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Introduction

Macrophage polarization
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Introduction

Macrophage polarization signaling pathways
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Arginine metabolism of macrophages
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Difference in metabolism of macrophages
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Introduction

Macrophage repolarization
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Figure 1.

Mouse M1 macrophages fail to repolarize to M2 upon IL-4 restimulation in vitro
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v Mouse M1 macrophages didn’t response to M2 signal



Figure S3.

IL-4-induced M2 macrophages respond to LPS+IFNy-stimulation
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Figure 2.
Human inflammatory macrophages do not repolarize to M2 in vitro

M-CSF 24h 24h

A

6d ays i untreated N e untreated o o N
* MoDM i untreated s e IL-4 : - M2
PB derived CD14* monocytes b - ?
— = isotype
e naive
M2 macrophage mRNA markers o
B ccL22 ccL24 CD200R €D206 FCER2 c LPS+IFNy->IL-4
" ” By —— 4y M 00y ,
sl @ 57 I e § 5 i | '
R g 3 ¥ g 604 '
2 H 2 4 22 H
z 4 z " 3 ] z 40
£ 4 2 2 21 £ .|
[ 1 BN | | | y
oz 13 oz 73 07z 73 L x5 "T13 cD23 CD200R cozos(nnfj)
1 1 t 1 1 25+ —_ 64 e -
z z Z Z z 20- 8
7 o 5 o £ 4 £ o]
= a3 pa % b 3 4 3 = |
B2 T |
- %2 § I
s-I ' 2-
0- 0 0-
23 * 23 o &
t t T
3 3 3
L £ £

v Human M1 macrophages also couldn’t repolarize to M2



Figure 3.
Inflammatory macrophages fail to repolarize to M2 in vivo
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Figure 4.
LPS+IFNy treatment blunts mitochondrial oxidative respiration in mouse macrophages
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Figure 4.

LPS+IFNy treatment blunts mitochondrial oxidative respiration in mouse macrophages

. OXPHOS
OM  FCCP  ROT/AA
200 : : A Naive
- —— wps+ryy M1
;g IL-4 M2
100
%
e 3
0 — : N T
0 20 40 60
time (min)
Glycolysis
F 3, GLUC OM 2-DG
= . Naive
E 20- ——— LPS+IFNy
s IL-4
< 101
(&
w
G - L) : L] i L
0 20 40 60

time (min)

OCR: oxygen consumption rate, OXPHOS parameter
OM: oligomycin, block mitochondrial ATP synthase activity

ECAR: extracellular acidification rate, Glycolysis parameter
OM: oligomycin
2-DG: 2-deoxyglucose

B Mitochondrial OXPHOS A Glycolysis
OM FCCP Rot/AA Gluc OM 2DG
C 200 — 207
£ £ glycolytic
B 4 spare respiratory =
E 150 capicily i 15 ) reserve
S |l o mla"'"l‘”"’
\g; 100 "'—\ respiration §, 10+ %:gggin;:
o i basal e g[ym]ysis
O L i S 5_I—I—/
O 0 nori-n?itochondrial rlespiratipn : Ll hon-glytolytic acidification
0 20 40 60 0 210 : 410 GIO
time (min) ’ :
time (min)
GLYCOLYSIS
. Antimycin A Oligomycin Glucose [ 2-DG |
2H Rotenone 4H’:/ {
N[ - H* Glucose-6-Phosphate
" W 8 — ( —— J\» [ noe ]
[ ATP |
H* I Pyruvate
H+ \
H* H*
ATP G,
+ Lactate *7
3H ac : 2 \:;???}6
H* RS

H* + HCOS o Hz0+ 0O gim=

v' M1 signals blunts mitochondrial oxidative respiration



Figure 4.

LPS+IFNy tres nt blunts mitochondrial oxidative respiration in mouse macrophages
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Relative, normalized
gene expression

Figure S6.

Suppressed OXPHOS in M1 cells is not caused by mitochondrial problem nor by
reduced citrate synthase activity
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Figure 4.
LPS+IFNy treatment blunts mitochondrial oxidative respiration in mouse macrophages
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Figure 5.

Mitochondrial function is required for the induction of an M2 phenotype
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Figure 6.
Nitric Oxide blunts mitochondrial respiration and prevents plasticity in M1 macrophages
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Figure 6.
NO blunts mitochondrial respiration and prevents plasticity in M1 macrophages
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Summary

M1 —¢¥— M2 macrophage
v' M1 signal impede M2 repolarization
IFNy + LPS IL-4
. | v' M2 macrophages could repolarize to M1 macrophages
NO— l )
v' M2 polarization needs mitochondrial OXPHOS system

w2 «— (OXPHOS)

v' M1 signal blunt OXPHOS system

\Arginase-1 A R P v NO made damage to OXPHOS system (maybe via ROS,
S g © e © damage to complexes)






