Supplementary information for Dr James Wilkinson’s thesis

These are all real time AVI movies of live cells in culture medium at 37 (C from the experiments described in section 3.10 of the thesis. They can be viewed best in QuickTime player(.

Movie A- WT cells + TMRM with addition of 20 mM 2-DOG
This shows WT cells stained with TMRM the movie starts immediately after the addition of 20 mM 2-DOG to the cell culture medium. 

It can be seen that 2-DOG leads to complete collapse of the mitochondrial membrane potential, seen as loss of signal.

Movie B- Rho 0 cells + TMRM with addition of 20 mM 2-DOG
This shows Rho 0 cells stained with TMRM the movie starts immediately after the addition of 20 mM 2-DOG to the cell culture medium. 

It can be seen that 2-DOG leads to complete collapse of the mitochondrial membrane potential, seen as loss of signal.

Movie C- WT cells + TMRM + 20 mM pyruvate with addition of 20 mM 2-DOG
This shows WT cells stained with TMRM, the medium contains 20 mM pyruvate. The movie starts showing the cells in this media. The subsequent addition of 20 mM 2-DOG to the cell culture medium can be seen as a ‘jolt’ where the cells briefly go out of focus then come back into focus. The effect of 2-DOG is then seen.

Addition of 2-DOG does not lead to collapse of the mitochondrial membrane potential as the cells are able to metabolise pyruvate via the Krebs cycle in mitochondria to maintain ATP levels and thus the mitochondrial membrane potential.

Movie D- Rho 0 cells + TMRM + 20 mM pyruvate with addition of 20 mM 2-DOG
This shows Rho 0 cells stained with TMRM, the medium contains 20 mM pyruvate. The movie starts showing the cells in this media. The subsequent addition of 20 mM 2-DOG to the cell culture medium can be seen as a ‘jolt’ where the cells briefly go out of focus then come back into focus. The effect of 2-DOG is then seen.

Addition of 2-DOG leads to collapse of the mitochondrial membrane potential in these cells. This is because the cells lack functional mitochondria and are unable to metabolise pyruvate via Krebs cycle, unlike the WT cells.

