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Title Callus Induction and Organogenesis Capaity from leaf explant of

Aeschynanthus sp. By BA Kn and TDZ
Author Mr.Kunrawat Buapom
Miss.Sasithorn Punyasit
Advisor Miss.Puntitra Kamal
Bachelor of science Program in Biology
Keywords Plant tissue culture, Aeschynanthus sp., Callus
Abstract

Study of tissue culture of Aeschynanthus sp. The objectives of this research were to studythe
effects of cytokinin growth control substances at various concentrations which affected the development
of new plant calluses, roots and leaves. and study the suitable formula to induce calluses to regenerate
the initial parts of Aeschynanthus sp. were parts of cultured leaves on MS formula supplemented with
BA Kn and TDZ at the concentration of 0.1 0.5 1.0 and 2.0 mg / L. It was found that MS formula with
BA concentration of 0.5 mg / L. were able to induce new shoots to average the highest 1.12
shoots/explant. TDZ concentration at 2.0 mg / L. were able to induce new plants and average leaves
of 4.35 plants per initial part and 4.62 leaves/explant. Kn concentration 0.5 mg/L. The highest root
induction was 0.07 roots/explant. And TDZ concentration of 2.0 mg/L. Able to induce callus with an

average of 0.33 mm. /explant.
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3.1.1 Rt tuntsnaass
TAwes Aeschynanthus sp.

3.1.2 §1SLANT IH RS ASENDIRIS

@

1) ansaifiiuesdsrnauaewingmiziaes
1.1) MS (Murashige and Skoog, 1962)
1.2) Wananaie
1.3) waiul
3.1.3 #1SLARAMSULUSUATAMTINNSA-AN92BIBINNG
1) Potassium hydroxide (KOH)
2) Hydrochloric acid (HCI)

3.1.4 mimuqumsw’%iytﬁu‘[m
1) BA (6-benzyladenine)
2) Kn (Kinetin)
3) TDZ (Thidiazuron)
3.1.5 gunsni
1) \PADIFIIATEN 4 Fumtds (Analytical balance)
2) aasinamiinnIa-sng (pH meter)
3) WIEUANINGEY (Hot plate)
4) \pEevpugnEngauYad (Autocave)
5) nzuanadg (Cylinder)
6) ihia (Pipette)
7) dnined (Beaker)
8) 2IAUININT (Volumetric Flask)
9) BIANINAW
10) FAUANEITIUIAFINT
1) QINRIFFN

12) nsrAnegiiHynnayd

14



13) M9eN31

14) qney

15) 1@ WA (Hot plate)

16) 29mLiLU Stock solution

17) mmLWWzLﬁyﬂ\ufE@@'@ (Bottle)

1 v v 1
3.1.6  1Asasiadmsulaunisiinaduauiioda

1) §uasaide (Laminar flow)

2) ezifieviaanazed (Turnel)
3) U1nAY (Forceps)

4) FanT8n (Knives and Scalpels)

5) 4733417 (Plate)

35N15VIAREY

ANSLASHNDINNG

15



16

Tunns19Bane13gMs Murashige and Skoog (MS, 1962) ATHA1TNARBINI8ATLBEAYE
a1sfiUsznauiild dannamwan  uazUsu pH WiflAsendne 5.3-5.7 lanedu 7 ndusedng Winna
30 NSusaAnT vinnsilesnge figouigd 121 ssrnaaes AN 15 deudsdenianeia wean

3

30 W

a S, & A
NI HTRNIVLL DL D

o/

1. BudanaaIiY (Explant) AY9ABnaIUEe9 L NAseInimenzin@adaedsaail
1.1 Lﬁ@ﬂsfuﬁmuﬁfﬁ NIAINAZBIAFILURY LINB2TAATIUNHURSLAETINYDY
d' a 1 [ 1 =2 a Y
mewm@mmguuﬁfu uaziiunstganussseRouaslugag
1.2 wtluTuansazangraafandaauiiings 5 % 1anlssnnnd 10 Wit lagyvinnis
1 [ = dl ]
wenuszey  v30190ATaIEN
1.3 A9Aaesinauithidntiaud 3 A53 g avtlszain 5 Wi
1.4 $nfang 198 IHaTRLAY LREVINNITAALNAIDE79 uRTS AU F98naagIAe
B9
2. n9simluresdinlnuns vinnnsdnguacuity (Tu) WugUamassamnn 1x1 ufimns g
WNZIAL9HBLED WANNINIRILNEINNTERT MS TILAN BA Kn uaz TDZ Aqnuidindu 0.10.5 1.0
LAz 2.0 RAaANSNADANS

a ! o/ @) [% 1% 1 1% J
NIIVNARNBI miﬁﬂ‘mwmmfﬂmfmuummiwmmL‘Uuu,mmw GILLT‘V?N gBan 911 6E‘LI ﬂﬂﬂ@]u\fﬂu@lﬁ

Wngudawsndn e urssdnliunsluanmlannite daliidusu@mannanin 1x1
LAURLNFT 'JNL@?NU%@’IWI’?QGI? MS (Murashige and Skoog, 1962) LL@%L?}NNW?WJU@NﬂWi
Wiy Fulnlungulalnlaiin 3 ofia Feldun BA Kn uaz TDZ fiuUsiusziuaaadindu 0.1 0.5 1.0

A a o 1 a o 4 @ o 4
waz 2.0 Radndusadasns innanwizassiiiuingn 6 duand

A151971 1 uanegAIannnsuiefifinnsiiia MS Minfaagasluw Kn, BA, uaz TDZ fiszunans

Windinging o



§15A9U qumsw‘%syl,?me

ATTINLINIRRRRNSHADANS

Kn
BA
TDZ

0.1 0.5 1.0 2.0
gas 1 gne2 gmid  gne 4
gns5  gRe6 @i’ gne 8
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ANTITUANHANITNANDY WA 9THINEN AITHEIIFE 9799R A IHINSINLAZAITNYII970
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vHIEme): fadnusy mfleutiugleg naangyRieaiuuanstionauunnswagniliadAmymoatifg

szuAMNIgaT 95% AAT1zinHuANsnelaLAB Duncan’s multiple range test

FATDMNS  AINENIPBY  AINETT Wiy 9wau AUIAVBY  DATINTG
A vt anwaaine HBA N LRy snRke LLARKN e
(mg/l) (mm) (mm) Quidig)  (3n/6in) (cm) WARAN %
Control 0.00 0.00 0.00 0.00 0.00 0.00
Kn 0.1 0.00 0.00 0.00 0.00 0.00 0.00
0.5 0.00 0.00 0.00 0.00 0.00 0.00
1.0 0.00 0.00 0.00 0.00 0.00 0.00
2.0 0.00 0.00 0.00 0.00 0.00 0.00
BA 0.1  0.05+0.03° 0.00 0.12+0.10° 0.00 0.00 0.00
05  0.02+002° 0.35+0.12° 0.55+0.24 0.00 0.00 0.00
1.0 0.22+0.11°  0.25+0.15° 0.42+0.2.0°  0.00 0.00 0.00
2.0 0.10£0.10°  0.35+0.16°  0.22+011% 0.00 0.00 0.00
TDZ 0.1 0.00 0.00 0.00 0.00 0.00 0.00
0.5 0.00 0.00 0.00 0.00 0.00 0.00
1.0 0.00 0.00 0.00 0.00 0.00 0.00
2.0 0.00 0.00 0.00 0.00 0.00 0.00
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A151991 3 uaPNazasanTAILANNIaEsgfiule Tuemnages MS dmsunisesniulaesdiu

Trumslag o
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UTURIUENGHU 11987 4 Fa9

gmsmms ATITNETITIYBN FAITITNET fuJo"m'Ju?‘Ll @o"m‘?u‘iﬁﬂ AHRINYBY é’ﬁi"lﬂﬁ‘i
AN Nt enuasin Han NN \aRe \aRe LARANIRAE Lim
(mg/l) (mm) (mm) (Tu/éin) (510/61%) (cm) WARAE %
Control 0.00 0.00 0.00 0.00 0.00 0.00
Kn 0.1 0.02+0.02° 0.12+0.08°  0.32+0.19° 0.00 0.00 0.00
0.5 0.27+0.15° 0.15+0.12°  0.65+0.45®  0.07+0.05° 0.00 0.00
1.0 0.07+0.04° 0.00 0.25+0.16°  0.02+0.02%® 0.00 0.00
2.0 0.07+0.04° 0.17#0.10°  0.50+0.22%  0.02+0 02 0.00 0.00
BA 0.1  0.12+0.06°  0.20+0.08°  0.62+0.25® 0.00 0.00 0.00
0.5 1.1240.26° 0.45+0.13°  3.82+0.84¢ 0.00 0.00 0.00
1.0 0.37+0.15%  0.52+0.16%°  0.82+0.26% 0.00 0.00 0.00
2.0 0.57+0.17°  0.97+0.23*  1.70+0.43" 0.00 0.00 0.00
TDZ 0.1 0.02#0.02°  0.37+0.37°  0.10+0.10° 0.00 0.28+0.04° 57.5
0.5 1.10+0.23¢ 1.35+29¢ 4.62+0.92° 0.00 0.32+0.05° 50
1.0 0.00 0.00 0.00 0.00 0.30+0.05° 52.5
2.0 0.00 0.00 0.00 0.00 0.33+0.04° 60

o/ o/ 1 1 p=} o/ 1 1 = o/ =S ! 1 a o/ o o/ an
VIHTEILAR W'Z@ﬂ‘]ﬂ’igﬁﬂL°V1N@Mﬂ%{]ﬂ%sfuﬂﬂNfg}ﬂﬂ’)ﬂuLLﬂﬂﬁﬂGV"I’]WNLLWﬂW’N@ﬂ’I\?NuﬂN’WﬂiyVI’NNﬂW

yaziuangeii 95% Anszinanusnsnslaed® Duncan’s multiple range test
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M1919 4 ULAAIHATBIENTAILANNITeSYFUl Twamisgns MS dmsunisesniulaeednln

uas oA luidsuBudauEudu Wuwaan 6 fani

gmsmms ATTINETIIYBY ATITHYTITIYBEA éﬁuqu?u @o"m‘?u‘iﬁﬂ AHRINYBY ﬂuﬁ‘l‘i"lﬂﬁ‘i
aadindiy  sneaains nad \aAe \aRe LARAHIRAE LAim
(mg/l) (mm) (mm) (Tu/din) (510/61%) (cm) WARARN %
Control 0.00 .0.00 0.00 0.00 0.00 0.00
Kn 0.1 0.02+0.02° 0.12+0.08° 0.32+0.19° 0.00 0.00 0.00
05  0.27+ 0.15% 0.15+0.12° 0.65+0.45%  0.07+0.05° 0.00 0.00
1.0 0.07+0.04° 0.00 0.25+0.16°  0.02+0.02% 0.00 0.00
2.0 0.07+0.04° 0.17+.0.10°  0.50+0.22%®  0.02+0.02%® 0.00 0.00
BA 0.1 0.12+0.06° 0.20£0.08°  0.62+0.25® 0.00 0.00 0.00
0.5 1.12+0.26° 0.45+0.13° 3.82+0.84° 0.00 0.00 0.00
1.0 0.37+0.15% 0.52+0.16%  0.82+0.26% 0.00 0.00 0.00
2.0 0.57+0.17° 0.97+0.23 1.70+0.43° 0.00 0.00 0.00
TDZ 0.1 0.02+0.02° 0.37+0.37° 0.10+0.10° 0.00 0.28+0.04° 57.5
0.5 1.10£0.23° 1.35+0.29° 4.62+0.92% 0.00 0.32+0.05" 50
1.0 0.00 0.00 0.00 0.00 0.30+0.05° 52.5
2.0 0.00 0.00 0.00 0.00 0.33+0.04° 60
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AN 5 (N-9)) LLﬂmwmmmﬁm‘u@umﬁw%fyLﬁUT@ﬁﬁTuLﬁu%yumuéuémmLﬁyﬂwummﬁqm
MS s Kn aasdisdin 0.1 mgl (1) 0.5 mg/l (2) 1.0 mg/ uag 2.0 mg/l BA Aanuidiadi 0.1 mg/l (1)
0.5 mg/l (3) 1.0 mg/l (/) waz 2.0 mg/l (%) TDZ AAIMNLENTEW 0.1 mg/l (%) 0.5 (@) mg/l 1.0 mg/l (5y)

uay 2.0 mg/l () amnageanuaNFinasauannsEsaFnle () Wwszezoan 2 dad
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AN 6 (N-9)) LLﬂmwmmmﬁmurﬁ;umﬁlﬂ%iyLﬁUT@ﬁﬁTﬂLﬂu%yudquL%uﬁuQNLf’?iyﬂquumm'ﬁqm
MS s Kn aasdisdin 0.1 mgl (1) 0.5 mg/l (2) 1.0 mg/l uag 2.0 mg/l BA Aanuidiadi 0.1 mg/l (1)
0.5 mg/l (3) 1.0 mg/l (/) waz 2.0 mg/l (%) TDZ AAIMNLENTEW 0.1 mg/l (%) 0.5 (@) mg/l 1.0 mg/l (5y)

uay 2.0 mg/l () @mnagRarIuANHiFinasauannsEsgifvle () Wwszezinan 4 dad
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AN 7 (N-g)) LLﬂmwmmm'ﬁmu@Nﬂfl‘m%tyLﬁUT@ﬁﬁTuLﬂu%yumwéméimwLf’?iymuumm‘sqm
MS s Kn assdiadi 0.1 mg/l (M) 0.5 mg/l (2) 1.0 mg/l was 2.0 mg/ BA Aansdisdi 0.1 mg/l (1)
0.5 mg/l (3) 1.0 mg/l (®) waz 2.0 mg/l (%) TDZ AHENGW 0.1 mg/l (%) 0.5 (@) mg/l 1.0 mg/l (£y)

waz 2.0 ma/l (5) mm‘jfgmmu@NfsiLﬁumﬁmw’gmqﬁw’%m@ﬂm @) \duszazioan 6 fanid
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Fas19al Hagnsial Unrmuas (g/l)
Stock 1 (100X)
Potasium Dihydrogen Phosphate KH,PO,4 17
Boric Acid HzBOx 0.62
Sodium Molybdate Dehydrate Na,MoO42H,0 0.025
Stock 2 (50X)
Ammonium Nitrate NH,NO5 165
Copper Sulphate pentahydrate CuS0O45H,0 0.0025
Potassium Nitrate Chloride KNO5
Dihydrate
Stock 3 (100X)
Potassium lodide Kl 0.083
Cobalt Chloride COCl,6H,0 0.0025
Calcium Chloride Dihydrate CaCl,2H,0 44
Stock 4 (100X)
Manganese Sulphate Tetrahydrate MnSO,4H,0 1.69
Zinc Sulphate Heptahydrate ZnS0,4.7H,0 0.86
Magnesium Sulphate MgS0O47H,0 37
Stock 5 (100X)
Sodium EDTA Na,EDTA2H,0 3.73
Ferrous Sulphate FeSO,7H,0 2.73
Stock 6 (100X)
MyO-inositol - 10
Nicotinic Acid - 0.05
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Fas19aR Hagnsial Unrmuas (g/l)
Pyridoxie—HCl - 0.05
Thiamine—HCl - 0.01
Glycine - 0.2
‘Li,"IGI'W@V]‘i’]EI - 30
AN - 7

Hagadluw Hagnsial UFn1eew1s (ma/l)
Knetin (Kn) C1oHgN50 0.10.5 1.0 uaz 2.0
Benzylaminopurine (BA) CioH11Ns 0.10.5 1.0 waz 2.0

Thidiozuron (TDZ)

0.10.5 1.0 unz 2.0
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