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Figure 5. UNC- 104 is converted to a processive dimer upon autoinhibition release. (A) Schematic drawing of the domain organization of UNC- 104(1–
653). Calculated molecular weight is written at the right side. (B) Size exclusion chromatography of UNC- 104(1–653) (blue) and UNC- 104(1–653)(E412K) 
(orange). The SDS- PAGE of the elution fractions are shown beneath the pro"les. Blue and orange asterisks indicate fractions used for mass photometry 
and single molecule assays. The number shown at the left side indicates molecular weight standard. Blue arrows indicate expected dimer fraction of 
wild- type UNC- 104(1–653). (C) Mass photometry of UNC- 104(1–653) and UNC- 104(1–653)(E412K). Histograms show the normalized particle count of 
UNC- 104(1–653) (blue) and UNC- 104(1–653)(E412K) (orange) at 10 nM. Lines show Gaussian "ts. UNC- 104(1–653) is distributed within 100±15.3 kDa 
range (mean ± SD). UNC- 104(1–653)(E412K) shows two peaks consisting of 32% and 27% of particles which are distributed within 100±15.3 kDa and 
192±31 kDa range, respectively (mean ± SD). Note that wild- type UNC- 104(1–653) also has a very small peak around 200 kDa, but the number of datum 
point is too little for Gaussian "tting. (D) Representative kymographs showing the motility of 2 nM UNC- 104(1–653) and UNC- 104(1–653)(E412K) in the 
presence of 2 mM ATP. Horizontal and vertical bars show 10 µm and 10 s, respectively. (E) Dot plots showing the landing rate of UNC- 104(1–653) and 
UNC- 104(1–653)(E412K). Each dot shows a single datum point. Green bars represent median value n=31 and 30 microtubules for UNC- 104(1–653) and 
UNC- 104(1–653)(E412K), respectively. Mann- Whitney U test. ****, p<0.0001. (F) Dot plots showing the velocity of UNC- 104(1–653) and UNC- 104(1–653)
(E412K). Each dot shows a single datum point. Green bars represent mean ± SD, n=603 and 624 particles for UNC- 104(1–653) and UNC- 104(1–653)
(E412K). Student’s t- test, ns, p=0.7 and statistically not signi"cant. (G) Dot plots showing the run length of UNC- 104(1–653) and UNC- 104(1–653)(E412K). 
Each dot shows a single datum point. Green bars represent median value and interquartile range. n=603 and 624 particles for UNC- 104(1–653) and 
UNC- 104(1–653)(E412K). Mann- Whitney U test. ****, p<0.0001.

The online version of this article includes the following source data and "gure supplement(s) for "gure 5:

Source data 1. Landing rate, run length, and velocity of UNC- 104(1–653) and UNC- 104(1–653)(E412K).

Figure 5 continued on next page


