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Abstract: In this paper, a Fosmid library of G. raimondii chloroplast genome was constructed. The chloroplast DNA was isolated
by high ionic strength and low pH buffer method. The DNA was randomly sheared and cloned into pCC1FOS vector. Recombi-
nant DNA was packaged with the Lambda Packaging Extracts, then transfected into E. coli strain EPI300. The best sheared pa-
rameter employed in the study was 18 times with middle speed using a1 mL injector. The library of chloroplast genome (titer:
1x10* cfu-mL?) was obtained in which the average inserted DNA fragment was 38 kb. Thirty-nine clones covering 9.2 fold the
chloroplast genome were selected by selection marker to be further analyzed. Six clones, F66, F46, F28, F8, F55, and F3, which
could span G. raimondii complete genome, were screened out by cotton chloroplast markers. The library would be a valuable re-
source for study on genome structure and functional genesinvestigation in cotton.
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Table 1 Chloroplast-specific markers for screening Fosmid clones
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Markers Forward primers (5’-3) Reverse primer (5°-3”) Position in genome / bp T/ C
GCID2 CTTGCATTTTTCATTGCAC AATGCTCTGGTCAATCATTC 1923-2178 55
GCID14 ACATGGCCATATGAGTTGAT ATGCAAGGTAGAGGGATTTT 37412-37653 55
GCS22 GCTCCTTCGTCTCAAAATC GTGCTTAGCCCTTGAATCTA 64849-65078 55
GCID28 ACATTGCTCTTTATGAGATGC ATCTGGATCCAAAGAATCAG 86780-87022 54
GCID34 CACGACCTTGAACAGACAC TATGACCATCGAGGAACTTT 115977-116209 55
GCS78 GGTTAGTTTCGACAATCCAG GGATTCTTATTTTCCCCATC 130626-130828 54

T % FRAE fili AR SR ARSI R 4 AL
Note: * Position in chloroplast genome of G. hirsutum.
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Fig. 2 Random shearing of G. raimondii cpDNA
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Fig. 3 Fosmid plastid DNA digested by Not |

PDF Cf-ffH "pdfFactory Pro™ i FH AL www.fineprint.cn


http://www.fineprint.cn
http://www.fineprint.cn

14 B BB O M-S AR SE R 2 Fosmid SCIEFy gt 13

AR S B (), A T 118 W T (A
R JSIRAR T 48 LB it P, BREHS
386 Nl BEBLPGE T 118 /> vw e 2 U kL
DNA R FH SRR bR ie it , Anic i & AN 4
FIim o XEERRICE SRR IE R AL 7S A X, 45
IX 5 B 43 511k 355 kb, 27.2 kb, 22.0 kb, 29.2 kb,
14.5 kb }% 31.7 kb, Fosmid 3C 4 A BB K/
S 38Kb A4, K, FE SRR I B e - %0
NAZHI—RIE, SRR, I 714 v
HA MRS AR, FEE R 601% , 7EFHYE
% h  GCID2, GCID14, GCS22, GCID28, GCID34
F1 GCS78 4 #1434 10,13,29,31,6,5
R, 7E GCS22 il GCID28 Wi MRicabBA K £ 1)
TOAR e, ARAEPRICHIBRT > TOAR sa ke, A
FRic e SCE P A YR EAE 5~10 Z (8], M
TE 1 39 A~ FUREAE Ry i 58 T DA - S 4R 25 D] 20
Fosmid SC/E, 73 55 B 527 [OAR i fA S R 401
9.2 1%,

Qﬁ\ ’/:-'"-'..:;___u-" L&C
{,&f

.If'/
g

Fa8/ /

| W I
_I_l DoramemaepD A

Wi ]

& | § FE&
E4 fERREEHSZEEEANTE
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