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Materials and Methods

1. U-2 OS (Cat. No. HTB-96TM) cells were obtained from ATCC and cultured according to the product manual.
2. Nucleofections were performed with the Amaxa® Nucleofector® device (Cat. No. AAD-1001) and Nucleofector® Kit V

(Cat. No. VCA-1003) from Lonza AG according to the product manual.
Right panel focused on some molecular analyses to identify RFP/GFP ACTB and it's subsequent trait stacking. D. Southern hybridization, using DIG-labeled GFP

3. Donor plasmids were designed and C(?mstructed in house. and RFP probes, to confirm the single clones for GFP and RFP tagging in ACTB loci. Genomic DNA was digested with Ncol and Pstl. G7 is for GFP and R1 is for
4. Fluorescent reporter genes were obtained from Evrogen (http://evrogen.com/products/TagFPs.shtml). RFP. E. Junction PCR to confirm double trait stacking on RFP ACTB and BFP LMNBT1 (see Figure 3C). The integration bands for both RFP ACTB and BFP LMNB1
5. CompoZr® ZFNs were designed and manufactured by Sigma-Aldrich. were amplified simultaneously in selected clones tested, whereas only RFP ACTB can be detected in cells expressing RFP ACTB and no band can be detected
) . . . i . ® in wild-type control. F.Triple trait stacking (see Figure 3E) was confirmed by junction PCR in GFP TUBA1B enriched cell population expressing RFP ACTB and BFP
6. Fluorescent mllcrolscolpy was performed with a N‘kém Ecllps? TEZ‘OOO Einverted res.earch mlcréscope anq Metal\/lor‘ph software. Trait Stacking LMNB1. 1: MWM; 2: Double tagged for RFP/ACTB and BFP/LMNBT1; 3: GFP enriched triple tagging population; 4: un-enriched triple tagging population.
7. Unless otherwise indicated, all reagents and materials used in this work were obtained from Sigma-Aldrich (St. Louis, MO USA).
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the same gene.
E. U-205 cells expressing both Osteosarcoma Cell Line with GFP-tagged a-tubulin 1b (CLL1031) Osteosarcoma Cell Line with RFP-tagged a-tubulin 1b (CLL1034)

NM_006082 (TUBA1E, a-tubulin 10) Microtubule 12 N ! 8.0% REPACTB ?nd BFP LVBNT Osteosarcoma Cell Line with GFP-tagged [-actin (CLL1032) Osteosarcoma Cell Line with RFP-tagged (3-actin (CLL1035)
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