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164 patients
underwent randomization
|| 1 excluded || 1 not treated
{protocol violation) (ineligible)
33 assigned to 54 assipned to 55 assigned to
placebo 4 mg of MRAKkg 8 mg of MRA/kg
25 withdrawn
12 for lack of efficacy 2 withdrawn 4 withdrawn
requiring DMARD 1 for exacerbation of 2 for adverse events
|1 3 for patients’ requests || diseass L1 1 for emergence of anti-
6 for both lack of efficacy 1 for emergence of anti- MRA antibodies
and patients’ requests MRA antibodies 1 for non-compliance
4 for adverse events
28 (53%) 52 (96%) 51 (93%)
completed completed completed

Figure 1. Randomization, reasons for withdrawal, and numbers of patients who completed the trial. MRA =
humanized anti-interleukin-6 receptor antibody, DMARD = discase-modifying antitheumatic drug.

variables within the ACR core set (21). Statistical analyses
were performed with SAS version 8.2 TS2MO (SAS Institute,
Cary, NC). The incidences of improvements were analyzed by
use of the chi-square test. The differences among groups of

Table 1.

Characteristics of patients at study entry*

DAS28 scores and the individual variables of the ACR core set
were analyzed by use of Student’s ¢-test.

We determined that a sample size of 39 patients per
group was needed in order to obtain 80% power to detect a

Treatment group

Placebo 4 mg/kg MRA 8 mg/kg MRA
(n=53) (n = 54) (n = 55)

Age, median (range) years 33.0(31-73) 53.5(21-74) 56.0 (25-74)
No. of men/no. of women 14/39 14/40 9/46
Functional classt

I 3 3 3

I 35 36 35

It 15 15 17

v 0 0 0
RA staget

1 0 3 0

11 13 14 12

I 21 20 24

v 19 17 19
Duration of disease, median (range) years 8.4 (0.7-52.7) 7.3 (0.6-35.8) 8.3(1.3-45.7)
No. of failed DMARDs, median (range) 5(1-10) 4(2-8) 5(1-11)
Tender joint count, mean = SD 182+ 84 191 * 9.0 178 =98
Swollen joint count, mean = SD 141+61 16091 13.6 2 69
ESR, mean * SD mm/hour 68.7+31.2 71.2 %291 67.4 = 3.9
CRP level, mean * SD mg/dl 5542 4729 45%33

* MRA = humanized anti-interleukin-6 receptor antibody; RA = rheumatoid arthritis; DMARDs =
disease-modifying antirheurnatic drugs; ESR = erythrocyte sedimentation rate; CRP = C-reactive protein.
T RA functional status determined by American College of Rheumatology criteria. RA stage determined

by Steinbrocker criteria.
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statistically significant (P < 0.05) difference in incidences
between the placebo group and the 8-mg group by use of the
two-sided chi-square test, where response rates in the popula-
tion were assumed to be 2096 and 50% in the placebo and 8-mg
groups, respectively. We decided to recruit 45 patients per
group to allow for anticipated withdrawals.

ANAs, anti-DNA antibodies, serum MRA levels, and
anti-MRA antibodies. ANAs were measured indirectly by
fluorescent antibody with HEp-2 cell substrate; a titer of =1:40
was considered positive. Anti-DNA antibodies were measured
by '*I radiobinding assay; a value of =6.0 IU/ml was consid-
ered positive.

Serum MRA levels were assessed by enzyme-linked
immunosorbent assay {(ELISA). Briefly, 100 ul of recombinant
human sIL-6R (1 pg/ml) was added to the wells of an
immunoplate precoated with MT18 and incubated at room
temperature for 2 hours. After washing, bound MRA was
measured using alkaline phosphatase (AP)-conjugated goat
anti-human IgG. The calorimetric reaction was measured with
a microplate reader.

Serum anti-MRA antibodies neutralizing MRA activ-
ities were measured by ELISA. Briefly, serum was added to
wells coated with 100 pl of Fab fragment of MRA (0.2 ug/ml)
and incubated for 2 hours. After washing, biotin-conjugated
Fab fragment of MRA was added and developed with AP
conjugated to streptavidin, IgE-type anti-MRA antibodies
were also measured by ELISA. In this case, whole MRA was
used because an antigen coated each cup, and enzyme-linked
anti-IgE antibodies were used as second antibodies.

RESULTS

Characteristics of the patients. One hundred
sixty-four patients were enrolled in the study (Figure 1).
After enrollment, 1 patient was found to be ineligible
(due to exacerbation of renal disease) for entry into the
study and was withdrawn before administration of drug
or placebo. Another patient was judged to be ineligible
because of intravenous infusion of prednisolone during
the washout period. A total of 162 patients (37 men and
125 women) were included in the full analysis set. The
baseline demographic and clinical data are summarized
in Table 1.

The groups were well matched according to their
pretreatment characteristics or baseline levels of disease
activity. The median age of the groups was 54 years, and
the median duration of disease was 7.6 years. A median
of 4-5 DMARDs had previously been tried unsuccess-
fully in the patient population. Furthermore, all patients
had active disease in terms of high counts of swollen and
tender joints and increased ESRs and CRP levels.
Therefore, the population of included patients probably
had relatively severe disease. Ninety-five percent of the
patients completed MRA treatment (96% in the 4-mg
group and 93% in the 8-mg group) compared with 53%
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Figure 2. Rheumatoid arthritis disease activity assessments. Solid
triangles indicate placebo-treated group. Open circles indicate group
treated with 4 mg/kg humanized anti-interleukin-6 receptor antibody
{MRA). Solid circles indicate 8 mg/kg MRA-treated group. Values are
the mean for each group at each time point. * = P < 005;f = P <
001; £ = P < 0.001 versus placebo, by Student’s t-test, CRP =
C-reactive protein; ESR = erythrocyte sedimentation rate; M-HAQ =
modified Health Assessment Questionnaire.

of the patients receiving placebo. Among the 109 pa-
tients receiving MRA, 6 withdrew (2 for emergence of
anti-MRA antibodies, 2 for adverse events, 1 for exac-
erbation of disease, and 1 for noncompliance because of
changing an NSAID). Among the 53 patients receiving
placebo, 25 withdrew (12 for lack of efficacy that re-
quired introduction of a DMARD at the discretion of
the treating physician, 3 at the patients’ requests, 6 for
both lack of efficacy and patients’ requests, and 4 for
adverse events).

Efficacy. MRA treatment significantly improved
all measures of disease activity in the ACR core set, and
a dose-response relationship was observed between the
4-mg and 8-mg groups (Figure 2). The efficacy was
apparent at week 4 and became most pronounced at the
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Table 2. Percentage of responders according to the American College of Rheumatology (ACR) improvement criteria and the Disease Activity

Score in 28 joints (DAS28)*

Treatment group P
Placebo 4 mg'kg MRA 8 mgkg MRA Placebo vs. Placebo vs. 4 mg/kg MRA vs.

Response criteria (n=353 (n = 54) (n = 35) 8 mg/kg MRA 4 mg/kg MRA 8 mg/kg MRA
ACR improvementt

ACR20 11.3 574 78.2 <0.001 <0.001 0.020

ACRS0 19 259 40.0 <0.001 <0.001 0.118

ACRT0 0.0 20.4 16.4 0.002 0.001 0.589
DAS28%

Good 0.0 5.6 18.2 0.001 0.085 0.042

Good or moderate 18.9 722 20.9 <0.001 <0.001 0.012

* Except where indicated otherwise, values are the percentage of patients achieving a given response, MRA = humanized anti-interleukin-6 receptor
antibody; ACR20 = 20% improvement in disease activity according to ACR criteria. '

¥ See ref. 19.
f See refs. 20 and 22.

end of treatment {week 12). In particular, complete
normalization of the CRP level was observed in 76% and
26% of the patients in the 8-mg and 4-mg groups,
respectively, while the CRP level was normalized in only
1.9% of patients in the placebo group. Seventy-eight
percent of the 8-mg group achieved at least an ACR20
response compared with 57% of the 4-mg group (P =
0.02) and 11% of the placebo group (P < 0.001) (Table
2). There were also significantly more ACRS50 and
ACR70 responses in the 8-mg group than in the placebo
group (P < 0.001 and P = 0.002, respectively). The
efficacy was also confirmed by the percentages of pa-
tients in the DAS28 categories (20); the incidence of
“good or moderate” (22) was 91% in the 8-mg group
compared with 729 in the 4-mg group (P = 0.012) and
19% in the placebo group (P < 0.001) (Table 2).

In addition to the ACR core set of discase
activity measures, considerable improvement occurred
in platelet counts and in levels of hemoglobin, fibrino-
gen, serum amyloid A, and albumin (Table 3). Interest-
ingly, fibrinogen levels and platelet counts remained in
the low-to-normal range. Rheumatoid factors were pos-
itive in 102 of 109 patients {34%) in the MRA groups at
baseline. Their titers decreased significantly in the 8-mg
group (Table 3), and 3 patients became negative for
theumatoid factors at week 12. However, there was no
statistically significant correlation between the decrease
in rheumatoid factor titer and ACR response rate in this
3-month study. MRA treatment also significantly in-
creased serum levels of the bone formation markers
osteocalcin and PICP and simultaneously decreased
levels of the bone absorption markers urinary pyridino-
line and deoxypyridinoline.

Safety, Treatment tolerance of MRA was good.
The incidences of adverse events were 56%, 59%, and
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51% of the patients in the placebo, 4-mg, and 8-mg
groups, respectively, and were not dose dependent. Most
of the adverse events were mild and acceptable relative
to the benefit provided. Table 4 shows the adverse
events appearing in >3% of patients in this study. These
adverse events did not require cessation of MRA treat-
ment. Upper respiratory infection (common cold) was
the most common adverse event overall, but the inci-
dences were similar among the groups. Skin eruptions
were reported in 5 patients in the MRA groups. Skin
eruptions in 2 of these patients were classified as unre-
lated to MRA. The other 3 patients had miild and
transient redness or papule of the skin. All 5 patients
continued MRA treatment, and no exacerbation was
observed. Infusion reactions, defined as any adverse
experience occurring during or after the infusion on the
treatment day, were found in 15%, 13%, and 16% of the
patients in the placebo, 4-mg, and 8-mg groups, respec-
tively. Most of them were mild and transient. Sleepiness
(2.8%), mild headaches (2.8%), and increases in blood
pressure (2.8%) were observed. Three patients had
transient increases in blood pressure after infusion
(138/75 mm Hg before, 165/80 mm Hg after; 134/82 mm
Hg before, 140/90 mm Hg after; 150/88 mm Hg before,
192/104 mm Hg after), and 2 of these patients had had
hypertension before entry into the study.

Five serious adverse events were reported in this
study: 3 in the MRA group (2.8%) and 2 in the placebo
group (3.8%). One patient died of reactivation of
chronic active Epstein-Barr virus (EBV) infection and
consequent hemophagocytosis syndrome 61 days after
receiving a single 8-mg/kg dose of MRA. She showed
fluctuating liver function and CRP levels that were
inversely correlated with white blood cell counts, and she
had increased EBV DNA in plasma before enrollment.
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Table 3. Laboratory parameters*

NISHIMOTG ET AL

Treatment group

Placebo 4 mgkg MRA 8 mg/kg MRA
(n = 53) {n = 54) (n = 55)

Hemoglobin, gm/dl

Baseline 113+ 15 113+ 16 113+ 11

Week 12 112*15 122 + 1.5¢ 12.8 + 1.3¢
Platelets, X10%pl

Baseline 36.6 x 13.0 364 +87 326*92

Week 12 385+ 119 29.6 * 8.8t 218 *+ 6.5t
Fibrinogen, mg/dl

Baseline 4702 + 118.1 480.0 + 110.0 463.8 = 102.1

Week 12 4879 = 130.1 396.2 + 130.31 231.6 * 103.3t
Serum amyloid A, mg/mi

Baseline 3833 £ 3430 404.9 = 355.6 364.8 + 288.6

Week 12 391.8 £ 3752 202.0 = 267.9% 75.0 £ 259.9¢
Albumin, gm/dl

Baseline 3.6x04 3604 3504

Week 12 3.7 = 04f 4.0 = 04 42 * 04t
Rheumatoid factors, TU/ml

Baseline 3376 = 364.8 297.9 + 377.7 3455+ 4362

Week 12 348.2 = 4026 261.2 + 4155 235.6 * 365.61
Osteocalcin, ng/ml

Baseline 58+28 57+28 51+22

Week 12 62=x31 6.6 = 3.1t 6.5 2.7t
PICP, ng/ml

Baseline 1354 = 65.7 127.0 = 63.5 117.2 = 47.7

Week 12 1443 =778 146.4 * 70.6% 166.4 + 78.7%
Urinary pyridinoline, umeles/mole creatinine

Baseline 60.3 =326 58.8 £32.7 585 = 298

Week 12 62.6 + 309 490 = 29.5¢ 477 = 24.2¢
Deoxypyridinoline, wmoles/mole creatinine

Baseline 78x34 7.6 *35 7431

Week 12 7638 6.6 = 321 69 x 3.1t

* Values are the mean * SD. MRA = humanized anti-interleukin-6 receptor antibody; PICP = C-terminal type I procollagen

propeptide.

1 P << 0.05 versus baseline of each assessment, by paired ¢-test.

Two weeks after injection of the study drug, her liver
function became worse in association with the EBV
DNA increase in the plasma, followed by the hemo-
phagocytosis syndrome. Another patient in the 8-mg
group was hospitalized because of allergic pneumonitis
after completion of the 3 doses of MRA. One patient in

Table 4. Adverse events observed in at least 3% of patients*

Treatment group

Placebo 4 mg/kg MRA 8 mg/kg MRA

(n = 53) (n = 54) (n = 55)
Common cold 7(13.0) 9(16.7) 509.1)
Headache 1(1.9) 2(37) 3(55)
Pruritus 3(5.6) 3(5.0) 2(3.0)
Skin eruption 1(1.9) 2337 3(5.5)
Stomatitis 2(37 3(5.6) 4(7.3)
Fever 1(1.9) 3(5.6) 3(5.5)

* Values are the number (%) of patients. MRA = humanized anti-
interleukin-6 receptor antibody.
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the 4-mg group was hospitalized because of infection
secondary to a grade 2-3 bum on the leg, but she
continued MRA treatment. Both patients were cured by
medication. In the placebo group, a subarachnoid hem-
orrhage and a fracture of the neck of the femur were
reported as serious adverse events. '

For the laboratory profiles, abnormalitics were
observed in 41%, 57%, and 76% of patients in the
placebo, 4-mg, and &mg groups, respectively. Lipid
metabolism~related reactions such as increases in total
cholesterol, triglycerides, and high-density lipoprotein
(HDL) cholesterol were common in the MRA groups
(Figure 3). A blood cholesterol increase was observed in
48 of 109 patients (44.09%) in the MRA groups. Total
cholesterol levels did not continue increasing, but be-
came stable at a certain level in the extension study (data
not shown). No cardiovascular complications were ob-
served in association with the increase in total choles-
terol. Liver function disorders were observed in 14 of
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Figure 3. Changes from baseline in serum levels of total cholesterol,
high-density lipoprotein (HDL) cholesterol, and triglycerides in pa-
tients with rheumatoid arthritis. Solid triangles indicate placebo-
treated group. Open circles indicate group treated with 4 mgkg
humanized anti-interleukin-6 receptor antibody (MRA), Solid circles
indicate 8 mg/kg MRA~treated group. Each parameter was compared
with its baseline value. Values are the mean for each group at each
time point. * = P < 0.05; f = P < 001; § = P < 0.001 versus baseline,
by paired t-test.

109 patients (12.8%}) in the MRA groups. An increase to
grade 2 in alanine aminotransferase was observed in 2
patients, and the others had grade 1 according to the
World Health Organization (WHO) guideline. An in-
creasc to grade 1 in aspartate aminotransferase was
observed in 8 patients. These increases were transient
and normalized with repeated administration of MRA.
Decreases in white blood cell counts were observed in 17
of 109 patients (15.6%) (to grade 3 in 1 patient, to grade
2 in 5 patients, and to grade 1 in the other patients
according to the WHO guideline). The decreases in
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white blood cell counts recovered without any treatment
in all patients, mostly within 2 weeks. Only 1 patient
stopped taking the study drug. There was no serious
infection associated with transient neutropenia.

ANAs were positive in 69 of 109 patients (63.3%)
at baseline. Eight patients became negative for ANAs at
week 12 (according to the LOCF method), while 6
patients became positive. Anti-DNA antibodies were
positive in 7 of 109 patients (6.4%) at baseline. Five
patients became negative for anti-DNA antibodies at
week 12 (according to the LOCF method), and only 1
patient became positive. Anti-MRA antibodies were
detected in 2 patients who received MRA (1.8%), and
although these patients were asymptomatic, they were
withdrawn according to the study protocol.

DISCUSSION

This randomized, double-blind, placebo-
controlled trial provided evidence for a rapid reduction
in disease activity in response to MRA in patients with
active RA. The efficacy was dose related, and 8 mg/kg of
MRA provided marked clinical benefit. The success in
the treatment of RA with MRA confirmed that IL-6
plays important pathologic roles in RA.

Recently, biclogic agents targeting tumor necro-
sis factor (TNF) have been used successfully to treat RA
(23-26). However, ~30% of patients failed to respond
to the TNF inhibitors. Further study will be required to
establish whether MRA is effective for those patients.

MRA showed benefit in some safety profiles.
MRA did not induce anti-DNA antibodies, while anti-
TNF therapy induced anti-double-stranded DNA anti-
bodies in 16% of patients {(23). The benefit of a human-
ized antibody was also demonstrated in the repetitive
treatment, because anti-MRA antibodies were detected
in <2% of MRA-treated patients without requiring the
use of immunosuppressive agents such as methotrexate.
Although serious infections were rare in repetitive treat-
ment with MRA, 1 patient died of reactivation of
chronic active EBV infection and consequent hemo-
phagocytosis syndrome. After that event, we screened all
patients who were receiving MRA in this and other
studies (>200 patients) for plasmma EBV DNA, and the
patient who died was the only one with detectable EBV
DNA in the plasma {data not shown).

We have detected EBV DNA in whole bloed
(including white blood cells) in some other patients;
however, those paticnts have not experienced any severe
adverse events during MRA treatment for more than 1
year in the extension study. Furthermore, blood EBV
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DNA became undetectable during MRA treatment in
some patients. Although we do not currently know the
exact mechanism for the reactivation of chronic active
EBV infection, we can exclude such a patient if we
carefully examine eligibility, especially regarding existing
infection. A long-term safety study is also required, since
some serious infections associated with TNF inhibitors
were reported after they became commercially available
(27,28).

MRA markedly improved inflammation markers,
such as CRP levels and ESRs, in a manner similar to that
of TNF and IL-1 inhibitors (23,29,30). Specifically,
MRA completely normalized CRP levels in 76% of
patients in the 8-mg group. These results indicate that
IL-6 is a major cytokine responsible for acute-phase
protein production in RA. I1-6 was also proven to be a
potent regulator of lipid metabolism in vivo. Dose-
dependent increases in total cholesterol, HDL choles-
terol, and triglycerides were observed and were above
the normal range in some patients. This finding is
concordant with previous reports that administration of
recombinant IL-6 decreased serum cholesterol in cancer
patients (31,32) and that IL-6-deficient mice showed an
increase in triglycerides and very-low-density lipoprotein
in the blood in association with suppressed energy
expenditure and increased food intake, with no increase
in HDL cholesterol (33). However, MRA treatment also
increased HDL cholesterol. The precise mechanisms of
this phenomenon are uncertain, but total cholesterol
levels did not continue increasing, and no cardiovascular
complications were observed. Therefore, the findings do
not preclude further use of MRA for RA. Since RA
patients reportedly have an increased risk of developing
cardiovascular complications (34), we are examining the
safety issue of cardiovascular complications after long-
term treatment in the extension study,

A mild and transient decrease in white blood cell
counts was sometimes observed in the MRA groups. A
similar phenomenon was reported in clinical studies with
other biologic agents such as anti-CD20 antibody (35)
and anti-TNFa antibody (36). Therefore, the phenome-
non is not specific to MRA treatment. Most of the liver
function disorders observed in the MRA groups were
also mild and transient. However, we should be careful
when we use MRA in combination with methotrexate.

This clinical trial indicates an acceptable safety
profile relative to the clinical benefit. Further studies are
therefore required to determine the long-term safety
and efficacy of MRA as well as the feasibility of pre-
venting joint damage in RA patients.
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Human Platelets Stimulate Mesangial Cells to Produce
Monocyte Chemoattractant Protein-1 via the CD40/CD40
Ligand Pathway and May Amplify Glomerular Injury

TAKAHARU TANAKA,* TAKASHI KUROIWA, * HIDEKAZU IKEUCHI,*
FUMIE OTA,* YORIAKI KANEKO,* KAZUE UEKIL* YOSHITO TSUKADA,*
IAIN B. MCINNES," DIMITRIOS T. BOUMPAS,* and YOSHIHISA NOJIMA*

*Third Department of Internal Medicine, Gunma University School of Medicine, Maebashi, Gunma, Japan;
"Centre for Rheumatic Diseases, Glasgow Royal Infirmary, University of Glasgow, Glasgow, Scotland;
*Divisions of Internal Medicine, Rheumatology, Clinical Immunology, and Allergy, University of Crete

Medical School, Heraklion, Greece.

Abstract. Platelets are thought to play an important role in the
initiation and the progression of a variety of glomerulonephrit-
ides. This study examined whether platelets induce production
of monocyte chemoattractant protein-1 (MCP-1), a chemokine
involved in leukocyte recruitment and glomerular injury, by
cultured human mesangial cells (MC). To this end, platelets
isolated from normal human donors were cocultured with MC
at various ratios. MCP-1 synthesis was evaluated by quantita-
tive real-time PCR and enzyme-linked immunosorbent assay.
Platelets at 1;100 ratio (MC to platelets) induced an approxi-
mately 20-fold increase in mesangial MCP-1 mRNA and pro-
tein expression through an obligatory cell-to-cell contact—de-

pendent mechanism. Importantly, blockade of the CD40/CD40
ligand (CD40L) pathway with neutralizing antibodies de-
creased MCP-1 production by approximately 60%. It was
confirmed that CD40 was functionally expressed on MC. Gel-
shift assays and inhibitors of phosphorylation were used to
demonstrate that activation of p38 mitogen-activated protein
kinase, protein tyrosine kinases, and nuclear factor—xB activa-
tion were essential for MCP-1 production. These data indicate
that platelet/MC contact stimulates the production of MCP-1
and may contribute to glomerular inflammatory responses by
recruiting leukocytes from the peripheral blood.

Platelets are thought to play an important role in the initiation
and the progression of glomerular injury in a variety of glo-
merulonephritides (GN) (1). Platelets are among the first cells
to infiltrate the glomeruli, as shown in a variety of animal
models, including Habu snake venom-induced proliferative
GN (2), experimental diabetic nephropathy (3), or immune
complex nephritis (4,5). Improvement of renal function and
reduced glomerular cell proliferation was observed in immune
complex nephritis (4) and a model of diabetic nephropathy (3)
after treatment with anti-platelet antibodies. Depletion of plate-
lets decreased the release of inflammatory mediators in acute
nephrotoxic serum nephritis in rats (6). In humans, circumstan-
tial data, such as decreased platelet survival and increased renal
platelet sequestration, suggest a role of platelets in the patho-
genesis of diffuse proliferative lupus GN (7). In vitre and in
vivo studies have shown that growth factors found in abun-
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dance in platelets, such as platelet-derived growth factor
(PDGF) and transforming growth factor-8 (TGF-8), induce
mesangial proliferation and matrix accumulation respectively
that are observed in the course of glomerular injury (8). Anti-
platelet agents improve long-term renal function in membrano-
proliferative GN (9).

In addition to soluble factors, platelets may also mediate glo-
merular injury by direct cell contact with glomerular mesangial
cells (MC). Structural characteristics in glomeruli, such as defects
of glomerular basement membrane between MC and blood lumen
and porous glomerular endothelial cells, render direct contact
between platelets and MC possible. In addition, injured glomer-
ular endothelial cells in GN may further facilitate direct contact
between platelets and MC. Coculture experiments have shown
that contact with platelets induces chemokine production by vas-
cular endothelial cells or myeloid leukocytes (10-12). Similar
interactions between platelets and MC could therefore feasibly
promote glomerular inflammation.

A recent study (13) has identified that platelets express
CD40 ligand (CD40L) on their surface. CD40L, a transmem-
brane protein structurally related to tumor necrosis factor—o
(TNF-a), was originally identified on activated T cells. Inter-
action of CD40L on T cells with CD40 on B cells is of
paramount importance for the development and function of the
humoral immune system (14). CD40 is also found on mono-
cytes, macrophages, and endothelial cells, suggesting that
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CD40L has a broader immunologic function in vivo (15).
Upregulation of CD40 on MC has been observed in renal
biopsies of patients with inflammatory glomerulonephritides
such as lupus nephritis and IgA nephropathy (16). CD40/
CD40L interactions between infiltrating mononuclear cells and
resident renal cells are thought to play an important role in the
pathogenesis in immune-mediated glomerulonephritis (17). In-
terestingly, CD40L-dependent platelet/endothelial cell interac-
tions may induce the latter to secrete chemokines and express
adhesion molecules (13). Similar platelet/MC interactions have
not previously been explored.

Monocyte chemoattractant protein-1 (MCP-1) plays a cru-
cial role in the pathogenesis of immune-mediated glomerulo-
nephritides. Cultured renal parenchymal cells, including MC
and renal tubular epithelial cells, produce MCP-1 in response
to proinflammatory cytokines (18-20). Inhibition of MCP-1 by
neutralizing antibodies attenuates macrophage influx in various
experimental nephritides, decreases histologic glomerular
damage, and reduces proteinuria (21-23). MCP-1-deficient
lupus-prone mice demonstrate improved survival and a dra-
matic reduction in macrophage recruitment, renal pathology,
and proteinuria. Notably renal 1g/C3 deposits are not dimin-
ished in MCP-1-deficient lupus-prone mice, suggesting an
uncoupling of the inflammatory responses from deposition and
activation of immune reactants (24).

We used coculture experiments and inhibitors of phosphor-
ylation in this study to address whether platelets induce MCP-1
production by cultured MC and to identify the mechanisms
involved in this process. We now report that platelets induce
MCP-1 production in part through the CD4(0/CD40L pathway
and identify key molecules involved in intracellular signaling
pathways in MC.

Materials and Methods
Antibodies and Cytokines

The following Abs, recombinant cytokines, and proteins were used
in this experiment: mouse monoclonal anti-human CD154 (CD40L)
(Ancell, Baypor, MN); mouse monoclonal anti-human CD&2P (P-
selectin) (R&D systems, Minneapolis, MN); mouse monoclonal anti-
Bl-integrin (clone M13, kindly provided by Dr. Kenneth Yamada,
NIDR, NIH, Bethesda, MD); mouse monoclonal anti-human CD40
(Biosource, Camarillo, CA); biotin-conjugated goat anti-mouse im-
munoglobulins; R-PE-conjugated goat anti-mouse immunoglobulins
{Dako, Carpinteria, CA); recombinant human TNF-a (fTNF-a);
riFN-y (both from R&D systems); and trimeric human CD40L/
leucine-zipper fusion protein (fCD40L) (a gift from Immunex, Seattle,
WA}

Preparation of Platelets

Platelets were carefully isolated as described elsewhere with stight
modification (25). In brief, platelet-rich plasma (PRP) was isolated
from freshly drawn citrated whole blood after centrifugation (200 X
g for 20 min). PRP was recentrifuged (500 X g for 20 min) in the
presence of acid-citrate-dextrose (ACD; 15% vol/vol). The superna-
tant was discarded, and Tris-EDTA saline (10 mM Tris, ] mM EDTA,
and 150 mM NaCl) was used to resuspend the platelet pellet. Platelet
suspension was centrifuged (500 X g for 20 min), the supernatant was
discarded, and the platelet pellet was resuspended in phosphate-
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buffered saline (PBS). For the experiment that used the pre-stimulated
platelets (Figure 1B and 3), platelets were activated with 0.2 U/ml of
human thrombin (Sigma, St. Louis, MQO) or 1 M of ADP {Sigma) for
10 min, washed twice with PBS, and then resuspended in PBS. In
other experiments (Figure 3B), platelets were fixed for 10 min in 1%
paraformaldehyde (Sigma) in PBS at 4°C with gentle agitation; this
preserves membrane integrity but prevents secretory activity. To test
the isolation-induced activation of platelets, P-selectin expression was
examined by FACS analysis and found to be less than 5% (data not
shown). In contrast, after the stimulation with thrombin or ADP, more
than 90% of cells were positive for P-selectin. Contamination of
leukocytes was assessed microscopically and found to be negligible.

Human Mesangial Cells (MC)

Human MC were established and characterized as reported previ-
ously (26). Cells were cultured in Waymouth medium (Life Technol-
ogies, Grand Island, NY) supplemented with 17% heat-inactivated
fetal bovine serum (FBS), 100 U/ml penicillin, 100 pg/ml streptomy-
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Figure 1. (A) Platelets induce monocyte chemoattractant protein-1
(MCP-1) upregulation by mesangial cells (MC) at the ratio of 1:100.
(B) Prestimulation of platelets with either thrombin or ADP is not
required. In panel A, platelets were isolated from normal human
donors and cocultured with MC at various ratios for 24 h. Alterna-
tively, MC were stimulated with 10 ng/ml of tumor necrosis factor—a
(TNF-a) for 24 h (A). In panel B, platelets were pre-stimulated with
0.2 U/ml of thrombin or 1 uM ADP, washed, and then cocultured with
MC. MCP-1 preoduction in supernatants was determined by enzyme-
linked immunosorbent assay (ELISA). Data are means * SE from
three separate experiments.
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cin, 2 mM r-glutamine, 2 mM sodium pyruvate, 1% (vol/vol) nones-
sential amino acids, and 26 pg/ml of bovine insulin (all Life Tech-
nologies). Three independent cell lines were employed during
passages 5 through 12.

Platelet/MC Coculture

Platelets were prepared to 1, 10, or 100 X 10° /ml in Waymouth
medium containing 1% FBS. MC were harvested at 830% confluence
and cultured in 24-well plates at 6 X 10 cells/0.6 ml] per well in 1%
FBS/Waymouth medium in duplicate for 16 h. Subsequently prepared
0.6 ml of platelets was added to 6 X 10* of MC, resulting in 1:1, 1:10,
or 1:100 ratio of cocukure (MC:platelets). In the experiments exam-
ining the effect of cell contact, identical parallel cultures were estab-
lished in which platelets were separated from MC by a 0.4-um pore
size semipermeable membrane (Biocoat, Becton Dickinson Labware,
Bedford, MA) while sharing the same medium. In the experiments,
which examined the effect of rITNF-«, rIFN-v, and rtCD40L, MC were
thawed in a 24-well plate at the same concentration with coculture
experiment for 16 h for the adherence. Then, MC were further
incubated at final volume of 1.2 ml/well in the presence or absence of
various cytokines for 24 h. After 24-h incubation at 37°C, MCP-]
synthesis in supernatants and MC CD40 expression were determined
by enzyme-linked immunosorbent assay (ELISA, R&D systems) and
FACS analysis, respectively.

Inhibition of Chemokine Synthesis by Antibodies or
Chemical Inhibitors

In the blocking experiment with neutralizing Abs, coculture of MC
and unstimulated platelets was carried out at the ratio of 1:100
(MC:platelets) in the presence or absence of 10 pg/ml Abs against
P-selectin, B1-integrin, CD40L, or IgG, of irrelevant specificity (Sig-
ma). All antibodies were added to MC simultaneously with platelets,
In the experiments that used pyrolidine denivative of dithiocarbamate
(PDTC, Sigma), SB203580, PD98059 (both from Calbiochem-Nova-
biochem, La Jolla, CA), and genistein (Sigma), MC were preincu-
bated with those inhibitors for 2 h, and then washed four times with
medium to remove added inhibitors completely. Coculture of MC and
unstimulated platelets were subsequently performed at 1:100 ratio for
24 h. MCP-1 synthesis was determined by ELISA in the supernatants
after 24 h.

Quantitative Real-Time PCR

MCP-1 mRNA expression in coculture was determined by real-
time PCR, following the manufacture’s protocol. Briefly, total RNA
was isolated from coculwre of MC and unstimulated platelets {1:100
ratio} in 6-well plates after a variety time of incubation using RNeasy
Mini kit (Qiagen, Valencia, CA). cDNA was synthesized from 2 ug
of total RNA by Superscript preamplification system for first strand
c¢DNA system (Life Technologies), using oligo-dT primers. Subse-
quently, real-time PCR was performed in the ABI Prism 7700 Se-
quence Detection System (Perkin Elmer Applied Systems, Foster
City, CA) using the SYBR Green I PCR kit (Perkin Elmer Applied
Systems). Each reaction contained 25 ul of the 2X SYBR green
Master Mix, 300 nM primers (MCP-1, forward: 5'-GAT CTC AGT
GCA GAG GCT CG-3', reverse: 5-TGC TTG TCC AGG TGG TCC
AT-3% B-actin, forward: 5-GAA CTT TGG GGG ATG CTC GC-3',
reverse: 5'-CGG GAA ATC GTG CGT GAC AT-3)(27), S pulof a
1:10 dilution of the ¢cDNA prepared above, and water to 50 pl. The
reactions were incubated at 94°C for 10 min to activate the Amplitaq
Gold polymerase (Perkin Elmer Applied Systems) followed by 40
cycles of 30 s at 94°C, 30 s at 60°C, and 60 s at 72°C. The ABI Prism
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7700 Sequence Detection System sofiware determined relative
mRNA expression of MCP-1 and S-actin in each samples, based on
the standard curve described below. MCP-1 mRNA expression in
each sample were finally determined after correction with B-actin
expression. Standard curve was generated as follows (28). In brief,
¢DNA was prepared from MC stimulated with 100 ng/ml of LPS
(Sigma) for 8 h. Using this ¢DNA as template, PCR products for
MCP-1 and B-actin were prepared with same primers. Each reaction
contained 5 pl of the 10X PCR buffer; 500 nM forward and reverse
primers; 0.5 pl of Tag Gold polymerase; 1 pl of the cDNA; and water
to 50 pl. The reactions were incubated at 94°C for 10 min to activate
the Amplitaq Gold polymerase followed by 40 cycles of 30 s at 94°C,
30 s at 60°C, and 60 s 72°C. After confirming specific single band on
the agarose gels, serial dilutions (tenfold) of these PCR products
(107°~107%) were prepared and then amplified simultaneously with
samples from coculture using SYBR green. A standard curve was
determined by the ABI Prism 7700 Sequence Detection System soft-
ware. The expression of MCP-1 and B-actin in each sample was
quantitated in separate wells with the respective primers. No PCR
products were detected in the real-time PCR procedure without re-
verse transcription, indicating that the contamination of genomic
DNA was negligible. Gels of the PCR products after quantification of
MCP-1 or B-actin by real-time PCR showed a single band (152 and
711 bp, respectively) with the expected size (data not shown).

Flow Cytometry

CD40 expression on MC was determined by FACS analysis.
Briefly, MC were harvested with trypsin/fEDTA and stained for CD40
expression by incubating the cells on ice with anti-human CD40
antibody or an isotype-matched control, followed by R-PE-conju-
gated goat anti-mouse immunoglobulins. CD40 expression was ana-
lyzed using CELLQUEST (Becton Dickinson),

Electrophoretic Mobility Shift Assay (EMSA)

Nuclear proteins were isolated by the methods described previously
with slight modification (29). Briefly, cocultures of MC and unstimu-
lated platelets were performed at the ratio of 1:100 in 75-cm? flask for
1 h. Alternatively, MC were incubated for 1 h with 10 ng/ml of TNF-a
or 100 ng/ml of LPS (Sigma) instead of platelets. After the treatment,
cells were washed with ice-cold PBS, harvested by scraping, then
spun-down by centrifugation. Pellets were resuspended in 1 ml of
hypotonic buffer (10 mM Hepes, pH 7.9, containing 10 mM NaCl, 10
mM KCl, 0.1 mM EDTA, 0.1 mM EGTA, 1 mM DTT, 0.5 mM
PMSF). After 15-min incubation on ice, 60 ul of 10% NP-40 was
added. Cells were then vortexed vigorously for 15 s and then centri-
fuged for 1 min at 12,000 rpm at 4°C. After removing supernatants,
the pellets were resuspended in 300 pl of extraction buffer (20 mM
Hepes, pH 7.9, containing 0.4 M NaCl, 1 mM EDTA, 1 mM EGTA,
1 mM DTT, 1 mM PMSF). After incubation for 15 min on ice,
samples were vortexed vigorously for 15 s and then centrifuged at
12,000 rpm for 10 min. The supematants containing nuclear protein
were used for EMSA after determining protein concentration with the
Brad-ford method (BioRad Protein Assay kit; BioRad Laboratories,
Hercules, CA). EMSA of nuclear factor-xB (NF-xB) was carried out
by use of Gel Shift Assay Systems (Promega, Madison, WI), follow-
ing manufacture’s protocol. Briefly, double-stranded oligonucleotide
containing the NF-xB binding element (5-AGT TGA GGG GAC
TTT CCC AGG C-3") was end-labeled using {y=32P]ATP (NEN Life
Science Products, Boston, MA) and T4 polynucleotide kinase and
then purified through G-25 spin columns (BioRad). Nuclear extracts
(2 pg of protein) were incubated with radiolabeled probes for 20 min
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at room temperature in 10 pl of binding buffer (10 mM Tris-HCL, pH
7.5, containing 50 mM NaCl, 1 mM MgCl,, 0.5 mM EDTA, 0.5 M
DTT, 0.05 mg/ml poly (d1-dC){d1-dC}), 4% glyceral}. Specific controls
included unlabeled NF-«B or Sp-1 (5-ATT CGA TCG GGG CGG
GGC GAG C-3') consensus oligonucleotides at 100-fold excess. The
samples were separated on a nondenaturing 4% polyacrylamide gel in
Tris-Borate buffer, dried, and then analyzed by autoradiography.

Statistical Analysis

All experiments were repeated at least three times. Results are
presented as the mean = SEM from three separate experiments where
indicated. Statistical significance, where indicated, was determined by
t test. A value of P << 0.05 was considered to represent a statistically
significant difference between two groups.

Results
Platelets Induce Upregulation of MCP-1 Production
by MC

We first examined whether platelets induce MCP-1 produc-
tion by MC. Platelets purified from normal human subjects
were cocultured for 24 h with MC at various ratios. Platelets,
at 1:100 ratio (MC:platelets), enhanced MCP-1 production by
18-fold above the basal level released by MC alone (Figure
1A). This was comparable to levels induced by recombinant
TNF-a. We did not observe further increases in MCP-1 pro-
duction by higher ratios up to 1:500 (data not shown).

We next examined the effect of prestimulation of platelets
with ADP or thrombin. Platelets were isolated and stimulated
with thrombin or ADP for 10 min. Activation of platelets was
verified by the induction of P-selectin expression (data not
shown). After washing, platelets were cocultured with MC at
various ratios as before. Pretreatment of platelets with throm-
bin or ADP did not further enhance the expression of MCP-1
(Figure 1B), indicating that specific prior activation of platelets
was not required. Stimulated platelets alone did not synthesize
MCP-1 (data not shown).

We next determined whether the upregulation of MCP-1
production occurred at the transcriptional level. Platelets (with-
out prior stimulation) were cocultured with MC at the ratio of
1:100. At various time points, cells were harvested and mRNA
was extracted and quantified by real-time PCR. Unstimulated
MC expressed low levels of basal MCP-1 mRNA. Platelets
enhanced MCP-1 mRNA expression 22-fold at 6 h, which was
sustained up to 12 h (Figure 2). Taken together, these data
demonstrate that platelets induce MCP-1 upregulation by MC
at both protein and mRNA levels. The magnitude of this
response could not be further enhanced by specific prior in
vitro platelet stimulation. This may have reflected activation of
critical pathways during platelet isolation. This could have
varied between donors, we therefore elected to stimulate plate-
lets (judged by P-selectin expression) in subsequent mechanis-
tic experiments to ensure maximal stimulation had been
achieved in each experiment.

Direct Cell-to-Cell Contact berween Platelets and MC
Is Essential for MCP-1 Production

Stimulation of MC by platelets could be mediated either by
direct cell-to-cell contact or through soluble factors. We there-
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Figure 2. Platelets induce upregulation of MCP-1 mRNA by MC, MC
were cocultured with platelets at the ratio of 1:100 for various times,
and then MCP-1 and S-actin mRNA expressions were analyzed by
real-time PCR. Fold increase in MCP-1 expression at each time point,
relative to O h, is shown after correction with 8-actin expression. Data
are means = SE from three separate experiments.

fore determined whether platelets could induce MC MCP-1
release when separated by a semipermeable membrane that
prevents direct cell-to-cell contact. Platelets were incubated
with thrombin for 10 min and then cocultured with MC for 24 h
at a 1:100 ratio in contact with or separated from MC. As
shown in Figure 3A, separation of platelets from MC abrogated
MCP-1 upregulation by MC, suggesting a role for cell-surface
molecules. ADP-stimulated platelets also failed to induce
MCP-1 when separated from MC (data not shown). These data
implicate direct cell-to-cell contact in platelet-mediated MCP-1
upreguiation in MC.

To address this further, platelets activated with thrombin
were fixed with PFA to preserve membrane integrity but pre-
vent secretion of soluble factors. Fixed, activated platelets were
cocultured with MC at the ratio of 1:100 for 24 h. Figure 3B
demonstrates that fixed activated platelets did not induce
MCP-1 upregulation. Fixed activated platelets failed to secrete
MCP-1 production, even at the ratio of 1:500 {data not shown).
This suggests that cell-surface molecules alone are not suffi-
cient and that soluble factors from activated platelets are also
required for MCP-1 synthesis by MC.

CD40/CD40L Pathway is Involved in Platelet-Mediated
MCP-1 Production by MC

We next sought to identify molecules involved in plate-
let/MC interactions. P-selectin plays a ¢rucial role in leukocyte
or endothelial cell activation by platelet binding (11,12), and
Bl-integrins are implicated in platelet interactions with extra-
cellular matrix (30). Activated platelets also express surface
CD40L through which platelets can induce proinflammatory
responses by endothelial cells (13). We therefore examined the
effect of neutralizing P-selectin, Bl-integrins, and CD40L in
coculture experiments. Platelets were cocultured with MC at
the ratio of 1:100 in the presence or absence of antibodies for
24 h. Inhibition of CD40/CD40L reduced MCP-1 induction by
approximately 60%, whereas blocking of P-selectin or S1-
integrins did not significantly affect the results (Figure 4).
Although immunohistochemical analysis has shown that CD40
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Figure 3. (A) Direct cell-to-cell contact between platelets and MC is
essential for MCP-1 upregulation. (B) Fixed activated platelets do not
upregulate MCP-1 production by MC. In panel A, MC were cocul-
tured in contact with or separated by a porous membrane insert from
pre-stimulated platelets at 1:100 ratio for 24 h. In panel B, platelets
were stimulated with thrombin and fixed with 1% PFA to preserve
membrane integrity but prevent secretion of seluble factors. MC were
subsequently cocultured with fixed or unfixed activated platelets at
1:100 ratio for 24 h. MCP-1 production in supernatants was deter-
mined by ELISA. Data are means * SE from three separate
experiments.

is expressed on MC in renal biopsy from patients with a variety
of glomerulonephritides (16), its expression on cultured MC
has not been identified. Therefore we examined CD40 expres-
sion on MC by FACS analysis, and we found that MC consti-
tutively expressed CD40 (Figure 5). In addition, inflammatory
cytokines, such as TNF-a and interferon-y (IFN-v), or cocul-
turing with platelets at the ratio of 1:100 increased CD40
expression (Table 1). To further examine the role of CD40 for
MC activation, we stimulated MC with recombinant CD40L
(rCD40L). MC were stimulated with 3 wg/ml of rCD40L for
24 h in the presence or absence of 500 U/ml of IFN-v, which
is known to function synergistically with CD40L in the mono-
cyte/macrophage activation (15). In preliminary studies, the
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Figure 4. Inhibition of MCP-1 synthesis in MC/platelet coculture by
neutralizing Abs. MC were cocultured with platelets at 1:100 ratic for
24 h in the presence or absence of neutralizing Abs for 24 h. Percent
inhibition was calculated as follows: 100 — 100 X (MCP-1 synthesis
with neutralizing Ab/MCP-1 synthesis without neutralizing Ab}. Data
are means * SE from three separate experiments. * Satistically
significant difference as compared with control (P < 0.01).
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Figure 5. MC constitutively express CD40. MC were stained with
anti-human CD40 antibody or an isotype-matched control, followed
by R-PE-conjugated goat anti-mouse immunoglobulins. CD40 ex-
pression was determined by FACS analysis. Representative data of
three distinct experiments are shown. The left-hand histogram repre-
sents the staining with control Abs.

optimal concentrations of rCD40L and IFN-y were deter-
mined. Although rCD40L alone did not upregulate MCP-1,
rCD40L. in combination with IFN-y enhanced MCP-1 synthe-
sis by twofold above basal levels in response to IEN-+ alone
(Figure 6). These data suggest that CD40 is expressed on MC
and is involved in their activation by platelets to release
MCP-1.

Platelets Induce Mesangial MCP-1 Upregulation
through NF-kB Activation

MCP-1 expression is regulated both in a stimulus-specific
and a tissue-specific manner (31). NF-«B plays an essential
role for MCP-1 upregulation (32). We performed gel-shift
assays to examine the molecular mechanisms by which plate-
lets activate MC. Platelets significantly enhanced NF-«B acti-
vation above basal Ievels detected in resting MC (Figure 7A).
Binding was inhibited by adding cold probe against NF-«B,



J Am Soc Nephrol 13: 2488-2496, 2002

Table 1. Effect of cytokines or coculture with platelets on
MC CD40 expression®

Stimuli CD40 (MFI)
Medium 21.0
rINF-e (10 ng/ml) 51.1
rIFN-vy (500 U/ml) 43.3
Platelets (MC:platelets = 1:100) 119.7

2 Shown is the MFI of CD40 expression on mesangial cells
(MC) after culturing for 24 h in the presence or absence of rTNF-
a, rIFN-v, or a 100 excess of platelets. Similar results were
obtained from three different experiments.

MCP-1 (ng/mil)
0 10 20 30 40

MC alone
rCD40L

IFN-y

Figure 6. rCD40L enhances MCP-1 preduction by MC in the presence
of interferon-y (IFN-v), MC were cultured to adherence at 6 % 10*
cells/0.6 ml per well in 24-well plates in duplicate for 16 h. Cells were
subsequently stimulated with rCD40L (3 pg/ml), IFN-v (500 U/ml),

or both. After 24 h, MCP-1 syathesis was determined by ELISA. Data
are mean = SE from three separate experiments.

rCD40L+IFN-y

but not against SP-1, indicating specificity. To further inves-
tigate the involvement of NF-xB activation, we used PDTC, a
specific inhibitor of NF-kB. PDTC reduced MCP-1 upregula-
tion in a dose-dependent manner (Figure 7B). Collectively
these data demonstrate that platelet contact induce NF-«xB
activation in MC, which in turn is essential for MCP-1
synthesis.

Platelets Induce MCP-1 Production through p38
MAPK and PTK

Previous studies have shown that p38 MAPK activation is
required in cytokine-induced MCP-1 expression (33,34). Sim-
ilarly TNF-a or interleukin-1 (IL-1) induces MCP-1 produc-
tion through protein tyrosine kinases (PTK), but not protein
kinase C (PKC) or cAMP-protein kinase A (PKA) (35,36). To
examine whether platelets induce MCP-1 synthesis by MC
through activation of p38 MAPK and/or PTK, we used
SB203580 or genistein, which are inhibitors of p38MAPK or
PTK, respectively. As a control we used PIX98059, an inhibitor
of ERK1/2. MC were preincubated with these inhibitors for 2 h
and then washed extensively with medium. In preliminary
studies, the concentrations of inhibitors to achieve the maximal
effects were established. Treatment with those inhibitors did
not alter the basal expression of MCP-1 by MC. Platelets were
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Figure 7. (A) Platelet contact induces nuclear factor-xB (NF-«B)
activation by MC. (B} PDTC, the specific inhibitor of NF-«B, reduced
MCP-1 production in coculture in a dose-dependent manner. In panel
A) MC were cocultured with platelets at 1:100 ratio for 1 h. Alterna-
tively, MC were incubated in the presence or absence of LPS (100
ng/ml) or TNF-a {10 ng/ml) for 1 h. Nuclear extracts were subjected
to electrophoretic mobility shift assay (EMSA) to examine NF-«B
activation. Specificity was checked with an unlabeled probe (cold)
against NF-xkB or Sp-1. In panel B, MC pretreated with various
concentrations of PDTC were cocultured with platelets at the ratio of
1:100 for 24 h. MCP-1 production was determined by ELISA. MCP-1
production in coculture without PDTC is shown as 100%. Data are
means * SE from three separate experiments.

added to inhibitor-ireated MC at a final ratio of 1:100.
SB203580 and genistein reduced MCP-1 production by 40 and
70%, respectively (Figure 8), whereas PD98059 had no effect.
These data suggest that platelets induce MCP-1 synthesis by
MC through activation of p38 MAPK and PTK.

Discussion

MCP-1 is known to play a predominant role in monocyte/
macrophage recruitment into glomeruli in a variety of glomer-
ulonephritides. Macrophages infiltrating glomeruli in turn
stimulate resident glomerular cells to induce () mesangial
proliferation and matrix expansion through macrophage-de-
rived growth factors, such as PDGF and TGF-B8, and (2)
upregulation of adhesion molecule and chemokine secretion
through inflammatory cytokines, such as TNF-« and IL-1§, to
facilitate further infiitration of leukocytes. Herein, we report
that platelets induce MCP-1 production by MC in part through
interactions involving CD40/CD40L and that activation of
NF-«B, p38 MAPK, and PTK are involved in this process.
Whereas an 100-fold excess of platelets is required to induce
this phenomenon, these findings demonstrate a novel mecha-
nism that could be important in vivo. Under pathologic condi-
tions whereby the composition of the extracellular matrix may
be altered and inflammatory molecules and other cells, such as
macrophages, T cells, or blood-derived pelymorphonuclear
cells, are present, a smaller number of platelets might be
encugh to stimulate MC. Our findings indicate that platelets
are not only regulators of intraglomerular coagulation but also
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Figure 8. p38 MAPK and protein tyrosine kinases (PTK} are involved
in mesangial MCP-1 upregulation induced by platelet binding. MC
were pretreated with 50 pg/ml PD98059, SB203580, or genistein for
1 h. In preliminary studies, the concentrations of inhibitors te achieve
the maximal effects were determined. Medium was changed four
times to remove added inhibitors completely. Subsequently, coculture
of MC and platelets were performed at the ratio of 1:100. ELISA
determined MCP-1 synthesis after 24 h. MCP-1 production in cocul-
ture without inhibitors is shown as 100%. Data are means * SE from
three separate experiments.

key modulators of glomerular inflammatory responses. Plate-
let-mediated MCP-1 production by MC may be an important
mechanism whereby platelets contribute to the amplification
and progression of glomerular injury.

Previous studies exploring the pathogenesis of vascular in-
flammation and atherosclerosis have documented activation of
vascular endothelial cells or myeloid leukocytes by platelet
binding (10-12). In these studies, contact with activated plate-
lets was shown to induce MCP-1 production by endothelial
cells or leukocytes. Coculture of platelets and MC resulted in
upregulation of osteopontin, cyclooxygenase 2 (COX2), and
MCP-1 mRNA expression by MC (37). In the present study,
we have considerably extended such observations and have
defined potential pathways whereby such effects are mediated.
We show that MC express CD40 in virro and that such expres-
sion is functionally involved in cell-to-cell interactions. Criti-
cally however, we demonstrate that both cell-to-cell contact
and soluble factors were implicated. Thus, pre-stimulated
platelets did not induce MCP-1 by MC when separated from
MC, indicating that direct contact between platelets and MC is
essential. The most plausible explanation for this is that signals
mediated by cell contact are indispensable for MCP-1 produc-
tion. The effects of direct cell-to-cell contact may be bidirec-
tional, resulting in stimulation of platelets to release soluble
mediators or upregulate adhesion molecule expression (such as
CD40L and P-selectin) and thus further amplify the platelet-
induced stimulation of MC. Commensurate with this, rCD40L
in combination with IFN-y enhanced MCP-1 production by
MC, whereas rCD40L alone was ineffective (Figure 6). These
data indicate that functional CD40 is expressed on cultured MC
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and that
production.

As platclet expression of CD40L increases upon activation
of platelets with ADP or thrombin, we expected, but did not
find, higher levels of MC MCP-1 production induced by acti-
vated platelets. This may have reflected isolation effects that
varied from donor to donor. In addition, MC produce extracel-
lular matrix (including collagen, an activator of platelets) in
their surrounding microenvironment, and this by itself may be
enough to induce maximum CD40L expression on platelets.
Alternatively, in the presence of other stimuli, baseline levels
of CD40L similar to those found on unstimulated platelets may
be sufficient for optimal activation of MC.

Several studies have shown that CD40/CD40L interaction
plays important roles in the pathogenesis of immune-mediated
glomerulonephritides. In animal models of lupus nephritis,
anti-CD40L antibodies ameliorate nephritis even when admin-
istered after disease onset (38). Our data suggest that the
protective effect of anti-CD40L in this disease may partdy
reflect inhibition of MCP-1 production after platelet/MC inter-
actions. CD40L-positive leukocytes are rarely observed in glo-
meruli as compared with the interstitium in proliferative lupus
nephritis (16), further strengthening the idea that platelet-
bound CD40L might be the predominant ligand source for
CD40 on MC. A functional soluble form of CD40L has re-
cently been reported (39,40}, suggesting that platelets may
stimulate MC through either soluble or cell-surface CD40L. In
contrast to data obtained in other cell types (11,12), blockade
of P-selectin on platelets did not decrease MCP-1 production in
coculture. Although we used doses of the anti-P-selectin mAb
that can be expected to almost completely block surface-
expressed P-selectin, mesangial production of MCP-1 was not
significantly decreased. Considering the redundancy between
P-selectin and other similar adhesion molecules, these data do
not exclude a modest contribution by P-selectin.

MCP-1 expression is regulated in both a stimulus-specific
and a tissue-specific manner (31). Although several lines of
evidence suggest that NF-«xB activation is essential, recent
studies bave shown that MCP-1 induction by PDGF-BB is
dependent on proximal Sp-1 but not on NF-kB activation (32).
We have demonstrated that platelet binding induces high levels
of NF-xB activation that in turn is required for MCP-1 pro-
duction. Platelets were surprisingly more potent in NF-xB
activation than TNF-« or LPS. This also might have resulted
from strong and rather unique effects of the direct cell-to-cell
contact, together with soluble inflammatory mediators. Ac-
cordingly in our previous study, which examined the interac-
tion between monocytes and MC, both cell-to-cell contact and
soluble factors were required for the maximum activation of
the latter (18). Other studies have shown that platelet contact
induces chemokine or adhesion molecule expression by endo-
thelial cells or leukocytes through NF-«B activation (10,12).
NF-xB plays a critical role in inflammatory response through
induction of a variety of proinflammatory genes. Thus platelet
binding to MC may lead to the amplification of inflammatory
responses through the expression not only of MCP-1 but also
of other inflammatory molecule expression dependent upon

signals mediated by CD40 enhance MCP-]
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NF-xB. Ligation of CD40 by CD40L activates NF-«B through
TNF receptor—associated factors (TRAF} (41). It is thus pos-
sible that CD40L upregulates MCP-1 through NF-XB activa-
tion; alternatively, activated platelets contain IL-1-like activity
which is also a strong inducer of NF-«B activation (42).

Previous studies have demonstrated that TNF-a induces
MCP-1 production by HUVEC through p38 MAPK, but not
through other MAPK, such as Jun N-kinase (JNK) or ERK1/2
(33). We have identified that p38 MAPK is involved in plate-
let-mediated MCP-1 production by MC as treatment of MC
with a specific inhibitor of p38 MAPK decreased MCP-1 by
50% (Figure 7). Although it is still unclear how activation of
p38 MAPK leads to induction of MCP-1 expression, a recent
study suggested that p38 MAPK is involved in the activation of
NF-«B in the cytoplasm as well as in modulating its transac-
tivating potential in the nucieus (43). The finding that an
inhibitor of PTK reduced MCP-1 production by 70% demon-
strates that PTK also play a role in platelet-mediated MCP-1
induction by MC. Ligation of CD40 is reported to activate p38
MAPK and PTK, such as lyn, in other types of cells (44,45).
Therefore, we have also examined if rCD40L alone can di-
rectly induce their activation by Western blot using specific
antibodies against phospho-p38 MAP kinase (Cell Signaling
Technology, Beverly, MA) or phosphotyrosine (clone 4G10;
Upstate Biotechnology, Lake Placid, NY). rCD40L alone did
not induce any detectable vpregulation of p-p38 MAPK and
phosphotyrosine (data not shown). This does not completely
exclude the possibility that CD40L activates at low levels p38
MAPK and PTK, considering the sensitivity of Western blot-
ting and the absence of co-stimulation from activated platelets,

In summary, we have shown that platelet contact induces
mesangial expression of MCP-1, in part through the activation
of CD40/CD40L, NF-xB, p38 MAPK, and PTK. As MCP-1
plays a key role in the infiltration of macrophages into in-
flarned glomeruli and glomerular injury, we suggest that plate-
let/MC adhesion may represent an important mechanism for
the amplification and the perpetuation of glomerular inflam-
matory responses in a variety of glomerulonephritides. Inhibi-
tion of the interaction between platelets and MC could be of
potential therapeutic benefit.
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phalomyelitis : EAE) 2 4 2., ZOFERRW
BwTit, CD28-B7EOHEEEHBLETH S
ZEBHIShTWE, —F, 129/sv v R
REGEREEB 2o TH EAERFEGank v,
Tbb, 129/sv =7 A1 MOG-induced EAE
wEHERT T, CSTBL/6X129 F2v VAT
B, B R0RFABERBLT, EE0 MOG
-induced EAE #ERE & 41, MEESEMIZEIH
BB & USRI B R OMBERIR RIS s L B,
ICOSTEEF & /w7 7 w7 » L7C57TBL/S
x129F 2= A (ICOS~-C57TBL/6x 129 F 2) %
EREL MOGR7F F28BELL- 23, FERE
EEZ EAESHEH SR, ¥RO7 7 ANRER
UL 1), HEREETHNC S L2 HEEE
EEty, RHESTrEVELLDIFN-yEXE

EAEERRA 7

T r 5y 1 rrtrrrr-r

0 2 4 6 8 10 12 14 16 18 20

wEROBY

1, ICOS /927 bww X6 5 MOG-

induced EAE M3%%E (Dong, C. o af, 20018%L b
WERH)

CH7BL/6x120F2 = A (WT) T, v R
DRER 2 KELL T, BEED MOG-induced EAE
BEHRI RSB, ICOS-/—-CH7TBL/6x 12¢
F2(K/O) T3 L MOG~7F P51z L W IEE
ERLG EAE 8FR & h, $Eo< 7 A EAE
RERFET LI,

CD 4 BBHEHEEMED & iz, MOG ~7F FTH
L 72 ICOS™-C57BL/6x129 F2B XU CH7
BL/6x129 F2»o6B7:08MEE% in vitro T
MOG _R7F Pzl D EBRELEFELFRD Y 1
PAA L EBELLZEZA, BWTNROTTATH
IL-4 DEERES ST, IL-10 & IFN-y Z[E
BECELEZsL:, LLLIL-130EL£RCS7
BL/6x120 F20A&THEDH &N, ICOSHC57
BL/6x 129 F2TikE o7z EEE N7,
IL-134 Th2 ¥4 v A4 & L THAEERZ
FTdLLbdbicLewis rat EBWT EAE RE%
M2 enmonTEY, IL-13ELETH
ICOS--C57BL/6x129 F2izBir2 MOG-in-
duced EAESEOREDC 1 2Thor #2150
fo. Th e DEBSERE? S, ICOS ik MOG-in-
duced EAE OREXBWEIHT 252 %8
T4 EMmaEnY,

SIL=vRic7a74 ) ¥ FEHH (pro-
teolipid protein . PLP)% CFA & L b ICRET
5k, $710 5 5 EAE #5E 7 % (PLP-in-
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® 1, MICOS hFniikit 5 (= & 32 PLP-induced EAE RE~D R
(Rottman, J. B. et af, 20012 & b &38| )

1 ICOS HFiniF EAE &iEHER EAE @ clinical score
HELL 10/10 3.0+/-06
1~10 B & T 5 10/10 50+/-00
9~20 B F TIRE 5/10 1.0-3.0

duced EAE), B4#AZ T, fUERTZI2 ICOS 0F
HEBRD ol EAERRETLZRE
10~20 B#ic» it TR THfzic 510 2 1ICOS
ORERL R AMEESEDH, —H, BTRP-1 i
BRI HERAFEE L, ICOS & EELBEBNE
{L TS AT L 72, PLP-induced EAE 2 813
3 ICOS #3570, 5% 10 H
ICOS hflfifh #455 L& L, HRfEtko~20
Hi% % T ICOS AR e LG aE 2w
TEAEORER2BRI L. REIBEER
ICOS itk %575 Lt EAEQEERIIE
L, FFRERERN bHlEEsEET s Z L
BESM LS 5T, —F, EAESRIEL T 2HE
D% 6~20 A1 ICOS ik s 53
L&, BRIEFTSO%ETL, EEELUETS
TESTENRL(RDY,

PLP-induced EAE T3 Thl, Th2 T itz
W LFER s, BT Thl THbEA

L) EAEORECESE T EEZLNTN S,

PLICOS M 4E 0 ¥ & iz & % PLP-induced
EAE OifE ¢ o BE#F L Th1/Th2 ~NZ >~
AOBEESRST A0, %F 12 B
SEEME in vitrvo TPLP W XD ERIBL, BEHE L
#E o IFN-y 28E Lz, 31 1COS iFdEiR s
ELCEEER L T, fRIEE 10 BRI [COS FAiHf %
BE Ly AOBMIO IFN-y BEEREFRE
AliEmL, RE 9~20 Biicir ICOS hilfifk
RS L7 AQEERO IFN-y EEREE
EfE AR L, £, PLP x5 3 T ka5

EISbHiETABRE L, BETHECE» 27,
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25121gG1 ¥ 777 A0N PLP AR BIEL
fok 25, fafEtk 10 BRI ICOS hflfife & 5
Lizww A TR SIS L TREIZMm
PHRE@SMETL Twi, ThoDERBE»S,
a5 1% 10 BRSO antigen priming phase = ICOS
-B7RP-1 %2%[HET 3 &, PLP wwxt¥ 2 %E0
ZEH Thl1 FEWRE L PLP-induced EAE *1%
Eaw, —F, fuE9~20 O efferent phase
i ICOS-B7RP-1%%2MH%E T2 L PLP izt ¥
2THREE L IFN-y E£2{ET L PLP-in-
duced EAE M&#ET 5t HF L o3,
2z ) UiERMEHAE (Myelin Basic Protein ©

MBP)#EH THlELY 72 —(T Cell
ptor :TCR) M5 AP 2= 272 BIQ.PL~=7 A
OTHERMBP-TCR 7 A ¥x2=vy 7 THl
1) % in vitro T MBP 2 THIRS, AR 7 AK
BAT2ZEInXVEAE 2EH T E 5 (MBP
-induced EAE}, MBP-TCR FZ > AV zzw 7
T k% in vitro TMBPIC X D RIET 2 &, 4@
FumE, IFN-y-1L-10 EEAFH 2508, T

% ORI ICOS-1g OH#F L gL Mfilah
fz. 7 ICOS-Ig #FETTMBP-TCR + 7> &
YrizZw 2 THAEMBP THIEI T35 & £ F
) —TREI(CD45RBO) D 7 A b — 3 A 235
Bl s, MBP-TCR 'SRV x=w 7
T #ifg % ICOS-1g H#FET T in vitro TR
FAF~7 AIfEA$T 2L, MBP-induced EAE @
FEMIIETEITMHE Iz, TOBFELT
12 B3O ICOS-Ig DfERAMF L SNz, &,
MBP-induced EAE QO FE# i ICOS-1g # k5

Rece-
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T5E, EAEOHEA a7 HEEICHELR.
Zhem32OEAE®F 5 &, ICOS-B7
RP-1 i3 EAE B8 EIC 3 KA % 1M+ 5 A1
WIEAL, EAE BB IIRREEBEZ ¥ 31
SEEFTHILMREAT,

2) BEkETFNL

2 Z—4 v R M # (Collagen-Induced
Arthritis - CIA){3, DBA/J1 =2 R % 4 710
AT rhkRFEL, SEMRCERETLZE
WEDERSNBZMAMEETVTH S, 3BRHE
DOFGEFES day 0 & L, $T B7h/B7RP-1 /B
U100 g/~ ) % day -1, 1, 3, 5 KREIERA
BE(FHNES) T2 L BEFPSEEILEEZL
{(avro—n#F4.9+/—1.30,B7R/B7RP
-1 PR 6.3+ /2.9 80), BEAAITRE
BraElLz-(aybo—-AHE11.8+/-3.6 H,
B7h/B7RP-1 ik 6.3+/—-3.8 H),
X AR - RAEMRREE - SBRUEL Y OREH
BFWFRBIUVXBLOBUSAL, BThH
B7RP-1 fREES I X O FEICWH L, &
&4z, FET R FEMR W B Th/B 7 RP-1 (b (%1%
SEMBL e 25 (EHENERS, day5.7+9-
11 k#5), FHgES LEE2BHzOREE
ot, BEHEBICBLT, CDIRkEBs L U
CD 4-#ifdw JICOS I\ % T, BB LU~
zuZy—3Y0O—Hw B7h/B7RP-1 OFHH
B ehic, CIA OREERCIEELEYA b
A BFELESEL Twa A, BTh/B7RP-1 41f]
MEFHRsc L v, CIA BEEBEIC B 2 B
BHEF o« (Tumor Necrosis Factor « @
TNFa), IL-1 8, [L-6 OFERHS mRNA v < T
HECME sz, i, CIA Y2610 20
EREfmL, VB %E in vio T 4 71
as—Fri g2y, HEEN . IFN-y
E&-IL-10EENFHE NS, B7h/B7RP-1
BRI RERD T T An BRI Y w3
il T, ZHSORIEHHEITETL T,
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—e—I1COSH*
O 1ICO0S™~
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SEEOON
2. ICOS /w279 v CAERMERT

(Nurieva, R. L e ol, 2003'2 X D &0Z518)
DBA/Y 1-ICOS—/-F6=7 Az, #4712
5 —4 2% day 0, day 21, day 42 &®EL TH
B #EEE 7. DBA/J 1-ICOS+/+F6 v A
i, day 31 IERBIET K 288 L vz 43 DBA/
J1-ICOS—/—F6 =7 R T B4 it 4o
Hanit,

MiER DS 4 7135 —4 Aiikid 1gG1 -
IegG2a~IgG2bH 725 2L LIz B7Th/B7RP
-l BRI TFERSE LD BEEICET LR L
-7, ICO5-B 7 RP-1 R[RE X, REHSA b
H 4 FERME & Thl B & f Th2 HEGED
FlomEFz LD, ASRERE*RET I LF 2L
Hhd™m,

CIAiz 517 2 ICOS-B7RP-1% 0 & 41 #
ICOS /w777 p{ICOST) v AEHBWTH
A5 Tw3, ICOS-7w 2% DBA/J1<w &
iz 6 [ backcross & ¥ (DBA/J 1-ICOS~-F 6),
g4 7N as—4%%2day0, 21, 2 R2FELT
BAEI % 2253 L7z, DBA/J1-ICOS**F 6 = w7 &
TiZ, day 31 DIRGHEI K 5T/ S h 725 DBA/
J1-ICOS™F 6 TR MAEI R R LIl & fuie
(B2, ABAMEN M TH, DBA/
J1-ICOS**F 6 TED 512,37 X AR « B
B BUs AL YOFERIR DBA/] 1-ICOS7F 6
ThREo(Bonkhotz, 272, IgG2a ¥
T2 I AW 4 735 —% »Hitkiz DBA/
J1-ICOS""F6 THEEHIETL TWwi, #4711
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