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1- Vitex agnus-castus

2- Real time quantitative polymerase chain reaction
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Table 1. Food and nutritional composition of experimental diets (in percent)
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PR il <l e o)1 il g & o
Stadnicka et al. 5. s F:5- CGTTCAGCCTTGCCAGTAGA —3' sy
2018 R:5'- AGTATTCTGGCAGGATTGGGT -3’ ki
Stadnicka et al. F5-GTTGGTGCTGATGACCCTTT-3’
5 WYY . . Adgagl
2018 R:5"-TGGTGGTCACAGCCATACAT-3 ’
F5-TGCTGTGTTCCCATCTATCG 3 o
Wen etal. 2014 & V- RS- TTGGGACAATACCGTGTTCAT -3 oSk

3y90 oyf 2O3b iy & Eref 4 Etarget alaly ol )
) CT 5,85 Jol> ACT Ml e gy 5 g adllas
ol JyS 5] diged 3 adlllae 390 o5 (4l

3 odlizl b wgossl 5 cegdlosl 05 ol s T
2 OSI ggail e 9 @)l S puilly Jelod (g0
A5 gyt (P<41+0) 2oy O (ellad e

Sy Sl ol e B o e
Pl gy «Sisoole e ol sy ol (olosd
OIF N[0 QMY i 5 4 pB i g S «(g )l 0jlac
Syl pmmen WS s SiS odle Loy OF 9 VY/F
22255 dlons S5 s IS VoA IA udslio 115
JS RNA cus’ b5,

RNA cuias 5 casS b))l ylp zl) S8 K
4 A260 (5)9 wlo Cuns sl (5y9 JBe 550l
Sl Jsd LB asls Ysese YV 5 VA 5 A280
Gilolin (YY) 29d 0 48,5 L5 ;5 RNA s coas

b Jsaeo S5 & yoio Jalys 5 odlizel L JS RNA

JRT-QPCR S5 b o ple Jebos g jos sl
Step One Plus Real-Time PCR System ol%wws
Real Q Plus 2x Master Mix <o ¢ ABI S i
Sloyzs; LSy slinl s ealanwl Green (High ROX)
Fold idgySeo Vo lig w53 ol oloj 53 Sy
» 3 S N (p S 0 sgls) CDNA y2y Sen
Vool Ol s See ¥ (citSn g 8)) yealn
Real Q Plus 2x Master Mix (5,0 cuS g, Seo
S5t el 3yl aely ¢ ail o Green (High ROX)
¥oodddd V0 a0 A slod o adsl (g3l Cud yuly dls yo
Wb VO Cdedy a0 A0 (gilw Cudywly glod b IS
slod @l Yo ey oIS ol 4y £ sl sled
A0 glod b JSow Frocal Ve Gdoy a0 VY Lo
Al o g3 HIdges A (gl A8l Ve e 4 ax

Ghay Ok nl 2 0F Ol Shed esn Ohe
39 STy o5 ol 4 Cud g (slauslis ailiwl) AACT
(YY)

(Etarget)ACTtarget (control-sample)

ratiwo = (Eref)ACTref(control—sample)



¥

S Lo jdesme 5 (65 dgemme Saidgy Alulan (g pmal (S (Bdoswe (Sowge ol ol

Sgdie Ole K5 glag po cSluggl (slome ) STl
Jodlal b g 43 1> peiSe slaJsl 5| JSRNA (15 L
o3 MRNA ol 8T 5 55980l s 85 PCR
JS8) Crmgdlagl (BY JS5) dgegsl A Y JS5) (STl
28 ol eSS ot ye peiSe adsle o 1, (C Y
J5 9y Sk S ©jg0 4 ST g Wgegsl cmosdlyl
4 PCR ¥ guame jysdse Sl .ud jals o ¥ 5]
wmesdlogl (el 1y 5b i VO ¢ WY Fe Slakab i

Sy gl STl 5 A3ge0sl

RNA Samples

VP uLwA) /YA O)Lo.u': /r\,hn))uu JL«) Lfb u‘A.Jy ng%p

don &S 0b L YALIYE Gl Caws i YL coas
9 VAD (yw) diwa Jbyedp oYL cuas 51 LRNA
(Y/0

e slae SIS0 (S RNA (Sl ow)p
50999581 51 ol b 48" sl osds 2]yl RNA LI
o3 gyl RNA (Sl ol i) BB 5581 s
N3 oo 290 203 ¥ BT 5 b 55559 58Ul 5l ealizl b
S g5 iulefl 3)30 RNA cladises plas (gl )5
() JS5) A5 ssalie  (Siuss 93 (VAS 5 YA'S) zsly
Olesd CS1a g9l (8120 (S SOLLS S5

KNA 1aaaer

_ 351 J; 5589750 5 eolizl b i8035 €50 pgiS 0 il (GRNA (S LSy gy =) JS3
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Figure 2. Electrophoresis of PCR products for (A) Beta actin (B) Ovomucoid (C) Ovalbumin of laying hens on the
2% Agarose gel. M: size marker 100bp
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Extended Abstract

Introduction and Objective: Phytoestrogens are herbal estrogens with estrogen-like functions
and structures. The estrogen hormone has an important role in the process of the synthesis of
egg white proteins in the avian oviduct. Vitex agnus-castus (VAC) is a native plant of the
middle Asian, southern European, and Mediterranean countries. This plant has numerous uses in
traditional medicine and is traditionally used to treat many diseases in women. Previous studies
have shown that VAC contains high levels of phytoestrogens. VAC consists of compounds such
as vitexin, apigenin, and pendoltin, which are the most active phytoestrogen in VAC fruits. No
study has been published so far on the effect of VAC on oviduct markers gene expression
(ovalbumin (OVAL) and ovomucoid (OVM)). Hence, this study was performed to evaluate the
effect of VAC fruits on gene expression for two oviduct markers OVAL and OVM of laying
hens.

Material and Methods: A total of 90 leghorns (Hy-Line, W-36) laying hens on the second
cycle of production (at 72 to 80 weeks old) were used in a completely randomized design with
three treatments, five replicates and six hens per replivate. The treatments were various levels of
VAC fruit powder including zero, 1, and 2% levels of VAC fruit powder per kg of diet. After
extraction of total RNA, RNA quality was evaluated using Nanodrop and agarose gel
electrophoresis and cDNA was synthesized using a Sinaclone kit. Eventually, gene expression
was measured by the real-time qPCR method. In this method, B-actin gene was used as a
reference gene to normalize the gene expression data. To confirm the specificity of each primer,
its melting curves were examined.

Results: Electrophoresis of the PCR products showed the 60, 133, and 150-bp fragments for
OVAL, OVM, and Beta-actin, respectively. Melting peaks analysis on the PCR products for all
primers confirmed minimal primer-dimers and primer specificity. The results of the real-time
gPCR method indicated that supplementation of VAC fruits powder at levels 1 and 2 to the diet
of laying hens has no effect on the expression of OVAL and OVM genes of laying hens in the
second production cycle.

Conclusion: Therefore, Adding VAC fruit powder to the diet of laying hens is not expected to
increase egg production in laying hens. Therefore, VAC supplementation is not recommended
to the diet of laying hens.
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