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In-vitro culture of Hedyotis diffusa leaves
and establishment of regeneration system
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Abstract: High frequency adventitious shoot formation and plant-let regeneration system were established
through invitro culture of Hedyotis diffusa leaves. The results showed that leaf adventitious shoots could not
be induced on basal MS medium supplemented with 6-BA 0.1 mg/L or 6-BA 0.5 mg/L. When 6-BA 1.0~5.0
mg/L was added in MS medium,adventitious shoots generated, The higher the concentration of 6-BA was, the
higher the regeneration rate and number of adventitious shoot per leaf were obtained. However, MS medium
added with 6-BA 3.0 mg/L was suitable for leaf adventitious shoot formation and growth. The combination of
6-BA and NAA promoted the regeneration efficiency of leaf invitro. This study indicated that it was the ratio
of 6-BA/NAA rather than the quantity that influenced the regeneration of adventitious shoot. The optimal ra-
tio of 6-BA/NAA was 10. MS basal medium supplemented with BA 3 mg/L and NAA 0.01 mg/L was used as
subculture medium and a high frequency and stable regeneration system was built, which laid a foundation for
Agrobacterium-mediated genetic transformation.
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A% ,2002; L 46,2002), R AMEYEDER,
HITOEEFENAS JARERMR.HES R
AWM RR, B AR BRI N ERY
FREAGCESENEESE, TAXH KSR
B R — R FT R R, WIFSORREF
ZEEAREREREFAREBEEKCHERE(ZF
E¥-%,2002) . 42303 i 1% A U 40 M 40 4R 85 3R 0 B
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1 #HEE5F&®

1.1 ShEtE S

LLEF A A R A R T B 2~ 4 I 17 B9 40 vt 4
hAMER. SMAGRKE T S B BRRW %R
BEAXRKTFHE 2~3h REEBETHEE LH
TO% RGNS B 20 s, BETE 0. 1% F+ 3R I W 1 408
20 FKE 10 min, BB K ¥k 5~6 K. B

RSBy B i T, M EEFERE. &
mER S R, BALE O .
L2 ERE

AERFEFEU 1/2MS A EASEFE, HELKRT
A REY N MS, LB ITRMNEKA
WYFRAE. HIEEDM MR 30 g/L, B8 8.0
g/L,pH5. 8, FAAHEFEENTE 121 C. 1.1 kg/cm’
BEASEKXE 20 min,
1.3 #ER &G

HFEBREHN25+2C, B 120 ', KBE
1 500~2 000 lx,
L4 ERBFESEUHSH

EM R ERE 30 X AEENREHERHIT
AE. BERCO=KEREEFH/ERMH R
X100, EHAREFHPFAN/MRA)=FEFH L
B/ EEREEMHRE. FEFHEBEKXTF 0.5
em B AREFKBROERAEES. B3 WEM

R1 TEARECBAMNBERBTEMAREFZENEM

Table 1 Effect of 6-BA on adventitious shoot regeneration from the leaf of Hedyotis diffusa

i THEREF FHEAR

6-BA Regeneration ¥ (A>/M F) SE AR SRS
(mg/L) rate Shoots No. Time of shoot Morphological changes of explants
(%) per leaf initiation (d)
0.1 0 0 — BRisga  AREL
0.5 0 0 — RO R
1.0 33.3 8 19 BE.TUOARRSBERGUAASTHREAEHF
2.0 62.2 23 15 MkHR XM AGH AESFELSHMB . FHTREK
3.0 100 52 10 Mk, iy M BHEEBERER ATHELAEE FHER
5.0 100 37 7 Sl WA IR RERACE FHED
HRAH7E (0 B B8R T T AR 5. S8 /LAHERFE, RITAABEN R

2 BERMAA

2.1 SRR BEHRAEFRENEW

2.1.1 RE 6-BARAEAXNREF A AN Yh HF
Rt B4R Z 4538 % MS+6-BA 0. 1~5.0 mg/L
(BN FED L, RAAREEH 6-BA MR EF X
EREREWERXREX]L, HER 1AL, Y 6-BA
WEAHO1MO.5 B, FEFESEEM R EERE
M 6-BAWKERN1.0~3. 08, BFRE . EHYLRE
ZEE S BA YR E ST S0, T 44 B BLR E E At
B FE BAWRBEA B MAESE: X 6-BAWE N 5.0 8,
REZH 7T XRNARNBIANAREEE4L, FEEFE
100% , B R E HFE A TR, Ak FE
B, HSMEGRGARER, RAH— M H £

EHFEFHOBRE BARBEN L R 3.0, EHEHFE
MS+6-BA 3.0 F,E#HESE 10 RN WEIARE
FREAEFRELBABINT . A E—~H i
M-S BRRGARA - HEELEERER
~HIARNRA RN FEH >AEFER. EFHR
Z,WFEH RETRSIMEGHEE, A SR B, K
BTFAEHERERZERIT :1.2.3.4.6),

1.2 AR MRS R EFNLREZF LAY TR
Ri¥E 3 MS+NAA 0. 01 4> B Fs i 6-BA. KT
MZT, WEHN 3.0, ULBARFAARS HENR
EHFREMER, ZHARSNEYTERESE
&t A AREER AL ,6-BA KT B9 SRR KB Y
(Z2). NBEMEFIHEEAANEFWRAEEF,ZT
B R EA % 6-BA KT 3&,6-BA W{EF & KT 74
B, NAEHFEEEE, HEHRE MS+NAA 0.01+
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ZT3.0BAEHRENES 2. 1.1 LR MS+6-
BA 5.0 R RBUEML SMEKIE TAERGHRAH
BMEBEEREH AEFREL, BN EH
BEN HEYAREEHHAERBS . FULZT 5
BAREFREMBIEE . WERN 3. 0 RIRAL
—EMMFEIIER.
2.2 AR 6-BANAM BRENARREFEEH R AESF
EEWRE
HEFALRP,EMSEEXEFREFTFEMAR
WHER 6-BA M NAASTAEEEEB KR 4E
KEEFEBEERER, TRERMNET ERT —&5K
BHEE.ERNF 3. A& 3. BA 5§ NAA K
ST FIEmBE A A AEFNRE. £ 1 SLHEP,
SMERILRERERTE 2.7 5 8 S48, s
EREAREFERE (BRI BERFEP6-BAS
NAA HFEXS L P B W R S, HiE S RO B W RS, B
HEBE, B MM ETER A EFHEREL, S
ARG ERK; 455 EF 6-BA 5 NAA K
X HFIRTF 26t SMEER EABAREFERE.

23 RELEERNES

FH2.1.2.2 KK, RILL MS+BA 3.0+
NAA 0. 01 fE M akfR3E 572, LAZFH T 2~4 MU
BBk FENMER.BYRBAKEEFRERAER
MR, EZEHEP SIMEENETUBAREER
BERE 10d AR, BMIMEERT =4 ZFH 50 1
ER-ENMRETHR I K RPEERERT(EF
BREERITER) U, RARMARAELEEE
BEEFPRNELELERS.
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Table 2 Effect of different CTK on adventitious shoot
regeneration from the leaf of Hedyotis diffusa

N T ,
BB Regene mmsy OBERAR e

%?I? ration  (AN/BFRD T.ﬁgﬁi?i IE)ot Morphological
rate Shoots No, ;e 0t of shoot
(mg/L) %) per leaf initiation (d)
6-BA 100 48 11 E%
KT 100 43 13 E®¥
ZT 100 36 8 &/

£3 AECBANAMELNBUERERGATIERFRENENR

Table 3 Effect of different combination of 6-BA and NAA on adventitious
shoot regeneration from the leaf of Hedyotis diffusa

LRE 6-BA NAA 6-BA : NAA 1‘%%%(%) 5#@#%?&;@24&
Treatment No. (mg/L.) (mg/L.) Regeneration rate Morphological changes of explants
1 0.0 0.1 — 0 EHRLEERELERER . AL
2 0.1 0.1 1:1 0 HRERORERAER ALBAG
3 0.5 0.1 5:1 80 EXRERELE BEME REFD
4 1.0 0.1 101 100 EXREBRELE BHEL FEFF
5 2.0 0.2 10:1 100 EREBRRE RG> FEFESE
6 2.0 0.5 411 45 XREBREE AL . REXED
7 2.0 1.0 21 0 EREBRELE RGZ BEREHF
8 2.0 2.0 1:1 0 HEAREBRZAER BRGEME

2.4 EREFEREWNLBH

AGEAR 1 7 1 5 B MS+ BA3. 0+ NAA 0. 01
LB RIE 3~5 cm ZEMHAE R A ETFE, 4 E
TREMBARIERRE 1/2MS+NAAO0. 5 +,15~
0dEAIEMAEENRER, AREAX 1004, B
AR AEHRHEE 5~6 d, /NOBEHRREHIE. B
BREXRSEWER LN HKERSERL.ERER
BEBEIKEEE.BRAEETEEKUL,

3 @ ®

HYBEEFFRERER-MRAE #10T
B, ZABERBRRMNAEERKATYRENGIAE. 6

BANAA RHEYHRAEFRPEREANERKATY
By HEAFREREEMEATFBEREFMNEE
HE. 2R ERH,EMS EXREFEPRMRM
BA B R EMN 6-BARRBBES AR HEHE &t
FEEREF . BHREN CBATUERIERAE
FREMEBAKRERR RAHLMHIER. 6-BA
HXNBRERASER AEE. EAHSHYE&
HABERPREREUERS, 1997; HRKE,
1999; F#54:,2002;Du %,2002),
E2.2HEBEH. RIMNWEBF &K 5 7E MS
+6-BAO.SIEFH P AN EF R4, HE MS+6-
BA 0.5+NAA 0.1 AT RERNEZF, AT W, KK E
6-BARE NAABRAATERRAEFRE. B,
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EHMAEFAENBEERREREREFT 6BA S
NAA BB, T A R H 4 % {E, fnE MS+BA2+
NAAZ FRERAGHA S AER, KA ABHF R E
(EIRR T :8); %43F 52 6-BA 5 NAA SHEXT He 6
HARSBLABEFAEERE Y 6-BA 5 NAA
AT HER 10 BT BSAEFEMEE., R
AN AN LERERNEERBER . AREEES
BEESREFELEAXNER, HERWMREZIE
AREAVTYRNEE AREZIARIBEESE
KERBBENFARE, SRS BESEKRERE
bRk B — EE WA RLHEDEER, BaIRE
HEERFANE R OBE, NTRHFREFHIE K
E-EHWELEN ARSI MESEKERERE
R, AXREFRRABBRER, NEF KA T
EEEERNANEFEL, EESERALREHF
R RRAE .

Bk B MS+6-BA 0.5 fl MS+BA 2+
NAAZ BEFEF XA EHF KL, BE MS+6-BA
0.5+NAAO. 1A AAEREHF XNMERER
AR BEBEREFAEIHRARE MR,
BINBLURARH ST AR BESELKEN
HMEZMYLEASIMEERKATYRSEEER LN X
R UBEFRABEARNEEREQREIH .

— BN Y BEERPAEFREAP SR
B —REMGHARRERESF, —RIAEAMHA
BRBREEREREE BENEARARERE AEHF
MIERRET2EBBHANRSHEFRETS 6-BA K
E8 6-BANAA FL LA X, 5 6-BA M E KK 6-
BA : NAA WERET, B &AM r At BE R, T 6-
BA K@ 6-BA : NAA LA E I, Sh A4
HEBER ATERERETRNEFERI 5.

MAEBAEBREREEAFTE MR AIEEM—
B REEF R (BEAE, 1999, &H
RABRYMALEEELEAREHARERBFAL
REGH BAREFRERRE, AR E, WATE
A REYBEREFRPBEREARNHH—-TR
FREER AAEEFERR BREBEERRENE
SARMARME TRLEN TREAR#FTHRIENK
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