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[HE] B8 - HiTUUERIE BT K 72 (silent information regulator 2, SIRT2) i id 4% F H4 55 8 (i i 2 ik (H4KS) £F
A A A ke S0 SRR 5 5 I 24 L G 2 2 TR A 1S AR LA o T ik + P D - 12- TR 25 R IR - 13- Z @ PR (phorbol-
12-myristate-13-acetate, PMA) 55 A PR 40 i (1 I8 THP-1 40 it , i G20k oy EL AT 5 I 440 it i e 1) AT 20 % 200 i Bk
(PMA-primed THP-1, pTHP-1), fLAJEZHE (lipopolysaccharide, LPS) M H: 7 B Wik 20 e A6 Y 2R 25 LPS Ak 31y
EWEANM (pTHP-1) # AXTHE (CTRL) 41, #%id LPSAMBEAYE WGEANAE R ARGy (LPS) 41, i id 2R (RENLTL (Western
blotting) Al L WA A v 20 2 P LR Ak A5 A B KT o L8R 1 SRR A A s AT B2 SIRT2 25 7K 5 38 3o S B 5¢
HPCR (RT-qPCR) 5 746 100 2 4[] A 1 i P 7L R B S0 A (lactate dehydrogenase A, LDHA) . JH AR B S b o
(phosphofructokinase liver type, PKFL), #7557 L 4015 7 I F 1o (hypoxia inducible factor la, HIF-la), LIK
Sirtuin % AL K HDAC FI%HE I F 38K 5 1848 Transwell Jy i A5 00 B g 41 e #afb g6 1 5 xﬁﬂ*@&bﬁ?ﬂ]ﬂ@@yﬁ%ﬁ@
#S7 SIRT2 3o 3R 4N ML £ 5 ff F RNA M F 4% R (RNA sequencing, RNA-seq) 5 440 i f2 SL T vE M ¥ B R (chromatin
immunoprecipitation sequencing, ChIP-seq) 3¢ B4 IARXT 2126 1 H4 55 8 i 24 R FLAR 1k (lactylation of histone H4 lysine 8,
H4K8la) FfmPEah & iR #4722 Stk oA Sl s E A A0 Ar o 45 5R - IS T CTRLZH, LPS A E MR EAiiefe B, HE
[ HAK 8 (v S FLIR /KT BN (P<0.05), TiglE (1 HAR 0 5 LK AKCE R L 8 248k, Finy C R B 2L et
DIRERYEEH , [ SIRT2 76 LPS b s BB & AL (P<0.05), H SIRT2 i 3¢ 1k n S &40 il 5 105 200 i Hh 20 2 71 HAK S A3 A 1)
FLRRAL KT (P<0.05), HAGEMTZH 2 11 HAKS {7 s Y SEfL/KF (P>0.05). ChIP-seq 5 RNA-seq S BT &3, HE
HAKS 37 55 FLER AL AG Ui v 45 5 w5 40 b fb AH DG JE R, 3 LB s 4T 6 1) 4 AL B 0 #F SIRT2 3 3836 . HAKSla &1 KK g
BETRE (P<0.05). 518 - SIRT2 o] 3@ id & 20 2K 11 HAK8 57 sl FLAR Ak i 28 B AU AR DGR [N ek, DA T A0 1 s 4
fLiE Sy BEm SIRT2 Nz HAK 8la M4t A7 Bl T4 B W20 A5 10 S8 RE S i
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SIRT2 regulates macrophage chemotaxis by de-modifying histone H4K8 lactylation

SONG Wenting', TAO Yue?, PAN Yi?, MO Xi?, CAO Qing'

1. Department of Infectious Disease, Shanghai Children’s Medical Center, Shanghai Jiao Tong University School of Medicine, Shanghai
200127, China; 2. Pediatric Translational Medicine Institute, Shanghai Children’s Medical Center, Shanghai Jiao Tong University School of
Medicine, Shanghai 200127, China

[Abstract] Objective:To explore the regulatory role of silent information regulator 2 (SIRT2) in modulating the immune
phenotype of macrophages after infection by removing the lactylation at H4KS8 site of histone and the corresponding mechanism.
Methods*Human THP-1 leukemia cells were induced by phorbol 12-myristate 13-acetate (PMA) and stimulated by
lipopolysaccharide (LPS) to establish a macrophage infection model. Macrophages without LPS treatment (pTHP-1) were set as the
control (CTRL) group, and macrophages with LPS treatment were set as the infected (LPS) group. Western blotting was used to
detect the level of histone modification and SIRT2 protein in macrophages. RT-qPCR was used to detect the expression level of
glycolytic key enzymes [phosphofructokinase liver type (PFKL), lactate dehydrogenase A (LDHA)] and modulators genes hypoxia
inducible factor la (HIF-la), and the expression level of Sirtuin genes and HDAC genes between the two groups. Transwell was
used to detect the ability of macrophage chemotaxis. Lentivirus packaging and cell infection were used to construct SIRT2
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overexpression cell line. The interaction analysis method of RNA sequencing (RNA-seq) and chromatin immunoprecipitation
sequencing (ChIP-seq) was used to analyze the difference and pathway enrichment of the genes specifically bound to H4K8
lactylation (H4K8la). Results-Compared to the CTRL group, macrophage glycolysis was upregulated and the level of H4K8la was
significantly increased in the LPS group (P<0.05), while the level of lactylation in other sites remained unchanged. Among all
known enzymes with deacetylation modification function, only SIRT2 showed a significant decrease after LPS treatment (P<0.05),
and overexpression of SIRT2 could significantly inhibit the level of H4K8la modification, while the level of H4K8ac remained
unchanged (P>0.05). The interactive analysis of ChIP-seq and RNA-seq revealed that chemotaxis-related genes were regulated by
H4K8la, and macrophage chemotaxis ability significantly decreased after the overexpression of SIRT2 and downregulation of
H4K8la (P<0.05). Conclusion*SIRT2 can change the expression of target genes related to chemotaxis by removing H4KS8la
modification, thereby reducing the chemotaxis ability of macrophages. Targeting SIRT2 and H4K8la modification may help control
inflammation mediated by macrophages.
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SIRT2 i3 %35 (SIRT2 overexpression, SIRT2 OE) Jit
WL EH bR LR B A O SR A 5T 2 2R FOR AR At

1.2 EEHRL R

o 0% i -12- A E R i -13- £ R lE  (phorbol-12-
myristate-13-acetate, PMA; i = KEWHRA
FRAE), EHAANPZMMELET-1 (recombinant
human monocyte chemotactic protein-1, rhMCP-1;
Peprotech, 3% [# ), J§ £ ¥ (lipopolysaccharide,
LPS; L3 R RAMBARARATF), TRIzol il
(Life Technologies, £ [& ) , Hifair® M 1st Strand
c¢DNA Synthesis SuperMix for gPCR I SYBR Green
Realtime PCR Master Mix ([ 28 3¢ A= W B4 5 FR 2
7)), RPMI-1640 55723 (Hyclon, E[E), 10% fin4:
M (Gemini, JE[E), 0.25% WM (Gibco, ),
LIPOFECTAMINE 3000 F1 puromycin  (Life
Technologies, ), ZMifk RFLM IR (B 5
NAEWRHE B AR H) , Anti-Rabbit/Mouse I1gG
Pilk (CST, M), HiSIRT2¥Hilk (CST, KH),
AR o & 1k ¥ B (horseradish peroxidase, HRP)
-conjugated GAPDH $T /& 1 HRP-conjugated B-actin $iT
R CEHER SR RHA R F]) , Anti-Rabbit-488
Uik (Invirtrogen, &), I & 7 5 2 I 0 vE
(chromatin immunoprecipitation, ChIP) &3] & . 44
mm 4% Z R (LR REYHEAFRA
Al), 16% P EE (CST, ), ECL &ZJGilH &
(Millipore, M),

At Doy (B ARAR], =
FALBR G FEFG (Thermo Scientific, E[E ), HLHVEIE
KA (g —ERECA R A, JO0E E P
(Olympus, HA), AWK T HAM IR
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1 45 il & A BR 2 A\ ), iR i€ Ik % A% (Scientific
Industries, EE), BWUHE.OHL (Eppendorf, 78 ),
Yo AR (GE, 3EHE), A 3h IR AR e
i (Covaris, FEH),

1.3 98y ik

1.3.1 WA s e L A BB AL g N7 THP-1 48
JHE R FH S I 10% Jif 2F L7 1) RPMI-1640 17 5% 3L, #
F5%C0,. 37 °ClERM IR FRA R % . 4 THP-1 41
Jifah A £ 100 ng/mL PMA () RPMI-1640 15 5% 3k | 9%
T 48 h i 1% 38 RPMI-1640 15 37 B4k 22 15 37 24 h,
et SRR 531y LA W 200 AR N o A A i
(PMA-primed THP-1, pTHP-1) . ffi Jij &% 1 pg/mL
LPS 43 pTHP-1 201 12 h, 2R 45 5 5 200 ff 5 S0k e
M AAR R, 4R 28 LPS AbBRAY B WL (pTHP-1)
WORHXTHRZL (CTRLAL), £ LPS Ab B AY v 20 i i
JiRgdl (LPS4H).

1.3.2 HEHEENEEE  BUCTRL 41 K& LPS 4H 5 I 4
Jiftl, fdi Ji] 1.25xLoading Buffer i#f 17 24 fi# , 99 °C

%1 RT-qPCR3|#5 7!

Tab 1 Primer sequences for real-time qPCR

Gene Forward primer (5 —3")
HIF-1a GAACGTCGAAAAGAAAAGTCTCG
PFKL GTACCTGGCGCTGGTATCTG
LDHA ATGGCAACTCTAAAFFATCAGC
SIRTI AGGCCACGGATAGGTCCATA
SIRT2 TGCGGAACTTATTCTCCCAGA
SIRT3 TGCTCATCAACCGGGACTTG
SIRTS CTCAAGATGCCAGCATCCCA
HDACI CATCGCTGTGAATTGGGCTG
HDAC2 TCTGCTACTACTACGACGGTGA
HDAC3 CATGACGGTGTCCTTCCACA
GAPDH TCTCCTCTGACTTCAACAGCGACA

2023, 43(8)

10 min, Nanodrop f I #E IV EE . >R 15% | ik
TR AN - NI ERCBE FR UK (sodium dodecyl sulfate-
polyacrylamide gel electrophoresis, SDS-PAGE) /7
BEA, HE%EBERMMR LK (polyvinylidene
fluoride, PVDF) ;5 5% WIS U543 i £ 1 h;
n—dita i o mefh . FLmR AR (1:1000) . #t
SIRT2 HL & (1: 1 .000) . T H il 1 -3- 0 12 Jt L g
(glyceraldehyde 3-phosphate dehydrogenase, GAPDH)
Pk (1:40000) . HB-actindiifk (1:50000), 4°C
WEE AR BMARZHR-IL-T 2R T AR [poly
(butylene succinate-co-terephthalate) , PBST] %% /5
JIAHRP A —HT (1:3000) #F 1 h; PBSTUE
W I ECL & A & b 685 g A

1.3.3 RNA 2R 76 E /- PCR ILPSHE
WE AN, #% TRIzol a5 &t 15 4R HUE RNA; HUE
RNA 1 pg, fili 1] 528 5470 &4 i cDNA; Ji cDNA
1 pLFF7 SR 2868 i PCR (RT-qPCR) 7, 514
JPAI L 1. R 4 AF: 95°C, 30s; 95°C 5s,
60 °C 30's, 39MEEh; #95°C 15s.

Reverse primer (5 —3")
CCTTATCAAGATGCGAACTCACA
CCTCTCACACATGAAGTTCTCC
CCAACCCCAACAACTGTAATCT
GTGGAGGTATTGTTTCCGGC
GAGAGCGAAAGTCGGGGAT
TTGTCTGGTCCATCAAGCCTA
AGGAAGTGCCCACCACTAGA
ACCCTCTGGTGATACTTTAGCAG
TCATTTCTTCGGCAGTGGCT
CAGAGTCAGCTCCACACTGG
CCCTGTTGCTGTAGCCAAATTCGT

Note: PFKL—phosphofructokinase liver type; LDHA—lactate dehydrogenase A; HDAC[—histone deacetylase 1.

1.3.4 Transwell #4{k52585  Transwell/NEHERT 1 h BT
% RPMI-1640 3552 561 24 fLAR tilF & . HUCTRL 4 J¢
LPS ZH FLEAARL, A% HRR] 522 B 4 AR 200 WL fin
A Transwell/NE %, TEINAGLET thMCP-1,

F37 CCEEFRAEIE IR 16 hy BUN/INVE, 4% 2RI E
30 min, PEAIELEAHEYLE 10 min, BAEE PSS
1.3.5 2Rt MM 78 HEK 293T 4 i
fd Fi Lipo3000 i 7 & #E 17 SIRT2 OF JF ki #% 4, 48 h
JE WA BRI AL U s K THP-1 4N S50 S 1 ¢ 1
R4, Kige 6 hJa & 10% i 4 1L /Y RPMI-1640

e
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W R, kSIS 48 h, AR ERER
(blasticidin) 7 1% 4H i I A5 0 240 A i F 3k 203

1.3.6  RNA Jl] ¥ RNA ll J¥ (RNA sequencing,
RNA-seq) 34 & Al Tllumina I 77 o1 BH A5 A4 90 R 57
(i) AR A58 i 5 AR (gene
ontology, GO) $t#li/E . HUERIER AL R4 B R4 15
(Kyoto Encyclopedia of Genes and Genomes, KEGG)
Bl PR HEAT SE N T RETE RS s (1 DESeq2 #4473 H7 4%
20 B 22 1) ) 22 S B PR 2 3k

1.3.7 ChIP il J¥ ChIP Wl J¥ # R (chromatin
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immunoprecipitation sequencing, ChIP-seq) J& ChIP
Je 5 i Y B . WULPS 4L mEAR M, fdH]
1% R ZEHE 10 min J5 LA 1< 2R 26 13886 ;. SDS
LA B AN ML S R P YA B RE DNA, HU10%DNA 7™
Yy AE S Input, FAY DNA 7 ) 1] T )5 2 4 92 UL IE
(immunoprecipitation, 1P) 555G, 3yl in APt & A
H4 55 8 v 46t & 2 7L 12 ft  (lactylation of histone H4
lysine 8, H4K8la) HiiASHtlgGHilk, 4 CILHIES
IE R FAEEARPIA 30 wL protein A/G beads,
4 °CARHIR A E 2 h; & UL BRI DNA =Y, Jf
fdi FH Elute buffer PEME; N ATCK SEEDTTE W) )5, H
H 2 — B 2 R (ethylenediaminetetra-acetic acid,
EDTA) . — £ W A & 3 W St (trihydroxymethyl
aminomethane, Tris) M Proteinase K f# 22 B¢ ; fdi
DNA 4lifb i 5] & 4l 1k DNA . )5 252 SCEF4) AT 5
L IR AR A FRA 7 58 i

A
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1.4 Sl b

f#i ] GraphPad Prism 9 #4758 1F 00 . RR4L S0 5
HEAT 3RS A2 A, 2 ) LR FH R £ 4G 38
P<0.05 %R 255 ARG L

2 ER

2.1 ELWRANNLZE LPS AbBI s bl i five b i

5 CTRLAIAH LG, LPS 41 W4 A n] Ul 5 21 4 s
i IS 32 [ S DE W% 2 SR W% B (phosphofructokinase
PFKL) F1 3L B B = B A (lactate
dehydrogenase A, LDHA) .35 T, BHEEAR 55
FHKEIFHE S H T la (hypoxia inducible factor la,
HIF-1a) W ETFE (¥ P<0.05, EI1), $#REG
T SBT3 200 R A b O i 30 TR

liver type,

PFKL

]
(=]
1

—
W
T

LDHA

0
[

I
(=}
T

HIFI1A4

—_
W
T

—_
(=}
T

Relative mRNA expression
o =
W (=)
T T

Relative mRNA expression

o
W

0 0

CTRL LPS CTRL

Note: "P=0.027, ®P=0.015, ®P=0.049, compared with the CTRL group.

E1 RT-qPCR#il B Ik 40 fe vEEE fE PRIE B R AR BE AR R T B FRI&

Relative mRNA expression
)

LPS CTRL  LPS

Fig1 Expression of glycolytic rate-limiting enzyme and transcription factors in macrophages detected by RT-qPCR

2.2 LPSACPE R % B w4l 4 111 H4K8 7L

PRAL 7K 1

5 CTRLA1AI L, LPS 4 [ W 40 itd 41 75 F1 H4KS
P FLR A B KT B TR (P<0.05), TR
MELRAKF B R E T S5ULFE, 12 h LPS &b
P AN BB AR 2 2R LA LA A SRR (B2).
S5 4 LPS Ab AT DURE S 1 8 W5 44 il H4K 8la
iR

2.3 SIRT2 % B W4l HAK 8la & i i) X 4 il

5 CTRL 41 M e, LPS 41 nl WL %< 2 X SIRT2
mRNA /K F B ZFEAE (P=0.010), i EAHEHEA
TR Ak A6 A i 35 2k 1Y HoAth Sirtuin % % Bt (SIRTI
SIRT3 F1I SIRT5) LA ¢ HDAC % Ji% . 51 (HDACI .

http://xuebao.shsmu.edu.cn

HDAC2 Ml HDAC3) 1) mRNA 7K F ¥ & UL i 2% 4k
(KI3A. B)o HEHFEPLE (Western blotting) i
— RS T SIRT2 AR FI/KF B R (B13C),

S 55 0F SIRT2 X H4K 8la i &4 15 1, Fefilte
T SIRT2 4 3k THP-1 4 il 52, Western blotting 4%
H O (E4A) WoR, SIRT2 i %3k THP-1 40 s 2 #y
. FHpE— % HAE PMA %5 S5 L 1 pg/mL LPS
PR 12 ho 5 AR HEAT b Rk A0 B B AR AL (wild
type, WT) THP-1 i & 1 >k 09 B W 40 Mg 48 It ,
SIRT?2 i 3 ik AT fff 5 I3 41 il o HAK 81a 7K - {3 F#AIK
(P=0.001, EI4B). HHEZAZE, WT B M
LPS I i H4K8la 7K - 1 1 HI 7E SIRT2 2 34 4 fifl &
HI ok (P>0.05, [E14B), 3R B E W40 i v SIRT2
Xf HAK 8la f& 15 HA B MR
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15¢
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Note: A. Detection of histone lactylation (left) and acetylation (right) levels by Western blotting. B. Expression of histone lactylation (above) and acetylation
(below). “P=0.000, 2p=0.002, compared with the CTRL group.

&2

FEA RN EEN B E T B &8 1hkE

Fig 2 Histone modification levels in macrophages detected by Western blotting

SIRTI
= 151 = 1.5
S S
2 2
B g
5 1.0r 5 1.0
: .
& ~
E 05 g0.5
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Note: A. Expression of Sirtuin family mRNA. B. Expression of HDAC family mRNA. C. Detection of SIRT2 protein by Western blotting. ©p=0.010,

compared with the CTRL group.

3 LPSAIE/EEME4ERE Sirtuin FKIKFN HDAC R IKHI RNA RikK T
Fig3 RNA expression levels of Sirtuin family and HDAC family of macrophages after LPS treatment

2.4 SIRT2 jili i 2:f& i H4K8la M5 HL W A ik

D fig

SRR Z HAK Sla A # I A, FRATTXT LPS 41
E W40 g 84T RN A-seq #1 ChIP-seq ¥l (KI5A . B).

ChIP-seq 5 RNA-seq & .4 Hr 45 (Bl 6A. B) &
W, 32 HAKS8la 442 1) & K A 70 L W3 4t i  fh A G
% B UE HAK 8la & i 2 5 8 2 L e 4t it i k. 2y
fig, FRATO SIRT2 it F ik ifJ (4 B w4t At #a 1k g ) ik
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TR, 5 CTRLZHAH G, LPS 41 ] WEE 3] gk 41 ity 25 B SIRT?2 AJ 38 1 25 4 HAK 81a FEAIK B W 401 it #a 1
B K BT (P<0.05), {H SIRT2 i 323k 1] ff e (K7).
LPS X i I 20 i ¥4 1k By B/ TS 2% (P>0.05),

A B
2.0 -
WT SIRT2 OE wT SIRT2 OE g o

CTRL LPS CTRL LPS 215l
— £
— <
[

SIRT2 e HAKSla | M- - - S o)
. z
E
o

B-actin - -_ . 2 05¢
GAPDH | W S E‘j

CTRL LPS CTRL LPS

WT SIRT2 OE

Note: A. Detection of SIRT2 protein by Western blotting. B. Detection of H4K8la by Western blotting. “P=0.001.
4 Western blotting & Il B I 401 it SIRT2 F1 H4K 8la 7k
Fig4 The levels of SIRT2 and H4K8la in macrophages detected by Western blotting

A B

Down ) Up

Promoter (<1 kb) (42.8%) 200 g K‘M?“ ::;:Tx
Promoter (1-2 kb) (5.3%)
Promoter (2—3 kb) (4.06%)
5’ UTR (0.35%)

3" UTR (2.05%)

1st Exon (1.16%)

Other Exon (2.98%)

1st Intron (9.36%)

Other Intron (14.23%)
Downstream (<300) (0.04%)
Distal Intergenic (17.66%)

=

L] CHSTY Givaps
APBBIIE, “ ®

—Logo P

sLc7ag LRP1

OEDo0OEOECOEDO

SERPINBY L1
® & P

2RY12 e o7,
0 =%~ -89 s AL2R
1 1 1 1

=5 0 5 10
Log,FoldChange

Note: A. Genomic distribution of H4k8la signal peaks. B. Volcano plot of differential genes after LPS stimulation. MERTK—MER proto-oncogene, tyrosine
kinase; APBB1IP—amyloid beta precursor protein binding family B member 1 interacting protein; SLC748—solute carrier family 7 member 8; LRP/—LDL
receptor related protein 1; ADAMTS8—ADAM metallopeptidase with thrombospondin type 1 motif 8; RAB7B—RAB7B, member RAS oncogene family;
MSRI—macrophage scavenger receptor 1; SPNS2—SPNS lysolipid transporter 2, sphingosine-1-phosphate; CHSTI3—carbohydrate sulfotransferase 13;
PRAGI—PEAKI related, kinase-activating pseudokinase 1; SHANK3—SH3 and multiple ankyrin repeat domains 3; DHRS3—dehydrogenase/reductase 3;
SPP1—secreted phosphoprotein 1; LG/2—]leucine rich repeat LGI family member 2; LOXL4—Tlysyl oxidase like 4; 74 C4—tachykinin precursor 4; P2RY12—
purinergic receptor P2Y12; TRAFI—TNF receptor associated factor 1; CACNAIE—calcium voltage-gated channel subunit alphal E; PARMI—prostate
androgen-regulated mucin-like protein 1; EBI3—Epstein-Barr virus induced 3; 4BTB2—ankyrin repeat and BTB domain containing 2; CCL5—C-C motif
chemokine ligand 5; PERP—p53 apoptosis effector related to PMP22; /L/B—interleukin 1 beta; CKB—creatine kinase B; RFTNI—raftlin, lipid raft linker 1;
TNFAIP2—TNF alpha induced protein 2; MT24—metallothionein 2A; ECE[l—endothelin converting enzyme 1; CHST2—carbohydrate sulfotransferase 2;
GIMAPS—GTPase, IMAP family member 8; TNF—tumor necrosis factor; SLAMF7—SLAM family member 7, NRP2—neuropilin 2; SERPINE2—serpin
family E member 2; KCNQ4—potassium voltage-gated channel subfamily Q member 4; 4ADA—adenosine deaminase; SOCS3—suppressor of cytokine
signaling 3; DLL4—delta like canonical Notch ligand 4; HIVEP2—HIVEP zinc finger 2; TFPI2—tissue factor pathway inhibitor 2; PIM2—Pim-2 proto-
oncogene, serine/threonine kinase; KCNN2—potassium calcium-activated channel subfamily N member 2; DTX4—deltex E3 ubiquitin ligase 4; TFPI2—tissue
factor pathway inhibitor 2; PTGS2—prostaglandin-endoperoxide synthase 2; MCOLN2—mucolipin TRP cation channel 2; EVAIA—eva-1 homolog A,
regulator of programmed cell death; RZN3—Ras and Rab interactor 3; SLC742—solute carrier family 7 member 2; TNFAIP6—TNF alpha induced protein 6;
IGFBP5—insulin like growth factor binding protein 5; SERPINB7—serpin family B member 7; /DO/—indoleamine 2,3-dioxygenase 1; SERPINA9—serpin
family A member 9; CCLI—C-C motif chemokine ligand 1; CCR7—C-C motif chemokine receptor 7, CSF2—colony stimulating factor 2; LAMP3—
lysosomal associated membrane protein 3.
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Fig5 Overview of sequencing results
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Note: A. Gene set enrichment analysis of macrophages after LPS stimulation. NES—normalized enrichment score. B. Heatmap for macrophage chemotaxis-
related genes bound to H4K8la. CTRL1, CTRL2, and CTRL3 were three replicate samples from the control group, while LPS1, LPS2, and LPS3 were three
replicate samples from the LPS-treated infection group. PIK3CB—phosphatidylinositol-4, 5-bisphosphate 3-kinase catalytic subunit beta; DPYSL3—
dihydropyrimidinase like 3; JAGI—jagged canonical Notch ligand 1; FMNL3—formin like 3; CXCLI—C-X-C motif chemokine ligand 1; PRKCD—protein
kinase C delta; SMAD3—SMAD family member 3; PTAFR—platelet activating factor receptor; CDH2—cadherin 2.
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Fig 6 Interaction analysis of RNA-seq and ChIP-seq

CTRL

WT

SIRT2 OE

LPS

100
@©

I |

CTRL LPS CTRL LPS
WT SIRT2 OE

®©
(=}
T

(=)
(=
T

Migrated cell count/n
i
S
T

%]
(=}
T

S

Note: Detection of macrophage chemotaxis ability by Transwell. “P=0.008, *P=0.766.

B 7 SIRT2EFREMFE LPSFSHEEMMBELIER (x10)

Fig 7 SIRT2 overexpression inhibits LPS-induced macrophage chemotaxis ability (x10)
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