
H
iL

IT
R

 a
ct

iv
at

io
n 

(m
C

h
er

ry
)

Protease expression (GFP)

Nontargeting Guide #1 Guide #2

SAE1

Guide #3 Guide #4
15.1%

21.9%

4.49%

39.9%

12.7%

28.8%

10.7%

31.4%

11.2%

28.8%

19.4%

19.5%

19.6%

21.5%

23.8%

17.6%

8.73%

31.1%

15.2%

26.0%

2.35% 13.2% 6.71% 5.94% 5.05%

A

TA
screen

SA
screen

ER
screen

HiLITR
configuration TA screen configuration

SA screen configuration

ER screen configuration

Guide
#1

Guide
#2

Guide
#3

Guide
#4

SAE1

Ch
an

ge
 in

 H
iL

IT
R

 t
ur

n-
on

, v
s 

N
T 

co
nt

ro
l

2.0

2.0

1.5
1.0
0.5

-0.5
-1.0
-1.5
-2.0
-2.5
-3.0

1.5
1.0
0.5

0

0

B

2.5
3.0

Protease expression (GFP)

Guide #1 Guide #2 Guide #3 Guide #4

C SAE1 vs NT

TA

# 
ce

lls
# 

ce
lls

# 
ce

lls

TA TA TA

SA SA SA SA

mTA mTA mTA mTA

MergeTOMM20GRASP65
Mutant

protease

Nontargeting

Guide 
#2

Guide 
#1

Guide
#3

Guide
#4

SAE1

D

Guide
#4

Guide
#3

Guide
#2

Guide
#1

Non-
targeting

SAE1

N
or

m
al

iz
ed

 G
F

P
-p

ro
te

as
e 

in
te

ns
ity

:
G

ol
gi

 to
 M

ito
 r

a
tio

E

*

2.25

2.00

1.75

1.50

1.25

1.00

0.75

0.50

*******

300 nM
ML-792

vs Vehicle
TA

Protease
expression

(GFP)

SA

# 
ce

lls
# 

ce
lls

# 
ce

lls

mTA

H
iL

IT
R

 a
ct

iv
at

io
n 

(m
C

h
er

ry
)

Protease expression (GFP)

Vehicle
300 nM
ML-792

F

14.7%

7.78%

7.65%

18.7%

16.7%

4.95%

15.3%

9.67%

1.71% 3.00%

TA
screen

SA
screen

ER
screen

HiLITR
configuration

H

Configuration
TA screen
SA screen
ER screen

2.0

1.5

1.0

0.5

0

-0.5

-1.0

-1.5

-2.0

-2.5

G

Ch
an

ge
 in

 H
iL

IT
R

 t
ur

n-
on

, v
s 

ve
hi

cl
e 

co
nt

ro
l

300 nM ML-792

I
J

Non-
targeting

TRC40

SAE1

sgRNA AKAP1 TOMM20 Merge Zoom

20%

15%

10%

5%

0%

F
ra

ct
io

n
 o

f M
A

V
S

no
t l

oc
al

iz
e

d 
to

 m
ito

NT TRC40 SAE1

sgRNA


