Journal of Applied Biotechnology Reports

Original Articlg

I mprovement of maize (Zea maysL.) anther culture embryogenesis and direct regeneration by
differentplant growth regulators and gelling agent

Seyedeh Zahra Hosseini*, Ahmad I smaili?, Payam Pour M chammadi®

Abstract

Androgenesis via anther culture or microspore culture is one of the current methods
for producing haploid and double haploid plants in maize. To use of this method in
maize breeding program it should be able to regenerate enough plantlets. Anthers
culture usudly is carried out indirectly via callus induction and regeneration on at
least two different media. In this study a responsive genotype, ETH-M82, using a
new single culture medium was used for embryogenesis and regeneration. We tested
different growth regulators (2,4-D; Kinetin; NAA & IAA) in modified YP medium.
After6-week, direct regeneration on some treatments was observed. The highest
frequency of direct formation of plantlets (in 100 anthers) occurred on medium
supplemented with 2mgl™t IAA and 2mgl™* kinetin (4%).Best results with an average
of 3.1plantlets in replication were obtained with the medium solidified with agar,
while in difcobactoagar only 1.4 of plantlets in replication was produced. This
experiment suggested that agar and plant growth regulators in the medium were
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beneficial for producing embryo and plantlet from maize anthers.
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I ntroduction

Isolated anther culture has become an important tool for
the production of varieties produced by doubled haploid
procedure in many important crops since the first report
describing  embryogenesis from the pollen of
Daturainnoxia [1]. In maize, another culture is an effective
technology for the production of DH population [2, 3]. The
anther culture response is influenced by the following
factors: genotype, environmental factors affecting the
physiological stage of anther donor plants, stage of
microspore development, and physical and chemical
conditions for anther induction and plant regeneration [4].
Maize genotypes differ with respect to their amenability to
anther culture [5]. There has been no consensus on a
requirement for hormones, the synthetic auxin 2,4-
dichlorophenoxy-acetic acid (2,4-D) and the antiauxin
2,3,5-triiodobenzoic acid (2,3,5- TIBA) are both widely
used in another culture induction media of maize due to
their reliably positive effect on the proliferation of
microspores with androgenic fate. The synthetic auxin 2,
4-Dcauses a rapid dose-dependent decrease in the number
of dividing cells, cell membrane damage, cytoplasm and
nucleoplasm vacuolization, as well as chromatin
abnormalities and chromosome aberrations [6-8]. In
contrast, it has been hypothesized that endogenous growth
regulator levels are sufficient for embryo structure
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development in maize and exogenous supply is not
necessary [9] (Rashid, 1988). The data indicate that
thehormone requirement may also be genotype-dependent
[10] and the donor plant growth conditions [3, 11] may
influence these reguirements. Differences in the
embryogenic competence of genotypes may be caused by
the differential response of the cells to exogenous plant
growth regulators, mainly to 2,4-D [12]. One of the major
differences between the more and less competent lines in
maize is the distribution of IAA within the embryos after
culturing them on medium containing 2,4-D [13]. The
polar transport of auxin is essential for the establishment
of Dbilateral symmetry during embryogenesis in
di cotyledonous and monocotyledonous species [14].

Cultured plant cells show rapid responses even to minor
changes in the osmolarity of theirculture media [15] and
therefore medium containing mixable osmotic reagents
should be provided. A growing plant cell's water uptake is
governed by the relative water potential values between
the cell and the external medium. The major components
of thenutrient medium that influence water availability are
the concentrations of the agar, carbon source, and any non-
metabolite added as an osmoticum [16].According to
Hadeler et al [17], the gallant strongly influences cellular
differentiation and sensitivity of in vitro plant cell cultures
to cytokinin. Gelling agents are believed to influence the
availability of mineral salts and sometimes may result in
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the verification of cultured tissues [18]. Most culture
media are solidified with agar, which is obtained from the
red alga Rhodophyceae. It is highly stable, clear, non-toxic
and resistance to metabolism during culture [19, 20].
Phytagel is an agar substitute produced from a bacteria
substrate but results in clumping. Therefore, to prevent
clumping, phytagel should be added to rapidly stirring
culture medium at room temperature (Sigma Aldrich
Catalogue, 2013).Although agar has been for a long time
the only gelling agent used to produce solid media, more
reproducible results on anther culture have been obtained
with Gelrite (gellan gum) and agarose [21]. Phytagel is a
gellan gum PS-60 isolated from the bacterium
Pseudomonas elodea. It is a linear polysaccharide
composed of glucuronic acid, glucose, and rhamnose,
requiring the presence ofmonovalent and divalent cations
for gellation [22]. Since phytagelis purified from a single
organism, it is highly purified and does not contain
contaminants [23].

The aim of the present study was to examine the potential
of the effect of 6 different treatment of plant growth
regulator on embryogenesis and direct regeneration and 3
gelling agents; (agaragar, phytagel and difcobactoagar) to
the induction media of maize anther cultures to enhance
the efficiency of anther response and the frequency of
microspore-derived embryo structures.This is the first
report that plant growth regulators and gelling agent
affects on embryogenesis and plantlet regeneration in the
culture of anthers from maize.

Materialsand Methods

The responsive maize genotype ETH-M82 (provided
kindly by Dr Aulinger, Swiss Federal Ingtitute of
Technology, Zurich, Switzerland) was used as anther
donor plants. The donor plants were grown in the
greenhouse at 25 °C (day) and 15°C (night), a photoperiod
of 16 h and alight intensity of 250 Jmolm?s™.Tassels were
collected prior to the emergence of the main leaf blade and
checked for microspore development. They were then
covered with sterile aluminum foil and kept in the cold and
dark (at 7 °C for 10 days) as pretreatment [2].During this
period, the microspores in the anthers reached the
premitotic developmental stage. Tassel fragments
containing anthers in the late-uninuclear microspore
development stage (determined by acetocarmine sguash)
were surface sterilized with 20% sodium hypochlorite for
10 min and then washed three times with sterile distilled
water. In first experiment anthers were then dissected
under sterile condition and were placed in 5515 mm
plastic petridishes containing 125 ml modified YP
medium [24] with 60 grl* sucrose and 6 different
concentration of plant growth regulator. The experiment
was carried out based on completely randomized design
with 5 replications. The units of this study were one Petri
dish containing 25 anthers. Anaysis of variance was
carried out using SPSS statistical software (SPSS, version
10.0). The effect of plant growth regulator was determined
by the following 6 treatments:

1- Modified Y P without plant growth regulator

2- Modified YP +2 mgl™kinetin

3- Modified YP +3 mgl™kinetin
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4- Modified YP +2 mglkinetin+2 mgl™ IAA

5 Modified YP +2 mgl*kinetin+2 mgl™ NAA

6- Modified YP +2 mglkinetin+2 mgl™ 2-4-D

In second experiment, plantlet derived from modified YP
medium without plant growth regulator transferred directly
to basal MS medium. Each replication with 20 embryo
were removed from the 1-monthcultured anthers and
transferred directly to the 10 cm plastic petridishes
containing 15 ml plant regeneration medium (YPNAS)
[24] containing these different gelling agents:

1- 7.5 gl*agar-agar

2-3 gl phytagel

3- 7.5 gl ™difcobactoagar

Plantlet differentiation was carried out under 16-h
illumination (50 mmols™m light intensity) at a constant
25 °C. Then, plantlets were placed in 250 ml glass
containers, containing 30 ml of hormonesfree MS
medium for further growth. Well differentiated healthy
green plantlets were then transplanted into 10-cm pots
containing vermiculite and peat (1:1). Finaly, the plants
were transferred to soil and grown to maturity in a
controlled growth chamber.

Result and Discussion

In this study a responsive genotype, ETH-M82, using a
new single culture medium was used for embryogenesis
and regeneration. We tested different growth regulators
(2.4.D; Kinetin; NAA & IAA) in modified Y P medium.
After 6 week direct regeneration on some treatments was
observed. The highest frequency of direct formation of
plantlets (in 100 anthers) occurred on YP medium
supplemented with 2mgl™ IAA and 2mgl™ kinetin (4%).
Androgenesis has been traditionally divided in two main
stages, namely induction and regeneration. In the former
one, somatic cells acquire embryogenic characteristics by
means of a complete reorganization of the cellular state,
including physiology, metabolism and gene expression
[25]. It is usually after a change in one or more culture
conditions [e.g., culture medium, composition of plant
growth  regulators (PGRs), carbohydrate  source,
osmoticpotential, etc.] that the induced tissues or cells
reach the regeneration stage, in which cells display their
embryogenic competence and differentiate into somatic
embryos. Level of endogenous hormones is considered to
be one of the crucia factors determining embryogenic
potential of explants [26, 27].

Table 1. Mean sguares (MS) of the ANOVA for embryo
induction (T1) and plantlet regeneration (T2) in another culture
of Zea maysL .(** Significant difference at 1% probability level)

Source of variation of MSfor MSfor
(S.0.V) T1 T2
Plant growthregul atore 5 627.08** 16.75**
Error 12 14.92 1.08
Tota 17

Table 2. Mean squares (MS) vaues for gelling agent effect on
plantlet regeneration in the anther culture of Zea mays L.

Sour ce of variation (S.0.V) df MS
Gelling agent 2 15.72**
Error 69 1.88
Total 71

** Significant difference at 1% probability level.
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Figure 1. Effect of plant growth regulators onembryo induction (A) and plantlet regeneration (B) in another culture of Zea mays cvs. ETH-
M82. Means with the same letter are not significantlydifferent at p=0.01.
1- Modified Y P without plant growth regulator; 2- Modified YP +2 mgl™ kinetin; 3- Modified YP +3 mgl ™ kinetin; 4- Modified YP +2 mgl™
kinetin+2 mgl ™ IAA; 5- modified YP +2 mgl ™ kinetin+2 mgl™* NAA; 6- Modified YP +2 mgl ™ kinetin+2 mgl™* 2-4-D
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Figure 2. Embryogenesis and plantlet regeneration in maize anther culture. A: Modified Y P medium +3 mgl ™ kinetin; B: Modified YP
medium +2 mgl * kinetin+2 mgl™ 2-4-D; C: Modified YP medium +2 mgl™ kinetin+2 mgl ™ I1AA.
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Figure 3. Effect of gelling agent on plantlet regeneration in anther culture of Zea maysL.Means with the same letter are not significantly
different at p=0.01(A).Plantlet regeneration in maize anther culture in modified Y P medium solidified with agar-agar (B).

Various media compositions have been explored to
determine the optimum conditions for maize anther
culture. High auxin concentrations were reported to
increase the anther culture response in maize, and decrease
the number of embryo structures [28]. A higher
endogenous |AA levelhas been shown to be associated

with increased embryogenic response in maize [29]. In this
study, a better induction of embryogenesis and direct
regeneration of plantlet in maize was obtained by using
2mgl ™ kinetin and 2 mgl™ 1AA.

In tissue cultures, the gelling agent has generaly been
considered only a solid support, preventing plant explants
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from immersion and suffocation. Moreover, the growth of
cultured plant explants may be affected by inhibitive
substances released by necrosed plant tissues, and which
concentrate near the explants [30]. Those effects depend
on the type and concentration of the gelling agent used.
Phytagel was reported to provide a better availability of
water [31]. Similarly, inhibitive molecules, such as
phenols produced by plant explants, are fluently diffused
in the medium solidified with phytagel [32]. Moreover,
this gelling agent contains a higher level of Ca, K, Mg and
Fe ions, compared to the medium solidified with agar,
which has three times as many Naions [33]. In this study,
a better induction of regeneration in maize was obtained
by using agar as the gelling agent. The influence of agar on
several in vitro developmental processes has been reported
in literature [34, 35]. The results presented here are in
agreement with these observations.

References

1. Guha, S., Maheshwari, S.C., In vitro production of embryos
from anthers of Datura. Nature,1964, vol. 204, pp. 497.

2. Mohammadi, P.P., Moieni, A., Javaran, M.J., Colchicine
induced embryogenesis and doubled haploid production in maize
(Zea mays L.) anther culture. Iranian J Biotech, 2007, vol. 5(3),
pp. 140-146.

3. Kahrizi, D., Mahmoodi,S,, BakhshiKhaniki, G.R.,
Mirzaei, M., Effect of genotype on androgenesis in barley
(Hordeumwulgare L.). Biharean Biologist, 2011, vol. 5(2), pp.
132-134.

4. Kahrizi, D., Moieni, A., Bozorgipour, R., Effect of genotype
and carbohydrate source on androgenesis of hexaploid wheat
(Triticumaestivum L.). Seed Plant, 2000, vol. 16, pp. 41-51.

5. Jahne, A., Lorz, H., Cered microspore culture. Plant Sci,
1995, val. 109, pp. 1-12.

6. Ateeq, B., Farah, A.M., Ali, M.N., Ahmad, W., Clastogenicity
of pentachlorophenol 2,4-D and butachlor evaluated by Allium
root tip test. Mutat Re., 2001, vol. 514, pp. 105-113.

7. Kahrizi, D., Study of androgenesis and spontaneous
chromosome doubling in barley (Hordeumwulgare L.) advanced
line using isolated microspore culture. InterJ Plant Breed, 2009,
vol.2(3), pp. 111-114.

8. Kahrizi, D., Mohammadi, R., Study of androgenesis and
spontaneous chromosome doubling in barley (Hordeumvulgare
L.) genotypes using isolated microspore culture. Acta
Agronomica Hung, 2009, vol. 57(2), pp. 155-164.

9. Rashid, A., Induction of haploid plant/cell.In: Rashid, A. (Ed.),
Cell physiology and genetics of higher plants. CRC Press, 1988,
vol 1. pp. 119-158.

10. Rakoczy-Trojanowska, M., Smiech, M., Mapszy, S., The
influence of genotype and medium on rye (Secalecereale L.)
anther culture. Plant Cell Tissue Org Cult, 1997, vol. 48, pp. 15—
21.

11. Ferrie, AM.R., Pamer, C.E., Kdler, W.A.Haploid
embryogenesis. In: Thorpe TA. (Ed.), In Vitro Embryogenesis in
Plants. Kluwer Academic Publishers, 1995, pp. 309-344.

12. Dolgykh, Y.l.,, Establishment of calus cultures and
regeneration of maize plants. In: Bajg YPS, (Ed.), Biotechnology
in Agriculture and Forestry, Maize, Springer Verlag, 1994, Vol.
25, pp. 197-209.

13. Bronsema, F.B.F., Van Oostveen, W.J.F., Prinsen, E., Van
Lammeren, A.A.M., Distribution of [14C] dichlorophenoxyacetic
acid in cultured zygotic embryos of Zea mays L. JPlant Growth
Regul, 1998, vol. 17, pp. 81-88.

20

14. Fisher, C., Neuhaus, G., Influence of auxin on the
establishment of bilateral symmetry in monocots. Plant J, 1996,
vol. 9, pp. 659-6609.

15. Hoekstra, S., van Bergen, S., van Brouwershaven, |.R.,
Schilperoort, R.A.Heidekamp, F.,The interaction of 2,4-D
application and mannitol pre-treatment in anther and microspore
culture of HordeumwulgareL cv. Igri. J Plant Physiol, 1996, vol.
148, pp. 696-700.

16. Dodds, JH., Roberts, L.W., Experiments in Plant Tissue
Culture. In: Experiments in Plant Tissue Culture. Cambridge
Universtiy Press, New York, vol. 1985, pp.156-171.

17. Hadeler, B.,Scholz, S.,Reski, R.,Gelrite and agar differently
influence cytokinin-sensitivity of a moss. J Plant Physiol,1995,
vol. 146, pp. 369-371.

18. Nestakova, M., Havrlentova, M., Farago, J., Effect of gelling
agents on in vitro multiplication of two ornamenta plants.
Biologica Bratislava, 2000, vol. 55(4), 409-411.

19. Henderson, W.E., Kinnersey, A.M., Corn starch as an
aternative gelling agentfor plant tissue culture. Plant Cell Tiss
Org Cult, 1988, val. 15, pp. 17-22.

20. Sahay, S., The use of psyllium (isubgol) as an alternative
gelling agent for microbial culture media. World J Microb Biot,
1999, val. 15, pp.733-735.

21. Atanassov, A.,Zagorska, N.,Boyadjiev, P.,Djilianov, D.,In
vitro production of haploid plants. World J Microb Biot., 1995,
vol. 11, pp. 400-408.

22. Veramendi,J.,Villafranca, M.J., Sota, V., Mingo-Castel,
A.M., Gdrite as an dternative to agar for micropropagation and
microtuberization ofSolanumtuberosumL. cv. Baraka. In Vitro
Cell Dev Plant, 1997, vol. 33, pp. 195-199.

23. Chevreau, E., Mourgues, F., Neveu, M., Chevadlier, M., Effect
of gelling agents and antibiotics on adventitious bud regeneration
from in vitro leaves of pear. In Vitro Cell Dev Plant, 1997, vol.
33, pp. 173-179.

24. Genovesi, A.D., Collins, G.B., In vitro production of haploid
plants of corn via anther culture. Crop Sci, 1981, vol. 22, pp.
1137-1144.

25. Feher, A., Pasternak, T.,0tvos, K.,Miskolczi, P.,Dudits, D.,
Induction of embryogenic competence in somatic plantcells: a
review. Biol Bratislava, 2002, vol. 57,pp.5-12.

26. Feher, A., Pasternak, T.P., Dudits, D., Transition ofsomatic
plant cells to an embryogenic state. Plant Cell Tiss Org Cult.,
2003, vol. 74, pp. 201-228.

27. Gy, M.D., Factors influencing somatic
embryogenesisinduction and plant regeneration with particular
reference toArabidopsis thaliana L. Heynh. J Plant Growth
Regul, 2004, vol. 43, pp.27-47.

28. Buter, B., In vitro haploid production in maize. In: Jain SM,
Sopory SK,Veilleux RE, (Eds.), In vitro Haploid Production in
Higher Plants. Kluwer Academic Publishers 1997, Val. 4,pp. 37-
71.

29. Jmenez, V.M.,Bangerth, F., Hormona status of maize
explants and of the embryogenic and non-embryogenic callus
cultures derived from them as related to morphogenesis in vitro.
Plant Sci, 2001, vol.160, pp. 247-257.

30. Johansson, L.B., Effects of activated charcoal, cold treatment
and elevated CO, concentration on embryogenesis in anther
cultures. In: de Gruyter W. (ed) Genetic manipulation in plant
breeding, New York, USA, 1986,pp. 257-264.

31. Buah, JN., Kawamitsu, Y., Sato, S., Murayama,S.,Effects of
different types and concentrations of gelling agents on the
physical and chemical properties of media and the growth of
banana (Musa spp.) in vitro. Plant Prod Sci., 1999, vol. 2, pp.
138-145.

32. Huang, L., Chi, D.,Pivotal roles of picloram and gelrite in
banana callus culture. Environ Exp. Bot, 1988, vol. 28, pp. 249-
258.

Journal of Applied Biotechnology Reports, Volume 1, Issue 1, Winter 2014



ZahraHosseini.et a, Improvement of maize (Zea mays L.) anther culture embryogenesis

33. Naim, B.J,, Furneaux, R.H., Stevenson, T.T., Identification of 34. Stoltz, L.P., Agar restriction of the growth of excised mature
an agar congtituent responsible for hydric control in irisembryos. J Am Soc Hort Sci, 1971, vol. 96, pp. 618-684.

micropropagation of radiatapine. Plant Cell Tiss Org Cult, 1995. 35. Romberger, JA., Tabor, C.A., The Piceaabies shoot apica
Vol. 43, pp. 1-11. meristem in culture. Agar and autoclaving effects. Am J

Bot,1971, vo. 58, pp. 131-140.

Journal of Applied Biotechnology Reports, Volume 1, Issue 1, Winter 2014 21



