4 [J: live WBC ~100
= <) M : apo WBC
33 1 M:necoWBC 80 & 0304  Xk*
= £0 8
E 60 B2 a
O N o] 20-
Mmoo &L é
= o 8 t~
.,6 [ 40 > [&] >
5 g £ 10-
31 - ° s =
= 20 X 2
= R
° l R
o - -0 G
0 3 6 8 14 S
time (d)
C D
100 100
80 80 )
» 60 2 60+
3 8
y— o
og 40 2 404
20+ 20+
O T T T T T T T T T T T T 1 0 —
O 9 %X © 9 O O X
time (d) time (d) .
& Apo WBC-SAGM  -O- Live WBC-PBS -O- Live WBC-EDTA  -m Apo WBC-ACD
-~ Necro WBC-PBS - Live WBC-SAGM - Live WBC-ACD -~ Necro WBC-EDTA
—&— Necro WBC-SAGM -+ Apo WBC-PBS -3~ Apo WBC-EDTA - Necro WBC-ACD
25+
d14 234 -~ EDTA-PBS
‘§21 —— EDTA-SAGM
‘g - ACD-PBS
8197 —= ACD-SAGM
17 1
15 T LI LR T ™1
Qv % © 2,00\
time (d)
12 SAGM 12- PBS
o) — blood
cw
=0 10 —-0—- LR RBCs
—=
3 - stored blood
Sao g —e— stored LR RBCs
5 O
o
o I
R
6 1 T T T 1 6 T T T T
time (h) time (h) Flgure 1



O © T ©
o O O «—
o o o«
oy o I
—_ o W
L nruM
= S
7}
w
=
Q
<
a
n N n o o
O ™ O o uhn
Q% a2 I
RH RF <
- LM
i)
o
—
o
7}

<4—— Sjuane

50+

H _I_IWII - >
%
Wl
%
x ] n am TﬁLmI,MU \OQ.\@
| ] | =) @Q fMJ
" n [ | _l_.u hl I\OOO a\VsO
X \Q 0,\0\
o, %
&
bo, &
T T T T 1 .“\o.v
o o o o o 7
<t ™ N ~

(M 14IN) ¥ QOH-hue

**k%

© O T ©
o
8 38
o N o ¥
it =]
o L
o=
»
TH
=
e
<
m)
] 7] nHu
O O L
o @ =
h'e o <
h'd o
| -
§o]
(0]
—_
S
7]

STEYES

(M 14N

~

qv AOH-ue

Figure 2



&. 2 - o B
. % .__ va\ % LL
] lllAl "] o, NQ\ NQ LB N ] Lo NQ\
% ._lo 4 - Iz o %
(o7 %
[] ﬂ*.m n Lo @Q\ Hi’ V\va x H n Lo Qsoe
[ ] 0; X g0 o 0 ,\O
V\ \ n n —
= . %, % * T.*IA % g3 sk R, e
TT. ue o o ‘s o, &
% “r O % % Igo %, e,
X n n [ ] [ | -
“l i — u u Y &Q\ aryv @\AW\V '|_|A &NV &\X o m_T“ - 8. Q :\nw\%
OGV&\ /Ox @&\@\ @AW\&\ &NV&V o o o O@@\
\Y
koo %, o, 70, % 0%, &
0_ 0_ O_ O_ O_ 0_ .“\QA nwsnws f T T T T 1 w\o,.\\ 0% VO f T T T %
3 ¥ 8 & 2 > 3 ¥ 8 & 2 ° o = & & 2 ° 7
(9 14N) av AOH-hue (Y 14W) av AOH-hue (9 14IN) 9V AOH-hue
(] L.
-l ll IV “ lll IV -
;_ ow\.@ _..t_ ow\ .._ vam\.
llll [ ] _H*Ihlh -ll [ ] IOOW\ V4 [ ll lTl—lﬂll- [ ] I\QA.VNAV IL.TI Lo NQ\
(o7
EE N EEE ll_.#l_ an"n ﬂll O\Q - llll“_+._ EEm " m - X\O &
Ry % L % % 2% K
X X [ n -
ll [ ] llﬂ +.+l_ll ] lll ll o) nb\\&v &NU [ B ] l-lll - | ] l- [ ] I\ x% QNU OOW\. x%
u n " = u OW\ «/0 @nw\ n n W\% Q% nmv&\ o O,
" & ar AW\ n u n Y, @\@\ AW\ - TTIAII Y NA\\\. @AW\
L] III III TT fﬁ | I | I“ IrMNV A/Y &NU V III | I | *tl III | B | |'MU OQv\ V V O@ @X QV
Ry % %, *s %, G
%, Ry #e@v % ,-@@v 7y
s g 2o P Fgeggecom & &g g & e
(4 14IN) av AQOH-hue (4 14N) av AOH-hue (4 14W) av dOH-hue



50+ . dededk
Z 40 . *%k%
s P FT
< -
[m)] % L .. ] m Em
O 20- T
'_.é % ? [ | ]
T 104 = s ot
O_—
vehicle]_
LR RBCs—
blood
stored LR RBCs

stored blood
stored blood + LR

Im. HEL
*kx

40- D dexx |
R * * *kk
® 304 = .
=
o T E o
@) Lo: a2,
I i
€ 10- ) -
© [ ]

O_‘
vehicle

stored LR RBCs
stored blood
stored (LR RBCs+Apo)

stored LR RBCs + stored Apo
stored LR RBCs + stored Apo sup
Im. HEL

— 50-

Qo ar n -

< | : ..I I:

5 30 i F

200 T F2 FT®
5 10l R

0_
vehicIeT ‘_‘

stored LR RBCs
stored blood
stored blood washed——

stored LR RBCs + stored

blood sup
Im. HEL
401 f ** ‘
I *
. *% ‘
™ 30- wxl
T u
= s -
2 - N
20 R = I
()] = a"
9 £ 7 T &
T =t
Z 10- - .
©
0 o2

vehicleJ \_‘
stored LR RBCs

stored blood——

stored blood washed

stored LR RBCs +: |
+stored blood sup
stored blood pP
stored blood sup wo pP

sstored blood sup wo pP+stored |

blood uP
uP=micropatrticles

Figure 4



% CD25*Foxp3*/CD4*

N N
e (o] oo o N
Lo 1)

N
1

—~

TGF-B (pg/mL

**

**%

*%k%

+ anti-CD3 Ab
5001

M total TGF-B
4004 [Oactive TGF-B
300
200+
100+

% CD25*Foxp3*/CD4*

f —
il

**k*

N
o
]

*

‘ o S O
N «® ,\é% ¢
& & p@Q
Q'%
S

stored blood sup

+ anti-CD3 Ab

Figure 5



Figure 6

——2alive

—e—apo.

A mono/macro neutrophils B cells T cells
dO A N T - -
1.0 0.4
d1
1.3 0.3
B
L
O
|_
©
2 5
8 1.1
@
C
®©
o)
IS
£
d3
1.8
B d0 A
a 5.5
d3 ,%'
14.9
Annexin V >
C 50 - P 50 -
8 40 —/— neutro
g 30 —&— mono/macro
- —0— B cells
2 20
< —x=T cells
5 10
2 —— leuko
O T T T 1
0 1 2 3
time (d)
D leukocytes necrotic cells E
A 87.1 100 1
84.9

Annexin V —»

— membrane-bound TGF-

—{—necro.



vehicle

LR RBCs

blood

0 o=

_

stored LR RBCs

*k%* ﬁ'
um - "
I
[ L] 1] - $ b

stored blood

stored blood + aTGF-

* *
_ I f
40 ‘ 0=0,0588 |
*%

E .'_| [ ] "

304 =
m - = T o+ T
= % L} n Ey n
Y == i
< 20- . 0 T
=) . =
O
I =2
£ 104
©

0_“
vehicle——[
LR RBCs
blood
stored LR RBCs ——

stored blood

\Q NI\

T| me (days)

D ¥ P P P
6 D D D 0
b Ib ;b ,\b(b

Figure 7

Im. HEL )
stored blood + iso
stored blood + aTGF-3
stored blood TGF-3-depleted
Im. HEL
Cc 40- *kk D 40~ Kk E
—r
e Lk 707 = LRRBCs
~ *% ~ % .
o 30 i X 30- 60- * blood
= : = : . -
= < x
- vy 501 * o
o ? "L B | o] ? T * i
< 20 - <204 L m .
(m) " "an l? - %— 8 "o f = é 40 '—l g ':E. . 'E
: -1 ¢ s S S R T
= _ . = _ . R4 o 304 & & . 'F S
c 10 - L c 10 . ) O m ? o
(M) | 1T : @® - . :IE 20_ n
3 =
0_- ﬁ O_j‘ * [\v] 104
vehicl vehicle L‘
stored LR RBC stored LR RBCs O"* o o o o 5
stored blood stored blood éo\c’ gb* 6'5\ go* 6’8\ bfz?\
stored LR RBCs plus: stored LR RBCs plus}: 3 >
*stored 1.10e6 Apo sup *TGF-B 150pg
*stored 5.10e6 Apo sup *TGF-B 500pg ———
*stored 15.10e6 Apo sup *TGF-B 1500pg
Im. HEL Im. HEL
F -0~ LR RBCs G 1 LR RBCs
- blood 800+
50 . . o5 El blood "o
—~ B o
x - - (S - [
= 40 Lo X g) 600 .}%‘
S * - = =
5 304 15 O NS
< @ o 400+
Q i < [
O 20+ -1 o <
I Q (o)
L S £ 2001
& 10+ l I -0.5 &
| —
O-J T —— "+ 0 h



