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The objective of this study was to improve the E,-milk cow measurement to determine E,
concentration for making a decision on dairy cows’ AL Three six-week-old female BALB/c mice
were used to produce MADBE,. The 17(3-estradiol-6-0-carboxymethyl-oxime-BSA (E,-6-CMO-
BSA) as antigen reagent was mixed with the Freund’s complete adjuvant and injected
subcutaneously to mice at the first immunization. After that, the Freund’s incomplete adjuvant
was used as a mixed reagent with the antigen. Each mouse was injected with 200 micrograms of
E,-6-CMO-BSA every days 14", 28", 42" and 56" until a high antibody was reached. The MAbE,
concentration of the mice’s sera and hybridoma culture medium was determined by using indirect
ELISA method. Tt was found that there were 29 wells with hybridoma clones out of 528 wells.
Twelve out of twenty nine wells produced antibodies to E, (41.4 %). Positive well number 4B9
contained healthy cells suitable to establish MAbE, clones by limiting dilution method. Only
twenty four out of sixty nine clones were healthy and could be used to produce antibody to E,
(100 %). Clone number 4B9-1E4 gave the highest antibody-producing titer. This clone was
grown better, and produced an antibody concentration of 0.487 mg/ml. The MADE, will be used
to determining E, of cows’ milk by using competitive ELISA method. Milk samples were

collected from 14 crossbred dairy cows (93.75 % Friesian) from Mae Wang Dairy Cows

Cooperative Limited, Mae Wang district, Chiang Mai Province, Thailand for analyzing. It was
found that the’ highest sensitivity at 50 % binding was 50 pg/well (2.5 ng/ml). The E,
concentration the day before Al and the first of A.L was determined (day -1, and day O,
respectively), it was found that the pregnant cow group gave a higher E, concentration than the
non-pregnant cow group (P < 0.05). At day +1, it was found that the E, concentration of both
groups were not significantly different. In this experiment, four of the six pregnant cows showed
E, concentration > 1 ng/ml in their cows’ milk confirmed that 67 % of the cows have been
successfully insemination. The highest the E, concentration on day 0, the more successful A.L is.
It was concluded that the competitive ELISA method by preparing MADE, might be a useful
technique to determine E, concentration. It was found that the E, concentration is correlates with
a successful insemination and that the highest E, concentration level can determine the best time

for insemination.





