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Establishment of method to re-educate macrophage differentiation towards dendritic
cells on the view of regeneration medicine.
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Granulocyte macrophage colony stimulating factor (GM-CSF) treatment alone could
not alter expression level of macrophage differentiation. On the other hands, when the
TIM was treated with GM-CSF and siRNA for macrophage colony stimulating factor
(M-CSF) receptor (M-CSFR) altered the expression of signal pathway proteins towards
dendritic cell like feature. Above findings indicated we successfully re-educated
(re-differentiated) TIM towards monocyte-derived dendritic cells like population and
we showed the macrophage plasticity.
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MCA38 (= 7 A K JBEHE) 2 ., 10%FCS &
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Wr L. MEEIRAREE 3 (collagenase Type I
(0. 05 mg/ml) . collagenase Type IV (0.05
mg/ml) . hyaluronidase (0.025 mg/ml) .
DNase I (0.01 mg/ml) . soybean trypsin
inhibitor) N x 37°CT 15 /3E5# L 7=,
R STl 25 (KRR (0. 155
M NH,CI, 0.1 mM EDTA, 10 mM KHCO,) % f\ >
THRIMERZ AR LTz, ED%, F4/80" DOHH
A% manufacturer’ s instructions (Zff—
< (MACS, Miltenyi Biotec
Berdish-Gladbach, Germany) f-H0> % 5 2
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Multiple PCR and real-time PCR analysis
Trizol (Invitrogen Life Technologies)
Z VT RNA 2458 U | Superseript TT1RT
(Invitrogen Life Technologies) Z1f#i - .
RNA % reverse transcription L7-, =®D
#% . multiplePCR analysis #4T-> 7=, 100 ng
@ cDNA samples &, positive control DNA
Z . multiple primer <° buffer . Taq
polymerase &R 7~ multiple primer /X,
Multiplex PCR kits ZfEMH L7z, EMH L7z
% v M. chemokine receptors (CCR Set 1,
CCR Set 2), Chemokine
set—1, Chmokine set—2, Signaling
Receptor Setl, Sepsis Cytokines
set—2, Inflammatory Cytokine Genes
Set-1,CD antigen Setl and TH1/TH2
Cytokines Set2, (Maxim Biotech, Inc
South San Francisco, CA), H§IE <4172 DNA
1L, 5% 7 7 U7 2 RV CESVKE L,
ethidium bromide THth L THEAT L7,
Real-time PCR analysis

600 ng @ RNA % Superscript III RT % M
W T reverse—transcription L. real-time
PCR analysis D=2, 5l @ cDNA sample
IZFENZEH., 1 ul 52 10 uM @ upper &
lower primer Z#J/0x. 3 pul @ PCR grade
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water (Roche Diagnostics) &, 10 pl @
concentrated Syber Green & |
enzyme—premixed reaction mixture (SYBR®
Premix Ex Taq™, Takara Bio, Seta, Siga,
Japan) ZIEET=, Z OfENTICHVNZ primer
pair D —27 = A% Table 1 IZ,x9 ,PCR
DT T T A 95 ChmE 1LY A 7,

95° C T 10 f», 60° C T 10 B, 72° C T
10BE 1A 7 0E LT45% A 7L 1700,
melting curve analysis process & T
fEAT U7z, M L7o#%251% Light Cycler
(Roche Diagnostics, Indianapolis, IN,
USA) Zffi FH L 7=,

SDS-PAGE and immunoblotting

F4/80" #Hifw% PBS T 3 [EIPEV, lysis
solution [50 mM Tris—HCl, pH. 7.5, 150 mM

Taq

NaCl, 1% Triton-X100, 1 mM EDTA, 1 mM EGTA,

1 mM PMSF, 5 mM iodoacetamide, 1 mM Na;VO,,
and protease inhibitor cocktail (Sigma
Chemical P-8340) ] T 1 RIS S /72, iz
DHBZE O B A% 10% PAGE gels & HWT
FBRUKEN L=, F D%, polyvinylidene
difluoride membranes (Bio—Rad
Laboratories, Herecules, CA, USA)|Z#rE-
L7z, FDOALT L% skim milk TV 1
v T 0.002 mg/ml @O anti-mouse

statl(clone 42, BD transduction

laboratories) . anti—mouse stat3 (clone 84,

laboratories) .
stath(clone 89, BD

BD transduction
anti—-mouse

transduction laboratories) .

anti-stat6(rabbit  polyclonal, cell
signaling) % Can  Get Signal™
Immunoreaction Enhancer Solution

1 (Toyobo Co, Ltd. Osaka, Japan). CT#AR

LCTHEHAL, 1 RSS2, EoTed
L. A v T L v & 16 ng/ml D

HRP-conjugated goat anti-rabbit IgG or

anti—-mouse 1gG (both from Jackson
ImmunoResearch Laboratories, Inc., West
Grove, PA) % Can Get Signal™

Immunoreaction Enhancer Solution 2 C#y
MLT 1 KIS S, £O%, ECL
(Amersham Pharmacia Biotech,
Buckinghamshire, UK) THf X, the Cool
Saver Lumino—capture system (Model
AE-6955, ATTO, Tokyo, Japan) CHgse L

CS Analyzer software CHEHT L 72, %@?&\

AT L OHRZIZNA L 0,002 mg/ml D
anti—GAPDH (clone 9.B. 88, United States

Biological, Swampscott, MA, USA) & . 16
ng/ml @ HRP-conjugated goat anti—mouse
1gG (Jackson ImmunoResearch Laboratories,
Inc.) TG SH T,

SiRNA transfection

0. 4nmol/ml @ siRNA(X 1 7 /34 ) %
lipofectoamine2000 (Invitrogen) % Fv T
EA LT, EAFEIL, manufacture’ s
instruction | ZfE~ 7=, {#HH L7= siRNA IZ
MCSFRL 38 L TN, x5 & L CIHERERAY 72l F|
ZFFO RNA & 2,
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