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ABSTRACT

To search for differentially expressed genes
in male and female flowers that are not expressed in
young stem or young leaf of Jatropha curcas, cDNA-
AFLP was carried out. Using EcoRl and Msel
enzymes and corresponding adaptors, Polymerase
Chain Reactions were performed with 64 primer
combinations but only 41 primer pairs were
successfully amplified and gave consistent results
across two replications. Total of 757 transcript derived
fragments were received. Among these 103 TDFs
were found only in young leaf, while 117 TDFs were
found only in young stem. For the male flower, only
112 TDFs were found while as few as 68 TDFs were
found only in female flower. On average one primer
pair could detect 18.5 TDFs. The most informative
primer pair was A4C (M-CAT/E-AAC) which could
detect 30 TDFs while the least informative primer pair
was A3C (M-CGT/E-AAC) which could detect only 8
TDFs. The TDF sequences were searched against the
EST database and found high similarity to sequences
involved with flower development in Vitis vinifera,

Fagus sylvatica, Setaria italic and Betula platyphylla.
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Table 1 Sequence information of Msel adaptor and corresponding primers.

frequent cutter (Msel) Nucleotide sequence

Msel adaptor 5-GAT GAG TCC TGA GTA A-3
Msel +C 5'-GAT GAG TCC TGA GTA AC-3'
Msel +CAA 5-GAT GAG TCC TGA GTA ACAA-3'
Msel +CAC 5'-GAT GAG TCC TGA GTA ACAC-3'
Msel +CAG 5'-GAT GAG TCC TGA GTA ACAG-3'
Msel +CAT 5-GAT GAG TCC TGA GTA ACAT-3'
Msel +CGA 5'-GAT GAG TCC TGA GTA ACGA-3'
Msel +CGC 5'-GAT GAG TCC TGA GTA ACGC-3'
Msel +CGG 5'-GAT GAG TCC TGA GTA ACGG-3'
Msel +CGT 5'-GAT GAG TCC TGA GTA ACGT-3'

Table 2 Sequence information of EcoRI adaptor and corresponding primers.

rare cutter (EcoRl) Nucleotide sequence

EcoRI adaptor 5'-GAC TGC GTA CCA ATT C-3'
EcoRI +A 5-GAC TGC GTA CCA ATT CA-3'
EcoRI +AAC 5-GAC TGC GTA CCA ATT CAAC-3'
EcoRI +ACC 5'-GAC TGC GTA CCA ATT CACC-3'
EcoRI +AAG 5-GAC TGC GTA CCA ATT CAAG-3'
EcoRI +ACA 5-GAC TGC GTA CCA ATT CACA-3'
EcoRI +AGC 5'-GAC TGC GTA CCA ATT CAGC-3'
EcoRI +AGA 5-GAC TGC GTA CCA ATT CAGA-3'
EcoRI +AGT 5-GAC TGC GTA CCA ATT CAGT-3'

EcoRI +AGG 5-GAC TGC GTA CCA ATT CAGG-3'
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Table 3 Selective PCR primer combination. Clear cells are combinations that were successfully amplified.

Dark shaded cells are combinations that were not amplified or gave inconsistent results between two

repetitions.
Combination M-CAC M-CAA M-CAG M-CAT M-CGA M-CGC M-CGG M-CGT
E-AAC A1C A2C A3C A4C A5C ABC A7C A8C
E-AAG B1C B2C B3C B4C B5C B6C B7C B8C
E-ACA ci1C ca2c C3C c4c C5C cec Cc7C c8C
E-ACC D1C D2C D3C D4C D5C D6C D7C D8C
E-AGA E1C E2C E3C E4C E5C E6C E7C E8C
E-AGC F1C F2C F3C F4C F5C F6C F7C F8C
E-AGG G1C G2C G3C G4C G5C G6C G7C G8C
E-AGT H1C H2C H3C H4C H5C HeC H7C H8C
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Figure 1 Polyacrylamide gel showing TDFs from B6C primer pair from 2 repetitions. L = young leaf, S = young

stem, M = young male flower, F = young female flower, N
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Table 4 Nucleotide homology of TDFs with reported sequences in public database.

TDF# AFLP dbEST_Id GenBank acc. Similarity E-value
fragment #
1 F2C2C9-20 77577874 DV217687.1 cDNA library from Vitis vinifera immature inflorescences 24
at stage 12
30298005 CB974799.1 cDNA library from Vitis vinifera Cabernet Sauvignon 24

berries stage | (17 days after blooming)

299860549 FR602185.1 cDNA library from Fagus sylvatica (ﬁ‘ﬁ) setting buds 8.4
harvested on 3 adult plants located in the Ciron Valley
(France)
2 F3G7C4-18 349684482 JK607521.1 cDNA library from Setaria italic cv. Yugu1 (Foxtail millet 0.69

#38911W199%AN) from floral spike

6859183 AW287259.2 cDNA library from Sorghum bicolor (‘iTnW’NWN‘E’N 738 84
F1avsmynslaaw) 10- to 14-day-old light-grown

(greenhouse) seedlings

3 F5C8C9-5 315400113 HS564453.1 cDNA library from Wrightia tinctoria (@Tuim) developing 8.4
embryos

4 F3G1C9-12 158985385 EX936877.1 cDNA from Ginkgo biloba (Wizfia8) male leaf 24

5 F3B6C10-4 282661176 GH571895.1 cDNA-AFLP Manihot esculenta clone TDFD116 from the 0.2

onset of storage root formation

6 F3B6C10-8 313138930 HS107119.1 cDNA-AFLP library Betula platyphylla (Lﬁ‘§°ﬁ) of Birch 24

male inflorescences early development

F3B6C10-4, 110273485 EC907792.1 Cistus incanus (plant in rockrose family) differentially 0.056
8 expressed cDNA-AFLP fragment at two stages leading to

mycorrhiza establishment between two isolates

282661177 GH571896.1 cDNA-AFLP Manihot esculenta (ﬁuﬁ’]ﬂz%ﬁd) clone 0.2

TDFD117 from the onset of storage root formation

7 F7C2C10 90629771 EB063214.1 Thermomyces lanuginosus (L%a‘i’]) cDNA clone 0.056
TlanSEQ5375
8 M4B6C3-3 110118151 EC811554.1 Saitoella complicata (L%ai’]) cDNA from Advantage 7.6

polymerase library (lib1_sc_adv)

9 M1A6C3-4 188325908 EY774538.1 Citrus reticulata (éT&l) leaf cDNA after infection with Xylella 7.6

fastidiosa bacterium

10 M1D2C9-10 422289403 FS988780.1 Glycyrrhiza uralensis (ﬁ:Lauau) whole plant cDNA clone  0.051
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