Main stepsof the Plant species

procedure TOBACCO POTATO APPLE
1. Homogenization of Blendwitha | Blendwitha | Grindinliquid
leaf tissue homogenizer | homogenizer nitrogen
2. Filtration to remove debris
3. Lysisof 0.5% Triton X-[0.5% Triton X-| 1.0% Triton X-
contaminants 100 100 100
4. Isolation of nuclei on | Centrifugation | Centrifugation| Centrifugation
Percoll/sucrose gradient{  1000x g 1000x g 1200x g

] NIB + 0.5%

5. Washing Triton X-100 NIB NIB

6. Purification of nuclei on 35% Percoll cushion by centrifugation

7. Washing with NIB

B

Before

Homogenate

60% Percoll

2.5 M Sucrose

Step 4

1000xg (1200%g)
[—
30 min, 4°C

After

Protein fractions
analysed by SDS-
PAGE and
Western blot

| Nuclear fraction

- 6% P2IMS

= imterface

\/ 2.5 M Sucrose layer



