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; NB T, OsCERK2 RNAi o
1.1.2 ( Xanthomonas oryzae pv. oryzae) PX099( Xoo-R6)
PSA PSA 24 h
OD¢y, 0.4~0.6,
: 20 g 200 mL  10%
( TCA) 20 min ; 12 000 r * min "' 15 min
3 (3 mg*mL™' 0.1mol * L™
pH8.0) 37 <C 3h  3000r - min"' 5 min o
12 000 r * min "' 15 min 2 ( ) 12000 r * min "' 15
min 70 C o
( 6g°- L™ 6g- L 10g-
L)Y 28<C 74d 20 mmol * L™ ( 0.1%
Tween 20) o 120 C 20 min 13 000 r * min "' 1h
1.2 1.
1
Tab. 1 Primer sequences
Gene Forward primer Reverse primer
PBZ1/PR40 5"-ATGAAGCTTAACCCTGCCGC3” 5’-GTCTCCGTCGAGTGTGACTTG3"
OsPR4 5-GGAAGTACGGCGAGAACATC3 5-GGCGAGTAGTTGCAGGTG3~
GLU 5’-CAGCGTTGTCAGCAGTAG3~ 5’-GCCGAATACAGAGCATCC3”
HPT 5’-CTGCTCCATACAAGCCAACC3” 5’ TGCCTGAAACCGAACTGC3”
OsCERK2 5" TCAGGTATGGAGATGTATCAG3~ 5 AGGAGAGCAATAGCAATCA3-
GAPDH 5" ACAGGGGAGTTGTGTTTTGC3~ 5’-CCCAACCAACCACCATGATA-3~
1.3 T, 4 1 SDS
DNA hpt¥/R PCR
T, 3 1 PCR
1.4 RNAI 4
1 Trizol RNA DNase 1 DNA RevertAidTM Frist Strand
c¢DNA Synthesis Kit RNA cDNA c¢DNA
3- ( OsGAPDH) RT-PCR OsCERK2
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3 o
2
2.1
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2 o 1 4 ~5
4 2 RNAi (
pCAMBIA1301) 4
OE30 OE42 OES6 OE57 2 RNAi RNAi-54 RNAi-57.
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0OsGAPDH OsCERK2 RNAi OsCERK2
2.3 PR RT-PCR
3 PR o 3 3
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NB o RNAI
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Fig. 1 PCR detection of T, transgenic plants
I:positive control;2-14:different plants of the same lines;
OE:four independent overexprossing homozygotes;
RNA;-54and RNA;-57:two mdependent RNA;homozygotes
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Fig. 2 OsCERK2 expression in transgenic plants
NB:wild-type Nipponbare;
OE:four independent overexpressing homozygotes;

RNAi-54 and RNAi-57:two independent RNAi homozygotes
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Fig.3 Expression of pathogenesis—related protein genes in transgenic plants
NB: wild-type Nipponbare; OE: overexpressing homozygotes; RNAi: RNAi homozygotes; GAPDH: internal control; H,O
treatment as a control; PGNy, , PGNy, and ChitinMo coming from the cell wall of Xoo PX099, Xoc JBO125 and Magnaporthe
oryzae Y34, respectively
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with PX099 in vivo inoculated with PX099 in vivo
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Identification and Analysis of OsCERK2 Transgenic Progeny of Rice
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Abstract: To study the biological function of OsCERK2 gene we constructed the OsCERK2 gene overexpression
and RNA interference vectors by modifying pCAMBIA1300 and pTCK303 as framework plasmid and then trans—
ferred the vectors respectively into the rice through Agrobacterium-mediated genetic transformation. Molecular
detection produced four overexpressing homozygous lines and two RNAi homozygous lines with reduced transcrip—
tional level. The transgenic plants of the OFE lines and RNAI lines were sprayed with peptidoglycan prepared from
the cell wall of both race PX099 ( Xoo—R6) of Xanthomonas oryzae pv. oryzae ( PGNXoo) and the strain JBO1-
25 of X. oryzae pv. oryzicola ( PGNXoc) and ChitinMo from the cell wall of Magnaporthe oryzae with water as
control. The expression of pathogenesis related ( PR) genes were determined by using the semi-quantitative RT-
PCR. The results showed that the plants of overexpressing lines improved the expression of their PR genes while
the plants of RNAi expressing line reduced the expression of the PR genes as compared with the nontransgenic
rice. Furthermore the plants of overexpressing transgenic lines exhibited high tolerance to PX099 but there
were not significantly different between the RNAI plants and the wild type. These results indicated that OsCERK2
overexpressing gene may be an effective way to disease tolerance of rice.

Key words: OsCERK2; transgenic; chitin; PR gene; plant disease tolerance



