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Table 1. Induction Medium oAgrobacterium(pH=5.6) (Lee and Yang, 2006)

Component Concentration
Ko:HPOy 10.5g/L
KHPO 4.5 g/L
(NH4)2SOy lg/L
NaCitrate 0.5¢g/L
Glucose 1g/L
Glycerol 4 g/L
MgSOy 1mM
2-(N-Morpholino) Ethane Sulfonic acid (MES) 10 mM
Sucrose 1.9 g/L
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Table 2. Gus staining solution (Jefferson, 1987)

Component Stock concentration Volume
Sodium phosphate buffer, pH=7 250 mM 400pl (100mM)
EDTA, pH=8 05M 20l (10mM)
Triton 20 % 5 pl (0.01%)
2-Mercaptoethanol - 0.7 pl (10mM)
Ferrocyanide 5 mM 10 pl
Ferricyanide 5 mM 10 pl
X-gluc 20 mg/ml 50 pl (ImM)
H20 - 504.3ul
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Figure 1. Digestion pattern analysis of pBI$Zi"vector. 1) Digestion of pBl121Gi$vector withSmad and
Sad and about 2000 bp fragmentgiisgene with intron was isolated, 2) Digestion of pBRIGus™ vector with
Hindlll andEcoRI and about 3000 bp fragmentgdsgene with intron was isolated, M) GeneRuler DNA
Ladder Mix (Thermo Fisher Scientific).
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Figure 2. Colony PCR dkgrobacteriumcolonies harboring pBI12ts"with reporter gene primers.
M) GeneRuler 1 kb DNA Ladder (Thermo Fisher Scie)jti C-1) Wild Agrobacteriumstrain GV3301,
C+) pBl12Lv " plasmid, 1-4)Agrobacteriumstrain GV3301 colonies harboring construct, C-2)dVi. strain
LBA4404, 5-7)A. tumefacienstrain LBA4404 colonies harboring construct.

BC-82-6005555 (V iirate 08, (1 00 (65,903 527 S 0 55 (53lag o5 ol Clad o - Y IS0
Figure 3.3-Glucuronidase activity assay in non-transgenidelydeaves. 1) Bahman cultivar, 2) EC-82-6
genotype.
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Figure 4 3-Glucuronidase activity assay of basic treatmenBdhman cultivar, 2) EC-82-6 genotype.
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Figure 5.5-Glucuronidase activity assay of first and thirdves of barley. 1) First leaf of Bahman cultivar,
2) Third leaf of Bahman cultivar, 3) First leafle€-82-6 genotype, 4) Third leaf of EC-82-6 genotype
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Figure 6.p-Glucuronidase activity assay of differekgrobacteriumstrains and induction media. 1) LBA4404
strain in MS medium, 2) LBA4404 strain in inductianedium, 3) GV3301 strain in MS medium, 4) GV3301
strain in induction medium.
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Figure 7 B-Glucuronidase activity assay of differefgrobacteriunmstrains concentrations in induction medium.

1) GV3301 strain in OD=0.4, 2) GV3301 strain in D&, 3) GV3301 strain in OD=1, 4) LBA4404 strain in
0OD=0.4, 5) LBA4404 strain in OD=0.8, 6) LBA4404atr in OD=1.
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Figure 8. Barley buds ready to treat witbrobacterium
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Figure 9.8-Glucuronidase activity assay in non-transgenid¢elydsuds. 1) Bahman cultivar in MS medium,
2) Bahman cultivain induction medium, 3) EC-82-6 genotype in MS nuedli 4) EC-82-6 genotype in
induction medium.
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Figure 10-Glucuronidase activity assay in barley buds urdiféerent treatments. 1) GV3301 stramM$S
medium, 2) EC-82-6 genotypgth LBA4404 strain, 3) Bahman cultivar with LBA44®&train, 4) GV3301
strainin induction medium, 5) EC-82-6 genotywéh GV3301strain, 6) Bahman cultivar with GV33@&train.
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Abstract

Barley is one of the most important crops in therldv@and is also important in agricultural
biotechnology as a recombinant protein productidatfgrm. In plants such as cereals, whose
regeneration and transformation are difficult,dme cases transient gene expression is consideied a
substitute for the stable metho8lgrobacteriurdbased transient expression (agroinfiltration) ms a
inexpensive and quick way to study the functiogefes and to evaluate the elements that affect gene
expression (untranslated regions, introns, trapson factors and promoters). By using this mettiod,
iIs possible to evaluate the function of gene caoosdr without time-consuming process of plant
regeneration only within a few days. In order téimze this method in barley, the effect of diffete
treatments such as tissue type, plant age, le@aitsom, acetosyringone concentration, type of atidun
medium, time of assay after inductioAgrobacteriumstrain, OD of induction medium, type of
procedure, duration and frequency of vacuum pumeraimn and barley genotype on transient
expression of th&-glucuronidaseeporter gene in leaves were evaluated in thisareh. Also, the
effect of type of induction mediurdgrobacteriumstrain and barley genotype on transient expression
of the reporter gene in buds were evaluated. Teahgjene expression @&-glucuronidasewere
observed in all bud samples of Bahman cultivari@eB2-6 genotype of barley which were inoculated
with GV3301 strain harboring the reporter gene toies suspended in the induction medium with
acetosyringone concentration of 200 uM by usinglinsyringe. According to the results of this stud
an effective and low-cogtgrobacteriurdbased transient expression system in barleyrisdoted.
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