P Ug 51 gy 2 e SO0 Ol 30 Wgw 5313l Sl (w2
(CucumismeloL.) o3 s> pl 41 40

Evaluation of strain compatibility effects on Agrobacterium-
mediated transient expression in melon cultivars
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Fig. 1. Schematic diagrams of T-DNA region of the pBI121 and pPCAMBIA3301 vectors showing the reporter gene: promoter cassettes, primer match sites
and the expected size of the amplicons.

LB: left border, Nos-T: nopaline synthase terminator, Nptll - neomycin phosphotransferase 11, Nos-P - nopaline synthase promoter,P 35S: CaMV 35S
promoter, P2X35S: two repeat of CaMV 35S promoter, Poly A: Polyadenylation terminator, RB - right border. pGMP contains CaMV 35S minimal promoter
used as negative control.
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Fig. 2: Interaction between Agrobacterium strains and melon varieties 6 hours post infection.
1, 2 and 3: Cucumismelo var. C-F1, C-F2 and BG, respectively. 4 and 5: Iranian melon cultivars Daragazi and Khatooni.
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Fig3: Colony PCR analysis of transformed Agrobacterium colonies by the pBI121 and pCAMBIA3301 vectors using specific
primers (PSh3FR).

A: Lane 1- negative control; 2, 3- false positive colonies; 4, 5, 6- confirmed colonies harboring pBl121showing a specific
band in expected size.

B: Lane 1- negative control; 2, 3- false positive colonies; 4, 5- confirmed colonies harboring pCAMBIA3301showing a
specific band in expected size.

M: 1 Kb DNA ladder (Fermentas, Canada)

A B -

(© GUS 03 Jol> J5 136 5 B) PCAMBIAS30L (A) PBI12L (sls 3L Jul> o5 S5 SILBAGADA 45 5 53 515 S5 T cllad o -F IS0

GUS 03 JIg5 53 0a 2l 3ms W5 & G0 sk 53 315 S 81 o 5T dlad e B GUS 03 550,055 Ol 31 (S0 3l S S o 5T b A
Sl 555 56 LBA44OA « 5. C

Fig4: analysis of Beta-glucronidase activity in Agrobacterium strain LBA4404 harboring pBI121 (A), pPCAMBIA3301 (B) and LBA4404
lacking GUS gene.

A: showing GUS activity due to prokaryotic GUS expression, B: no recordable GUS activity in prokaryotic cells due to intron-containing
GUS, C: Empty LBA4404 strain.
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ABSTRACT

ransient expression of a candidate effector gene in host plants following

Agroinfiltration is a useful method to investigate the role of the gene in

pathogenecity. In this study, the effects of two Agrobacterium tumefaciens strains

on four standard melon lines and two Iranian melon cultivars were investigated to
establish transient expression in melon. Compatibility of the LBA4404 and GV3101
strains was defined by injection of the bacterial suspensions into the leaves of cultivars.
Viability of the injected Agrobacterium strain cellsin leaf tissues was evaluated 24 hours
after injection by prokaryotic GUS reporter gene assay. The LBA4404 strain harboring
the pCAMBIA3301 vector containing an intron-GUS reporter gene was used to confirm
eukaryotic GUS expression in the plant cells. The LBA4404 strain was transformed by
the pBI121 and pCAMBIA3301 expression vectors and transient transformation was
confirmed by colony PCR technique using the PSh3-F/R primers. The efficiency of
transient transformation of the melon leaves was evaluated 48 hours after Agroinjection
of the LBA4404 strain containing pPCAMBIA 3301 by the histochemical GUS assay. The
leaves that were injected by LBA4404 harboring pBl1121 showed GUS activity. All the
melon cultivars transiently expressed the GUS reporter gene 24 hours after
Agroinjection. These findings could be used in the future studies to evaluate function of
candidate effector genesin interaction with standard melon lines.
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