F @ ¥ 2014012):99~102

- YRR -

AR EAZ B AT B RNA B3R B 32

#W W, FOE,F e M KADK LHEALE

G RHEE R 2 AP, 1T ¥ FH 471003)

W E: S st AR, R A CTAB-LICL & B ik, 3/ R4 20 L KR4 2 | ) Ak
H AR A S R A T R A i R B 0 4k A et R AT X RNA BRI, AR 3588 R B B vk AR W

RNA % 80bk, 3 585 0 % B 3t 4l RNA 26 %

HREA T AR E RNA 2 & k31

M 2] 28S.18S Fo 5S rRNA £ , Bk B AR Asso/ Avgo AT 1. 8~2.0 2], 2 & K K427 B bk
2T RkAE Ak 42 A Fetn TR 6 TRNA 4075 8 5% W, F B 28S rRNA 32 B & F 18S rRNA; Eik &
B CTAB-LIiCl & R ik EAM4Tet b PIRIE RNA, B KR40, B B ir ., T b e 2k 2 B0 Fedn

TR R E ARG RNA 6 5 M.

XK 41, CTAB-LICL B R #5548 RNA $#=2HL

hE 4SS 685. 11

H AT RNA #2807 AR Z , I FHR SR AGE™N (-
SDS ¥:1%) [ Trizol ¥:M1E RNA #REGRFI &% . HIHRT
EAFA MARRME G4, NHAE RO ERER 6
“Gerpz ERsEEEY . WHFHA SRR B B R R
RNA 2347 RT-PCR, Northern Z% 38 .cDNA 3¢ PEH
Z R BN MINE RS T AW F R BT . A
7 A [ B 34 4 2 43 4 B 2 B B e R S0 3k T A
#) RNA BB IR R FHER A B IR E RIF o+
A eE B 3 T L R R P SR 2 I P A B st
AL R 22 S50 R A AE B 40 Jfd BE IR A, R 4E R LR

F—1EEEN W m (1982, % . L, 3 R T @ AEFEAE
B 5F A%, Email:guolili0d28@126. com.
EEEE LA LA, B AL, B, AL T HAADEEL
%, E-mail :kxsh55@163. com.

E&TH:BE A KA F AT BT A (31200468)

Wk A3 :2014—01—21

XEERIDAE A SCEHS:1001—0009(2014)12—0099—04

FRREZREMEZHASER , N ILAERBU R
& RNA B, it 78 32 B0 AP o A1 4 0 3R FU R B SR
SRk CTAB-LICL 2 B 3, DL & 35 16 4t 3
s Y PHEL it , XA R B A PR R RNA B
PBGHT THESE , DB 2 38 B 20 4T P RNA $2 HU8)
SR A — S IR T B ROR IR B A T e
F RNA #4785 LA R 97 B8 8 ZE At
1 MEEFE
L1 Hsbe

BRIGAT R 7 3% PH B R 41 b & ZEAE 78 5 A 3 FH
a’ A I IR e, LRV S T R A BA
R, —T0°CRFEA . fEAEAE P IS PHAL P 1
Wk 1,

CTAB $2 B 22 wh ¥k . 2% CTAB, 2% PVP, 2 mol/L
NaCl, 100 mmol/L Tris-HCI(pH 8. 0) ,25 mmol/L EDTA
(pH 8.0),2% B-%i# & B (ff FHRGMA) . SSTE 2% uh

Abstract: Taking 53 varieties of oyster mushroom as materials, phylogenetic analysis of oyster mushrooms from different

places were carried out by ISSR marker in order to provide some molecular biology evidences for research to varieties

breeding and genetic relationship of mushroom. The results showed that from 27 ISSR primers, 14 primers whose

polymorphisms were obviously screened out. 189 bands as well as 189 polymorphic bands were obtained from all the 53

tested strains,indicating that their polymorphism was 100%. The coefficients of genetic similarity ranged from 0. 44 to

0. 99. The results of cluster analysis showed that all 53 strains were classified into eight groups at 0. 62 levels and that the

coefficients of genetic similarity for majority of strains were pretty low, indicating that there were significant genetic

variation and rich genetic diversity between the tested strains at the DNA level. The result also showed that there’s no

significant correlation between the tested materials’ clustering and their geographic origins.
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Table 1 Phenological phase of forcing-flower tree

peony ‘Luoyanghong’

W :0.5%SDS, 1 mol/L NaCl, 10 mmol/L Tris-HCI(pH
8.0),1 mmol/L EDTA(pH 8.0)., &fy : 5 ik
FRIL K 24 ¢ 1, 10 mol/L LiCl %k .
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BkE 3 Bud jumping stage 2012-12-31 %ﬁ*ﬁ*@:%ﬁ i —'.% JEK % 0.1 % DEPC-H,0 &
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Table 2 Comparison of CTAB-LICl method and CTAB-LIiCl improved method
B CTAB-LiCl #: CTAB-LiCl Bt B ¥
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Procedure

CTAB-LiCl improved method
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4 4°C,12 000 r/min B.L> 20 min, 3F L1

TA 60°CHIH A SSTE Ll 500 L VEARFULIE , INA 500 pL &b/ 5 IREE,
% 10 min,18°C,12 000 r/min B> 10 min
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Fig. 1 Electrophoretogram of total RNA extracted from potted tree peony leaves at different stages

Note:On January 11,tree peony belonged to small bells stage;on January 15,tree peony belonged to big bells stage;on January 20,tree peony belonged to

circular peach stage;on January 25,tree peony belonged to flat peach stage;on January 30,tree peony belonged to flaw stage;on February 4,tree peony belonged

to initial bloom stage;on March 2,tree peony belonged to fading stage.

%3 RNA 4 EE#6

Table 3 RNA purity test
KA H Asso/ RNAKEE  FReAss
Sampling Azo Azgo A RNA Concentration Dilution

date 80 /pg e pl™1 ratio

1A11H 0.071 0. 039 1. 821 0.213 75
1A15H 0. 227 0.118 1.924 0. 681 75
1H20H 0. 244 0.125 1. 952 0.732 75
1A25H 0.128 0. 069 1. 855 0. 384 75
1HA30H 0. 248 0. 127 1. 953 0. 744 75
2H4H 0. 106 0. 055 1.927 0. 318 75
3A2H 0. 152 0. 080 1. 900 0. 456 75
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TH] 3 2R BE R 2 mol/L LiCl Ik B UIIE RNA,
G KER 2 RNEAE B AER W, B0 (4°C 12 000 r/min,
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TR S EWMBE. W28 Y 40 M0k 6 o B
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Extraction of Total RNA From Potted Tree Peony Leaves at Different Stages

GUO Li-li, LI Jun,LI Jin-hang, HOU Xiao-gai, KONG Xiang-sheng
(College of Agriculture, Henan University of Science and Technology , Henan, Luoyang 471003)

Abstract: Taking Paeonia suf fruticosa Andr. cv. ‘Luoyanghong’ as test material, total RNA were extracted by CTAB-
LiCl improved method from tree peony leaves at small bells stage,big bells stage,circular peach stage,flat peach stage,
flaw stage,initial bloom stage and fading stage. RNA integrity was detected by agarose gel electrophoresis, RNA purity
was detected by ultraviolet spectrophotometer. The results showed that after electrophoresis,the RNA extracted in seven
stages all had three bands-28S,18S and 5S rRNA, the ratio of A/ Asg ranged between 1. 8 and 2. 0. The rRNA bands at
big bells stage, circular peach stage, flat peach stage, flaw stage, and initial bloom stage were tidy and clear, and the
lightness of 28S rRNA band was higher than 18S rRNA band. The above showed that CTAB-LiCl improved method was
suitable for extraction of total RNA from tree peony leaves,and big bells stage,circular peach stage,flat peach stage,flaw
stage and initial bloom stage were the optimal five stages for total RNA extraction.

Key words: Paeonia suf fruticosa Andr. ;CTAB-LiCl improved method;extraction of total RNA
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