
pTet mCherry

sender cell receiver cell
(fibroblast)GFP anti-GFP

tTa

A

C

FIGURE S1

anti-GFP nanobody with 
tTA effector

pTet GFP
sender

cell

receiver cell
(fibroblast)CD19 anti-CD19

tTa

BFP

anti-CD19 with tTA effector

anti-CD19 with Gal4 effector myc-tag with ZFHD1-VP64 
effector

pUASsender
cell

receiver cell
(fibroblast)CD19 anti-CD19

G4

BFP

OFF ON

mCherry in clonal population of receiver cells

# 
of

 re
ce

iv
er

 c
el

ls

10 510 30 10 4

OFF ON

mCherry in receiver cells

# 
of

 re
ce

iv
er

 c
el

ls

10 510 30 10 4

EGF repeat 

notch core

tTa

tTaanti-mesothelin
scFv

anti-mesothelin
scFv

GFP intensity 

GFP intensity

mesothelin 
sender

no ligand

mesothelin 
sender

no ligand

no
.o

f r
ec

ei
ve

r c
el

ls
no

.o
f r

ec
ei

ve
r c

el
ls OFF ON

ON
ON

pTet GFPsender
cell

receiver cell
(fibroblast)

mesothelin

tTa

BFP

B Addition of EGF repeat(s) can reduce the basal activation

no linker:

EGF repeat linker:

10 2 10 3 10 4

10 2 10 3 10 4

pZFRE GFP

receiver cell
(fibroblast)

ZF

anti-myc tag
antibody

myc-tag

GFP in clonal population 
of receiver cells

OFF ON

# 
of

 re
ce

iv
er

 c
el

ls

10 510 30 10 4

GFP in clonal population of receiver cells

# 
of

 re
ce

iv
er

 c
el

ls

OFF ON

10 410 30

myc-tag synNotch receptor 
with tTA effector 

pTet GFP

receiver cell
(fibroblast)

tTA

anti-myc tag
antibody

myc-tag

pTet GFP

receiver cell
(fibroblast)

tTA

anti-myc tag
antibody

myc-tag

GFP in clonal population of receiver cells

# 
of

 re
ce

iv
er

 c
el

ls

OFF ON

10 410 30

G
FP

 M
FI

receptor surface expression level

untreated

+ anti-myc

GFP MFI of clonal cell lines 

0

2500

5000

7500

10000

0 4500 9000 13500

Reporter induction
is proportional to synNotch

expression levels

myc-tag

Gal4-VP64 tTA ZFHD1-VP64 Gal4-KRAB

anti-CD19

anti-GFP

ex
tr

ac
el

lu
la

r d
om

ai
n

intracellular domain

functional domain combinations

Morsut, et al

mCherry


