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Characterization of M1 Macrophage Model Prepared from
Normal Human Monocyte SC Cells

Tan Zhihai, Huang Jiaying, Guo Jiahui, Yan Ziqi, Cui Yizhi, Wang Tong*, Luo Yanzhang*
(Institute of Life and Health Engineering, Jinan University, Guangzhou 510632, China)

Abstract ~ We used phorbol 12-myristate 13-acetate (PMA) to induce the human normal monocyte SC cells
to differentiate into SC-macrophages. To address whether SC cells could differentiate into typical M1 macrophages,
we analyzed morphology, endocytosis, surface markers and secretion of inflammatory cytokines. We found that
SC-macrophages grew in adherence mode, and their morphology was round or oval in general, while a small
portion of cells were found to have elongating or irregular morphology. SC-macrophages could engulf fluorescent
microspheres primarily via caveolae related endocytosis. SC-macrophages surface marker CD11b and LPS receptor
CD14 were found to be significantly up-regulated as compared with SC cells; while post-LPS stimulation, SC-
macrophages showed activation morphologies, including cell elongation, protrusion formation; the maturation
marker of CD80 and CD86 were found to be upregulated, along with the significantly up-regulated secretion of
inflammatory cytokines of TNF-a, IL-1pB, IL-6 and IL-8, which was consistent with the gPCR analysis on these
cytokines. SC-macrophages had normal M1 macrophage phenotypes, and our evaluation favors the wide application
of this cellular model in the field of macrophage associated investigations.
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(lipopolysaccharide, LPS)[) 3= Z2 R 24y, Foidfb s
T B A SR ARD . AE S0 S, 1 A
HINV-1975 55 8 GL ) S R A0 P, 92 B B (1) 03 B34 17
PE®S, LE M A, e A O¢ BN 4 i AT e gk
M HT A« 3 5 e 40 B 1R 1R 28 1 72 e ) AN i 248
T B PR T2 B PR V5 A, AT (R 2 b e 1) i e 90, PR,
ERAH AR AE B Gy 98 FNaE AH OC 1 22 P o 1t 5
W E B

H AT, EM iR e N AR R = . WA
2 K H /N BCE BE R YR 1 B 4 B (bone marrow-
derived macrophages, BMDM) & A & 4% 41 fifg 3K 5
L% 41 Y (human monocyte-derived macrophages,
MDM)H K IEH B4, {H2, o2 RN
8 20 A e N A A R S O SR AT ) S R
PR, RS T IR HTEE . A TR SRR ) R,
I T 2 i A T R ) R E R A AR, 4
THP-1. U-937HIRAW264.7%5, {H /&, iX L 41 f ik
Y5 Rt IR KR, BRI, e AT TGV E R IR B R
AR .

S RATT A I, SCHLAZ 4 i 5 2 IAT i bR 4 i
i — — R IR NSRRI AR & . B Rl
O A FBAK: = H T B W 40 i AH DS 5¢ AR, SR,
X BB 7t R 0T SCH A% 2 Jifd 43 4k 1) Wk 48 Jf(SC- =
Wi 210 L) - e 3 e 1) g% 7 3RAE, I UESE A 2 LLE
A HR 75 B A (MY [0 401 e 2% AL AR AE
I, ASHIE T LA U B (phorbol 12-myristate 13-acetate,
PMA) 7 5 SC L AZ 4l Jifa 4 37.SC- E Mg 4T M A 28, - 45
GIEA. BRI RS2 AR SR 40 B DA 143k
(1) 2 PIE A R PEA R A i 2 5 B LA ML B
Wik 4 fif 32 L RRAIE

1 MR5REE

1.1 #gt

111 ZEZ2FZBMHEME  SCYIfI(ATCC®
CRL-9855 ™)l [ ATCC/A ] ; BD Accuri ™ C6ijit
Y0 M4 H BD BiosciencesA &l & %91
StepOne PlussERT 7% 6 72 #PCRAX I H ThermoFisher
Scientific/A .

112 E=ZXHA IMDM35 77 5: ) H S B (H
A GH AT, Ja 4 5% 16 H Gibco A 7; PMAIR
AN B Sigmaa F; FLER B 2 (LDH) 2 i 25 P4 A il
WA, LPSIWH B E 2 RAEMH ARG R A,

BD Cytometric Bead Array(CBA) A # Ji [X T~ £ il
i\ 7 £ % 5 BD Biosciences & ; HiPure Total RNA
Plus Mini Kitl§J F Magen’s 7; DNase |(RNase-free)
I E§ Transgen/A &) ; GoScript™ Reverse Transcription
MixJ¥J H Promega/A & ; SsoAdvanced™ Universal
SYBR® Green SupermixJJ H Bio-Rad/A & ; 0.5 um
FluoSpheres® Carboxylate-Modified Microspheres ¢
JETIER I B g 5L (i) 5 H R A Al PE anti-
human CD11b Antibody. FITC anti-human CD14
Antibody. PE anti-human CD86 Antibody. FITC
anti-human CD54 Antibody. FITC anti-human
CD80 Antibody. Human TruStain FcX ™ fil[a] %Y
KB HTAA [f145 FITC Mouse(lgG1, «) Isotype Ctrl
Antibody. PE Mouse (IgG1, «) Isotype Ctrl Antibody
F1PE Mouse(lgG2b, «) Isotype Ctrl Antibody]/4 H
Biolegend /A &

12 B&

1.21 e Asabs® T H 3R SCUH MM 56 4
IMDM%; 72 345 1.5 g/LIKERE 4. 0.05 mmol/L B-
i 4B 0.1 mmol/LiX B R4, 0.016 mmol/L
14 F110% 015 4= 1G4 i & T-5% CO, . 37 °C
R pa e IR . SEIeH, B SCAN M LL0.4x 10 FL IR
FN6FLAR, FEFLLA2 mLIE A IMDMES 7R RS 77, DA
60 ng/mL PMAT] 5 4 IMDME 5% 3£ 1% 75 SCHI iy
48 h, Bl % SC-EMEAM M. 7ELPSS T 41, SCHH /i
7E7760 ng/mL PMAA I 76 2 IMDMEF = 5 2611 K
H: 376 )5, HINLPSYE (2K ¥ 9100 ng/mlL)4k &5
B FR42 h, EiT48 h, 15 BILPSIEA I SC-E MR At L .
122 @mRBEGNE DUEE TR MBI 5
M, Plimaged A5 Ab PR 84 b 3 B G b RS
N2 4 i PR B I G T 40 B HL 4 R TR IR 4 i (shape
index=4 i+ FEE /2 1 5 2 )

123 @mipdkien IR RERIB S
(7735, TATVENY T AWt 55 25 20 B ASE B 1 248 Jfa 23
YERM, BART L Fa 4 LLO.2x 108/ 5L Tk 5 ol
AN124LHR 1, &R FL BAL mL5E A IMDMET 77 B 55 7%
W A5 b AL BE 0 A B ST AT o> B2 AT B R RO
VEL2. 10 4 H 85 57 S Ak B 2% AR 15 SR A 48 h)s, fE
Horp—2H 40 g B 7% B3 TN N100 pL LDHZ f# iR
(Lysis Solution)Zk £E 5% 771 h, 1E Ay 5 K il 14 X6t &
W, H—HAMELE, /ERASIRH ., HRR LERS
ZEPE Y, LL400 xg 05 minjg, R B, b
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TE MRS, R I6FLIR . M &AL A A60 pL
LDHAS I TAF K, 2 iR R G575 30 min. B 5 H A
FRASCI 52490 nm. 630 nmAk IR S

1.2.4 SC-E "4 % oo 5vit 5 245 1T 4240 ) #Hos&
IEPMAIS 5:48 hifISC- I 2 Jitg % 7% &k R 2 mL
IMDM 4 1 1% 55 2 (5 1.68x 10°AN/mL7¢ Y6 Wk 1) 58
4z IMDME; 77 35) 814 31:#£5% CO, . 37 °CHi#HO0.
6. 12. 24 h, ¥ARE® 2 E.0F, FPBSHEYR2
(220 xgE50x5 min). /5 H500 pL PBSH £ 4 iy,
2870 pm i I SR fS, FH CEIt At A Akl -

1.2.5 @k @irEmaam A IxF BV 1k
FrEYICD11D™, LPS3ZAACD14M LA J 1% 34 [ Wi 48
P L35> -CD86/CD8OM AT . 5, FRAl]
AN 2 B0, BL220 %@ 05 minja, FIPBS
W 2% (220 xg 05 min). LA100 ul PBS &4 i1,
BI 5 pL Human TruStain FcX™, = i 65 5 15 min.
V- 20 PR B R, 43 0 I N A B T A S A R
e R AR LRI B 6} B, & R R 20 min. FIPBS
VeI 1K (220 xg.005 min), F1500 uL PBSE &4 i1,
2870 pm i Xk 38 5, Cot =4 i SRS -

126 KE@mieE F4am KECBANGER T
S WA 6 10 B 5 AN FRAT TR 38 1) g vk AT A
YRR FRAA R 2 mL IMDME; 773, 553724 h
J5, BRI RE IR FiE A B R, BA220 g5 min,
H025 pL BiEW, I\ CBARFI G il Ak &
PEASIINA 25 L, A1 E iR B EIF &3 he  LA4 °C,
200 xg #5025 min, PREAVTIE. MAB00 pL Wash Buffer
YRR (4 °C, 200 xg&5 025 min), 31150 pL Wash
Buffer B =Bk, 5 5 H COUL At Ha S ksl .

1.2.7 S8 % EE EPCR(QPCRAM 4 77%1.2.1
(4T B 15 77 B A 3 2% 1F 15 R 41 48 h, Bl 1% I
HiPure Total RNA Plus Mini Kitit B 15 i3k 47 48 it &=
RNAMHE. HAky: F700 pL RTL Lysis Buffer(#
14 pL B-3i 2k W) K an MR fa, FHL mLyE: g 28k
2B 700 uL RNA Binding Buffer %
R, IRA KRR % 22 HiPure RNA Mini
Column, BA12 000 xg&§.0r1 minj& # 2 UEW . KR4
Z4 W A\ HiPure RNA Mini Columnt, 7 70 ES L
(12 000 xg#&.C>1 min). fEHiIPure RNA Mini Column
H il A300 pL Buffer RW1, LA12 000 xg& »1 min
J5 3£ P . MHiPure RNA Mini Columnzé A\ ik
£, I \DNase |)x W% f5 £ &5 & 15 min. 17X

HiPure RNA Mini Column i1 A500 pL Buffer RW1,
IR E L min, LL12 000 xg& 001 min)5 FEUER .. 7
HiPure RNA Mini ColumnJji1 A500 pL Buffer RW2,
LL12 000 xg#&-01 min(HE R ZAER2IK), 7+ L IEWUG
ZEFE B 0(12 000 xgE5 022 min). #$HiPure RNA Mini
Column#%#% 2 B £ 1, 30 uL RNase-FreesK
ZHiPure RNA Mini Column_ I, %5 & &2 min, LA
12 000 xg#-r1 min, YCERUEWE, B YRNAVE . i
Jii, FH2%%5 JEHE &8 i B vk DA RNATR 76 3 4

SR J5, R FEDNase I(RNase-free) it B 5 £ RNA
T IFIDNAERR . OWiAA & RNA 9 pg, 10x DNase
| Reaction Buffer 2 uL, DNase | 3 uL, #h7ENuclease-
Free K& LARFIN20 pbo Mt FE: 37 °C 30 min,
BAAL pL 200 mmol/L EDTA #X, 65 °C 10 min. 2 J&,
i #5GoScript™ Reverse Transcrip-tion Mixi5t B 13
WERNATS #% 3% HcDNA. ¥ 5 56 44 % 4 GoScript™
Reaction Buffer (Oligo dT) 4 uL, GoScript™ Enzyme
Mix 2 uL, RNA 2 ug, #h 7t Nuclease-FreesK 45 ZAAF K
20 plL. Wik N FERF: 25 °C 5 min, 42 °C 20 min,
95 °C 5 min,

B¢ 5, $ AT SsoAdvanced™ Universal SYBR®
Green SupermixX 48 JiE 4 ff DA AH B J% (K i3E AT
gPCREG M. 51 15 B FL1FT /<. PCRY 1Y 14 &
4: SYBR Green supermix (2x) 10 pL; - FiE5] 43t
2 uL, ZRFEHIN0.5 pmol/L; cDNA 2 uL; RNase-free
/K6 uL. PCRY™HFEF Jy: 95 °CHiAE14:30 s; 95 °CAF
P£5 s, 60 °CLEfH15 s, 40N H; 1E(65~95) °CI#) 2%
PRI e dh 2. o, DLGAPDH N N 2 2L A,
ACt=Ctepppor—Clypsm, PAACHTH B P2 i A K 1 AH
PAE SV =8
1.28 %itF o4 AW 5L GraphPad Prism
6.0 AT R AL S . MM F M seit Hh, e
RIBELIP) 22 41 1R] 22 57 3 # R H Kruskal-Wallis test, i
— R HIDunn’s testidk 4T £ B LLEL. SC-E R4 7
W SIS 24 i 2 v s 5 20 P 4 A AR R 00 I 5 AR
JEE 20 M R 7 3% /K ST QP CRAS Wl S 56 351 % FH A
fic. % Student’s t testA1Kolmogorov-Smirnov testif 17
PRZEIE) 22 5 0 AT o AR EE PRSI . ARIEA N 4>
WA 7K I S 6 FH 4 R 248 A PR - 7% 3% 7K1 BIgPCR
Tor il S50 351 R H B R R U7 22 A b AT 2 211 22 R Oy
#r, #f— 25 % HTukey’s testik 47 % & L% . P<0.05
NESBG R X
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2 H#R
2.1 ARIFBARS TSCHMMREE

IEH R FRRAS N HISCYN i v By 4 i, 4 i A
RH, KANE—5, RRTEESHEIRTE(E1A). fEPMA
75 5 5, SC-E g4 i B A K, B0 SR [, i e
A FEONFTE SR ETE, A /0 40 2 KR T EL
AR, B 2 5P A% mT DA e 11 O 2 (K11B) -
TELPSHIBL R, SC- 5 Wik 41 A Ik B A= &, 40 it H 30K
BRI GEERAL, AR (ELC), HIE
IR 48 #0 M(1.99740.125), & 3 & T AR L LPSHI LT

SC- L4 1 (1.260+0.063) (/X 1D, P<0.05).

DA 6 HE SRS Gy (o vk g AT 40 M 2, FRATT R,
SCHH £ 1: 7748 hjm, 41 % M 0.40x10%/4L =1 &
2.05x10%fL. ZPMA% S48 h)5, SC-E W4 i 141
Jig 35 01.38%10% 1L, 4H M HAH X SCHH i T f%. SC-
I 240 o 7 LPS RIS, 41 i £5°90.98% 10%/ 4L, BE 7~
LPSHiIl ¥t SC- B g gn i A #14:

2.2 ARRIHARZS T SCLAparImpa S 4

ZLDHI) = R A H Z W & (#2), SC4H
Y0 B L3 FILDHTE M 5 1 7 AR #20E, ©

#*1 gPCREI¥IFIIER
Table 1 Primer sequences for g°PCR

BLIR A LS5 —3") NS5 —3Y)
Gene name Sense primer (5'—3") Anti-sense primer (5'—3')
IL10 GGG GCT TCC TAACTG CTACA AGG TTA GGG GAATCC CTC CG
TNF TGG GAT CAT TGC CCT GTG AG GGTGTCTGAAGGAGGGGGTA
IL6 CCA GGA GCC CAG CTATGAAC AGAAGG CAA CTG GAC CGAAG
IL1B TTC GAG GCA CAA GGC ACAA TTC ACT GGC GAG CTC AGG TA
IL8 TGT CTG GAC CCC AAG GAAAAC TGG CAT CTTCAC TGATTC TTG G
GADPH GAC AGT CAG CCG CATCTTCT GCG CCC AAT ACG ACC AAATC
(A) PMA-/LPS- (B) PMA+/LPS-
100 pm 100 pm
D) 25 .
© PMA+/LPS+
2.0
@
215
(5]
g1.0
=
(%]
0.5
0
100 pm 60 ng/mL PMA

100 ng/mL LPS

A: SCHAAE 75 45 IMDME; 77 555 55748 h)G HITEZS; B: SCAHATE 260 ng/mL PMAK] 524X IMDME; 77 3 4% 3748 h)E KT, C: SCHHUTE 560 ng/mL
PMA) 52 & IMDME; 72 3 55 7526 h)g, N9 FE 100 ng/mL I LPSYE 4k 4L 85 7742 hJg (AN RIEZS, D: Goit o = 4140 A 71K 45 24 (shape

index=41 K B /41 i 5 %), 4% Lhmean+S.E.M.35 R, *P<0.05, n=50.

A: shape of SC cells after cultured in complete IMDM medium for 48 h; B: shape of SC cells after cultured in complete IMDM medium included 60 ng/mL
PMA for 48 h; C: shape of SC cells after being cultured in complete IMDM medium included 60 ng/mL PMA for 6 h, followed by adding LPS solution
with final concentration of 100 ng/mL and cultured for 42 h; D: statistical analysis of cell shape index (shape index=cell length/cell width); data are

shown as meanS.E.M., *P<0.05, n=50.

Ell SCHHRFISC-EMELBAIFSFE S
Fig.1 Morphological analysis of SC cells and SC-macrophages
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111 D(D4go nm—De30 nm) 1. 73 71 4 (0.164£0.003) . 15
(0.133+0.001). ZPMAT% T Ji5, SC-E Wi 4 iy fILPS
Ab PR 1 SC- I 40 P 3 2 2 B T 2 ILDH A |
&, "B AT HID(Dago nm—Dezo nm) 1EL 73 711l 24(0.222+0.004) |
(0.236+0.005). 1 2y PH 4 0 ], = 2H 20 it (1) 22 fi ViR
Y38 78 U m ZKCFLDHYE 1, B 4T HID(Dago nm—Deso nm) 05
35K F0.826. [, LDHSZE K E 7 PMAFILPS

0 SCHH A EAR /K- I 4l B 2 PEAE o

D490 nm_Da30 nm

0
23 SC-ER4MAERIMIKMENTSILIE S qahnL PMS Medium
g/mL LPS only
2}:477\3@1%%#@%, &ﬂjjif%?fﬁﬁﬁﬁﬂ' '5, Supernatant Cell lysate

SCHILE R B & SO BRI e /1 (H3A), ke 0%

. ) B2 EFLDHEM MMM
ST R AZ AN BT . fEPMAI T R, SC-FLIE

Fig.2 Cytotoxicity analysis based on LDH activity evaluation

(A) 60 ng/mL PMA-/Microspheres+
Oh 6h 12h 24 h
o o o o
o o o o
(=] © © ©
— — — —
o o o o
o o o o
== £S g5 £S5
3 3 3 3
o o o o
S 0% S 0.7% S 1.7% S 0.8%
wn Yol n n
o o o o
102 10*  10¢ 102 10*  10° 102 10 10° 10°  10*  10°
FL1-H FL1-H FL1-H FL1-H
(B) 60 ng/mL PMA+/Microspheres+
Oh 6h 12h 24 h
= 2 g 2
— — — —
o o o =3
=8 =8 =8 28
3 - 3" g~ 3™
O O o o ©
o 0% = 15.3% o 30.1% =] 41.4%
3 e} 3 o
o o o o
10? 10 10° 10? 104 10° 10? 104 108 10? 104 108
FLI-H FL1-H FL1-H FLI-H
©
50 .
# 60 ng/mL PMA-/Microspheres+
40 60 ng/mL PMA+/Microspheres+

30

20 *

10

Percentage of phagocytosis (%)

0
Oh 6h 12h 24h

A SCHH HLAE A [F] IF s 5 B OG AR 1) 240 B £ L4515 B: SC- 1 Wk 40 M 7E AN [ B s 7 Wk DGR 1) 4 M A L 451 €2 vk 45 3, £idfs BAmeanS.
E.M.%7R, *P<0.05, 5PMA+ZI0 hitf £ L0 “P<0.05, 5PMA+ZH 1112 hitf ;T LA n=4.
A: percentage of SC cells that intake fluorescent microsphere; B: percentage of SC-macrophages that intake fluorescent microspheres at different time
points; C: statistical results. Data are shown as meanS.E.M., *P<0.05 compared with the 0 h time point of the PMA+ group, “P<0.05 compared with
the 12 h time point of the PMA+ group; n=4.
E3 SC-E A &L MBS 12
Fig.3 Dynamics of the endocytosis of SC-macrophages
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BRI AL L B 7RO 64 12, 24 hPUANEY
IR BT A(EBB) . 24K e I S AT —
i B HEAT G it 2 B, AT B, 6 hAfi24 hif
RUBCHT — B %) A 7 I Tk 4 e Bl 451 35 8 3 T v,
1£24 hix — {54 51)(38.43+4.15)%(E3C) . ix & H,
SC- Wi 2 it FL £ R 11 7 Wk 248 P 12 5 o
2.4 RN R ARSI FRIE

N FIWrSC- B W 41 i 2 5 Rk & L IMLEL B
Wk 44 3 T A 25 470, FRATTFH AL xRt B AR A SC- B
Y i 2 10 4 7, B EE B 1 bR £ 4CD11b. LPS
ZARCD14 L K Wi 41 fg i # b £ #)CD80AICD86
RS AR W) A S 25 IR B U, SCHT i APMATS

(A)
Isotype —
CD11b PMA
= 2486.18
>
S8 PMA+
24 162.97
10t 102 10% 10* 105 10%°
PE-H
©
Isotype PMA-
CD14
5 2297.39
5} PMA+
20767.83
10t 102 10% 10* 105 10%°
FITC-H
(E)
Isotype - -
CD%%) PMA-/LPS
2 055.32
PMA+/LPS—
€
3
o 2285.03
PMA+/LPS+
5701.77
10t 102 10%® 10 10° 108
PE-H

Mean fluorescence intensity —_

Z

30 000

S ONSC-H W 41 i 5, CD11b(E4A) I ~F 34 9% St 5k
J& (mean fluorescent intensities, MFIs) & 2% I i, M
(2 888+268) T 51 %5 (22 11445 251), ZINIFERAIT7.71%
(K14B, P<0.05); CD14(H4C)IMFIsth i 2 Eif, M
(2 424+125)F+ = %5 (18 5454 915), 1N JE K17 745
(Kl4C, P<0.05). XK, SCNIZAPMA T )5, 4>
N E L. SCYHIELPMA T NSC- s 41 i
J&, CD86(EI4E)-5 CD8O(KI4F) FIMFIsI AN it J5 ok
M1.56%. SC-EWg4H £ LPSH] 5, CD86[IMFIs
M2 285F =225 701, £ )5 K 1)2.545% (K14E); CD80
IMFIs A2 0497} /= %56 174, %9 0 J5 3k (1)3.01% (K
4F). XKW, SC-E MR m] 6 LPSM. 2 I H. 24k ik

Isotype
CD11b

20 000

10 000

0
60 ng/mL PMA
(D)
2 * Isotype
£ 25000 chia
= 20000
e
@ 15000
3
£ 10000
=
= 5000
3
s 0
60 ng/mL PMA
A
Isotype — _
CDgg PMA-/LPS
1427.20
PMA+/LPS-
€
>
o
o 2 049.57
PMA+/LPS+
6174.16
10t 102 10%® 10¢ 10° 108
FITC-H

A, C: A[FEIFFR &M N SCHAE M CD1IbACDLIA A AR 7 45 K, A BRI IGRE(MFIs)E. B, D: Giil 455, #dE MimeansS.
EM.%E7R, *P<0.05,n=3. E. F: ARIKEIRAAT T CD86HICDBOM I AN A /46 «

A,C: flow cytometry analysis of CD11b and CD14 expression of SC cells cultured in different condition; the red numbers represent the mean
fluorescence intensity (MFIs) values. B,D: statistical results, data are shown as mean+S.E.M., *P<0.05, n=3; E,F: flow cytometry analysis of CD11b

and CD14 expression of SC cells cultured in different condition.

El4 RO EAR SRR 4R A
Fig.4 Cell surface markers analysis by flow cytometry
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o DA, SC-E MR pf 2 [ br B I R 1 i B g
RIIMLAY B A H R AE
2.5 RIEMEFEITIER

N T VR SC- I 41 i 2 75 1 A LPS 7 AR 48 i
) T8 A 4 e 228, FeAl T LPS4E & CBAK I SC- M
111D 8 R 40 R - 11 2 A O o AT R P 4 i 1R
FAFE IL-12p70. TNF-o. IL-1B. IL-6. IL-8A1IL-
10, SR i 204 i 45 3R L EI5A. 45 SRR, IL-10
(1) 5E 12 45 SR TR SR I~ R, SCAH B Fir 43 i
f1L-12p70( K15B). TNF-a( ¥/5C). IL-1B( & 5D).
IL-6(I5E) FIL-8(1&I5F) 5 SC- 5 Wk 41 ffd 41 b 35 O &

(A) 60 ng/mL PMA

100 ng/mL LPS
s 5
IL-8
IL-1B
S IL-6 =)
IL-10
. TNF-a
< 2 IL-12p70 2
<+
—
=
E E
10° 10 10 10?
FL2-A
(B) ©
IL-12p 70
~~ 0.8 ~~
) = 140
Eos g0
8 & 80
B 0.4 E 5
g 5 4
g 02 ] %
o o
@) @] 1
0 0
60 ng/mL PMA 60 ng/mL PMA
100 ng/mL LPS 100 ng/mL LPS
(E) (F)
IL-6
~50000
~8000 *
=7 000 5,40 000
£6000 £30 000
=5000 §20000
-£4 000 £ 10000
£ s =
s 4 S 800
g 3 400
) 2
O (1) © 0

60 ng/mL PMA

60 ng/mL PMA 100 ng/mL LPS

100 ng/mL LPS
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