African Journal of Biotechnology Vol. 8 (21), pp. 5755-5761, 2 November, 2009

Available online at http://www.academicjournals.org/AJB
ISSN 1684-5315 © 2009 Academic Journals

Full Length Research Paper

Morphological abnormality among regenerated shoots

of banana and plantain (Musa spp.) after in vitro

multiplication with TDZ and BAP from excised shoot-
tips

Siamak Shirani', Fatemeh Mahdavi' and Mahmood Maziah'?

'Institute of Tropical Agriculture, 43400 UPM Serdang, Selangor Darul Ehsan, Malaysia.
®Department of Biochemistry, Faculty of Biotechnology and Biomolecular Sciences, Universiti Putra Malaysia, 43400
UPM Serdang, Selangor Darul Ehsan, Malaysia.

Accepted 7 September, 2009

Five cultivars of Musa spp (banana and plantain); ‘Berangan Intan’, ‘Berangan’ (AAA), ‘Rastali’,
‘Nangka’ (AAB) and ‘Baka Baling’ (ABB) were chosen to compare the effect of benzylaminopurine (BAP)
and thidiazuron (TDZ) on multiplication efficiency in relation with frequency of abnormal shoot
regeneration. Shoot tips of Musa spp. were cultured on MS medium supplemented with various
concentrations (0.0, 11.1, 22.2, 33.3 and 44.4 pM) of BAP and (0.0, 0.5, 2, 5 and 7.5 pM) of TDZ.
Increasing BAP above 22.2 yM and 33.3 pM increased the number of shoots in ‘Berangan Intan’,
‘Berangan’, ‘Rastali’, ‘Nangka’ and ‘Baka Baling’ respectively, but above 33.3 pM significantly caused
higher gross of abnormal shoot regeneration. TDZ in the media up to 2 pM for ‘Baka Baling’, ‘Nangka’
and ‘Rastali’ and 5 pM for ‘Berangan Intan’ and ‘Berangan’ increased the number of shoots per explant,
however TDZ at 5 uM resulted in high number of abnormal shoots. In conclusion BAP at 22.2 pM and
TDZ at 2 uM were assumed to be the most suitable for commercial micropropagation system with low

frequency of abnormal shoot production for both banana and plantain.
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INTRODUCTION

Banana and plantain (Musa spp.) are the most important
fruit as a staple food source for about 400 million people
in developing countries, with a annual world production of
around 70.6 million tons in 2004 (Kotecha and Desali,
1995; Ray, 2002; Pua, 2007). In vitro propagation is the
best choice because of rapid multiplication, uniformity
and disease control (Kulkarni et al., 2007). In vitro rege-
neration in banana can be achieved through shoot tip
culture as a direct organogenesis (Swamy et al., 1982;
Vuylsteke, 1998; Kulkarni et al., 2007). The shoot apices
are used as the source materials for the establishment of
in vitro shoot tip culture (Kulkarni et al., 2007). Different
kinds of cytokinins have been used for micropropagation
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of banana cultivars (Arinaitwe et al., 2000; Roels et al.,
2005) and shoot proliferation rate is significantly affected
by cytokinin types, their concentrations and type of
banana cultivars (Arinaitwe et al., 2000; Gubbuk and
Pekmezci, 2004; Roels et al., 2005). Benzylaminopurine
(BAP) has been mentioned to be the most commonly
preferred cytokinin (Cronauer and Krikorian, 1984;
Vuylsteke, 1998; Gubbuk and Pekmezci, 2004). How-
ever, Huetteman and Preece (1993) stated that thidia-
zuron (TDZ) may inhibit shoot elongation. Lee (2001)
tested the effect of TDZ in the multiplication of adventi-
tious buds in the banana cultivars by adding TDZ at 0.01
to 9.1 uM. It was concluded that TDZ at 0.91 uM induced
the largest number of shoots, but at higher concentration
of TDZ (9.1 puM), elongation of shoots was inhibited and
clumps of small globular buds appeared at the base of
shoots. Gubbuk and Pekmezci (2004) used banana culti-
vars to study the effects of different cytokinins on shoot
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Table 1. Analysis of variance of shoot regeneration in
banana and plantain cultivars.

Source of variation Df MS F-values
Cultivar(C) 4 53.898 101.69°
Cytokinin(K) 1 9.375 17.69°
Cytokinin rate(H) 4 673.782 1271.29°
C*K 4 142.058 268.03°
C*H 16 12.234 23.08°
K*H 4 5.158 9.37°
C*K*H 16 34.498 65.09°
Error 100 0.53

® Significant at p = 0.001.
Coefficient of Variation = 8.94.

multiplication. They reported that shoot proliferation and
elongation were greater with TDZ than BAP, but BAP
above 20 pM and TDZ over 2 uM decreased shoot
elongation. The main undesirable side effect of TDZ is
abnormal shoot production (Huetteman and Preece,
1993). Bairu et al. (2008) reported that BAP at higher
concentration was an inhibitor based on the abnormality
index recorded in banana. Farahani et al. (2008) reported
that with high concentrations of TDZ the number of
normal shoots were reduced and abnormal shoots were
observed. In the case of shoot multiplication, Strosse et
al. (2008) stated that in contrast to BAP being the most
effective at high concentrations, TDZ should be applied at
lower concentrations. The objective of the present investi-
gation was to establish the profusely proliferating shoot
tips with low frequency of abnormal shoot regeneration in
local bananas and plantain through determining suitable
concentration of both cytokinins (BAP and TD2Z).
Consequently this efficient proliferating system can be
used for large scale and commercial micropropagation of
banana and plantain from excised shoot-tips.

MATERIALS AND METHODS

Micropropagated cultures of banana; ‘Berangan Intan’ (AAA),
‘Berangan’ (AAA), ‘Rastali’ (AAB) and two plantain cultivars; ‘Baka
Baling’ (ABB) and ‘Nangka’ (AAB) were used as the source of
materials for the establishment of in vitro shoot tip cultures. The
shoot apices were trimmed to a size of approximately 5 to 7 mm by
removing several sheathing leaves and excision with minimum
basal corm tissues. The shoot apices were transferred to 100 ml
capacity conical flasks containing 30 ml of multiplication medium.
The multiplication MS medium (Murashige and Skoog, 1962)
contained sucrose (30 g/L), gelrite (2.8 g/L) supplemented with
different concentrations of benzylaminopurine (BAP) at (0.0, 11.1,
22.2, 33.3 and 44.4 uM). When designing micropropagation experi-
ments it is often necessary to have a lower concentration range for
TDZ than the other cytokinins (Huetteman and Preece, 1993),
therefore, the concentrations of TDZ were prepared at (0.0, 0.5, 2,
5 and 7.5 uM). The pH of the medium was adjusted to 5.7 prior
autoclaving. Cultures were incubated at 26°C + 2°C under a 16 h
photoperiod. Each treatment was replicated three times with each
replicate having three explants. After two months of culture growth

responses and multiplication efficiency was observed in relation to
abnormality index. Parameters include the number of shoots pro-
duced per explant (determined by counting all shoots/explant) and
average shoot length (determined by measuring three randomly
selected shoots) were recorded. Abnormality index was calculated
according to Bairu et al. (2008) by taking the ratio of abnormal to
normal shoots. Low abnormality index values resulted in higher
multiplication efficiency of the treatments. Regenerated shoots were
categorized as normal or abnormal based on morphological
appearance such as deformation, hyperhydricity and the presence
of undifferentiated tissues as described by Bairu et al. (2008). The
experiments were arranged in a completely randomized design with
three replicates and the data collected were analysed using SAS
and MSTATC computer program and comparison of means were
tested for significance, using LSD test, at 0.05 level of probability.

RESULTS

The results of analysis of variance of the shoot rege-
neration responses among banana and plantain cultivars
were significantly influenced by the cytokinin type,
cytokinin concentrations, cultivar and their interactions
(Table 1). The results indicated that the number of shoots
significantly increased with increasing concentration of
BAP up to 33.3 uM for ‘Baka Baling’ and ‘Nangka’ and up
to 22.2 uM for ‘Berangan Intan’, ‘Berangan’ and ‘Rastali’
(Figure 1). Results indicated that BAP at 33.3 uM signifi-
cantly caused higher abnormality index than 22.2 uM in
‘Berangan Intan’, ‘Berangan’, ‘Rastali’ and ‘Baka Baling’,
although in ‘Nangka’ there was no significant difference in
abnormality index between 22.2 and 33.3 uM BAP
(Figure 3), with increasing in concentration of BAP up to
44.4 yuM shoot regeneration was decreased and the
highest gross of abnormality was observed (Figures 1
and 3). Therefore 22.2 uM concentration of BAP was
optimum concentration with high normal shoot induction
for all cultivars (Figures 1 and 3). Treatments with TDZ in
the media up to 2 pM for ‘Baka Baling’ (ABB), ‘Nangka’
(AAB) and ‘Rastali’ (AAB) and 5 pM for ‘Berangan Intan’
(AAA) increased the number of shoots produced per
explant (Figure 2). ‘Berangan’ (AAA) showed the most
shoot proliferation with both concentrations of TDZ (2 uM
and 5 uM). Although, TDZ at 5 uM was the best concen-
tration for ‘Berangan’ and ‘Berangan Intan’ (AAA), but
regarding the high abnormality index caused by TDZ at 5
uM, therefore TDZ at 2 uM was the optimum concen-
tration for commercial micropropagation of banana and
plantain (Figures 2 and 4). Figure 5 shows the intensity of
abnormal proliferated shoots caused by different
concentration of TDZ. With increasing concentration of
TDZ above 2 uM, abnormality in regenerated shoots was
increased in most cultivars (Figure 4) and also phenolic
compounds exudation was observed (Figures 5d and 5e).
‘Baka Baling’ (ABB), ‘Nangka’ (AAB) and ‘Rastali’ (AAB)
in free MS medium (without cytokinin) showed higher
response of shoot regeneration ability with average of
2.33, 1.33 and 1.67 shoots per explant respectively, than
‘Berangan Intan’ (AAA) and ‘Berangan’ (AAA) with
average of 0.83 and 0.67 shoots per explants, respectively
(Figures 1 and 2). Therefore, it may be concluded that B
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Figure 1. Shoot regeneration response to different concentration of BAP. Values with the same
letter are not significantly different at the 0.05 Probability level according the LSD test.
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Figure 2. Shoot regeneration response to different concentration of TDZ. Values with
the same letter are not significantly different at the 0.05 Probability level according the

LSD test.

genome has high regeneration potential rather than A
genome. The obtained results showed that cultivars with
AAB and ABB genotype (‘Rastali’, ‘Nangka’ and ‘Baka
Baling’) were more sensitive than cultivars with AAA
group (‘Berangan Intan’ and ‘Berangan’) to higher
concentrations of BAP (44.4 uM) and TDZ (5 and 7.5 pM)
as seen by a higher abnormality index (Figures 3 and 4).
Elongation of shoots regenerated from explants differed
from one cultivar to another at different level of TDZ and
BAP (Figures 6 and 7), but at lower concentrations of
BAP (11.1 and 22.2 uM) the length of shoots increased

compared to control (Figure 6), as increasing BAP above
11.1 uM reduced shoot elongation in ‘Berangan Intan’,
‘Berangan’ and ‘Rastali’ and 22.2 uM of BAP increased
length of shoots in ‘Nangka’ and ‘Baka Baling’. Also with
increasing in concentration of TDZ from 0 to 7.5 uM shoot
length was reduced for most cultivars (Figure 7). Results
indicated that BAP at 22.2 uM produced the optimum
number of shoots (10.33, 12.67 and 17) per explants in
‘Berangan Intan’, ‘Berangan’ and ‘Rastali’, respectively,
with low abnormality index as compared to other BAP
and TDZ treatments.
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Figure 3. Abnormality index caused by different concentration of BAP. Values with the
same letter are not significantly different at the 0.05 Probability level according the
LSD test.
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Figure 4. Abnormality index caused by different concentration of TDZ. Values with the same
letter are not significantly different at the 0.05 Probability level according the LSD test.
DISCUSSION number of shoots from 16.8 to 28.8 uM. In our experi-

The results showed that the types of cytokinins and their
concentrations affected multiplication responses among
banana and plantain cultivars. Also Arinaitwe et al. (2000)
and Gubbuk and Pekmezci (2004) revealed a significant
effect of both types and concentrations of cytokinins on
the multiplication rate. Arinaitwe et al. (2000) also studied
the effect of BAP on banana cultivars. They reported no
significant increase in shoot proliferation in ‘Kibusi’ (AAA)
and ‘Ndiziwemiti’ (ABB) from 16.8 to 28.8 uM, but the
cultivar ‘Bwara’ (AAA) revealed significant increase in

ment a higher number of regenerated shoots were
recorded at 22.2 uM of BAP. Although ‘Baka Baling’
(ABB) and ‘Nangka’ (AAB) showed the highest number of
shoots (18.33 and 15.67, respectively) at 33.3 uM, the
high abnormality index (0.29 and 0.31) recorded at 33.3
uM of BAP gave this treatment unusable. Previous
reports (Kalimuthu et al., 2007; Venkatachalam et al.,
2007; Bairu et al., 2008) indicated that 22.2 uM of BAP is
the optimum cytokinin concentration for most banana
tissue cultures and thus support our results. Arinaitwe et
al. (2000) were the first to study of TDZ in Musa spp. Lee
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Figure 5. Abnormality index caused by TDZ in Musa accuminata cv. ‘Berangan Intan’ (AAA). A, B, C, D and E, show
shoot regenerated on TDZ at 0.0 uM, 0.5 pM, 2 uM, 5 uM and 7.5 uM, respectively; F shows the abnormality in ‘Baka
Baling’ (ABB) at 7.5 uM of TDZ. Arrows show phenolic compounds accumulation and abnormality in regenerated
shoots. Bar = 8 mm.
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Figure 6. Shoot elongation responses to different concentration of BAP. Values with
the same letter are not significantly different at the 0.05 Probability level according the
LSD test.

(2001) reported that the effect of TDZ on the generally reduced the number of shoots per explants
multiplication rate varied among banana cultivars (AAA) which is in agreement with the findings of previous
and (AAB). Higher concentration of both TDZ and BAP reports (Gubbuk and Pekmezci, 2004; Venkatachalam et
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Figure 7. Shoot elongation responses to different concentration of TDZ. Values with the
same letter are not significantly different at the 0.05 Probability level according the LSD test.

al., 2007; Strosse et al., 2008; Bairu et al., 2008). Bairu et
al. (2008) reported different range of sensitivity to
cytokinin concentrations among the genomic group of
banana. In this study, TDZ increased the average num-
ber of shoots in ‘Berangan Intan’ and ‘Berangan’ (AAA)
from 0.83 and 0.67 at 0 uM to 18.67 and 18 at 5 uM,
respectively, then a reduction in multiplication rate was
recorded at 7.5 pM for both cultivars, but in ‘Rastali’,
‘Nangka’' (AAB) and ‘Baka Baling’ (ABB) the most shoots
were produced with 2 uM (Figure 2). Therefore it was
concluded that AAB and ABB group was more sensitive
to higher concentration of TDZ than AAA group. In the
case of BAP the results nearly were opposite, as AAA
group showed more sensitive to higher concentrations of
BAP (Figure 1). These differences in sensitivity may be
due to different responses of banana and plantain culti-
vars to TDZ and BAP. The high rate of abnormal shoot
production was recorded at higher concentration of both
BAP and TDZ, in a way that BAP at 44.4 uM produced a
significantly larger number (0.59, 0.73, 0.78, 0.84 and
0.70) of abnormal shoots per explants for ‘Berangan
Intan’, ‘Berangan’, ‘Rastali’, ‘Baka Baling’ and ‘Nangka’
respectively and TDZ above 5 pM caused the highest
gross of abnormality index in most cultivars tested in this
experiment. Roels et al. (2005) reported a lot of morpho-
logical abnormality with application of TDZ. The compa-
ratively higher rate of abnormal shoots regenerated with
TDZ rather than BAP for all cultivars in our study might
be due to the highest cytokinin activity of TDZ, as
Huettemen and Preece (1993) stated that after micro-
propagation with TDZ, the main undesirable side effect is
increase of abnormal shoot production. The optimum
TDZ concentration varied significantly by cultivars. In our
study, shoot regeneration was decreased with increasing
concentration of TDZ above 2 pM, as 2 pM was the most
suitable concentration for nearly all banana and plantain

cultivars tested in this experiment. Also Gubbuk and
Pekmezci (2004) reported that the most shoots were
produced with 2 uM of TDZ. However, we presented the
abnormality index caused by TDZ in all banana and
plantain cultivars which can be considered for comercial
micropropagation of banana using TDZ. With higher
levels of BAP (22.2-44.4 uM) and TDZ (5-7.5 uM), en-
hanced exudation of phenolic compounds were observed
(Figures 5d and 5e), which was similar to studies by
Roels et al. (2005). Shoot elongation depends on BAP
and TDZ concentration as reported by Gubbuk and
Pekmezci (2004) on different banana cultivars. With
increasing of the cytokinins concentrations, shoot length
was also reduced. Our results indicated that BAP lower
than 22.2 uM improved shoot elongation even more than
the control treatment but higher than 22.2 uM of BAP
reduced shoot length. With increasing of TDZ concen-
tration the shoot length was reduced in all cultivars. The
previous studies showed that the types of cytokinin and
their concentration significantly influenced shoot multipli-
cation and elongation (Gubbuk and Pekmezci, 2004;
Farahani et al., 2008). The study showed that, the lower
abnormality index rate the more effective of the treat-
ments, therefore, TDZ at 2 uM and BAP at 22.2 yM were
assumed to be the most suitable for an efficient micro-
propagation system with low frequency of abnormal shoot
production for both banana and plantain.

REFERENCES

Arinaitwe G, Rubaihayo PR, Magambo MJS (2000). Proliferation rate
effects of cytokinins on banana (Musa spp.) cultivars. Scientia
Horticult. 86: 13-21.

Bairu MW, Strik WA, Dolezal K, Staden JV (2008). The role of topolins
in micropropagation and somaclonal variation of banana cultivars
‘Williams’ and Grand Naine (Musa spp.AAA). Plant Cell Tiss. Org.
Cult. 95: 373-379.



Cronauer SS, Krikorian AD (1984). Multiplication of Musa from excised
stem tips. Ann. Bot. 53: 321-328.

Farahani F, Aminpoor H, Sheidai M, Noormohammadi Z, Mazinani MH
(2008). An improved system for in vitro propagation of banana (Musa
acuminate L.) cultivars. Asian J. Plant Sci. 7(1): 116-118.

Gubbuk H, Pekmezci M (2004). In Vitro Propagation of Some New
Banana Types (Musa spp.). Turk. J. Agric. For. 28: 355-361.

Huetteman CA, Preece JE (1993). Thidiazuron: a potent cytokinin for
woody plant tissue culture. Plant Cell Tiss. Org. Cult. 33: 105-119.

Kalimuthu K, Saravanakumar M, Senthilkumar R (2007). In vitro
micropropagation of Musa sapientum L. (Cavendish Dwarf). Afr. J.
Biotechnol. 6(9): 1106-1109.

Kotecha PM, Desai BB (1995). Banana. In. Handbook of fruit science
and technology. Salunkhe DK, Kadam SS (Eds). Marcel Dekker, Inc.
pp. 67-90.

Kulkarni VM, Ganapathi TR, Suprasanna P, Bapat VA (2007). In vitro
mutagenesis in banana (Musa spp.) using gamma irradiation. In.
Protocols for Micropropagation of Woody Trees and Fruits. Jain SM ,
Haggman H (Eds). Springer, pp. 543-559.

Lee SW (2001). Thidiazuron in the improvement of banana
micropropagation. The Second International Symposium on
Biotechnology of Tropical and Subtropical Species. 5-9 Nov. Taipei,
Taiwan, Republic of China. pp. 1-11.

Murashige T, Skoog F (1962). A revised medium for rapid growth and
bioassays with tobacco tissue cultures. Physiol. Plant. 15: 473-497.

Shirani et al. 5761

Pua EC (2007). Banana. In. Biotechnology in Agriculture and Forestry,
Vol. 60 Transgenic Crops V. Pua EC, Davey MR (Eds). Springer-
Verlag. Berlin Heidelberg. pp. 3-34.

Ray PK (2002). Breeding tropical and subtropical fruits. Springer-
Verlag. Narosa Publishing House. pp. 44-83.

Roels S, Escalona M, Cejas |, Noceda C, Rodriguez R, Canal MJ,
Sandoval J, Debergh P (2005). Optimization of plantain (Musa AAB)
micropropagation by temporary immersion system. Plant Cell Tiss.
Org. Cult. 82: 57-66.

Strosse H, Andre E, Sagi L, Swennen R, Panis B (2008). Adventitious
shoot formation is not inherent to micropropagation of banana as it is
in maize. Plant Cell Tiss. Org. Cult. 95: 321-332.

Swamy RD, Sriniv NK, Rao A, Chacko EK (1982). Tissue culture
propagation of banana. Sci. Hort. 18: 247-252.

Venkatachalam L, Sreedhar RV, Bhagyalakshmi N (2007).
Micropropagation in banana using high levels of cytokinins does not
involve any genetic changes as revealed by RAPD and ISSR
markers. Plant Growth Regulat. 51: 192-205.

Vuylsteke D (1998). Shoot tip culture for the propagation, conservation
and distribution of Musa germplasm. Int. Inst. Trop. Agric. Ibadan,
Nigeria. p. 82.



