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Abstract

Rose (Rosa hybrida.) is an important cut flower and widely grown in every
part of Thailand as well as worldwide. Though rose is extensively cultivated in
Thailand, but it does not meet the demand of the local market due to lack of real
suitable varieties and losses caused by insect pests and diseases. Black spot disease
caused by Marssonina rosae. (Perfect stage: Diplocarpon rosae Wolf)) is counted
as the most important one which degrading flower quality. For controlling the black
spot, many kinds of chemicals are applied but with only limited success. Moreover,
using chemicals also creates the chemical resistant pathogens as well as pollutes the
environment especially in the watershed areas where the major rose production lands
located. Therefore, this experiment is set up in order to develop the black spot
resistant rose lines from which could help minimizing of the chemical application in
the production areas as well as solving the chemical tolerant problem in the pathogen

population.



Twenty one isolates of the A rosae are collected from major rose
production areas 5 districts (from Fang, Sankamphaeng, Muang, Maewang and
Jomthong Districts, respectively. ) in Chiang Mai using single-spore isolation
method on PDA. Suitable media formulation tested fungi growth on MEA, V8
CA, PCA, PYA and PDA, respectively. The fungal colony is significantly
developed on PYA under 25+ 2°C than other tested media. Rose cultivars, Dallus
and Double Delight, are used in all experiments. Leaf callus formation for both tested
cultivars is well formed on MS medium supplemented with 1.5-3.0 mg/l BAP
and 0.3-3.0 mg/l NAA. Crude extraction of the pathogen grown in the PYB is
added to the same callus culture medium in concentration 100 and 300 pl callus
survived from the treatment 75 and 50 percent, respectively.. Plant regeneration is
performed on the MS plus 1.0 mg/l BAP, 0.01-0.5 mg/l NAA and 3.0 mg/l
AgNO; and MS supplemented with 1.0 mg/I BAP, 0.1mg/l. GA; for survived calli
of Dallus and Double Delight cultivars respectively. Screening for the resistant
lines are done by the Detached leaf technique sprayed with the fungal isolates Ak4,
Sk4 and P2, (from Fang, Sankamphaeng and Muang Districts, respectively) at the

concentration of 1 x 10° spores/ml. The results show that clones: DDI103T,

DD30IT, DD502T, DS50IT and DS1003T are resisted to Ak4 isolate; DDI0ST,
DD103, DD30IT, DSI301T, and DSI003T are resisted to Skd isolate and
DD103T, DD301T, DD50IT and DS303T are resisted to P2. All of the resistant
clones are highly significant different from the original parent lines,

Biodiversity study of M. rosae collected from Chiang Mai Province is
investigated. DNA from twenty - one pathogen isolates are isolated followed the

method described by Lee and Taylor (1990). The random amplified sets of 53



random 10-mers primers are tested and only seven sets: OPAI3, OPCO0Z,
OPC11, OPCi5, OPCl16, OPCI19 and OPDI13 are found to be the suitable
primers. Genetic distance between each isolates is calculated and cluster
analysis is used to generate a dendrogram showing relationship between the
isolates which shows that 21 isolates of the pathogen genetic are different by at the

90 % level using Jaccard’s coefficient similarity.



