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Fig. 1: (A) Genome organization of TLCV-Ir. ORFs on both the virion-sense strand (V) and the
complementary-sense strand (C) are displayed by arrows. The position of the conserved stem-
loop structure and intergenic region (IR) are indicated. (B) Linear map of 1.5TLCV-Ir DNA.
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.M=marker .Bam HI 5 EcoRI 6\.»?.3;7

Fig. 2. Electrophoretic pattern of (A) TLCV-Ir full-length PCR product using P1540° and
P1535Y specific primers (Table 1) and DNA fragments released from: (B) five pBS0.5TLCVIr
constructs digested with Sal | and Bam HI; (C) two pBS1.5TLCVIr constructs digested with
Bam HI and (D) two pBinl.5TLCVIr constructs digested with Bam HI and Eco Rl. M=marker.
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Fig. 3. Detection of TLCV-Ir.DNA in extracts of tomato and Nicotiana benthamiana plants
agroinoculated with TLCV-Ir infectious.clone by dot blot hybridization assay 21 days post-inoculation.
The blot was hybridized with a **P-labeled full-length TLCV-Ir probe. Gray and white colors in the
cells of the table below the blot indicate positive and negative reactions of the plant DNAs with the

TLCV-Ir probe, respectively.
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Table 2. Average infection rate of TLCV-Ir and TLCV-Au infectious clones in tested plants
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Fig. 5. Symptoms induced by TLCV-Ir infectious clone in experimentally
agroinfected (A) Nicotiana benthamiana plants showing small crumpled
and upward curled leaves 30 dpi; (B) tomato plants showing mild curling
and yellowing of the young leaves 30dpi and (C) tomato plants showing
elongated spindly shoots,.smaller leaves and severe leaf cupping 60 dpi
compared with a healthy tomato plant on the left.

bl Jolod a5 15ile sbm 56 (S5ale Olaj 5l day ols
sl s T 555 S8 btk 5 SOL laas L
b Slacer Ll 55 Dlalie cpl Lol 0l 55
(OC IS2) 5505 sl 1 ot
Glmes ol 6 SL L4 s 8 olalS s

5 S oM o g et S3ale TLOV-AU sl3ci is

osbas 3l odd gl Faal ol Of (53 LT ¥ S
eud u—'J‘—.’.L" (Y‘g \) u—fé)«-"-; o‘.’.’f 9
1Ol g5 slap 5 TLCVAIN (50 sie ailunes

lin, linear dsDNA; oc, open circular dsDNA;
sc, supercoiled dsDNA; ss circular single-
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Fig. 4. Southern blot analysis of replicative
DNAs extracted from leaves of two tomato
plants (lanes 1 and 2), agroinoculated with
TLCV-Ir infectious clone. DNA forms: lin,
linear dsDNA; oc, open circular dsDNA; sc,
supercoiled dsDNA; ss circular single-
stranded DNA.
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Fig. 7. Amplification of a TLCV-Ir 1122 bp fragment from
symptomless Nicotiana tabacum m (lanes 1 and 2),
symptomless N. glutinosa (lanes 3-7) and a tomato plant with
typical symptoms (lane 8), all agroinoculated with a TLCV-Ir
infectious clone.
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Fig. 6. Severe symptoms in a tomato plant agroinoculated
with Australian isolate of TLCV (right) compared with
mild. symptoms in a tomato plant agroinoculated with
Iranian isolate of TLCV (left).
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Table 3. Transmission rate of TLCV-Ir by Bemisia tabaci after an acquisition—access period of 72 hours on
infected tomato plants and an inoculation-access of 72 hours on healthy tomato plants as a function of the
number of insects per plant. Plants assayed by dot blot hybridization two months post-inoculation (Fig. 10)
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Fig. 9. Amplification of a TLCV-Ir 729 bp fragment from
tomato plants inoculated with one (lane 1), two (lane 2),
three (lane 3) and ten (lanes 4 and 5) viruliferous whiteflies.
DNA extract of healthy tomato plant was used as negative
control in PCR (lane 6). DNA extraction: 75 days after
inoculation. M=marker.
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Fig. 8. Detection of TLCV-Ir DNA in extracts of tomato
plants inoculated with one (1), two (2), three (3) and ten
(10) whiteflies by dot blot hybridization assay one month
(a) and two months (b) post-inoculation. The blot was
hybridized with a 32P-labeled full-length TLCV-Ir probe.
Gray and white colors in the cells of the table below the blot
indicate positive and negative reactions of the plant DNAs
with the TLCV-Ir probe, respectively.
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