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Cloning and analysis of rDNA ITS sequences from plants in Rubus L.
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Abstract: Objective To provide the evidences for molecular identification as well as genetic diversity studies, sequencing and
comparison of rDNA ITS sequences from 15 plants in Rubus L. were performed. Methods Full length rDNA ITS sequences were
isolated from leaf genomic DNA by PCR method with universal primers, and these sequences was analyzed using bioinformatic
softwares. Results The length of ITS1, ITS2, and 5.8 S sequences for the 15 plants in Rubus L. were 255 258,208 211, and 164
bp, respectively. Total 138 variable sites were found in ITS1 and ITS2 sequences with 41 parsim
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Table 1 Sources of 15 plants in Rubus L.
N J /m
1 Rubus amphidasys i 27°37 119°06’ 378
2 R. buergeri , 28°41' 121°08' 312
3 n R. caudifolius i 27°43' 119°12 1300
4 R. corchorifolius 28°49' 120°58' 389
5 R. coreanus J 29°15’ 121°05’ 843
6 N R. innominatus ¢ 28°41' 118°53' 386
7 R. irenaeus i 27°30' 118°59’ 437
8 R. lambertianus aul 28°50' 121°05’ 146
9 R. parvifolius 28°41' 121°08' 356
10 N R. pirifolius 27°19’ 120°27' 423
11 R. reflexus 47 29°15’ 121°05’ 697
12 R. rosifolius T, 28°50' 121°06' 86
13 R. rufus i 27°31 119°03' 651
14 R. swinhoei ¢ 28°40' 118°54’ 248
15 I R. tsangii ¢ 28°39' 118°54' 288
1.2 PCR A 3 PCRN E & 5 ®2pL10} PCR
BIO-RAD C1000 PCR G ' BIO-RAD Gel Doc & ~ 0 20 mmol/L Mg®™ 0.45uL dNTP§ 3
XR 0O e " SANYO MDF-382E CN~ QAN ™ 045uLTagDNA 4 = NI
@ Q ' BECKMAN Allegra 64R a A QAN ™ A 05uL3 a0 ~0.25 ymol/L™
" NIl QY DYYI 12 G A 30ngDNA  ~ A5 ddH,O 20 uLAN T
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Table 2 ITS sequence full length and GC contents of plants in Rubus L.
A TS & I bp 5.8S . ITS1 . ITS2 _
/bp  GCh /% /bp  GCh /% /bp  GCh /%
1 629 164 54.9 255 55.3 210 55.7
2 628 164 54.9 255 55.7 209 57.9
3 630 164 54.9 255 56.1 211 58.8
4 628 164 54.3 255 53.3 209 55.0
5 627 164 54.3 255 58.4 208 60.6
6 627 164 54.9 255 54.5 208 57.2
7 628 164 54.9 255 56.1 209 56.9
8 628 164 54.9 255 56.1 209 57.4
9 627 164 54.9 255 54.1 208 56.7
10 628 164 54.9 255 56.1 209 56.5
11 629 164 54.9 255 55.3 210 57.1
12 628 164 54.9 256 55.1 208 52.4
13 627 164 54.9 255 56.1 208 56.3
14 628 164 54.9 255 b5.7 209 57.9
15 631 164 54.9 258 52.7 209 52.2
32 58S d ~#& = conserved site”™ 160 3 a &
15 58S " ClustalX variable site™ 43~ 9, A& ~ parsim-info site”
1 T il a m 03 A
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1 15 58S
Fig. 1 Comparison on 5.8 S sequences of 15 plants in Rubus L.

2 15 ITS1
Fig. 2 Comparison on ITS1 sequences of 15 plants in Rubus L.
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Fig. 3 Comparison on ITS2 sequences of 15
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3 15
Table 3 Genetic distances of 15 plants in Rubus L.
) 1 2 3 4 5 6 7 8 9 10 11 12 13 14
2 0.0294
3 0.0179 0.0195
4 0.0447 0.0550 0.0413
5 01029 0.1066 00956 0.1234
6 00261 0.0294 0.0195 0.0447 0.0920
7 00146 00294 0.0162 0.0447 01029 0.0261
8 0.0228 0.0311 00179 0.0464 01029 0.0261 0.0211
9 0.0311 0.0361 00228 00463 0.0975 0.0179 0.0294 0.0294
10 00245 00244 0.0162 0.0447 0.0974 0.0261 0.0228 0.0245 0.0278
11 00129 0.0278 0.0146 0.0430 01011 0.0245 00081 0.0195 0.0278 00211
12 00679 00748 0.0625 0.0678 0.1370 0.0589 0.0623 0.0696 0.0623 0.0677 0.0606
13 00229 00345 0.0212 0.0499 01047 0.0312 0.0178 0.0295 0.0345 0.0278 0.0162 0.0588
14 00195 0.0195 0.0081 0.043 0.0974 0.0211 00178 00195 00244 00178 00162 00643 0.0228
15 00679 00712 0.0625 0.0678 0.1390 0.0589 0.0623 0.0696 0.0623 0.0677 0.0606 0.0162 0.0588 0.0643
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Fig. 4 Phylogenetic tree constructed using MP method EM8 A S N
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