Tetrahymena dynamin related protein 6 self assembles independent of
membrane association.
Usha P. Kar, Himani Dey and Abdur Rahaman

Supplementary figure 1: Western blot analysis showing specificity of anti-Drp6 polyclonal
antibody. (A) Western blot of cell lysate either from Tetrahymena expressing GFP-DRP6
(Lane 1 & 2) or from nontransformed wild type Tetrahymena (Lane 3). The molecular weight
of GFP-Drp6 is 108 kDa and appeared in expected position in Lane 1 & 2. M is molecular
weight marker. The lower molecular weight species in lane 1 and 2 are likely to be result of
proteolysis of GFP-Drp6 since no non-specific bands were detected in nontransformed wild
type lysate. (B) Western blot showing purified Drp6 expressed as TAP-tag either in growing
(Lane 1) or starved (Lane 2) Tetrahymena cells. The purified protein Drp6 was obtained by

cleavage of protein-A tag from TAP-tagged Drp6. The purified protein only bears calmodulin
binding peptide (28 amino acid) at the N-terminus. The amino acid sequence of the purified
protein was confirmed by tandem MS/MS spectroscopy. The antibody was raised against Histagged Drp6 expressed and purified from bacteria. The antibody is specific for Drp6 as it
recognized GFP-Drp6 in Tetrahymena cell lysate and Drp6 (with CBP tag) purified from
Tetrahymena.

Supplementary figure 2: Size exclusion chromatography profile of human dynamin 1.
Purified human dynamin 1 (0.5mg/ml) was fractionated on a Superdex GL 10/300 column in
buffer A containing 300mM NaCl and excluding glycerol. The void peak and positions of the
standard molecular weight markers are indicated in the chromatogram. Human dynamin 1

eluted as small oligomeric forms. Absence of any peak in the void volume suggests that human
dynamin 1 does not form self-assembled structure under high ionic strength condition.

Supplementary figure 3: Size exclusion chromatography profile of Drp6-R414A. His6-Drp6R414A expressed and purified from bacteria (~0.4 mg/ml) was fractionated on Superdex GL
10/300 column in buffer A containing 300mM NaCl and excluding glycerol. Similar to
wildtype Drp6, Drp6-R414A eluted mostly as high molecular weight assembled structure
(Void) along with a smaller peak around elution volume of 11 ml.

Supplementary figure 4: Drp6 forms rings and helical spirals. Electron micrograph of
negatively stained Drp6 in presence of GTPγS. Drp6 (1µM) at physiological salt concentration
in presence of 0.5mM GTPγS was visualized under electron microscope after negative staining
with 2% uranyl acetate. Rings (black arrows) and helical spirals (white arrows) are indicated.

Supplementary figure 5: Electron micrograph of negatively stained Drp6 in absence of
GTPγS. Drp6 (1µM) at physiological salt concentration was visualized under electron
microscope after negative staining with 2% uranyl acetate. Rings (black arrows) and helical
spirals (white arrows) are indicated.

Supplementary figure 6: GTPase activity of human dynamin 1 is stimulated at low ionic
strength condition. GTP hydrolysis activity of 0.5 µM human dynamin 1 was performed either
at 150mM NaCl (triangle) or at 40mM NaCl (circle). The plot was generated by Origin Pro 8.0
using values obtained from three independent experiments. Statistical significance was
calculated with Kruskal-Wallis test (p<0.01) and no significant difference between
experiments was observed.

