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Studies on the Anther Culture of Paeonia suffruticosa Andr.*!
Jai Saing Kim*?

The anthers of late uninucleate microspore or early binucleate microspore stage of
Paeonia suffruticosa Andr. (economic tree) were cultured on the modified Murashige and
Skoog’s medium suppliment with Keinetin, 2.4-D, and NAA for inducing haploid plants.

The results are as follows;

1. Callus were induced from both anther locule and anther wall, where that from
anther locule was identified as haploid.

2. Among 2,000 anthers cultured, fourteen haploid callus were developed. These hap-
loid callus were clearly identified to be originated from the microspore in anther
locule. -

3. Diploid callus were induced only 0.5 percent from the callus of endothelium of
anther wall, septium of two neighboring anther locule, parenchyma tissues of
connectives and or anther locules.

4. In the anther locule of Paeonia suffruticosa Andr. cultured in medium, swollen
microspores, polynucleate microspores, multicellurar pollen grains, or callus mass
was frequently observed. And the haploids were seemed to be caused by the callus

originated from the reduced microspore.
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Table 1. Modified Murashlge and Skoog’s medium

Component ] mg/ hter
NH,NO; 1,650. 00
KNO; 1,900. 00
CaCl, « 2H,0 440.00
MgSOy « 7H.0 370.00
KH.PO, 170.00
Na,~EDTA 74.00
FeSO4 . 7H20 55.00
H3BO; 6.00
ZnS0, + 4H,0 22.03
ZnSO; + 7TH,0 10. 60
KI 0.83
Na,MoOy + 2H,0 0.25
CUSO4 . 5H20 0.25
Glycine 20.00
Nicotinic Acid 5.00
Pyridoxin-HCl 5.00
Thiamine-HCI 1.00
Inositol 200. 00
Sucrose 30, 000. 00
NAA | 1.92
2,4-D ! 2.00
Kinetine ‘ 2.24

7,000. 00

Agar
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21.
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23.
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25.
26.

10% alcohol, 10 min.
Weshing, 30 min.

Iron alum liquid 30 min.
Washing 10-30 min.
Haematoxein 30 min.
Washing 10-30 min.
Iron alum destaining
70% alcohol, 1 min.
80% alcohol, 10 min,
95% alcohol, 10" min,
100% alcohol 1,10 min,
100% alcohol 11, 10 min.
Car~Xylol, 2 min.
Phenol xylol, 20 min. ‘
Xylol 1, 30 min.

Xylol 1, 30 min, »
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Table 2. Process of paraffin methed.
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Materials

Fixation

Water washing
30% alcohol, 30 min.
50% alcohol, 30 min.
70%
80%

alcohol, 30 min.
alcohol, 30 min.
alcohol, 30 min.
alcohol, 30 min.
alcohol, 30 min. .

95%
98%

. Xylol 1, 30 min.
. Xylol II, 30 min.

Xylo!l soft. parafin 1 2h.

. Xylol soft. Aparaﬁin I 2h.
. Hard parafin I Ith.
. Hard paraffin ]I ’-21'i.
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Dry in oven 37°C“>48h>.
Xylol I, 30 min.

. Xylol II, 20 min.

Alcohol 1, 10 min.
Alcohol II, 10 min.

95% alcohol, 10 min.
90% alcohol, 10 min.
80% alcohol, 10 min.
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Explanation of Figures

Fig. 1. Multinucleate microspores

n: Nucleus

Fig. 2. Callus (C) originated from microspore emerges out of the anther slip
W:anther wall
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Fig. 2. Large callus mass {C) inside anther locule

. -

Fig. 4. Somatic callus (C} arising from anther wall (W)
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Table 4. Induction of callus from n and 2n callus.

No. of inoculated|Callus No.

Species of Callus, anthers of induced ’ %

2n callus 2,000 l 14 0.7

n callus 2,000 10 0.5
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