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Production of Cell Suspensions from Oriental Tobacco (Nicotiana tabacum) Cultivars
for Cell Line Development
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Table 1: Nomination of oriental tobacco cultivars used in this study
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Oriental tobacco cultivars Cultivars codes

B12-2 Gl
B16-10 G2
B104-1 G3
OR-205 G4
OR-209 G5
SPT 406 G6
PDB 328 G7
lzmir G8

BS 31 G9
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Table 2: Hormone treatments used for callus culture in tobacco cultivars

oo Al Lz (Ssey00 o jles e o)leds
Hormone treatment for callus growth Treatment Number
1.25 mg.I"t NAA, 1.25 mg.I* Kinetin 1
2 mg.I'* NAA, 2 mg.I'* Kinetin 2
1.5 mg.I' NAA, 1.5 mg.I* Kinetin 3
1 mg.I*NAA, 1 mg.I''BAP 4
0.2 mg.I't 2,4-D 5
1 mg.I't NAA, 1 mg.I* Kinetin 6
1mg.It2,4-D 7
1mg.I"t 2,4-D, 1 mg.I"t BAP 8
2mg.It2,4-D, 1 mg.I'* BAP 9
1 mg.I"t 2,4-D, 1 mg.I"t Kinetin 10
LS 3 mg.I" NAA, 3 mg.I't1AA, 0.1 mg.I* Kinetin 11
LS caS e slogalus ¥ Joox
Table 3: Vitamins of LS culture medium
(mg.I?Y) cdale Lo ol g
Concentration (mg.I) Vitamins
100 Myo-inositol
1.25 Nicotinic acid
0.625 Prydoxine HCI
0.625 Thiamine HCI
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Fig. 1: Sample suspension cells transferred to liquid medium within erlen (a) and on the shaker (b)
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Fig. 2: The growth rate of oriental tobacco OR-209 cell suspension (10 d after subculture)
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Fig. 3: Diagram for comparing the growth rate of oriental tobacco OR-209 cell suspension (solid line with triangle
symbol) with TBY-2 cell line (dotted line with rectangular symbol)
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Table 4: Amount and kind of hormones used for improving the growth of oriental tobacco OR-209

suspension cell

S Lo o)leds ok Ogemlimgw OO, Cuz (Soe)90 b jles
Medium Number Hormone treatments for cell suspension growth
1 2mg.I"t NAA, 2 mg.It 1AA, 0.5 mg.I Kinetin
2 1 mg.I'" NAA, 1 mg.I* IAA, 0.5 mg.I Kinetin
3 1 mg.I't NAA, 1 mg.It IAA, 0.5 mg.It BAP
4 1 mg.I"t NAA, 1 mg.I"t 1AA, 1 mg.It BAP
5 2 mg.I"t NAA, 0.5 mg.I"! Kinetin
6 1 mg.I"t NAA, 0.5 mg.I"! Kinetin
7 2mg.I"' NAA, 0.1 mg.I Kinetin
8 1 mg.I"*NAA, 0.1 mg.I Kinetin
9 2mg.I" 2,4-D, 0.5 mg.I* Kinetin
10 1 mg.I"t 2,4-D, 0.5 mg.I* Kinetin
11 1mg.I"t2,4-D, 0.5 mg.I"' BAP
12 1mg.I"t 2,4-D, 1 mg.I'1 BAP
13 2mg.I"1 1AA, 0.1 mg.I* Kinetin
14 1 mg.I't1AA, 0.1 mg.I" Kinetin
15 2mg.I't NAA, 2 mg.I1 IAA, 0.1 mg.I Kinetin
16 1 mg.I""NAA, 1 mg.I"t IAA, 0.1 mg.I™ Kinetin
17 3mg.I'*NAA, 3 mg.I"t 1AA, 0.1 mg.I"! Kinetin
18 0.1 mg.I" Kinetin
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Table 5: Analysis of variance for the fresh weight of calli produced by the oriental tobacco cultivars

Source of variation

ol az o Sla yo uSileo

Degree of freedom Mean squares

0392
Hormone
©2,
Cultivar
O529R X 0,
Hormone x Cultivar
Uas
Error

1o Ol i gy
CV%

10 10.678™"
8 4.726™"
80 1.616™
198 0.053
7.71

*okk

Highly significant at 0.1% probability level
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Fig. 7: Spherical-shaped OR-209 tobacco cells as affected by 2,4-D (a) and oblong-shaped OR-209 tobacco cells as
affected by IAA and NAA. Scale bars = 60 um
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Fig. 4: Growth rate of the calli produced by nine oriental tobacco cultivars (Table 1) in six different hormonal media
(Table 4)
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Fig. 5: Growth rate of the calli produced by nine oriental tobacco cultivars (Table 1) in five different hormonal media

(Table 4)
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Fig. 6: Cultured samples of tobacco OR-209 cultivar after three weeks (a), off type samples (b), 3-week cultured OR-
209 on paper bridge in agar-less medium (c) and the initial cultures from leaf explants (d)
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