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Fig. 1 Photos and their different tissues of Conus vexillum
A. Conus vexillum Native to Hainan; B. Venom gland hepatopancreas and muscle of Conus vexillum
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1.2 / (CTAB ) DNA C. vexillum N
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K(20g+L™") 56 C 3h
o / (24:1) 1:1 12000 r * min~' 10 min.,
o / 5 min 12 000 r * min~'
10 min. 1/10 3mol + L™ ( NaAc pH5.2)
-80 °C 30 min. 12 000 r * min "' 10 min. 70% 2



3 : DNA 269

30 plL TE 3 uL RNase (10 g« L") 4C -20 C o DNA
3pg 1% o
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Fig.3 The yields of genomic DNAs of different tissues ex
tracted by three extraction methods
Yield = Total DNA output / Tissue start weight;"=P<0.001
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Tab.1 The purities and yields of genomic DNA of different tissues extracted by three extraction methods
/mg Ao Asgo /( ng+pL™") /g
CTAB 100 1.84 447.8 13.4
30 1.86 233.8 9.4
50 2.12 81.4 8.1
CTAB 100 1.88 654.7 19.6
30 1.86 305.5 12.2
50 2.01 103.2 10.3
CTAB 100 1.88 883.6 26.5
30 1.82 335.1 13.4
50 1.93 213.1 21.3
T A0 [ Mgy 3 = (ngeul™") x (L)

Note: The A,q /A, concentration and total output is an average of three measured values. Total output = Concentration ( ng *

pL™") x Volume ( pL)
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Fig.4 Agarose gel electrophoresis of genome DNA by two extraction methods
(A) Voltage 90 V; (B) Voltage 35 V;M:A/Hind 1II DNA Marker;Lane 1:The genomic DNA of venom glands

extracted by CTAB method ; Lane 2:The genomic DNA of venom glands extracted by spin column method
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Fig.5 Pulsedfieldgelelectrophoresis of genome DNA by CTAB and spin column extraction methods underdifferent conditions

A. voltage:2 V-cm™,pulse conversion time : Int.Sw.Time = 0.47 s,Fin.Sw.Time = 3.36 s;B. voltage:4 V-cm™,

', pulse conversion time :Int.

pulse conversion time :Int.Sw. Time = 0.47 s,Fin.Sw.Time = 3.36 s;C. voltage:6 V-cm~
Sw.Time = 0.47 s,Fin.Sw.Time = 3.36 s;D. voltage:6 V -cm™,pulse conversion time:Int.Sw.Time = 4.7 s,Fin.Sw.
Time = 33.6 s;M:A/Hind 11l DNA Marker, Lane 1:The genomic DNA of venom glands extracted by CTAB method;

Lane 2:The genomic DNA of venom glands extracted by spin column method
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Fig.6 The different recovery fragment of genomic

DNA extractd by CTAB and Spin column methods CTAB and spin column methods
M:NMHind 111 DNA Marker;Lane 1,3,5,7:The Total amount of gel recovery start-up genome DNA was 20 ug,
recovery fragment of genomic DNA extractd by
CTAB method;Lane 2,4,6,8:The recovery fragment
of genomic DNA extractd by spin column method.

M, =P<0.001
Fig. 7 The yields of different size fragments of DNAs extracted by

Yield = recovery amount of each fragment range/ total start DNA
amount, "=P<0.001
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Tab. 2 Quality analysis of recovered different size fragments of the genomic DNA extracted by CTAB method

DNA Ikb  Aug /Ay / (ng*uL™") / ng DNA 1%
A1 9 ~23 1.91 89.3 1.78 40.1
B: 6~9 1.90 68.7 1.37 31.1
C:2~6 1.87 40.3 0.81 18.4
D: 0.01 ~0.05 1.89 24.1 0.48 10.9
20 pg 4.44 g DNA = /

Note: Total amount of gel recovery start-up genome DNA was 20 g the total yield of recovered DNA was 4.44 g DNA ratio

of different size fragments = recovery of each fragment range/ total yield of recovered DNA

23.2 Ao/ Ao 1.8 ~
1.9 . DNA 20 pg 2
CTAB 4.44 pg; 4.31 pg.
DNA ( 23). CTAB A (9 ~23 kb)

B (6 ~9 kb) 6 kb ( 2).
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( 3) B (6 ~9 kb)
C (2 ~6kb) A (9 ~23 kb) o D (0.01 ~0.05 kb)
CTAB o
3 DNA
Tab. 3 Quality analysis of recovered different size fragments of the genomic DNA extracted by spin column method
DNA
D Asgo I Asg / (ng+pL™") I ng DNA 1%
A9 ~23 1.88 46.4 0.93 21.6
B: 6~9 1.92 83.3 1.67 38.7
C:2~6 1.86 63.2 1.26 29.2
D: 0.01 ~0.05 1.83 22.6 0.45 10.4
20 pg 4.31 pg DNA = /

Note: Total amount of gel recovery start-up genome DNA was 20 g the total yield of recovered DNA was 4.31 pg DNA ratio

of different size fragments = recovery of each fragment range/ total yield of recovered DNA
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Separation and Preparation of Different Size
Genomic DNA Fragments of Conus Vexillum

DING Qing' > LIU Yuepeng' > ZHU Xiaopeng' WU Kebang” LUO Sulan' ZHANGSUN Dongting'

(1. Key Laboratory of Tropical Biological Resources of Ministry of Education Key Laboratory for Marine Drug of Haikou

Hainan University Haikou 570228 China; 2. College of Tropical Agriculture and Forestry Hainan University Haikou 570228 China)

Abstract: In order to provide basis for construction of the genomic library of Conus vexillum ( C. wvexillum) dif-
ferent methods were used for isolation and extraction of different size fragments of genomic DNA from C. vexillum
native to Hainan. Genomic DNA was isolated from venom glands hepatopancreas and muscle of C. vexillum u-
sing three methods of CTAB spin column and magnetic bead respectively. The genomic DNA fragments were
separated by agarose gel electrophoresis and pulsedfield gel electrophoresis of which the size and distribution
range of extracted DNA was detected. The results showed that the genomic DNA could be extracted by all the
three methods. The purity and yield of DNAs isolated by CTAB and centrifugal column methods using venom
gland of C. wexillum were good and high which could meet the following experimental requirements. While the
yield of the magnetic bead method is less and the purity is not good. The length of most DNA fragments isolated
by the centrifugal column method was less than 9 kb while most fragments”sizes isolated by CTAB method were
more than 20 kb. Among the three kinds of organs hepatopancreas had highest yield of DNA but its fragment
was dispersed with degradation happened the DNA yield of venom glands was high but less than hepatopancreas
slightly its integrity was the best; however the DNA yield of muscle was lowest and its fragments was smaller.

The high quality genomic DNA fragments with different sizes were separated and prepared successfully by opti—
mized pulsed-field gel electrophoresis. In conclusion using CTAB method to isolate C. wvexillum DNA is better
than the other methods for big fragment genomic DNA library construction. Different size genomic DNA fragments
recovered by pulsed-field gel electrophoresis would lay a foundation for further genomic library construction of C.

vexillum using different gene library vector systems.

Keywords: Conus vexillum native to Hainan; Genomic DNA extraction method; Different size fragments of ge—

nomic DNA; Isolation and preparation; Pulsed field electrophoresis



