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ABSTRACT

Centrosema " pascuorum.<v. Cavalcade - and. Stylosanthes-hamata c¢v. Verano were
generated by Tissue Culture. Sterilization of their seeds with 15 percent of chlorox, 15 minutes for
Centrosema pascuorum cv. Cavalcade and 10 percent of chlorox, 15 minutes for Stylosanthes
hamata cv. Verano which were the best method.

Hypocotyls of Centrosema pascuorum cv. Cavalcade and Stylosanthes hamata cv.
Verano were subcultured on MS medium supplement with varying levels (0.5, 1, 3 and 5 mg/1) of
2,4-D. The best treatment for Centrosema pascuorum,cy. Cavalcade and Stylosanthes hamata cv.
Verano to produce big green callus were 0.5 mg/l'and | mg/l of 2.,4-D respectively. Regeneration
with callus wasitested varying levels (0.5,-1; 3:and 5 mg/l) of BA withyMS medium. Callus on MS
medium supplemented with 3 mg/l, of BA was most effective for induced shoot and percent
regeneration at 7 percent.

Root induction of Centrosema pascuorum cv. Cavalcade callus was subcultured on MS
medium supplement with varying levels (0.5, 1, 3 and 5 mg/l} of IBA. IBA 0.5 and 3 mg/l were

most effective for induced root. The regeneration plant survived well in the greenhouse.
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2.1 amnamna

A a
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(2,4-D),” N° benzyladenine (BA) 1A Indole-3-butyric acid (IBA)
32.6 LDANDIBAY (Alcohol) Favay 70 uay 95
327 U (Agar) 7 nfuaafiag
E
328 a9 IATA (Sucrose) 30 NTUADAAS
329 lwdouleasonlsd (NaoH) 0.1 Tua wse 1 Tua
32.10 nyalalasasesn (M 0.1 Tua w5 1 Tua
Y 4 A 4 v A4
3.2.11 ihnauirumsiandgeuds
14
32,12 91905

3.2.13

=y ﬂ. L é L] 4
AunMUMSTa Y



22

3.3 gilnsalnIsauii uazinTesiieng

331

332

333

334

3.3.5

336

337

338

3.3.9

3.3:10

33.11

3.3.12

3.3.13

3.3.14

33.15

3.3.16

3.3.17

3.3.18

3.3.19

3.3.20

33.21

31322

o
Jnnes (Beaker)
Yidnvurn 1, 5 uaz 10 Tadaas (Pipette)
a 2 4 A
VIANIZIDEULIDITINY (Bottle)
unauAIAY (Glass stirrer)
1A uaz vULAINGNT AN ATy (Petri dish)
NIzUDnNAN (Cylinder)
. Y A .
UAHIAALATATNNA (Knives and Scalpel)
1110AY (Forceps)
=y L4
axQiitionnnou (Aluminum foil)
4
aIN0aLLBaNo 808 (Bunsen burner)
Tulasnw (Microwave oven)
) & : / .
] 1/a0a1%9 (Laminar air-flow catbinet)
Y ¥ d
791auIDY (Hot air oven)
ws0s5 IMHuvazBoaiaz vl (Balance)
¥ -& ar
YHBUIATIUAU (Autoclave)
4’ a’s L]
AT muilunga-A1e (pH meter)
AR 1W§UATAD (Digital camera)
Tnsauaziua {Mortar and Pestle)
Foudnarsnil (Spatala)
AZUNTITUAULGEY (Rack)
gnendmiuldnutlinla (Rubber bulb)

ATSAHYIANT (Paper wax)
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Anlindaia: CuSO,5H,0 0.025 -
oSansinm : Fe,(C,H,0,), ¢ 28*
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Tuunendsuoaia: KH,PO; 170 250
TmAowmesiau laolunns10san odn 37.3 .
TwiAgu Tuduan : Na,MoO,.2H,0 0.25 -
Ferdama : ZnSO,. 7TH,0 8.6 -
Tnadu : glycine 20 -

1 InAtin 1OFA : nicotinic acid 0.5 -
InTnendu ; pyridoxine-HCl 0.5 -
I5918% : thiamine-HCI 0.1 -
8uTu%noa : inositol 100 -
frmm : Sucrose 30,000 20,000
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V
thugnindeu - 150 ua.
anuilunsa-a : pH 5.7-5.8 4.8-5.0
b 4 P Yy ¥ o
MUY * Ca,(PO,), A¥AWAWNTAINABANUINIY 1 UDSUOR

** 19 FeS0,.7H,0 1nz Na, EDTA 403gas MS unu'ld
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azaouliiluiepenu
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YSIPAINTFUSATNNABING

A4

t Av = =4 ot A ] 3 df [ ar
°u1wﬂgaumtﬂuLﬂimuwmmmnhmmw

d yq W 4 & Aoa 4
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qATEINIT MS Fomsind Aty Sl | YSinafiedou
(N (M3Y) (Iadqn)

NH,NO, 165

Stock 1 KNO, 100 X 190 1000
MgS0,.7 H,0 37
KH,PO, 17

Stock 2 CaCl;2 H,0 100 X 44 1000
H,BO; 3.1

Stock 3 KI 1000 X 0.415 500
Na,MoO,.2H,0 0.125
CoCL.6H,0 0.0125
MnSO,.4 H,0 2.23

Stock 4 ZnSO, 7 H,0 100X 0.86 1000
CuSO,5H,0 0.0025

Stock 5 Na;EDTA.2H,0 100 X 3,73 1000
FeSQ,.7H,0 2.78
Inositol 5
Nicotiniic acid 0.025

Stock 6 Pyridoxine HCI 100X 0.025 500
Thiamine HCI 0.005
Glycine 0.1
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1. AsAz4 lanas lsWuentozdan (2,4-dichlorophenoxyacetic acid) W?Elﬁtlﬂtjﬂf’}’i'l 2,4-
s
D gasmamiilszneudle CH,CLO,(CLCH,0CH,CO,H) Winiin Tuiana 221.04
annsnazawldluneanessed Wumsiiianamsdunszd oglunquueseendy
. A ] o o Y 1 o 1 o
(auxin) Fawlumssmildifamsuiuradiazruniunduusannada nuannlu

3 e

] 4 I~ a a {a
lugsuniideen wazluwaanid e luvuzniinisaon

OCH,COOH
cl

Cl

2. 6 lwuFasei TuiRv 151 (6-benzylaminopurine) M30130n00871 BA 138 BAP gasniy
¥
itz netag CLHEN, damiin Tuiana 225 26 munsnagarw linumueauazen
L - 1 T aa . o a Y L
weaId WumisioglunduveslalnAtiu (cytokinin) swsagnih Idlnsuedn
' o A A a 1 ¥ a ¥ 9 A ¥ a
ponsaai luisRRadiululasedunsiadymedudisve iy nszdumsiosy

‘Uﬂﬂﬂ'l‘lsl"lﬂ llﬂ:‘ﬁzﬂ'ﬂﬂ"ﬁﬁl!ﬁﬂﬂﬂﬁ‘ﬁ

CH3
I
NHCH2CH=CCH20H

N

N
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N N
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3. nsadulan-3- 19950 (3-idole butyric acid) N30I30NIBEI1 IBA  gesmaAll
d @ s P

Usgnsudae € H, NO, iwmiinTuana 20324 aunsanzatwluueanosea dimes
uazerdlauld Wumsihannnsduasied eglunquusseendu nszqunada

snuSnudduiignda uaziannmsiiasinuvualdauysal

CH,CH,CH,COOH
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@13199 3 M3A3LN Stock solution VBIMIAIUANM T IWRLIAUAAZAGN

Ed
AINWAUMI AU Tn awe | vmin BTN
Tutana
AYUODNTY
2,4-Dichlorophenoxyacetic acid 2,4-D 221 FIa15AUAUMSTYADTA 100
2,4,5-Trichlorophenoxyacetic acid 2,4,5-T 255.5 un. azatwlueans E'I'EJE{ 70
Naphthaleneacetic acid NAA 186.2 ilosidud v3e NaoH 0.5 Tuans
Indolebutyric acid IBA. 203.2 udasuSunasiu 100
3 ]
Indoleacetic acid IAA 1752 Hadansaluriinduee 14 stock
¥ ¥ a AW s

WYY 1 JoAnIuaoans
nqul Talativ
6-Benzylaminopurine BA 2252+ {1 FIETINIUNUMISINs AL Ia 100
Isopentenylaminopurine 2-1P 203.2 un. asawligoanesed 70

. . o o oA o
Kinetin K 2152 | losiua n3oHCl 0.5 Tuans
Zeatin 7 219.3 | udatlsuyTinasidhi 100
o []
fafans dutinausz 19 stock
¥ 9 =

WU 1 un/ans

Gibberellic acid GA 3644 | FI9UweITaaw 100 dadnsy

o 9
aza1w11.0.5 Tua1s NaOH uan
¥
UsudlSinasiiiu 100 va. Ao
Aauvz 1 stock iyt 1

nansunoans
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Y 3 1 [v]
U VHULAT IZUZLIINUANATINH

MARUIN VY

time
ANOVA
Hama
Sum of
Squares df Mean Square F Sig.
Between Groups 2475.846 3 825.282 21.391 .000
Within Groups 12191.414 316 38.580
Total 14667.260 319

Dependent Variable: Hama

Multiple Comparisons

Scheffe
Mean 95%- Confidence Interval
Difference
(1) time ] {J) time {I-J) Std. Error Sig. Lower Bound | Upper Bound
14 28 -2.82300(%) 98209 043 -5.5833 -.0627
42 -5.27213(%) /98209 000 -8:0324 -2.5118
56 -7.46313(*) .98209 .000 -10.2234 -4.7028
28 14 2.82300(*) .98209 043 0627 5.5833
42 22,44913 98209 104 -5.2094 3112
56 -4.64013(*) .98209 .000 -7.4004 -1.8798
42 14 5.27213(*) .98209 .000 2.5118 8.0324
28 2.44913 98209 104 -.3112 5.2094
56 -2.19100 .98209 176 -4.9513 5693
56 14 7.46313(") .98209 .000 4.7028 10.2234
28 4.64013(") 98209 .000 1.8798 7.4004
42 2.19100 .98209 176 -.5693 4.9513

« The mean difference is significant at the .05 level.




Hamata
Scheffe
Subset for alpha = .05
time N 1 2 3
14 80 9.5386
28 80 12.3616
42 80 14.8108 14.8108
56 80 17.0018
Sig. 1.000 104 476

Means for groups in homogeneous subsets are, displayed.
a Uses Harmonic Mean Sample Size-= 80.000.

concentrate ANOVA
Hama
Sum of
Squares df Mean Square F Sig.
Between Groups 9053.505 3 3017.835 169.875 .000
Within Groups 5613.755 316 17.766
Total 14667.260 319

Dependent Variable: Hama

Multiple Comparisons

Scheffe
Mean 95% Confidence Interval
Difference

(1) con | {(J) con {1-J) Std. Error Sig. LLower Bound | Upper Bound

0.5 1.0 -13.47850(*) 66643 .000 -15,3516 -11.6054
3.0 -8.25800(*) 66643 .000 -10.1311 -6.3849
5.0 -1.97975(") 66643 033 -3.8528 -1067

1.0 0.5 13.47850(*) 66643 .000 11.6054 15.3516
3.0 5.22050(*) 66643 .000 3.3474 7.0936
5.0 11.49875(%) 66643 .000 9.6257 13.3718

3.0 0.5 8.25800(") 66643 .000 6.3849 10.1311
1.0 -5.22050(*) 66643 .000 -7.0936 -3.3474
5.0 6.27825(*) 66643 .000 4.4052 8.1513

5.0 0.5 1.97975(*) 66643 .033 1067 3.8528
1.0 -11.49875(*) 656643 .000 -13.3718 -9.6257
3.0 -6.27825(*) 66643 .000 -8.1513 -4.4052

* The mean difference is significant at the .05 level.
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Hamata
Scheffe
Subset for alpha = .05
con 1 2 3 4
05 80 7.4991
5.0 80 9.4789
3.0 80 15.7571
1.0 80 20.9776
Sig. 1.000 1.000 1.000 1.000

Means far groups in homogeneous subsets are displayed.
a Uses Harmonic Mean Sample Size-=80.000.
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