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Materials and Methods

* Wistar rat
 Male
» 250-3009g

2 h MCAO
12 h Reperfusion

Fluorescent immunostaining
Immunoelectron microscopy

ANTIBODIES USED
a-Catalase (peroxisome marker)
a-MTCO1 (mitochondrial marker)

a-LAMP1 (lysosome marker)
a-LC3 A/B (autophagosome marker)
a-Rab5 (early endosome marker)
a-Rab7 (late endosome marker)
a-KDEL (endoplasmic reticulum marker)
a-PSD95 (postsynaptic marker)
a-SYP (presynaptic marker)
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Peroxisomes and HMGB1

HMGBI
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Peroxisomes and HMGBI1

HMGBI1

Catalase (Peroxisome)
X 630

Cortex

HMGB1 Catalase
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Mitochondria and HMGB1
MTCOI(Mltochondrlally

encoded cytochrome c oxidase |)
HMGBI

X 630

Cortex

MTCO1 HMGB1
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Mitochondria and HMGB1

MTCOI1
HMGB1
X 630

Cortex
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Summary

HMGB1 was colocalized i
with Catalase :

(Peroxisomes).

HMGB1 was colocalized with
MTCO1 (Mitochondria).

MTCO1-immunoreactivities showed
partial colocalization with HMGB1
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PADBREDIRET — %

Table1. Characteristics in PAD Patients

PAD Patients PAD Patients
Variables (n=81)
ABI 053 = 0.18
[ aboratory values
WBC, X 10*/mm” 8050 + 2818
Hb, mg/dl 125 =+ 2.3
Het, % 403 = 5.6
Plt, X 10"/mm” 278 + 132
APTT, sec 39.0 = 12.7
Fibrinogen, mg/dl 483 =+ 194
CRP, mg/dl 3.34 =+ 5.40
HMGB1, ng/ml 506 =+ 4.52

Data are expressed as mean == SD or number.

PAD:; peripheral artery disease

ABI; ankle brakial pressure index, WBC; white blood cell number
Hb; hemoglobin, Hect; hematocrit, Plt; platelet number

PT; prothorombin time, APTT; active partial thromboplastin time
CRP; C—reactive protein
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Table2. Comparison of Baseline Characteristics According— Fontaine in PAD Patients

PAD Patients Fontaine 1 -1l “II Fontaine IV

Variables (n=52) (n=29) o value
ABI 063 =+ 0.13 033 = 007 <0.01
Laboratory values

WBC, % 10*/mm? 7775 = 2756 8555 4 2956 0.237
Hb, mg/dl 13.6 =+ 1.7 106 =+ 1.8  <0.01
Plt, x 10%/mm? 238 =+ 8.8 349 = 168 <001
APTT, sec 36.5 =+ 8.7 441 + 175 0.010
Fibrinogen, mg/dl 416 =+ 137 607 = 226  <0.01
CRP, mg/dl 117 =+ 2.10 877 + 1126  <0.01
HMGB1, ng/ml 511 =+ 4.55 499 &= 468 0.915

Data are expressed as mean == SD or number (percentage).

PAD; peripheral artery disease
ABI; ankle brakial pressure index, WBC; white blood cell number, Hb; hemoglobin, Hct; hematocrit

Plt; platelet number, PT; prothorombin time, APTT; active partial thromboplastin time
CRP; C-reactive protein
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Table3. Correlation coefficients for ABI in PAD patients

Variables Correlation coefficients p value

WBC —0.298 <0.001
Hematocrit 0.449 <0.001
Platelet number —-0.279 0.013
Fibrinogen -0.414 <0.001
CRP -0.413 <0.001

| | ~ —0.453  <0.001
PAD perlpheral artery dnsease ABI ankle brachial pressure index
WBC: white blood cell number, CRP; C—-reactive protein
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Table4. Correlation coefficients for HMGB1 in all PAD patients

(1) All PAD patients (2) PAD patients without ulcer (3) PAD patients with ulcer

Variables Correlation coefficients p value Correlation coefficients p value Correlation coefficients p value

ABI ~-0.453 <0.001 -0.501 <0.001 -0.703 <0.001
WBC 0.193 0.084 0.141 0.244 -0.304 0.030
Hematocrit 0.035 0.759 0.125 0.268 -0.440 0.757
Platelet number -0.131 0.244 -0.025 0.824 0.118 0.410
Fibrinogen 0.060 0.610 0.091 0.436 -0.218 0.132
CRP 0.255 0.028 -0.059 0.615 -0.032 0.832

PAD: peripheral artery disease, ABI; ankle brachial pressure index
WBC; white blood cell number, CRP; C—reactive protein
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