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SS01 SS02 SS01 SS02 3 2
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sp- SS01 SS02 16S rDNA GenBank AYB42143  AYB42144
Blastn 16S tDNA ClustalW Phylip  Neighbor-Joining
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16S rDNA
(939.91 A 0001-6209 2005 05-0776-04
1993 Stierle 5% Imin
3 0.2% Smin
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? 3cm
28°C 4~8d
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1.3.1 10g 60mL 60°C
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2 60C 3h SmL
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2 2mL
168 rDNA 1.3.2 TLC
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5% 105C 3 ~5min
1.1.2 DNA
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6 1.5 16S rDNA
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AAGGAGGTGATCCAACCGCA-3' $

16S tDNA PCR Ex Taq 0.3ul. dNTP
4ul. DNA 1pL 17pmol/L 1.3pL
22pmol/L 1pL. 10 x Buffer SpL. 33.4uL
95%C Smin 94°C Imin 55°C Imin 72°C 4min 30 72%C
15min

27F 518F 5'-CAGCAGCCGCGG

TAATACGG-3'  1540R°
Blastn 16S tDNA  GenBank
16S rDNA
ClustalW Phylip  Neighbor-Joining
2
2.1
107
2.2
TLC SS01 SS02
1 4
f 0.90 0.78 0.55 0.36 SS01 4
R f 0.78 0.55 0.36
0.12 SS02 3
R f 0.91 0.56 0.09 SS01 SS02
3 2
SS01 SS02
1 2 3 4
-— (.90
- ()78
_— - ()55
036

0.09
88 =

1 TLC
Fig. 1 The TLC comparison of endophytesis metabolites to Paris
polyphylla var. chinensis Franch saponins
1 2. Metabolites of SSO1 and SS02 3.CK of culture medium 4. Paris

polyphylla var. chinensis Franch saponins.

2.3

SS01 SS02
1 9 SS01 Enterobacteri-
aceae SS02 Bacillus sp.

1
Table 1 ~ The morphology physiological and biochemical characteristics

of the strains

Characteristics SS01 SS02
Shape of strain body Shaft Long shaft
Width of rod 0.25pum 0.5~0.75um
Length of rod 0.75 ~ lpm 4.5 ~5pm
Spore - +

Gram staining - +

Oxidase test - -

Catalase + -
Indole test + +
Casein hydrolysis - +
Gelatin hydrolysis - +
Nitrate reduction + +
M.R test + +
Starch hydrolysis - +
Glucose utilization + +
V.P + +
2.4 16S rDNA
SS01 SS02 DNA PCR
1.5kb 16S rDNA
SS01 16S tDNA 1482bp
GenBank AY842143  SS02  16S rDNA
539bp 644bp GenBank AY842144
Blastn SS01 16S rDNA
16S rDNA 16StDNA  ClustalW
Phylip  Neighbor-Joining
2 2 SS01 16S tDNA
AY842143 AY493976 Cedecea davisae DSM 4568
Clustal W 98.9%
SS01  Cedecea davisae DSM 4568 Cedecea davisae
SS01  Blastn SS02 16S rDNA
16S rDNA
3 3 SS02 16S rDNA
AF391124  Paenibacillus daejeonensis Clustal W
SS02 16S tDNA 1183bp AF391124
97.7% SS02 Paenibacillus daejeonensis
Paenibacillus daejeonensis SS02
3
44 o TLC
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Screening and identification of steroidal saponins-producing endophytes from
Paris polyphylla var. chinensis Franch

ZHAO Ming HE Sheng-rong CHEN Xiao-jing HUANG Chun-ping WANG Yi-ding"
College of Life Sciences ~ Sichuan Normal University ~Chengdu 610068 China

Abstract Two endophytic strains SS01 and SS02 with the potential for producing steroidal saponins were isolated from
the underground stems of Paris polyphylla var. chinensis Franch. The TLC comparison indicated that there are 3 sports
with similar R { between the metabolites of SSOland the saponins of Paris polyphylla var. chinensis Franch. And there
are 2 sports with similar R f between the metabolites of SS02 and the saponins of Paris polyphylla var. chinensis
Franch. The characteristics of morphology  physiological and biochemical showed that SSO1 belonged to
Enterobacteriaceae and SS02 belonged to Bacillus sp.. The 16S rDNA of SSO1 and SS02 were PCR and sequenced. The
accessions of GenBank are AY842143 and AY842144 respectively. The two 16S rDNA phylogenetic trees were
constructed by comparing with the published 16S rDNA sequences of the relative bacteria species. In the first
phylogenetic tree SSO1 and Cedecea davisae DSM 4568 was the closest relative with 98.9% sequence similarity and in
the second phylogenetic tree SS02 and Paenibacillus daejeonensis was the closest relative with 97.7% sequence
similarity. According to the phylogenetic analysis they were identified as Cedecea davisae SSO1 and Paenibacillus
daejeonensis SSO02  respectively .

Key words Paris polyphylla var. chinensis Franch Endophyte = Steroidal saponins 16S rDNA sequence analysis
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