Thylakoid Membrane Prep 
(enough for 4 preps)

Grinding Buffer (Make Fresh)

0.4 M sorbitol


36.5g

20 mM Tricine

10 ml 1M stock, pH 7.8

20 mM NaCl


10 ml 1M stock

5 mM MgCl2


2.5 ml 1M stock

bring vol to 500 ml with Milli-Q H2O. 

*Just before use add 250 M PMSF: 1250 l/500 ml

Wash Buffer (Make Fresh)

10 mM Tricine

0.75 ml 1M stock, pH 7.8

10 mM NaCl


0.75 ml 1M stock

10 mM MgCl2


0.75 ml 1M stock

bring vol. to 75 ml with Milli-Q H20

Storage Buffer (Make Fresh)

7 mM Tris

0.04 g Tris-base

53 mM glycine
0.18 g glycine

10% glycerol

5 ml glycerol

bring vol. to 50 ml with Milli-Q H2O

Stocks
1M Tricine

8.96g/ 50 ml pH7.8 (Make Fresh)

1M NaCl

14.6g/250 ml
 store @ 4oC

1M MgCl2

50.8g/250 ml
store @ 4oC

100 mM PMSF
use isopropanol stock 
store @ -20oC  (PMSF is very toxic!)

Protocol 

(Must be done quickly on ice!)
1.  Chill blendor glass container, Oak Ridge Tubes, beakers, funnels, Miracloth, homogenizers, 50 ml plastic tubes in cold box.

2. Collect plant material. 



Use scissors to cut off senescent cotyledons and roots, harvest onto 
aluminum foil on ice. 


 Weigh sample.

3. Grind tissue.  


Fill blendor with tissue, add 1/3 volume Grinding Buffer ~125ml volume.


*add 375 ul PMSF


Blend for 2 pulses, 5 sec each.


Pour through Miracloth and squeeze filter to get maximum solution into 
beaker on ice.

4. Centrifuge.


Pour sample into large Oak Ridge Tubes and balance tubes.


Spin in SS34 rotor @ 3500 rpm for 4 min.


Turn on spectrophotometer while spin in progress


Pour off supernatant down the drain. (immediately)

5. Homogenize


Resuspend pellet in 15 ml Wash Buffer.


Use glass rod to loosen pellet.


Transfer to chilled homogenizer and homogenize like crazy until all green 
chunks are in solution.

6. Centrifuge

Transfer homogenate to small chilled Oak Ridge Tube, and fill up with Wash Buffer to get bigger volume of wash. Make balance tube.


Spin @ 13000 rpm for 5 min is SS34 Rotor.


Pour off supernatant down the drain. (immediately)

7.
Homogenize 0.500 ml Wash Buffer.


Use glass rod to loosen pellet.


Transfer to chilled 1.5 ml centrifuge tubes and homogenize like crazy.


Store on ice.

8. Chlorophyll Determination

990 l of 80% acetone and 10 l of thylakoids for 1/100 dilution.  Be sure to give a quick spin before measuring OD.  Any particulate stuff will mess up readings.


A664 and A 647 using 80% acetone for blank.


Total chlorophyll (7.01A664 + 17.76A647) X 100 (dilution) = chl in g/ml

9. Storage

Resuspend pellet in Storage Buffer to bring final concentration of 1.1 mg/ml 
chlorophyll.  


Aliquot into 1.5 ml ’fuge tubes.  


Store -70oC.

