P 000 http://www.cqvip.com]

% oH Y AR
258 Pharmaceutical Biotechnology 2008,15(4):258~261

it A B AR FIR AT R REE AR ARRIH R

WEA, Bk, K &, KpgE, £ &
(FEZARL AL BE 210038)

# B RAZRSEHAAEFER FBTHHENEFREAEE. EdEARAEMYRE AR,
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RFPEGR AL EE. FHYyE+EER
REBEEHHEFZ EEHUKHBRLEENLS
FHHE 3 (Rehmannia glutinosa Libosch) ,
1.2 Fi&
1.2.1 RAMAES BRHEERKESTHRIHEE
MU AR 20k B, IR R BT R R E 4+,
FR/K ik 30 min, HATREKE. B E L
F 70 % TEXE T4 30 s, FEAH 0. 05% B9 HeCl i
43 8~10 min, BEKHEE 4~5 WK, REHEE
TELK T 40 B 5 B 3 IR B K o U 4 O B AT
MS+BAZ2. 0 mg/L+1AA0. 2 mg/L W IFEFEEEE
HITEEE L.
1.2.2 BAEHHGREFAKRERGHE/N BIF
HELFEREE, HEBRRNH A, EBS TG
B 75 %R 10 s, RS 2 IRE BRI
15 min, B TCRE K Wk 4~5 W, FERRSIBE T 2
AR A, R B MS+ BA2. 0 mg/L + IAA
0.2 mg/LIEFEE b, R HAEMM. HBHRLME:
BHAEBEBERNCSEDC, REBEEH 1 500~
2 000 lux, G BEBT[E] 4 10~16 h,
2R K E 5~6 cm FEE, REM H
1g. fimA 2 f&F 0. 2 mol/L PBS &k (& 1%
i B, pH7. 2) 58, BB, 10 000 r/min B L
30 minfi_ b ERBITREANT, FH 2% B ER R

B E A BRA & IUHR, 1983 4F 3 A4, BRIT-LEWMA LR 4, EEMNE P2 ARHR.
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Yets 2 min, ZE BB ( H27000 &) T WLEE . A4
A 3 A4 P L A4 R 2 20 B 20 A DA B R AR
PR IMREE , I AR BB 1R %t IR, B A BT B B
HITE A FHEAE .

1.2.3 #ZHRABERE HHETEHRN G-
BA 2.0 mg/L.IAA 0. 2 mg/ L #) MS #E5e5Eth 4k
Re2KEAAAREHERAREMNELT  HEES,
SrBERAL , TR e o B A 8 3R E AT R0 A T T, U
6-BA.NAA KT 3 M E/EN 3 MHE, KA
LY IERRE . RBmFERKFELE 1,

Tab 1 The factors and levels of orthogonal test of propa-

gation medium of Rehmannia glutinosa Libosch

Factors
Levels A B e
6-BA(mg/L) NAA(mg/L) KT(mg/L)
1 0.30 0.02 0. 00
2 0.50 0. 05 0. 05
3 1. 00 0.10 0. 10

IR BB T ERE FHEKE = (20d)5
MRE — BREATR )/ MR E] R
FEPR , e HY B i B R 3.

12,4 ARFBHFABLEXE BEHY L5 cmiH
B2 AT IEE R TR IAA, IBA,NAA 3
FRRFEAE R EWER 1/2MS B35 b5 14 d,
TESRAMR R R PR B R AR A B0 .

1.2.5 HFERRFEHRLELZ THERES.00~
9:00 YIERAK R 3~5 mm MR, 141 B 7EZE B K
MRUE 3 UK, 0. 20 ¥k BE I RK K AL B IR AN )
IRsFTE] (3,4,5,6 h) . BUH G FZEIE K Mk 3 Ik,
FRERKRPEZ 2~24 h, B, ZEKYE 3 K.
F 60°C,0. 2 mol/ L HCI H 435|438 10,12, 14,
16min, 284 /K% 3 K, HEXRBKPKE
30 min, YIBURARTHRIE A L. R KB SR LA
435 4 20, 30, 40 min, JE F. [l “Olympus
BX40” B Id AR AR,

2 5 R

2.1 ERXD REESMAERREGEEZ

B E T ERAE S, AR EEE AR KE
Je RIS 0. 3~1. 2 mm W 2R, BFh B Bh 1S
FREEKRM, 25 d AR ERWBAAGI I IHE KE

K RHAB SR, Z2RMERNERRSERNR
ARE 2.

Tab 2 The relativity between the diameter of shoot tip and

the survival rate

Diameter of No. of explant No. of survival = Survival
shoot tip(mm)  inoculated explant rate(%)
0.3 25 8 32.0
0.6 25 12 48.0
0.9 25 14 56.0
L2 25 19 76,0

REKH 22K /N R 0. 3 mm B B TE RR
i, 2R, BT & i B R D, IR T s IR .
B/ T & 6 AR B B 20, e S Bk — 4 4
Mo B e AT REME /N, T HELARIE . M2
RAK/NHg 0. 3 mm B, 4 H AR < 416 55 32 B FR 1
BUEHRMN 327, HREAMFRUBENEEH
i, — B3R A5 JIi 2 0018 B JC 78 A4 R, B R LA i
HARVE IR AR AT P EFE, H A S R
0. 3 mmi¥y 28 22 73 A 4H 2R AT LA BUAR 30 07 I 302K .
Wb, 20 BRUIE Hoth HEE R B B A ok, i FE
PG R EAFIFERAEK., #BiA%, pHS. 8 B
HIRE IR B A T 2RI G . 3 Ab R B 25 2R
PR E T B R B R, B 1k TR R K BTE 1Y
ZERANE 70 d ] EHEETE BUE R .
2.2 FAatrm R

TEARBIERE S, AR B K B AR R L MR
#F TMV, K 300 nm 2247, % 15 nm 4, WHE 1.
WA 3 A BEEEF f 7E T A i A BT o ) 2 5k 00 0 3]
MHEALM P TMV, BB LR MR, AR
MEFh AL EREE, TRAEIK.

0.1

Fig 1 Tobacco mosaic virus from leaves of Rehmannia

glutinosa 1ibosch virus-infected in vitro
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Tab 3 The result of propagation medium of Rehmannia HEETHRNABARKRZASH 1/2MS 573 HiE

glutinosa Libosch designed by Ly (3*) orthogonal test

Factors

Fo U dJE Bl R E R AR E IR 5.

No Buds growing e Tab 5 The effects of different combinations and concen-
. .
A B C rate(Xi) %4 trations of phytohormone on root inducing
1 1 1 1 23.45 0, 0549 Factors Avera A  Rooti Thickness
2 1 2 2 26.21  0.0687 NO, ——————— ms i‘“‘o lverif? “")’ ‘t"’( ;g) level of
3 1 3 3 2792 0.0780 IAA NAA [BA TOOURE o fengttem) ratet A2 oot
4 2 1 2 45.72 0. 2090 1 0,05 0.00 0.00 7.34+0.89 3,560, 28 100.00 thicker
5 2 2 3 52.92 0. 2801 2 0,10 0,00 0,00 5.23-£0.78 3.86+0.33 100.00 thick
6 2 3 1 40. 08 0. 1606 3 0.30 0.00 0.00 4.57+£0.69 2,824+0.32 100.00 thick
7 3 1 3 32.06 0.1028 4 0,00 0.05 0,00 6,42+1,16 1.12+0.41 100.00 thick
8 3 2 1 30, 95 0. 0960 5 0,00 0.10 0.00 5,67+0.88 1.30%+0.27 100,00 thicker
N T ¥ B R s R Rt
. . . . *1, . . . thin
Kl 77.58 101.23  94.48 8 0.00 0,00 0,00 3.52+0,75 0,71+0,38 93.25 thin
K2 138.72 110,08 102.15
K3 93.23 98.22 112.90 K = 309.53 HiZs 5 B[ B W, R A RITT S E 8 1/2MS

Tab 4 Variance analysis of propagation medium of Reh-

mannia glutinosa Libosch

S f
Source of ufn © Degree of .
; variance Variance F value P value
- variance freedom
squares
A 672. 48 2 336, 24 19.38 P<C0.01
B 25, 34 2 12, 67 0.73 P>0.1
C 57. 08 2 28.54 1.65 P>0.1
E(error) 12,32 2 6. 16
Sum 69. 39 4 17.35

Note:F1-0.01(2,4) = 18.0 F10.05(2,4) =6.94 F10.10(2,4) = 4.32

MIERMTE R UEH 3 MHEESFERKR
BRI F R A(6-BA) >C(KD) >B(NAA), H
6-BA VR S5 B A K BRAR B E A G, 9 FiE R
Ferh P KRR A 52. 2%, AR BT K
ROUH] A E R B R R BRI R B A2B3C2,
Bl MS 4+ BA 0.5 mg/L + NAA 0.1 mg/L + KT
0. 05 mg/ L R EAS B M BfERE S LB AT PRt 3
EHAAEETE, BHEMRE(E 2,

Fig 2 Crowd buds in the medium: MS+ BA 0. 5 mg/L +
NAA 0.1 mg/L+ KTO0, 05 mg/L
2.4 ARERBERXBULRE SN

BIBEA 1.5 em B 2 @R s I B #

sk E IR R AE AR (IR Y AR AR
HSS. WHARIMRE R IAA,NAA, IBA ¥fEik
ARG AL, E P E i IAA 0. 05 mg/L 5§ NAA
0. 1 mg/ LYRE 2 HE IR AR AR R, (H YR I NAA H
RE WK, AL RS BRPRIBRAF T
NAA F3ER PR E T A KR AR, H NAA ¥
ERRSARSE , B RBER, EHERE
RUAEARIEFRE N 1/2MS+IAA 0. 05 mg/L. B R4
RAEBLILE 3,

Fig 3 Effect of rooting in the medium.1/2 MSHTAA 0.05 mg/L

2.5 REFERETABER

MR 2E A R IAELL 0. 2% B RK K AL BRI
IR S h &G TS, ol ai®
37, AT LAE BT MR AR Y4k, 0. 2 mol/L HCI
60°C FALHE 10 min, 7E & & # i BHR R4 A5
BOF, BT o] W40 M4 B s 2 —&, T B BR %
ARSI R AR At AR R E G T
gL R AR, A AR B A% . 0. 2 mol/L HCI
VAW 60°CF AbEE 12 min, KER4> ML BT, Jefa
hE BT, 4B RBEA, 0. 2 mol/L HCI
60°C T AL 14~16 min, JEH 440 f 43 8 3F, e fa,
IR E AL, B f Ak o B L, AE a4
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Wiz, MRG0 20 min, P iE AETR, B
TARMESTTE S 044 5 30 min MR EIEE AR, B
R T A 5B DI E W Y 44K ; 40 min £ {H 40
HE OB, B T A ANEROK, AR
AL FEFNBIHT , Y o 4t b B B AR AR e (2
TRBIERA B BE MR, XIE B LRAR
POKEENRERMFRE B L8 RAATTRKY
0. 5~1 cm ZEAHAR , 7E 0. 296 BB K ALBR I W 18
¥ 5h 5, TETOK LB VKERER (3 + DA 4'CRElE 2~
24 h, Z&18KBE 3 1K, 60°CaKIBE£A4 0. 2 mol/L HCI
BT 12 min, 28K RS T HAMRE 30 min, /Nl
YIBUARR, B8 Ao 5 e B R B 4T e —
%, Yuft 30 min 5, A, 0K . T VE BT ULE 300
BYARECR 2n = 2X =56 1,
3 it

T BRI R AR P, R B A KRS
N A, VT REIZAB YR N 3 3 2 AL W 9 TR
AT FBRIRE Y 6-BA Fil NAA B tb, 15 5|

TARHHFRERICR. BRSWER 6-BA X AA
P RA A EA KIS S WUE R 6-BA 557

B RE UEE E R IR B AR A

Fig 4 The rootlet chromosome ( 2n = 2X = 56 ) of Reh-

mannia glutinosa Libosch
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Virus-Free Culture and Rapid-Propagation of Rehmannia Glutinosa Libosch

SHAOQO Chun-yue, GAO Shan-lin, CHEN Feng, ZHANG Xiao-xia, REN Bin
(China Pharmaceutical University, Nanjing 210038, China)

Abstract  Virus-free materials of Rehmannia glutinosa Libosch were obtained from meristem culture in vitro. A
series of optimization experiments for cultural medium composition and concentration of phytohormones were in-
vestigated with a view to accelerate the propagation of virus-free materials. The best condition of chromosome
determination was established. The obtained results indicated that the most suitable rapid propagation media of
Rehmannia glutinosa Libosch was MS+6-BA 0. 5 mg/L-+ NAA 0. 1 mg/L+KT 0. 05 mg/L. The optimized
medium for rooting was 1/2 MS+ IAA 0. 05 mg/L. These results could meet the technology requirements of
rapid-propagation in large scale production, Virus-free materials were identified repeatedly under electron micro-
scope, which could be used for rapid-propagation of large-scale production. The chromosome number of Reh-
manmia glutinosa Libosch was 2n = 2X = 56 .
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