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BPP protocol
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TCA-BPP protocol
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1.0 g cotton leaves + 7% PVPP, pounded into a powder with liquid nitrogen
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Homogenization

1 the fine powder was resuspended
in 3 ml ice-cold solution

2 precipitate overnight at -20 °C

3 centrifuged at 13000 rpm at 4 °C
for 15 min

Wash and Dry

4 The sediment was washed twice
with 10 ml ice-cold acetone solution

5 centrifuge in the same condition
after each wash

6 samples were air dried in laminar
flow hood
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Homogenization

1 homogenized using 3 ml BPP extract

buffer, vortexed for 10 min at room
temperature

2 add two volumes of Tris- saturated
Phenol (pH 8.0) vortexed for 10 min,
centrifuge (4 °C, 15 min, 13000 rpm)

3 The upper phase was then mixed with
equal BPP extraction buffer, vortex and

centrifuge at the same condition

4 The upper phase was mixed with five

volumes ammonium sulfate saturat-

ed-methanol, incubating at -20 °C for at

least 6 h

Wash and Dry

5 centrifuge at the same condition, rinsed
with ice-cold methanol followed by ice-cold
acetone twice,centrifuge at 13000 rpm, 5

min and 4 °C after each washing

6 samples were air dried in laminar flow

hood
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Homogenization

1 the protocol TCA/Acetone method
(1-6) was used to extract protein

2 recovered with lysis buffer
dissolve the dried protein mixtures

3 transferred the protein into a new
centrifuge tube,

4 follow the BPP extraction method
(1-4)

Wash and Dry

5 follow the BPP extraction method
(5-6)
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recovered with lysis buffer dissolve the dried protein mixtures



