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Figure 3. Drawing ROIs to define cell and nuclear regions. A representative image file
analyzed using NIS-elements. Blue, Hoechst; Green, H4K20mel-mintbody; Red, Halo-
SUV420H1. Note that live Hoechst staining was employed here, but this is not essential because

the nuclear regions are clearly distinguished from the cytoplasm. Scale bar =10 m.

B. The expression level of Halo-SUV420H1
1. The ROI area of the nucleus defined above can also be used for the relative quantification of
Halo-SUV420H1 expression level.

2. Measure the mean intensity of the nucleus in red channel.
C. Relationship between SUV420H1 expression and H4K20mel

1. Draw a scatter plot to visualize the relationship between the levels of SUV420H1 expression
and H4K20mel (Figure 4).
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Figure 4. H4K20mel levels in living cells monitored with H4K20mel-mintbody. This figure
is adapted from Sato et al., 2016. Halo-SUV420H1 was transiently expressed in HelLa cells that
stably express H4K20mel-mintbody. The mintbody was more diffuse in the cytoplasm in the
cell that expressed SUV420H1 (arrowhead). Nuclear/Cytoplasm intensity ratios in single cells
were plotted (right graph). Nuclear/Cytoplasm ratios decreased depending on Halo-SUV420H1
expression. Bar = 10 pm.

This protocol can be applicable to many other cell lines and modification enzymes. To confirm the

live cell observations, immunofluorescence analysis based on fixed cells can be employed using

the original H4K20me1l-specific antibody that is used to generate H4K20mel-mintbody (Hayashi-
Takanaka et al., 2015; Sato et al., 2016).
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