., Sadasiva Rao, K., Aruna, G. and
Parashu Ramulu, S. 2013. Influence of dietary zinc
supplementation on ovarian folliculogenesis in
rats. Int. /. Recent 5ci. Res., 4:1-3.

Osaretin, A.T.E. and Gabriel, A.A. 2009. Effect of zinc
deficiency on memory, oxidative stress and blood
chemistry in rats. Int. /. Biol. Chem. 5ci., 3(3): 513-
523.

Paglia, D.E. and Valentine, W.N. 1967. Studies on the
quantitative and qualitative characterization of
erythrocyte glutathione peroxidase. The /. labor.
Clinic. Med., 70(1): 158-169.

Patil, S.R., RavindraPatil, S.R., Londonkar, R. and Patil,
S.B. 1998. Nicotine induced ovarian and uterine
changes in albino mice. Indian J. Physiol.
Pharmac., 42: 503-508.

Peerapatdit, T. and Sriratanasathavorn, C. 2010. Lipid
peroxidation and antioxidant enzyme activities
in erythrocytes of type 2 diabetic patients. /. Med.
Assoc. Thai., 93(6): 682-93.

Prasad, A.S. 2014. Zinc: An antioxidant and anti-
inflammatory agent: Role of zinc in degenerative
disorders of aging. /. Trace. Elem. Med. Bio., 28(4):
364-371.

Roy, B., Baghel, R.P.S., Mohanty, T.K. and Mondal, G.
2013. Zinc and Male Reproduction in Domestic

Animals: A Review. Indian J. Anim. Nutri., 30(4):
339-350.

747



|@- Nagalakshmi et al.

Snedecor, G.W and Cochran, W.G. (1994) Statistical Tian, X. and Diaz, EJ. 2011. Zinc depletion causes
methods, 8th ed., (Iowa State University Press, multiple defects in ovarian function during the
Ames, Iowa, USA). periovulatory period in mice. Endocrinology,

Swiatkiewicz, S., Arczewska-w osek, A. and Jozefiak, D. 153(2): 873-886.

2014. The efficacy of organic minerals in poultry Wang, Y., Tang, ] W., Ma, W.Q., Feng, ]. and Feng, J. 2010.
nutrition: review and implications of recent Dietary zinc glycine chelate on growth
studies. World’s Poult. Sci. J., 70(03): 475-486. performance, tissue mineral concentration, and

serum enzyme activity in weanling piglets. Biol.
Trace Elem. Res., 133: 325-334.

748 Journal of Animal Research: v.5 n.4. December 2015



