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Figure 1
Time course for plasma concentration of
hemoglobin represents HbV concentration in

plasma after HbV administration at a dose of 1400
mg Hb/kg in cynomolgus monkeys.
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Pre-injection  Immediate 14 days
Figure 2
The appearance of plasma before HbV

administration (left), immediately after finishing
administration (middle) and 14 days after HbV
administration (right).
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Figure 3

Allometric relationships between body weight and
distribution volume (V) and body weight and
clearance (CL).

The linear regression of the logarithmic values was
calculated using the least-squares method.
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5. IM#E RS A—Z DRIFE - 547

BBz % 3000 rpm T 10 43R L AYEE L .
MEEERR L, 612, Boh/fmif% 50,000 g
T2 R OOBET S ST L, migEFIcE
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6. H.E.Z:f5 (Hematoxylin-Eosin stain)
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ST, WARAKEL, ~7 FFT U IKRT 4 M
et U7z, BOVRAKELEE, =42 T 60
MRREL, 20&k, WAKEL, BAK, EH.
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TUR) TEBELL,

7. {RNENREEEA
7-1. *H-HbV &5k O 5%
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1To7lz, BMEBRICEIT A HEIRITERAE & FEE
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7-2. BEFERCEEE

ApoE K~ U RZIEME, =— T VHEETFICE
VT, *H-HbV 2000 mg Hb/kg (20 mL/kg) % Bk
FOVEELE, BEZ1-3-THEERWCI4HEIR
Mk, BEdE (BhE. APBR. PREE. O ) % E
L7,

7-3.  BRMGYE, BURHIEHEORIZE - 4T

ASNY VB U EHE AT, 5% 143
7 HERU 14 HEZTERIRLGERLZITV, &
DBEC L 0 A RE L. B ok 50 ul
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%, soluene-350 /4 Y 7 a AT/ a— (1:1) B
B 500 uL TR (50°C, 24 K#fE). @ER{LAK
ECTHAL, REVVFL—varhrssu
(Hionic-Fluor) 8 mL %Nz, FHEMEEZEIE L=
(LSC-5121), #H L7zlgaflEL, MEL-H%, TO—
B % soluene-350 1 mL THIIE(LHE (50°C, 24 FBERE).
MK & FAROLERIZ X0 iEEEBIE Lz,

C. BEBIUEBE

1. —fxfkee

HbV#E L%, T XTOApoERE~ 7 AIZBWT
BEEITBSEIERIN o1, /2, HHVER 5
DHBEKTH BE5#%148 ) £ T, HhViREIC
LDy a vy 7 EROHEIERES BV T LA
W72 ho iz,

2. EERVESEEEL(L

F3, AEEHE/KE 72 I1ZHDY (2000 mg Hb/kg) %
ApoERE~ U RIZEE L, #5148 %F TORKE
ZAb % Fig. 4T~ Y, ZORER, MREHOE TH
BEERZETIRONARD o T2,
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Figure 4

Change in body weight after saline (20 mL/kg) or
HbV administration (20 mL/kg, 2000 mg Hb/kg) in
B6. KOR/StmSlc-Apoe™ mice.

The values are mean + SD. (n=5)

WIZ, HbVHEE1+3 7 14H#EDApoEXRIE~ 7
A DE G EEE (BHE - FFhR - R - B - D)
IZOWTHRE L7z, £OFREHE, HbVO EE 55 filkas
D—DOTHAHPEIRICB N TEEOEMAER S
727 (Fig. 5B). b 9 — 2D EELFIERTH B
JBRIZBWTIZENEN -T2 (Fig. 5A), £7-. B
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Figure 5

Change in (A) liver and (B) spleen weight at 1, 3,
7 and 14 days after saline (20 mL/kg) or HbV
administration (20 mL/kg, 2000 mg Hb/kg) in B6.
KOR/StmSlc-Apoe™ mice.

The values are mean =+ SD. (n=5)

g - i - ODRIZ BV IR B B O B idmERR &
#7235 7z (data not shown),

3. MER/NT A —X

Fig.6iZ1%, ApoER#E~ 7 R |ZHbVRS1 37«
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Figure 6

Changes in (A) white blood cells, (B) red blood cells
and (C) platelets at 1, 3, 7 and 14 days after saline
(20 mL/kg) or HbV administration (20 mL/kg, 2000
mg Hb/kg) in B6. KOR/StmSlc-Apoe™ mice.

The values are mean £ SD. (n=5)
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4. EALFNTG A—H

ApoEXH~ 7 A ZHbVE 544 O MHE /T A — X
~OFEE R Uz, Fig. 7021%, ApoEXIE~ 7 X
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BT ER KR EHEREOEERLE, —
. MMOIFHERE~— I —TH DL T BRN
THNT L AZE HOVERSIC X D BB R ERITRD
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Figure 7

Serum laboratory tests representing liver and renal
function at 1, 3, 7 and 14 days after saline (20
mL/kg) or HbY administration (20 mL/kg, 2000 mg
Hb/kg) in B6. KOR/StmSlc-Apoe™ mice.



The values are mean = SD. (n=5)

X HIZ, ApoEXR#E~ U R |ZHbVIRE#£, 1:3-7 -
140 Bizk T 2 &lEsgs (Bl - AR - FEfet - Aif - o0
&) OMHBE~DEELHERABIZIVEIME L,
DFER, FIFEIRITB VT, HbVERSIZ X 28 b H7
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Figure 8

Light micrographs of kidney, liver, spleen, lung and
heart in B6. KOR/StmSlc-Apoe™ mice at 1, 3, 7 and
14 day after HbV injection (20 mL/kg, 2000 mg
Hb/kg) stained with H&E.
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Figure 9

Serum laboratory tests representing the metabolism
of lipid at 1, 3, 7 and 14 days after saline (20 mL/kg)
or HbV administration (20 mL/kg, 2000 mg Hb/kg)
in B6. KOR/StmSlc-Apoe™ mice.

The values are mean £ SD. (n=5) TG; triglyceride,
FFA; free fatty acid, T-cholesterol; total cholesterol
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(Fig. 10), F7=, g4 = onHmkzHH L=
EZA, BRI TEW SR Z R L (Fig. 11),

% of dose

Figure 10
Tissue distributions (% of dose) of SH-HbV at 1,3, 7;

14 day after administration to B6. KOR/StmSlc-

Wl
Apoe™ mice.

Each point represents the mean + SD (n=5).
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Figure 11

Tissue distributions (% of dose/g tissue) of ’H-HbV
at 1, 3, 7, 14 day after administration to B6.
KOR/StmSlc-Apoe™ mice.

Each point represents the mean + SD (n=5).
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ULl s, BESHICELTX, ¥ASHFT
HBHCODEENT Y hr— A EEHET 3 LERS
D, ZFOEDITITEENOREICCORHETE S
¥ VT HUEERD, TITEXIF, x0T
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ViVODIRFHZ B W T, EERNIZHEE I 72CO-HbV
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2. W
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3. IPF EF /< ZAD/ESL
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4. CO-HbV 05

TrAeA U BEE300EEO 1 BRICARE
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LT 7 0 Calg, MAZERLE, FRL
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FEEHE
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10. fiffEfk O GAERE (8-OHdG, = hueFrmi V)
TrAdvA Yo BRE5%38 BOMAPFATHEE L
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ZEIMUL. 37°C, 300, EHTA rFaX—]
EHiz, TOH%, EHIZBWO TPBS TllElwash 4T
W, Z0tr— A THEHALL, EHIZ, 585 nm®D
b & B L CEI R 2B Lz,

15. fififEik s O TGF- g EOBEE

TV A~wA v o BE5#148 B OfiCBuffer (PBS,
1% PI mix, 10mM EDTA, 0.05% Tween20) %500 u L
MMz ARETFA XL, 15,000 rpm, 4°C, 10min THEL>
L7z k3% AW TELISAY v b (R&D Systems) @
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REEMN A BT (Fig 12A), 7=, HIEFER DT
flicix, FiChifi~s v 77— (Fig. 12B) &4F
HFER (Fig. 12C) MR L T\ iz, EBRIBENZ LT,
HbVE 5B Tl Zh b REMEME O RE IS =
LTV o TeDIZR LT, CO-HbVEEIX, £
b OREEME LTz (Fig. 12),
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Figure 12

Effect of CO-HbV on cells in bronchoalveolar
lavage fluid in bleomycin-induced pulmonary
fibrosis mice.

The number of inflammatory cells including (A)
total cells, (B) alveolar macrophages and (C)
neutrophils in bronchoalveolar lavage fluid on day 3.
These inflammatory cells were determined on day 3.
Each value represents the mean + s.d. (n=3-6).
**#P<().01 versus control. T¥P<0.01 versus CO-HbV.
1P<0.05 versus CO-HbV.

2. FiRRME(L O RFAR

BB E{L DO EEA A . Masson’s trichromee . & | E
Fexs 7 ull VOEEIZLVIT>72, Masson’s
trichrome¥e & D& ., A B HE /KK 5K SHOVE
EFEIIBVWTHLL R RO THERBHELDOE
FRRONT-DIZx L, CO-HbVEERHTIZ, £D
HEITRIMEI R STz (Fig. 13A), £/, &
Fexy 7oy 2EELEMER. Masson’s
trichrome¥2 & DFE R & FERIC AR B KR ERH L
UHbVEEHICB W I A B RELDE NI HER
=R LT, CO-HbVE GEEIZBWTE DO
HIFESE ST (Fig 13B), ML EDORER L V| #iHE
OB RAMACOIZERE L TWD LH#EI N,

3. FifgEEREm
CO-HbV# 512 L B it RE~ DRI DWW TFE
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Figure 13
(A) Histopathologic evaluation at after saline,
HbV or CO-HbV treatment on day 14 in
bleomycin -induced pulmonary fibrosis mice. (B)
Hydroxyproline leveles in left lung at after saline,
HbV or CO-HbV treatment on day 14 in
bleomycin -induced pulmonary fibrosis mice.

Sections of pulmonary tissue were prepared on day
14 and subjected to Masson trichrome staining. The
pulmonary hydroxyproline level was done on day
14. Each value represents the mean + s.d. (n=3-7).
*%P<().01 versus control. T1P<0.01 versus CO-HbV.
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Figure 14

The lung mechanics and respiratory functions
after saline, HbV or CO-HbV treatment on day
14 in bleomycin -induced pulmonary fibrosis
mice.

Forced vital capacity (A), total respiratory system
elastance (B) and tissue elastance (C) were
determined on day 14. Each value represents the
mean + s.d. (n=4-5). **P<0.01 versus control.
+1P<0.01 CO-HbV. 1P<0.05
CO-HbV.

versus versus
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Figure 15

Effect of CO-HbV on pulmonary inflammatory
cytokines and chemokines in bleomycin-induced
pulmonary fibrosis mice.

The levels of cytokines and chemokine including (a)
TNF-a, (b) IL-6 and (c) IL-1p in lung tissue on day
7. The amount of inflammatory cytokines and
chemokine in whole lung tissue was measured by
ELISA. Each value represents the mean = s.d. (n=5).
*%P<().01 versus control. TTP<0.01 versus CO-HbV.
+P<0.05 versus CO-HbV.
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Figure 16

Effect of CO-HbV on the generation of reactive
oxygen species in lung tissue in
bleomycin-induced pulmonary fibrosis mice.

(A) The immunostaining of the lungs slice for the
oxidative stress markers of nucleic acid (8-OH-dG;
upper) and amino acid (NO,-Tyr; lower). (B)
Production  of superoxide
bleomycin-induced pulmonary fibrosis mice on day
7 after BLM administration. (C-D)The protein
expression of nicotinamide adenine dinucleotide

pulmonary in

phosphate oxidase 4 (Nox4) in lung tissue. Protein
expression levels of Nox4 was determined by (C)
immunostaining and (D) western blotting.
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Figure 17

Effect of CO-HbV on active TGF-$1 levels in
bleomycin -induced pulmonary fibrosis mice.
Active TGF-B1 levels in lung were determined on
day 7. Each value represents the mean =+ s.d. (n=6).
T1P<0.01 versus CO-HbV.
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Fig 1. Production of Chemokines
The chemokine shown here increased in concentration in the culture
supernatant of empty vesicle-loaded splenocytes. (* : P<0.05)
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Fig 3. Production of cytokine
The cytokine shown here increased in concentration in the culture
supernatant of empty vesicle-loaded splenocytes. (* : P<0.05)
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Fig 5. Production of cytokine or chemokine
The chemokine or cytokine shown here showed no change in their
concentration in the culture supernatant.
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Fig 2. Production of cytokine
All the chemokine shown here did not change or increase in
concentration in the culture supernatant.
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Fig 4. Production of Cytokine
Among these four chemokines, IL2 increased in concentration in
the culture supernatant of empty vesicle-loaded splenocytes than in
saline-loaded splenocytes. 114 and 13 were shown not to increased
at all. (* : P<0.05)
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Fig. 6 Production of TGF-p1
Saline or empty liposome loaded spleen cells were cultured for 3 consecutive
days in the presence of Con A (0.3pg/m) . TGF-B1 in the supernatants was
assayed in duplicate and the mean values were expressed. The same
experiments were done three times and the representative data was shown.



