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tube XN Volume & Source of xE
(BSA Final Conc.) Volume(ul) BSA Volume(ul)

@, OOOug/mI)
2 19 tubel| BSA 70ul +

(1,000ug/ml) 58 DW 70ul i
3 29 tubel| BSA 70ul +

(500ug/m) 58 D.W 70ul s
4 3H tubel| BSA 70ul +

(250ug/ml) Jait D.W 70ul e
5 4 tubel| BSA 70ul +

(125ug/mil) 140 D.W 70ul e
6 _ 58 tube2| BSA 70ul + 40

(62.25ug/mil) D.W 70ul
7 - D.W -

(Oug/ml)
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 Protocol: microplate

1. Pipette 25 ul of each standard or unknown sample replicate into a microplate well

(working range = 20-2,000ug/ml).

Note: If sample size is limited,10ul of each unknown sample and standard can be used sample to
Working Solution; WS ratio=1:20).However, the working range of the assay in this case will be limited to
125-2,000ug/ml.

2. Add 200 pl of the Working Solution (WS) to each well and mix plate thoroughly on a plate shaker for
30seconds.

Note: To preparation of Working Solution(WS), see the "PREPARATION of STANDARDS and WORKING
SOLUTION"

3. Cover plate and incubate at 37°C for 30minutes.
4. Cool plate to room temperature(RT).
5. Measure the absorbance at or near 562 nm on a plate reader.

Note: Wavelengths from 540-590nm have been used successfully with this method. If higher 562nm
measurements are desired, increase the incubation time to 2-hours.
6. Subtract the average 562 nm absorbance measurement of the Blank standard replicates from the
562nm measurement so fall other individual standard and unknown sample replicates
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