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fff&% : Chloroplast isolation. (ffF ! http://www.lhup.edu/smarvel/biol300/hill.htm )

a.) Weigh about 8g of spinach leaves that have had midveins and petioles removed. (In order to
preserve chloroplast activity these leaves have been kept in the dark and cold since they were
purchased.)

b.) Rinse the leaves in ice water, then cut them into pieces about 1cm square. Place the leaf pieces
into a pre-chilled blender with 40 ml ice-cold 0.5M sucrose. Blend for 15 sec at top speed, wait
about 10 sec, then blend again for 10 sec. Squeeze the leaf slurry through four layers of cheesecloth
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into a pre-chilled beaker. Pour equal amounts of the filtered, green slurry into two centrifuge tubes
(30 ml size). Store the filled tubes in a beaker filled with ice until they can be centrifuged.

c.) Centrifuge the slurry at 200x gravity for 3 min. Unwanted whole cells and cell wall debris are
spun to the bottom of the tube at this speed. Decant the supernatant into fresh, cold centrifuge tubes
and centrifuge at 1,000x gravity for 7 min. This will spin the chloroplasts down to the bottom of the
tube.

Discard the supernatant this time, and resuspend the bottom pellet of chloroplasts into 10 ml of cold
0.5M sucrose, by using a glass rod. After the chloroplasts have been resuspended, combine test
tubes and spin again at 1,000x gravity for 7 min to obtain a pellet of moderately pure chloroplasts.
Discard the supernatant, and resuspend the pelletin 25 ml of cold 0.1M phosphate buffer at pH 6.5.
Keep the chloroplast suspension in an ice bath.
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