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Figure 6S. Evaluation of cardiomyocyte differentiation and mEGFP expression in MYL2
clones. A. Two representative MYL2 clones predicted to produce an in-frame endogenous
MEGFP fusion protein were differentiated into cardiomyocytes and cultured for 13 and 26 days.
MEGFP fluorescence in fixed cells was measured by flow cytometry (y axis) and plotted against
antibody staining intensity for the cardiomyocyte marker cardiac troponin T (cTnT, x axis). Each
clone displayed successful differentiation, with most cells expressing cTnT (pink box), and an
increasing percentage of cardiomyocytes expressing mEGFP on day 26 compared with day 13
(cTnT+/mEGFP+, green box). Percentages of cells gated as positive and negative for both
MEGFP fluorescence and cTnT staining are as indicated. B. The percentages of cells
expressing cTnT in four precisely edited clones are shown. C. The percentages of
cardiomyocytes (cTnT+) that were additionally expressing mEGFP are shown. In B and C, error
bars are standard deviation amongst biological replicates. Day 12-13 experiments included two
replicates. Day 26 experiments consisted of one replicate. D. Cardiomyocytes from two clones
from MYL2 editing experiments were plated on glass bottomed plates coated with PEl/laminin
and were imaged live using spinning disc confocal microscopy. At day 20 (left column) and day
28 (middle column) after differentiation mEGFP expression was assessed, showing an increase
in both the number of cells expressing MEGFP and the intensity of mMEGFP signal. Additionally,
MEGFP localization was observed specifically at sarcomeres in both clones (right column
shows higher magnification). Scale bars are as indicated.

35





