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Tissue culture and cytological observations of leaf explants of Curculigo orchioides
PENG Hai-feng, CAO You-pei, YU Xin-hua, ZHAO Sheng, HUANG Xiao-ke
(College of Life Science, South China Agricultural University, Guangzhou 510642, China)
Abstract: Objective
Curculigo orchioides were conducted in order to provide the basis for the rapid propagation of C. orchioides.
Methods Young leaf explants of C. orchioides were cultured on MS basal media. Differences in the callus
induction and plantlet regeneration rate were observed by different light treatment as well as chemical fac-

The studies on tissue culture and cytological observations of leaf explants of

tors like different phytohormones, casein hydrolysate (CH), and activated charcoal (AC) concentrations.
Paraffin method was used to cytological observation. Results For callus induction of leaf explants of C.
orchioides, dark treatment gave better results compared to light treatment; among the media tested, the
suitable phytohormone combinations were 2. 0 mg/L 2, 4-D or 6-BA 1.5 mg/L.42, 4-D 2.5 mg/L, and
300 mg/L CH4-0. 2% AC was good for plantlet regeneration from leaf explants. The callus from leaf ex-
plants mainly originated from midrib. The parenchyma cells near epicuticle of midrib firstly were initiated
to division. Then the parenchyma cells of vascular bundle sheath and mesophyll cells on each side of vascu-
lar bundle were also divided to form callus. The buds developed on the peripheral parts of the calli, but the
roots developed in the regions deep within the calli. Conclusion Tissue culture of young leaf explants of
C. orchioides can make the propagation of C. orchioides rapid.
Key words: Curculigo orchioides Gaertn. ; leaf explants; tissue culture; cytology

i Curculigo orchioides Gaertn. REFFHII  SFRFAFAREFHHRMERLS, A3 HE

FREFEEREY, HARREAL, B—FE5H
i Zkt . BEANE BYPH 25K LSRG B AT I A .
FHBEAR G JEH R RAR S R
T T8 7 I L R A 405 A VR TR IR PO AE . B
BN Al 25 R A 466 A BT IR AGA P, S T
MR AR Z, Bl TUFEARRNEESR
B, ELAZ GE R IR U 3 L LLR R AHAE R B B 4
BV R A R FFRE . Bk, B BRI
HTUARAEF A FRHATEANT . B EA

7% H 38 : 2006-05-05
EEE N
Tel: (020) 85280193 E-mail: phf72@126. com

AR W BRI M R AR . AL LML
HRMEER I EBRRENEWEHEDABEELR
AR BT, UL F R E R R
B REEB KBNS,

1 HRE5HE

1.1 fLFM R MHS SR R ERARTERKRE
AR, REFKEMKEAN 8 cm M%)
ML WK TSER 75% T EEHE 30s, %
Bk 1 W, BH 0.1% F+REF 10~12 min,

(A (1972, &L, INTEAEA B, W, TENEHDE T EWERER.



* 266 * ¢ %% Chinese Traditional and Herbal Drugs 38 % ® 251200742 8

FTH K S 5~6 K. RERAHTIFR 0.5 cm X
0.5 cm Ky/NRIEERNB] MS 355, BREM 4 3.
FREFERMOBERLE LOAERERMY
WEN 0.5 mg/L 6-BA, FrA % 3% 2 B 4% 51 U6 5§
Sh, B3N 300 mg/L KBEEEEH,3. 0% BERER
0.2% WHHRH 0.6% I, pH HEE
5.86, EHFEMREHWAE 26~28 C,ELRE,
2 (12h/d) B 2d BREFEEE (12h/) B
FUTHETRAGHARNESER, GHHEE 12
h/d KB &G THIT. BERHEA 2 MARTEA
R IABBGHAEBI M ERELI1AMARS
B R,
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REF = wmsmin 0%
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H B 6~8 pm. JH % £0-F 5 K-8 K F KR 5
o PR R,
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2.1 i R A BUER

2.1.1 HWEWMFET R HAEFHOE W . HFEK 1A
WM 2.4 DL 1.0~3.0mg/L AR
WAL RN M 2. 0 mg/L 2, 4-D B FIBRE,
HHUARMBHEHRERRN, 2553 80.4%
MRS 7%. M 2.4-DREWEN 1.0 3.0mg/
Lot AR MR ER TR, B 3.0 mg/L
2ADRTHEERA BARMBEERS KR
37.5% F1 28.1%; M 6-BA Bf, 76 0.5~2.0
me/L WA ERE KRR 0.5 mg/L 6-BAK
R MR R RS R 1.0 mg/L 6-
BA fiFE SR A HRARMBE RS FHR 27.3%
M 50.0%., HMhn 2.0 mg/L 6-BA MyREFREL S A
HRR AR R EARW, AR 2. 1%, Bl %
K 0:2,4-D 5 6-BA ¥R HE,Y 2.0 mg/L 6
BA BBAHRAFMBEE®REMN 2,4-D (1.5~2.5
mg/L) B, A RMBE R 2,4-D WA E Wi
B, 3 ELfHn 2. 0 mg/L 6-BA 5 2.0 mg/L 2, 4-D
MiESERE KEARME S EHRERLE
MAERA 2.0 mg/L 6-BA B, HI LM 2.0 mg/
L 2,4-D{%. % 2,4-D ¥ 2.5 mg/L B, R 1.5
mg/L 6-BA BIFUE FT 2.0 mg/L 6-BA, B R
i 31.3% EFAFB 50.0%.,
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Table 1 Effect of different phytohormone combinations

on tissue culture of leaf explants of C. orchioides

WE/(mg+ LD BERE/  HE&R/ BiR/
6-BA 2,4-D B % %
0 1.0 40 72.5 50. 0
0 2.0 56 80. 4 85.7
0 3.0 32 37.5 28.1
0.5 0 44 27.3 15.9
1.0 0 36 22.2 50. 0
2.0 0 48 2.1 0
2.0 1.5 52 9.6 1.9
2.0 2.0 60 33.3 30.0
2.0 2.5 80 35.0 31.3
1.5 2.5 44 31.8 50. 0

PIESGREREMMER 2,4-D 1 6-BA B, 2,
4-D MR EH 6-BA F;2,4-D 1 6-BA & ¥
BLCOREREWRERN 2,4D BERTUWFESFOEG
BREH# SR MRS TR KERN 6-BA
XL F o R A GE S R s RA — & i # e
. EEFNEE KN, B 6-BA M T
ERBNAGHRMENEERE L. BHh 1~2
B memaA 2,4-D ARk 6-BA 5 2,4-D i
FAE . B ENRGARARSWHE, BRBHA
GHAS M FERER L HEMER 2,4-D KB
MR B TREREZ A RMAEES.
2.1.2 JKfEBEE A AIE RN FE T R AU 3R
B0 R 2 ATA, fE MS+0. 5 mg/L. 6-BA 55
FEEMA 0.2% MRG0 R 8 H &%
BAE KT 59. 1%, BRARMBEHERE 1.7 5.5
EMBERUAX GEERAB IEEER X, HHMm
A 300 mg/L KBBEARNHARTRE HRE
BHME 11.4% BED 37.5% . XTS5 KBBRE
H¥ETRHERER X,
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Table 2 Effect of CH and AC on tissue culture

of leaf explants of C. orchioides

WK/ KBEBEA/ ERR/ B&E RN/
% (mg+ L™ # % %

0 0 32 34.3 —

0.2 0 144 59. 1 11.4

0.2 300 48 43.8 37.5

2.1.3 FEEBZM XU A B I 55 0 R KAl
¥ A MS+0.5 mg/L 6-BA+300 mg/L K
MEBEATO.2Y BHRMEFRE E3MHERE
G FHITHEFEFR. B 3,3 MOLE K26
BRMFT R EEAGALHE SRS P2 R
W A& LE T F SRR, HARE R
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3 FREXRMFHERUWHFHRALEFHORMW
Table 3 Effect of different light treatments on tissue

culture of leaf explants of C. orchiordes

R/ A/ B R/
pi3:E 353 e Y %
SRR 48 43.8 37.5
£%H (12 h/d) 44 22.7 25.0
2d BReFEOLE (12 h/d) 44 27.3 15.9
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KARGAREHREMMIET EERE MR,
2. 1.4 B EBROSM XRRE KA MR E W
FHEBROERER, YREEKS 6 cm BT
FHE EEFEENRE 3~5d. REHREHMNE
FHF B B KSR R LRERE, BRI
EYLE.10d B DEBE BRAFEFOFER
BE,.uik 8% Lk (B 1-5).
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5T &R o BRI i R R £ 4 4R MK
WRBRERTZERY. 5 L REZ R XA EEHR
(B 1-6), XHEER ETHERAEMRERS
FEREZRNEERRNERSBET AN EXET
AL TE BB R e ERA A4 (B 1-7).
EREILR. MRS, P REEED,
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40 (E 1-D ALY ME R, b 3= 5 oyl i 8 R
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UM (B 1-10), 35558, o B AU % i P 40
M2 % WM 1R 4 MR 2 TR B ST HER, B A
2 — B4 (B 1-11) . A1 40 25 400 J R 3 7 7
RAE LR FLHH (B 1-12~14) HEER
T, HEEN (8 1-15.16) B (B 1-17) .4
2 (E1-18) 3 (B 1-19) Sy, KL
MU RBERIEL . B TR EBERE SRR BE
ol WP AR (B 1-9).
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MR, AR BRI — MRS R I
BHEABRAG S ERE, WA EHALET
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25), Ik O AR (B 1-3).
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6. 7-l¥r F BT (6 Shnt,7 BUBIT,Ph ]
K Xy KR, VBS e f8,S BRE4 4,
P MEEHL) 8- LREAMMEREN MR
M) SRIFAMBEHASE 10-BEREW
BEANMISY R B EIBEA (4D 11-PREW
B P 446 L 2 2 R B 1 4 R R O R R
12~14-F2ARFR 12 B, 13 5,14 5
By 15~19-R4HHITR 15 FH,16 &
2,17 R, 18 BH. 19 WF) 20-0EER
B -BEHAREY 2-FEURY
WAL HR 2-AGAAMEEMMEEFE A
WAL R 4R BGRERES L 25-
R ERHHEHRFEMEL)

1-callus induced from midrib of leaf explants
2-adventitious buds deve-loped from multiplica-
tive calli of the midrib  3-midrib of leaf ex-
plants showing organogenesis without evident
calli  4-fully grown in witro plant showing
multiple shoots 5-plantlets transferred to soil
6, 7-transverse section of leaf with midrib (6
young leaf, 7 mature leaf, Ph Phloem, Xy
Xylem, VBS vascular bundle sheath, S scle-
renchyma, P parenchyma) 8-parenchyma
cells near epicuticle begin to divide 9-calli of
.early phase 10-cell groups from parenchyma
cells of vascular bundle sheath (arrow) 11-
regular rows of calli formed as a result of con-
secutive fissura transversa of mesophyll cells
12—14-mode of mitosis (12 metaphase, 13
prophase, 14 anaphase) 15—18-mode of ami-
tosis (15 fissurate division, 16-fissurate divi-
sion, 17-fragmentation division, 18-constric-
tion division, 19-budding division) 20-meris-
tem nodule (arrow) 21-vascular nodules 22-
root developed from nodular vascular tissue
(arrow)  23-buds developed on peripheral
parts of the calli, but roots in regions deep
within the calli 24-initiation of bud primordi-
um on peripheral parts of calli at early phase
25-differentiation of root and bud without

evident calli
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Fig. 1 Morphological and cytological observations on tissue culture of leaf explants of C. orchioides
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HPLC Fingerprint of Radix Stephaniae Tetrandrae
CUI Jin-guo"*, RAO Yi', WEI Hui-zhen', LI Li*, LIU Long-hong?,
WANG Yue-sheng', YANG Shi-lin'
(1. National Pharmaceutical Engineering Center (NPEC) for Solid Preparation in Chinese Materia Medica, Nanchang
330006, China; 2. Jiangxi University of Traditional Chinese Medicine, Nanchang 330006, China;
3. Jiangxi Xiangyun Biology Pharmaceutical Co. s Ltd. , Suichuan 343900, China)

Abstract: Objective To study the fingerprint of Radix Stephaniae Tetrandrae by HPLC. Methods
HPLC condition; column Shimadzu VP-ODS (250 mm X 4. 6 mm); the mobile phase was acetonotrile with
0.1% phosphoric acid and the gradient elution mode was applied in chromatographic separation; the detec-
tive wavelength was 282 nm; fangchinoline was used as the reference compound. Results HPLC Finger-

print of Radix Stephaniae Tetrandra was established and the similarity of the fingerprint was compared.
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