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S1 Appendix. Primers used in this study.

PSI103-F2: 5'-TGTCCGTTCGATCGCAGTCT-3'

RBO02: 5'-GTCGACTTGGAGGATCTGGACGA-3'

3'-Tus1891g: 5'-GCCVKCSYCCTCGGCGGA-3'

3'-Tus1803g: 5'-"ACCCTCSTCCATRCCCTCACCGA-3'
5'-Tus1082¢: 5'-GGCCGCATGTCGACCAAGGAGGT-3'
5'-Tus1596g: 5'-GTCGTACTTCGTCGAGTGG-3'

3'-TuA2-3254g: 5'-CCAATCTCATTCATGCACTTCCTGTTTGTC-3'
5'-Tub1-3175¢: 5'-CGGCTATTTAGGCGAGCGGTCTA-3'
3'-Tub1-3683g: 5'-CTTATGGGATTGGTTCAGCGTTAAC-3'
5'-Tub2-3032¢: 5'-CGTGACTGTGGCGGCCTTG-3'
3'-Tub2-3507g: 5'-GACAGCCTGGGACATCTAAGAACTTGG-3'
5'-ChlaTuA1l long969: 5'-GAAGAACCGCATGAACCCAGTCC-3'
3'-TuA6260: 5'-TTTAACAGGAAGCCGTCGGATAGC-3'
5'-Tua2-10g: 5'-GCCCCGATTGATTACGCTCAC-3'
3'-TuA2-3288g: 5'-GAATTACATTGTGTGGTTTTAACTGCAGGT-3'
5'-tub1-33c: 5'-GCTGCCAGGACCTTCATACG-3'

3'-tub1-1667c: 5'-TTGCGCCATTGCTATCACAC-3'

5'-EcoTuB2 upper: 5'-GTCACACGGCCCTCGGTACAC-3'
3'-XhoTuB2 lower: 5'-GCATCACCCTTGACACCAACAC-3'
5'-Tual-1947¢c: 5'-CAAGTGTAGTGCTTTGCTG-3'

3'-Tual-2290c: 5'-GTGCATGACTCCCAGT-3'

5'-Tua2-2403: 5'-CCGAGCTAGCATGTGAGCGTGTC-3'
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3'-Tua2-2952¢: 5'-ACGGGAGTGCAGGCGCTG-3'

5'-Tubs1818g: 5'-"AACAACGTCAAGTCTTCCGTGTGC-3'
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S2 Appendix. Procedures for supplemental

experiments.

Northern hybridization

Tubulin mRNA expression in the disruptants was verified by northern hybridization
analysis [1]. Total RNA was isolated using TRIzol Reagent (Thermo Fisher Scientific) in
accordance with the manufacturer’s instructions. To distinguish the mRNAs from the four
tubulin genes, the 3'-UTR region of each tubulin gene was amplified from the wild-type
genomic DNA using primers 5'-Tual-1947¢ and 3'-Tual-2290 (for tual), 5'-Tua2-2403c
and 3'-Tua2-2952¢ (for tua?), 5'-Tub1-3175¢ and 3'-Tub1-3683g (for tub1), and
5'-Tub2-3032c and 3'-Tub2-3507g (for tub2) together with PCR DIG Labeling Mix

(Sigma-Aldrich), and the amplified 3'-UTR regions were used as probes.

Drug-resistance test by dilution series of the inoculum

C. reinhardtii strains were grown in liquid TAP medium until the mid-log phase, and then
diluted or concentrated to dilution series, 5 x 10%,5 x 107, 5 x 10%, and 5 x 10’ cells/mL.
Then, 3 uL of culture was spotted on a TAP-agar plate containing propyzamide (0-20 uM),
oryzalin (0—20 uM), or colchicine (0—4 mM) and cultured for a week at 26°C under 12-h
light/12-h dark conditions. A wild-type strain (CC-125) and an oryzalin-resistant mutant

(upA12) [2], or colchicine-resistant mutants (col”4 and col®15 [3]) were used as references.
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