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VERIFICATION OF INTERSPECIFIC HYBRIDS BETWEEN
Eucalyptus camaldulensis AND Eucalyptus urophylla USING DNA
FINGERPRINTING
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ABSTRACT

DNA fingerprinting was applied to identify 50 interspecific hybrids between Eucalyptus
camaldulensis and Eucalyptus urophylla. The results showed that 15 primers could be used to
identify these interspecific hybrids and also confirmed the true hybrids between E. comaldulensis
(TS clone) and E. urophylla (Uro-M clone). Result of both morphology, leaf shape, young shoot

colour and crown shape, and DNA fingerprints were concordant.

Key words : Eucalyptus camaldulensis, Eucalyptus urophylla, interspecific hybrids, RAPD
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Table 1. Concentration of chemicals used in RAPD reaction

Chemicals Volume pl Concentration used in reaction

1. DNA (100 ng/ul) 1.0 100 ng/15 pl
2. 10X PCR buffer 1.5 1x
3. MgCl, (25 mM) 1.5 2.5 mM
4. dANTP (2 mM) 1.5 0.2 mM
5. Primers (5 pmole/ul) 1.0 5 pmole/15 pl
6. Taq polymerase (5 unit/ul) 0.1 0.5 unit/15 pl
7. Purified distilled water 8.4

Total 15
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Table 2. Steps in increasing the quantity of DNA by RAPD technique

Temperature (C) Time (min.)  Number of cycles
1. Denaturation 94 3 1
2. Denaturation 94 1
Annealing 35 1 40
Extension 72 2
3. Final extension 72 5 1
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Table 3. Number and size of DNA bands which were specific to the eucalypt clones used
as parent (s). These bands were from 15 primers and able to verify hybrids
between TS5 and Uro-M and progenies of Uro-M (Uro)

Primers Number of Size of specific DNA band (kb)
DNA bands T5 (P51) Uro-M (P53) Uro (P52)
OPAA4 15 - 0.89 0.89
- 0.60 -
OPAAG6 7 2.00 - -
- 1.43 -
- 0.63 0.63
OPAAI11 9 - 1.84 -
- 1.55 -
1.27 - -
- 0.91 -
OPAA12 8 0.55 - -
OPAA14 9 - 1.17 -
0.45 - -
OPAAI16 11 - 1.75 1.75
- 1.35 1.35
- 0.74 0.74
OPAA17 11 - 1.83 1.83
1.52 - -
- 0.73 0.73
OPAA19 7 - 1.29 -
- 0.82 -
0.44 - -
OPAB3 7 1.26 - -
- 0.96 0.96
OPAB9 9 1.42 - -
PEU3 7 - 2.26 2.26
- 1.15 1.15
PEU6 8 0.69 - -
- 0.54 0.54
0.42 - -
PEUS 10 2.19 - -
- 1.16 -
- 1.09 -
- 0.79 0.79
PEU9 6 - 1.45 -
- 0.52 0.52
PEU10 6 0.52 - -
- 0.24 0.24
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Table 4. DNA bands which were generated from 18 selected primers and found in T5
and Uro-M parents. ( [_plesent of DNA band, - : absent of DNA band

Size in kb of DNA bands of different clones from different primers
Hybrid OPAA 6 OPAA I OPAA 14

clone T5 Uro -M T5 Uro-M T5 Uro-M
2.00 1.43 0.63 1.27 1.84 1.55 0.91 0.45 1.17
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Table 4. (Cont.)

Size in kb of DNA bands of different clones from different primers

Hybrid OPAA 6 OPAAII OPAA 14

clone T5 Uro -M T5 Uro-M T5 Uro-M
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Table 4. (Cont.)

Size in kb of DNA bands of different clones from different primers

Hybrid OPAA 17 OPAA 19 OPAB 3 PEU 6

clone T5 Uro-M T5 Uro-M T5 Uro-M T5 Uro-M

1.52 1.83 0.73  0.44 1.29 0.82  1.26 096  0.69 0.42 0.54
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Table 4. (Cont.)

Size in kb of DNA bands of different clones from different primers

Hybrid OPAA 17 OPAA 19 OPAB 3 PEU 6

clone T5 Uro-M T5 Uro-M T5 Uro-M Uro-M

1.52 1.83 0.73  0.44 1.29 0.82  1.26 0.96
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Table 4. (Cont.)

Size in kb of DNA bands of different clones from different primers

Hybrid PEU 8 PEU 10

clone T5 Uro -M T5 Uro-M

2.19 1.16 1.09 0. 0.52 0.24
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Hybrid

Size in kb of DNA bands of different clones from different primers
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