o —
-

VPR 3—‘

A e C Untransfected
700 o
-650 ~
600 - B
550 ¢ - p65-HSF1 VP64
-500
450 ~ - -
400 3 pE5-HSF14 X 225Tag VP64
=350
o p65-HSF1 8 X 225Tag VP64
= 2 2 2,
o 3 A &
150 7 E H 8
-100 i
50 cpca
= VP64
VP64 -
VP64 o
VP64  4x 22sTag
@ Total 50 ng O Total 100 ng VRS (8 2aslay
B - PB5-HSF1
p65-HSF1 -
PE5-HSF1 -
pES-HSF1 4 22sTag
) pB5-HSF1 pE5-HSF1 8 22sTag
G| ax 2270 - -
ez VPR =
8% 22sTag +
n g VPR -
VPR + VPR 4x 22sTag
ax2img + VPR 8X 22sTag
E A A
2| 8x 22sTag + s 5
A A A ] ]
H § 3o 100 200 300 400 & =2
2 2 2 Normalized activity (relative to mock) § g
2 & 2
% : ¢

0.5

x
*
*
z *
Ldd
*
15 2 25

Cell viability (relative to mock)

VP64
VP64
4x 22sTag
8X 22sTag

vPe4

VP64

vPe4
4x 22sTag
8% 22sTag
VPe4
VP64
VP64
4% 22sTag
8X 22sTag
VP64
VP64

dCas9-fusion »

uj
—
]
K}
=+
gl
1] 100 150 200
lized activity (relative to mock)

SUPPLEMENTARY FIG. S4. Supplemental data of RANKL activation and cytotoxicity analysis in HEK293T cells.
(A) Detailed design of sgRNAs used for the activation of RANKL, related to Figures 3A and B. (B) Dose response of
the vectors transfected (50 ng vs. 100 ng in total), related to Figure 3C. Data are shown as the mean+S.D. (n=4).
(€) Viability of the cells transfected with the vectors shown at the left. Data are shown as the mean£S.D. (n=4).
**p<0.01, *p<0.05. (D) Comparison of activity between the MS2-22sTag (TREE) and dCas9-22sTag systems, by
reporter assay. For dCas9-4 x and 8 x22sTag, sgRNAs without MS2 stem loops were used instead of sgRNA2.0.
Data are shown as the mean =S.D. (n=4). N.S., not significant.





