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One hundred isolates of Acidovorax avenae subsp. citrulli (Aac) cause of watermelon
fruit biotch, could be categorized in 5 pathogenicity groups by inoculating into the cucumbit
seedlings and by notifying the disease severity cn the fifth day after inoculation. Moreover they
cculd be computerized into 8 clusters by SDS-PAGE protein pattem. Polyclonal antiserum
production of Aac was made by injecting the rabbit with the antigen from two antigen
preparation methods: (1) sonicated cell (sonicate-Ag) and (2) autoclaved cell (autoclaved-
Ag), for 5 times at 10 days interval. By employing the indirect-ELISA, antiserum produced
from sonicated-Ag had the titer at 1:18,000 while the antiserum produced by autoclaved-Ag
had titer at 1:20,000.

To find out the proper on antigen incubation temperature and period, it was investigated
by using completely randomized design (CRD) comprising 4 replications and 5 treatments :
(1) 4°C for 12 hours (ovemight), (2) 25°C for 12 hours (ovemight), (3) 37°C for 1
hour, (4) 37°C for 3 hours and (5) 37°C for 5 hours. The result showed that there was
statistical difference among the treatment and the best incubation was at 37°C for 3 hours. For
obtaining the suitable blocking solution, various concentrations of BSA, Tween20 and their
combination were used as blocking solution. The experiment was assessed and computerization
in CRD with 4 replications. It is obvious that absorbance 1-3% BSA and 0.1-0.2% Tween20
was not statistical different when applied to detect the Aac in suspension and cucumbit leaf sap.

When the proper antigen incubation and the suitable blocking solution as investigated
above were employed to modify indirect-ELISA. The improvement in less time consuming at
least 9 hours was recorded without the effect on sensitivity at minimun concentration 10*

cfu/ml and specificity where compared with the indirect-ELISA commonly performed.

Four extraction buffers for Aac from seeds were (1) nutrient broth, (2) selective
medium broth, (3) peptone buffer and (4) phosphate buffer saline . The result showed that
incubation in saline buffer for 6 hours was the most proper condition Aac extraction from

seeds.



