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Supplementary Table S1. Strains used in the study

STRAIN | GENOTYPE SOURCE
YAB289 | MATa ura3-52 lys2-801 ade2-101 trp-A1 his3-4200 leu2-A1 | [1]
YAB200 | YAB289 yku70A::KANR This study
YAB470 | YAB289 cdc134::NATR yku70A::HPHR pVL438 [1]
YAB471 | YAB289 cdc134::NATR pVL438 [1]
YAB540 | YAB289 yku70-R456E This study
YAB620 | YAB289 cdc134::NATR yku70-R456E pVL438 [1]
YAB621 | YAB289 yku80-135i [1]
YAB766 | YAB289 yku80A::NATR [1]
YAB852 | YAB289 tic14::KANR pSD120 This study
YAB928 | YAB289 CDC13-G6-(FLAG)s::KANR EST1-(MYC)13::HIS3 | This study
yku80A4::HPHR
YAB930 | YAB289 CDC13-G6-(FLAG)s::KANR EST1-(MYC)13::HIS3 | This study
YAB936 | YAB289 EST1-(MYC)13::HIS3 This study
YAB937 | YAB289 CDC13-G6-(FLAG)s::KANR EST1-(MYC)13::HIS3 | This study
yku80-135i
YAB958 | YAB289 CDC13-G6-(FLAG)s::KANR EST1-(MYC)13::HIS3 | This study
yku704::KANR
YAB959 | YAB289 EST1-(MYC)13::HIS3 yku70-R456E This study
YAB961 | YAB289 CDC13-G6-(FLAG)s::KANR EST1-(MYC)13::HIS3 | This study
yku70-R456E
YAB1021 | YAB289 sird4A::KANR This study
YAB1023 | YAB289 tic1448 This study
YAB1024 | YAB289 yku80-L111R This study
YAB1025 | YAB289 yku80-L115A This study
YAB1027 | YAB289 EST1-(MYC)13::HIS3 YKU8O-(FLAG)3::KANR This study
YAB1028 | YAB289 EST1-(MYC)13::HIS3 YKU8O-(FLAG)3::KANR yku70- | This study

R456E




Supplementary Table S2. Plasmids used in this study

Plasmid Genotype Source
pAB198 CEN TRP1 yku70-R456E [2]
pAB830 211 URA3 ADH1-TLC1 [1]
pAB889 CEN URAS3 yku80-135i This study
pRS414 CEN TRP1 [3]
pRS416 CEN URAS3 [3]
pRS426 21 URA3 [3]
pSD120 CEN URA3 TLC1 [4]
pVL438 CEN URA3 CDC13 [5]
pVL648 CEN LEUZ2 CDC13 [5]
pVL1057 CEN TRP1 YKU70 [6]
pVL1069 CEN URA3 YKUS80 [7]
pVL1091 CEN LEU2 CDC13-EST1 [5]
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Supplementary Methods

Protein solubility experiments

Strains were grown at 28°C in 50 mL of YPD media to ODe0o=0.8. Extracts were lysed in
TMG (10 mM Tris-HCI, pH 8.0, 1 mM MgCl., 10% glycerol, 0.1 mM EDTA) plus 50 mM
NaCl, PMSF (1:10 dilution), and Set Il Protease inhibitor cocktail (Calbiochem, Millipore,
1:10 dilution) using acid washed glass beads. The supernatant (soluble fraction) was
collected by centrifuging at 14000 RPM for 15 minutes at 4°C. The remaining cell debris
pellet was resuspended in a solubilization buffer (20mM NaPOs buffer pH 8.0, 300 mM
NaCl, 2% SDS, 2 mM DTT, 1% Triton X-100), PMSF (1:10 dilution), and Set Ill Protease
inhibitor cocktail (Calbiochem, Millipore, 1:10 dilution) and the supernatant (insoluble
fraction) was collected by centrifuging at 14000 RPM for 15 minutes at 4°C. Equal volume
of soluble and insoluble fraction was run on a 7.5% polyacrylamide gel, transferred to an
Immobilon-FL PVDF membrane (Millipore), and probed with o-FLAG (Sigma F7425,
1:1000 dilution), a-myc (Sigma M4439, 1:5000 dilution), and a-PGK (Abcam ab113687,

1:5000 dilution) primary antibodies. Percent Cdc13 and Est1 was calculated per fraction.
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Supplementary Figure S1. YKU70 restores TLC1 levels in a yku70A strain
while the yku70-R456E mutant fails to rescue TLC1 levels. Quantification of
TLC1 by RT-gPCR in asynchronous yku70A cells tranformed with indicated
plasmids. TLC1 levels were quantified relative to actin RNA and normalized to
levels obtained for the YKU70 CEN-URA transformed (WT) cells.
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Supplementary Figure S2. TLC1 levels are not stabilized in Ku mutant
strains expressing a CDC13-EST1 fusion. RT-qPCR of TLC1 in asynchronous
cdc13A YKU70 (WT), cdc13A yku70-R456E and cdc13A yku70A strains
expressing plasmid-borne CDC13 or CDC13-EST1 fusion.
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Supplementary Figure S3. Est1-TLC1 interaction is not reduced in a yku70-R456E
strain, with or without TLC1 overexpression. Whole cell lystates from asychronous
cultures of strains with EST1 or EST1-MYC, YKU70 (WT) or yku70-R456E, and
carrying either EV or TLC1 OE 2 micron plasmids, were immunoprecipitated with
anti-myc and examined by northern blot for co-IP of TLC1 (A) or western blot to de-

tect Est1-myc (B). Full-length blots are presented in Supplementary Figure S15.
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Supplementary Figure S4. The Est1:Cdc13 interaction is rescued with
YKU80 plasmids. (A) Co-immunoprecipitation of Est1-myc with Cdc13-FLAG in
yku80A strains supplemented with indicated plasmids. Anti-FLAG immunoprecip-
itations were performed with whole cell lysate of asynchronous strains. Immuno-
precipites and inputs were analyzed by western blotting with a-myc (Est1) and
a-FLAG (Cdc13). Inputs were also probed with a-PGK for loading. Full length
blots are presented in Supplementary Figure S14. (B) Quantification of Est1
associations relative to Cdc13 pull-down.
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Supplementary Figure S5. The increased Est1:Cdc13 interaction is not
caused by changes in protein solubility. Quantification of western blots for
total Est1 and Cdc13 protein in soluble and insoluble fractions in three indepen-
dent experiments. Indicated fractions were analyzed by western blotting with
a-myc (Est1) and a-FLAG (Cdc13). Error bars represent £+ 1 SEM.



Supplementary Figure S6. Uncropped Southern blot shown in Figure 1.



Supplementary Figure S7. Uncropped northern blots shown in Figure 2B.
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Supplementary Figure S8. Uncropped northern blots shown in Figure 3A.



Supplementary Figure S9. Uncropped Southern blot shown in Figure 3C.
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Supplementary Figure S10A. Uncropped TLC1 northern blot shown in Figure 3D.
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Supplementary Figure S10B. Uncropped western blot shown in Figure 3D.



Supplementary Figure S11. Uncropped northern blots shown in Figure 4A.
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Supplementary Figure S$12. Uncropped western blots shown in Figure 5A; NR
indicates not relevant
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Supplementary Figure S$13. Uncropped western blots shown in Figure 5C.
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Supplementary Figure S14. Top: Uncropped northern blots shown in Figure 5E;
NR indicates not relevant
Bottom: Uncropped western blots shown in Figure 5E



Supplementary Figure S15A. Uncropped northern blot shown in Supplementary
Figure S3, which is representative of data quantified for Figure 5H.



Supplementary Figure S15B. Uncropped western blot shown in Supplementary
Figure S3, which is representative of data quantified for Figure 5H.
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Supplementary Figure S16. Uncropped dot blots shown in Figure 6A; NR
indicates not relevant.
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Supplementary Figure S17A. Uncropped top set of western blots shown in Figure
7A; NR indicates not relevant
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Supplementary Figure S17B. Uncropped bottom set of western blots shown in
Figure 7A; NR indicates not relevant
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Supplementary Figure S18. Uncropped western blots shown in Figure S4.
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