2.5-
_— _ _— 204 . L * .
+ + + 1.5'
2 z =
a Z b=y 1.0+ I
(&) L -
- = 0.54 E
0.0-
@ Q”" é’\f\, Q'lf: »
pmoI-L'1 MmolsL! MmolsL™"

b o
-_g 1.0 = 2.0q
©
© i
N e
= =
< X
P Z
= =
= -
X X
Z Z
- 2DHLH B o
ST ¥ WPV o d
> RAW264.7 cells
HmolsL™ MmolsL™ < '%°7 IC,, =2.067 pmol-L~
C v 2 100
RAW264.7 LPS CEL+ DN32.D3 Stimulation ) [
4.0%105 cellsiwell 200 pgemL~! 2.0x105 cellsiwell 45 h before i ;
harvesting L Removing o 50+
8h l 24h l 24h =
12-well plate —+ |! 4 » DN32.D3 —» Flow cytometry = 0+
(=
I = -50 T T T 1
Medium Medium -2 -1 0 1 2
Log concentration ( umol-L")
e it
54 # 50+ 8- #
*k dedede
_— 4 : - 404 ek *‘f* T T =g
+c’ 3_ +>- -;—— -;-f
@ ofrf > ¥ =
Q . T — ]
O 4. = = =
0+
o =
fo. g
© —
o b J CON
; IE &1 LPS
Z Z LPS + CEL 0.06 pmol-L™
— —
= E 21 LPS + CEL 0.12 pmolsL™"
X v E3 LPS + CEL 0.25 pmolsL™"
< Z

Supplementary Fig. S1. Celastrol activates DN32.D3 cells in monoculture and macrophage co-culture
systems. (a & ¢) CD69 expression and cytokine production (IFN-y, IL-4, IL-17) in DN32.D3 cells. (b & f)
iINKT1/iNKT2 ratio, iNKT1/iNKT17 ratio. (c) Co-culture scheme of RAW264.7 and DN32.D3 cells with
LPS/celastrol treatment. (d) Cytotoxicity of celastrol in RAW264.7 cells. Data are presented as mean + SEM,

n=>5, *p<0.05, **p <0.01, ***p <0.001 vs. Control group; #p <0.05, ##p <0.01 vs. LPS group.



