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Table 1- hormones which were used in 2 different regem@rahedia

¥V 2lisk ke Vil b Ososn
Regeneration medium2 Regeneration medium 1 Hormone

1mg/L 3 mg/L BAP

0/1 mg/L 0/4 mg/L NAA

k
[ 5

G508 p Ol Bl 2y Bl (S0 aalS A ml (S0 0 glaanald 5 wo )l glaanal S Jol e -Y S
Olsd 0sls 513 .G ‘V-L:-t’bli, Aoy a4 Lgy s i F ol o505 0 SWise 6,58 B Sy sl ISEv 5, Dol

DT 5 b e 53 (S35 e Bl A azalS H ol s I 5 St

Figure 2- Shoot tip grafting. A. seedling @itrus aurantium. B. Horizontal cut of rootstock (remove the 2 new
leaves), C. vertical incision of rootstock, Depration of Scion, E. The shoot-tip is placeddesihe incision of the
rootstock, F. Protection the incision area withgfitm, G. Grafted plants are kept in a shadow area and arered
with a closed plastic bag for about 1 month, H. Fheot starts to actively grow, plant is transférre a greenhouse
area with normal illumination.
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Table 2- Primers, Amplified fragment and annealing tempeethat used in PCR reaction.

(CC) Jlail s sles (OP) (655 a3 U b S b S5l
Annealing Leangth of amplified sequence Primers
fragment (bp)
ForwardCCCGCTTCGAAACCAATGCC 5’
57 1097 ; gus
ReversdCGTCCTGAAGAAACCCCAAS
Forward: 5’ ATGATTGTACATCCTTCACG ]
58 850 Reversf GCTGTTTTTATGAGTTGAGS’ virG
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Figure 3- In vitro Mexican lime seedling. A. Etiolated

seedling that grown in the dark, B. Seedling thratag in
normal condition.
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Figure 4- Histochimical Gus expression in
Agrobacterium. 1. Strain EHA105 carring binary
plasmid pBI121, 2. Strain LBA4404 carring binary
plasmid pBI121, 3Agrobacterium without pBI121.
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Figure, 5_ PCR analysis of genomic DNA of transfedmgrobacterium with gus specific primers which successfully
amplified expected 1097 bp gene fragment. M: DNAkea 1: Negative PCR control with no DNA {Bl). 2: Positive
PCR control with GUS plasmid DNA. 3_10 :Transfornfesobacterium strain EHA105 and LBA4404.
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Figure 6- Evaluating appropriate dose of the selection agenshoot regeneration. A. Concenteration of 1afl m

kanamaycin killed Mexican lime explants, B. Concation of 75mg/l kanamaycin killed Mexican limepéants, C.
Shoot development and callus formation with 50 rkgfiamaycin, D. No kanamaycin
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Figure 7-The effect of explants amsgrobacterium strains on percentage of callus induction
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Figure 8- The interaction of explants addrobacterium strain effecs on callus induction percentage.
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Figure 9-The effect of explants androbacterium strains on shoot induction percentage
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Figure 10- Transformation of explants. A. Obliquely cut gbieotyl, B. Obliquely cut of internode, C. Callus
formation at the end of explants segments, D. saftrmation in regeneration medium, E. Transgetioos
regeneration , F. Transgenic shoots in shoot grometium.
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Figure 11- Histochemical GUS expression in transgenic ciplasts leaf.
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Table 3- Summry of transformation experiments

Aoy Slolls Aoy LIk L &y 4 ged 3 il oles
ooyl L Gl K,
$lyp e PCR Coke QUS
. Regenaratio . Explant number
Us o Gus” shoots :
gus o5 n medium Strain

PCR" shoots

1 EHA105 Internode 1

10% 10% 2 EHA105 Internode 2

1 EHA105 Internode 3
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Figure 12- PCR analysis of genomic DNA of transgenic citrdanfs with gus specific primers which successfully
amplified expected 1097 bp gene fragment. 1-5: dividual transgenic shoots which expresspd gene. 6: One
regenerated shoot which don’t exprgss gene. 7: DNA from untransformed shoot. 8: Positd&R control with GUS
plasmid DNA. 9: Negative PCR control with no DNA®). M: DNA marker.
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Figure 13- PCR analysis of genomic DNA of transgenic citrlenfs withvirG specific primers. 1-12 : DNA samples
from transgenic shoots. 13: DNA from untransfornsédot. M: DNA marker. 14Agrobacterium without pBI121. 15:
Agrobacterium carring pBl1121. 16: Negative PCR control with nb& (H,0).
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