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Table 1. The primer sequences of housekeeping genes used in this study (According to the reference 15)
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Table 2. Components of master mix used in Real time PCR

oo Jb 290 il (3)5e) e
iQ™ SYBR® Green Supermix 1x WY/
Primer (Forward) 10 Pmol \
Primer (Reverse) 10 Pmol \
cDNA 250ng b
Strile Water o/
sl o> vo

3 Jeol ol el Ghlofl anlp (b )3 jsSio 5 i
g Beta actin cla); 4 ol Lis Laosly oo g 4320
elyls 5,y > Beta-tubulin 5 L) jl ey s ACTIL
258 o ) )3 (1 Joaz) M ()l cp it
(¥ Jga2) 29— @2 sl b 3 o)l oy
2 s pei 0 (Sl e SLeMbl ailaulio
Oygmo 4oz p0 5 S o) o) 39?9"_;&_)4]91 sl
cod GLeMbl slacsil 3 uggyll Jl 86 g5 S
Slanuls glayys ;) Lfal.\,s sy yokieds 1Y (Conl 003 5
A odlatl pgmgygll @ S035 LS ple g2 ye o)
bagj pde )bl 2 Y5 £55 cupd 39 ok (V)
4,255 4 Beta actin gla ;i oy sl asllas p3 .55 2> 0
o)bel A3dgs £95 o pS (pyieS Gl Ay 9 Sy 3 S
sleys ols BestKeeper lisle i lawgs ods &) uogs
Ol S e ghuas) CLpl polie ol 1) 2 0
i s Sy g aiyy plasl n ACTIL 5 el
4 +/VYY o +IAYS) BestKeeper (s ls Ly (S
by culplis (¥ Jgaz) adlio (S g ade) ol 5 iy
slazel 4B anpe o5 lsisa |, ACTIL 5 BestKeeper
e ool oS Baa by ol il Jley Gl

2y

o315 3JUT g (g5l Il

ol 2 Glie 08 oy I (led bl caa )
9 ol pulas d‘ﬁ Cd) Spw Apd b osléwl uwln)l
shable céF e cwle ugj)lf OJ)J Candy
G Slgisay /oo g ofoe) /o) ¢ <[y cDNA
@S ksl 3 ad sl aage gy (oles il 28,
dpobro 3)l8kiwl ot 5 diged o Cl l5e sy PCR
4 (Y0) BestKeeper 4 (YA) geNorm sla l38ls 5 51 .00 )5
Ole plle (Ol L g i )3) (5 Fowlio (sl slaie
A ealiiwl )

9 S bl o Lagyj glo )il (o) gbaiess

O bl 53 g ge (5 Vol ugnggll olS 5> 4y
S g RNA plolojl cladiges o)y A oy ()9
95 &S | ey oo S & (5975 (50l Ladigas (e S
odbol copilel Blge cutnS 5 Hlade (3 sl Sow digad (o
gld5 (35 Cam 9 w38y CDNA jw RNA (gl
05 ol sl (wyp 0 a8 adld gl S sl
Sl o jlame SBliodl 0,05 (oo )18 o3kl 5)50
&b s Lis 4 iaS jlxe Bl il WS sbay il o

o9l oS Sy g adyy 3 hals b)) ol £95 cups g ke Slpul Y Joun

Table 3- Standard deviation and Coefficient of variation

of housekeeping genes in root and shoot of Aeluropus
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Table 4. Pairwise correlation and correlation analysis of housekeeping genes based on BestKeeper Index in
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Figure 1. Average values (M) of expression stability and ranking of housekeeping genes analyzed by geNorm (above
and below figureis related to root and leaf respectively).
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Figure 2. Determination of the optimal number housekeeping genes for normalization in Aeluropus, Using the cut-off
value V = 0.15 (above and below figureis related to root and leaf respectively).
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Abstract

Application of wild type crops or wild relatives’ cultivars that are halophyte in plant breeding
program would provide better resultsin order to develop cultivars that are resistant toward drought
aswell as sdinity. Recent(ljy, Aduropus littoralis has attracted the attention of researcher in order
to identify novel genes and their regulatory € ements that are involved in salinity stress. Currently,
Quantitative polymerase chain reaction (Q-PCR) is one of the best and sensitive techniques in
order to determine the expression profiling of genes in plants. In this method, normalizations of
the obtained data with appropriate housekeeping genes are certainly crucid. In the current
research, the efficiency of seven reference genes to be employed in the normdization of the data
was investigated. Statigtical analysis of the data was done via geNorm program and it was
demonstrated that the ACT11, Beta Actin and Beta tubulin and Beta tubulin and Beta Actin were
congtitutively expressed in leaf as well as roots, respectively. Based on the gained results through
Best Keeper, the ACT11 poses the highest correations with the BestKeeper (0.836 and 0.722 in
leaf and root respectively). Additionaly, it was shown that the Beta tubulin has the lowest
coefficient variation in term of expresson in root and leaf. Taken together, it was evidently
demonstrated that the ACT11, Beta Actin and Beta tubulin are the best reference gene to be

employed for the normalization of expression datain the Aeluropuslittoralis.
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