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1. Preparing -LEU Dropout Plates

1. Add 800 i
mL of sterile, deionized water (DiH0) to a 2 L flask. Add 26.71 g of dropout base (DOB)

5 - powder,
69 g of CSM-Leu, and 20 g of agar. Mix with a magnetic stir bar. Bring to 1 L with DiH,0

2. Autoclave at 121 °C and 19 psi for 30 min
3. Remove the flask from the autoclave and allow it to cool to ~85 °C with gentle stirring.
4. Pour 30 mL/plate into 100 mm diameter plates. Let these sit at room temperature for 36-48 h before storing

atdC
2, Integrating GFP-Tub1 for the Constitutive Expression of GFP-labeled Tubulin

1. Boil a stock concentration of 10 mg/mL single-stranded DNA (ssDNA) for 3 min
2 Combine 2 L of boiled ssDNA with 400 ng of purified GFP-Tubl plasmid DNA™.

NOTE: There are & variety of plasmids that can be used for the stable, fluorescent |abeling of microtubules
e markers, Some of these alternatives are

in yeast that utilize alternative fluorophores and selectabl

described in the Discussion section.

ixture to @ 50 UL aliquot of competent yeast cells.

3. Add the DNA M
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