Project : Distribution of Endophytic Fungi Among Indigenous Plant Species in
Doi Suthep-Pui Area

Thirty nine indiginous dicotyledonous plant seedling species and two mature
plants (Shorea roxburgii and Mesua ferrea) collected from Doi Suthep-Pui National
Park area were examined for endophytic fungi, The first set of experiment was done
with 32 seedling species by random sampling from plant tissue. Isolation was
achieved by a standard triple sterilization technique, using surface sterilized leaves
disc , stem or branch segments plated onto water agar or 2% malt extract agar with 30
mg/l of rose bengal and 50 mg/l streptomycin sulfate or chloramphenicol and
incubated at 30 °C up to 60 days. Advancing region ,14 days old, of mycelia growing
from the tissue were transferred to PDA or corn meal agar slant and incubated at 30°
C to promote sporulation.

Four hundred fungal isolates were obtained and these were sorted into strains.
An average of 5 endophytic species occurred on each seedling species while 6-14
fungal species were obtained from mature plant species tested. Although as many as
30% of those were mycelia sterilia, many of the fungi isolated belonged to the typical
endophytic genera, eg. Phomopsis sp., Colletotrichum sp., Phoma sp., Fusarium sp.
and Curvularia sp. Several of the isolates are sterile Xylariaceous fungi. Less
common species included Nigrospora sp., Alternaria sp., Pestalotiopsis sp.,
Cladosporium sp. and Penicillium sp. Rare species were Apiosordaria striatispora
and Guignardia sp.which found in many seedling species. Malt extract rose bengal
agar is better than water agar for isolation of endophytic fungt.

To evaluate the colonization rate and frequency of endophytic fungal species
the second experiment was carried out by isolated endophytes from 7 seedlings and 2
mature plant species. A total of 14 fungal species were recovered from 700 samples of
leaves , stems or twigs taken from 5 individual plants. Shorea roxbougii showed the
highest diversity of endophytes, whereas Manglietia garrettii showed the lowest (9
species).The most frequently isolated fungi were Gloeosporium sp., Glomellera sp.,
mycelia sterilia, Colletotrichum sp., Phoma sp., Cladosporium sp UK2, Phomopsis
sp, Guignardia sp.MK3 and Xylariaceous fungi .  Other species of not more than 30
isolates were Nigrospora sp., Pestalotiopsis sp., Didymella sp. The less frequent
isolates were Sporomella sp., Corynespora sp., UK 3, Seimatosporium sp.,
Curvularia sp., Fusarium sp., Selenophoma sp. Seven rare species were obtained.
The higher colonization rate and diversity of taxa were obtained from older segments
than younger tissue segments. _

Preservation of culture under sterile water at 4°C was the most convenient
way to keep for at'least one year. Culture kept on slant with silicone stopper or screw
cap at room temperature or at 4 °C was another easy way but subcuiture was need
every 6 months.

Xylariaceous fungi could roughly grouped by different culture morphology.
Twenty four groups were differentiated by colony characteristic on oat meal agar and
com meal agar. The molecular technique using RAPD-PCR is possible to identify
endophytic fungi into intra species level. By using 18S rDNA sequencing teachnique
for phylogenic study, Guignardia sp and Selenophoma sp. was very close to
Botryosphaeria ribis and Lasioderma serricorne repectively. This method has high
potential to be used for the identification of the myceria sterilia group and also for
xylariaceous fungi.
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