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RAPD Analysis of Genan e DNA on the Am ictic Fanale and M ale of
Brachionus calyciflorus( Rotifera M onogononta)

LiDaning Lu Jamfmming Yang Jiaxin Xu Xiaofeng

(School of Life Science Nanjing NomalUniversity N anjing 210097, China)

Abstract In order to acqure the knov ledge of the genetic backgrounds whch lead to the sex differentiation ofBrachionus
calycforus( Rotifera), the genom i DNA of amictic fem ale and m ale ofB rachionus calycjlorus was analyzed by RAPD
technology. One ormore specil bands w as generated by 10 prim ers of 30 tested priners n an ictic female orm ale rotifer
and it showed the genetic backgrounds difference between an ictc female and male By repeated testing special bands
can be produced stably by priners B15 and B18 respectively in an ictic faenalk andmalk wtifer The specialband was
separated chbned and sequenced The sequence resulis were sulm ittied o GenB ank and the accession num bers w ere
AY 907696 and AY 898611. W e found there were no any high hom ology sequence matching to the wo sequences and it
showed that they could be new DNA sequence
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, . ( Chlorella pyrenoidosa ) ,
2% 10°Cell/mL 4000 k L:D= 12 12 25%1C.
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DNA
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Table1 Sequence of arb itrary prin ers
BO1 GTITCGCTCC B11 GTAGA CCCGT A01 CAGGCCCTTC
B02 TGAT CCCTGG B12 CCTTGACGCA A02 TGCCGAGCTG
BO3 CATCCCCCTG B13 TTCCCCCGCT A03 AGTCAGCCAC
B0O4 GGACTGGAGT B14 TCCGCTCTGG A04 AATCGGGCTG
BOS TGCGCCCTTC B15 GGAGGGTGTT A05 AGGGGTCTTG
B06 TGCTCTGCCC B16 TITGCCCGAG A06 GGTCCCTGAC
BO7 GGTGA CGCAG B17 AGGGAACGAG A07 GAAACGGGTG
BO8 GTCCACACGG B18 CCACAGCAGT A08 GAAACGGGTG
B09 TGGGGGACTC B19 ACCCCCGAAG A09 GGGTAACGCC
B10 CTGCTGGGAC B20 GGACCCTTAC A10 GTGATCGCAG
1.3
1.3.1 AR DNA &R
(D 1.5mL ( : 375BHL TE( pHS. 0), SHL PK
(20mg/mL), 100 BL SDS(10% ), 20 KL EDTA ( 0. 5mol/I, {38.0)), 55C . (2)
15min 4C 8000 r/m n 10m in .(3) : = (25:24:1)
15min 4C 8000 r/m n 10m in . (4) : = (24 1) 15min
4°C 8000 r/min 10m in . (5) 1/10 (3mol/L), 2.5 ,
, 4C 30mmn, 12 000 r/mn 20m i . (6) 300 ML 70% ,
8 000 r/m n 10 m in , 10~ 15m in , DNA , ddH,0 , 0.8
DNA. - 20C
1.3.2 314k &
1 30 DNA RAPD . PCR
25K1, Taq 1 , DNA 10 ng PCR : 94C 3min 40
94°C Imin 36C Imin 72°C 2min 72°C 10mun 1.00
DNA
1.3.3 B 895 By L& A 51 2
( 1), DNA
RAPD . MMDI18-T Vector Kit (TaKaRa)
, DH 5a s IPIG  X- gal ,
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) ) PCR s PCR

2 SR

2.1 DNA
, 2 10
DNA ) 1% Table2 Randan priners and their amplified results
( 1), . DNA : / /
) ) DNA ) ; BO1 7/ 6/0
RAPD- PCR . B02 6/1 5/0
2.2 RAPD- PCR B04 5/0 6/1
B0O7 5/1 4/0
30 B12 8 /1 8/1
DNA , 4~ 10 Bl4 6/1 6/1
, 1~ 3 ’ B15 6/1 5/0
B17 712 5/0
3 : © B18 410 5/1
@) ;. ® A10 511 5/1
, . 10
2 , BI§
F M  Marker
l—()-&&)()()()
= 2500
= 1000
SB2
- 250
Fo R AE MEA M HEA M-2000 DNA marker; 1 2:Bfi#L51 4 B15 9" 1§ 4F 1 22 MK MK 7™ 47,3 4Bl 41
H1 SERERAFRIMBEGEERS 514 B18 "3 4 iR A2 M 0k M1 7= 49 ; S: B ¥ X3 B SB1-51 4 BIS ¥ M 4k IR 22
DNA 8 ik @ HE RS B 09 45 5 4 251 ;SB2:51 4 B18 1 (K78 B 0 45 57 1 SR
Fig.1 The result of agrose gel electrophoresis @2 (B34 B15 1 B18 RAPD 31 7= 1) 55 Bl 0 48 B ol 3k 44

of genomics DNA of B. calycitlors amictic
female(F) and male(M)

Fig.2 The result of agarose gel electrophoresis of RAPD with
primers B15 and B18

2.3
, B15 , 767 bp( G eneBank,
AY907696). B18 , 388 bp( G eneBank,
AY898611). NCBI (htp: /Awww. nchi nln. nh gov) BLAST 2
, 2 GenBank
3 g
3
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