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LYDIRHQILZE o]5o]A oz RE Aelgc},

chepe AAENA, 7] BeRetol s sht ol o] wlEdel Aestdth,
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AN e Ao g L el ARHA Fee olsislor Fu.

= la 8= 1b: 8 WA 1058 ] oY C57B1/6 vh-ZollAl Z1xhl ZHEE (IT) e Ao (IV)E S 2
ug/g AT PIP-2E5 FARSIITE. FAE HElol=E A g &3A7IAY HEvEY xamEdEd
(DPPC), H(egg) EAIEILZH (PO), xxvEHIAE (P6) 2 FdZzHE (NZF &4, 50:25:10:15)2
T4% D (unilamellar) JEF] EYAIZAT. & HHAELS 756 DPPC T 75% W PC (+ PG %
ZY2HZ)E Egsle gxEFo] PIP-29] AIEW Ago] tis] DPPC/PC/PG/Zd 28l S H 43 HUsiA &3
Holeh= AL FRIeqltt. vlg-2~E 5 § S| AAI7IaL, o] AAL w7tA HE BFT ohe, H0.00 o
Amplex red?] 4t3ts RUEH7] 8] &3 AE Amplex red + FaFdo] #atatas (HRP)Q] &4 ol =

T Aol (37C) ZAAA Aled BFE AN AFY EHEC] FFS AH ARt S5t qlele]
FFE (AFD)E FASITH. #FAIZ W 33 S7k= AlE NADPH AFstasd (NOX2)9] &A43tE wkdsie
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10,91 44% vehith, 495 F PIP-29 Folt 00, 44 % FFL& vAA BAW IT (% la) EE IV
©1b) FdE AEE ) PIP-2 10, A4S @A AR,

—~

9

& 2a WA = 2f= 27 st 2 oH 459 b vl nE Z]éﬂr% (LPS) e} 7] FAL &=
1ZF Bas =g, wElElob (B Zeko] (E. coli)) AETHEF ( )

of ols opE C57B1/6 vh-2oll Folapgivh. A A1 wkel o] LPS §- 12, 16, 24, iz 48AIHA ol vhg-
ARG, HE AAstL 7|Hs FE AdTE AFHste] BALIE 53 vUE dHE dEsEi. d &
7= BALES] & Azl ©d, 2 H 55 W A AlE (WD)ollem; W/bel A, &

d FHoE Az A B Fo A9 5}%— A e TEe 54 P"ﬂﬁ} 22 st R2EHXS AR (s E)=
¥ gAzAA 54" HeontEnFalt

= 4ol I H+t +°1DP. #P<0.0

_|_4

=

‘”—1m

BE 3§ p<0.05 o 12/\17&, 16/\]7& ‘;‘ 24/\17&. =
Al3th, & 2bE 8-0| AT RAENS LA, T 2ce H HEE
24 7)38A #HXE AAA (BALF)Y MEZ 8 TAs, = o] %

ol
& =AY

$is
= 3a WA = 3f 34 ¥ &4 (ALDS 7]3 PS (5 mg/g A)E AAAsAY. 2lx2F W PIP-2 (2 ng/g
AZF)E LPS (0AZH) S 37 IT FolatAL}t LPS & 12A17F =& 16X 70 Ao (IV)2 Fostgitt. 7%

o
et & HA T4 (assault) 'S WAISH7] Y& PIP-2E IV T3, vk~ 24A17 Aol 3| AA 72 o &
8 24 st Yz g dE Frteeitt. 2= n 4°ﬂ et 3t + SEelth. #P<0.05 o] H& X
E OF. & 3ax BALFY AlE 2 =A%}, &= 3bE BALFS & 9l S wAgt. & 3cE #HY S5 o
AZTo) v &S EAET. & 3dE TBARSE EAIEH}. T 3e: 8—°l¢2 2ERS EARY. T 3fe b ¢ HEE
o whila JudS =A|STE,

T 4a 2 % 4b: Prdx69] EAxE] A A, (aiPLA)E Ca%Q B st A 27 (pH 4) 3o fIEmELE A~
el o2 BE Fu|EALe fao o A3 D Az Q7 Prdx69] aiPLA, Aol th3dk PIP-
29 v =7} &3, = 4b: vl #H 9 aiPLA, Ao oisk LPS % PIP-2 A&y &H. w92~ (4 ZHde] o

3 n=23)% 2ExF W PIP-2 (2 ng/g AF)e FA = A stell 713 LPS (2 ng/g AT)= A28t
LPS Alg - 6, 12 F= 24X3HA0] g5 AN, dolAd dhs AAste #Agteigivt. txa de=
LPS7} A|FEHA] eF2 whg-229] Aojty, #P<0.05 o] 3G diz=w P o} LPSHPIP-2; §P<0.05 o] LPS 12A]7F &
2477F.

%52 % % Sb U¥E ol EAE PIP-2% o el Aol sghiel FAsYT. ¥ 5a: Bl A AT u)
A7 Ae3t A" AFaF k. NOX2 FA S oA 2 8lAl (angiotensin) 11 (Ang 11)e] H7boll &8 =31
o, FuFgo] itkstaset $ Amplex redE ROS A9 A=S H8) AFA MUt /A 5
S 443 tFoz EFFEHol 93] 43k ROS S YEN = amplex red9] 2tslE AAsv. Ao

v H
3 J + SEelth. E 5b: LPS ¥ (5 mg/g AF) T 6, 12 BE 4A A nfL1E
Z2oaZ2 oAl tlopdHCE, DFFDA)S X8l g4 gHo=z 158 Fek A
A AE RS, 2" O dE wZseta d 2 A FFS RS AN AxER AAGY. & ha ¥ &
5he] A= N = 40 thdk H + SEo]t}h. #P<0.05 o] a5 LPS  LPSHPIP-2; § P<0.05 ©tf 12A]%F 2 244
ZF LPS; A P<0.05 o a3 LPS.

L 60 gEEHY PIP-25 0AZMA ] Z18d (IT) Ee A9 (IV)E k-2 Fo8kqlth. PIP-2 Fof F 4
A 72X A0 AdAT AR HE FEslal, RIS, Prdx6-PLA2 Aol tiE] E43ivt. PIP-2+ IT
T IV ARAA anollon, 35S 9l AXE 4 AR oF 50417 Ak. AFE N = 3 WA 49 o
Sk 4 + SEo|t}.
T 7a 2 = 7h: AFEEC g Kaplan-Meier ZF(plot). LPS (15 mg/g AZF)E = 7a: 7|# (IT) Ex =
b HA (IP) FARel o] R vhg-zol AlEeivh. stEdmE FAE wkek o]l F 53wk ZEE U
PIP-2 H= Sl (B|£&F ©5)& LPS 12413 5 (A 8ARE 0) A=) (IV) FoIdh vha 12A41F B 2443F 31
o

Aog T3t = 7a: 2 pg/g AT PIP-2; ZF g il N = 14, = 7b: 2 T+ 20 pg/g AF
PIP-2; ¢JoF 78, n=8; PIP-2 2 mg 1%, n=7; PIP-2 20 mg 1%, n = 10.

&= 8: PLAZ2 oAl Fetol= (PIP-2)= EelHo] dFd vk FolA A dAl 11 (Ang 1Dl o] A=+
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ROS A4S dAg. 1V AZE B 243 okAd (WD) whg-2=0 PIP-2 (2 nug/g AE)E F ﬂ"ﬂrﬂr WT 7]
=, W iz 2 NOX2 = (null)dl& HEho|=s AFskA &ghtt. 302 3, n3x " U}%éiTEi #HE 3}
A

L Nox2 EA3AE Ang 11 (50 uM)E H7 }:6}"7 Amplex red ¥ FaFvfo] Iitstais H7bsk A3t /\]i%ﬂ
oA FF3te], FFH ROSE HEIATH. 7% #l= Ang II= X]'E‘L’é} A kT 155‘ 33 717F (0A]Fe=
AR F ¥F A4S A £HES ] v‘f‘ dAo R Hetk, A 7 A2 n o= 3o dig Ha £ SEE
EP%D} AL HAh Hd AFHeRE oYt ZF o] VIV E25H AL ROS 74 Hat H[ES B ¢l

T 9a @ & 9b: PIP-2%& LPS o] ¥ =79 7 aiPLA2 &4 2 =719 ROS 84S oAt LPS (5 ng/g
AF)E BEF B 5 (LPSi ﬁx]) T Y¥E W PIP-2 (+PIP-282 XA} sm] Z1Zg (IT) FYell g F
og&elth. o= % dZo|n} (HETOE EA). LPS T 6, 12 == 244 7o) a9

JLO.
25 A7 Fad ﬂ%—%gi%—n%gixm tolAlglo]E (DFF-DA)E X§ste 294 902 HE 168
Fot Aol BRIAATY. 2 F HE F23eln & 9a: aiPLA2 B4; X 9b: ROS A AxEA H #2E
o o taf) EAsIT. A= © 929 A9 N =3 %= 9b¢ A9 N = 49 thdk FF + SEolt}. #P<0.05
otz 2 5de Al +PIP-2; A P<0.05 o] 6219 & gk,

100 IV F 2 Ao 3t g FE 2SS T3, ¥ ba W T 5holAet & Aulyg 9]0
913t PIP-29] X% uly)] AL 93 ZAS T2EF x = (9 4 RE FXEL w159 F <
ZEsPeh. { Hi £ SE (n=3) == 1Y (n=2). FEXFE U9 PC ¥ DPPCE PIP-29 A XU %ﬂ%oﬂ 4
Abet a9 L%E}L‘dﬂr GE TEA7I™E &so] oF 10% #Ag).

11: IT LPS & 24X 7b#oll kg = &4k ojg PIP-20] 93k "H3E" (%). = LPS & 0, 12 ¥ 16A7HH

ool o3k PIP-2 &3 3k, # &4 W3 BE (95 [1-(PIP-2 &4 - dxT)/(LPS &5 - dz2d) ]
AL T, PIP-29] )8k "W 3 "= >75%0] ),

% #H =] PIP-

o lo i

ki

120 5o LPSell A A&k PIP-2 A E|¥ w929 o &4 A3, mh9-2of LPS (15 ng/g wt)E B A.
Z1Zy (IT); ®=& C A, 54U (IP) FARITE. gxEF W 2 ng/g B‘Et 20 pg/g AT PIP-2& & 79
FAIE A Zrel FALERATE (IV). A& v~ F 5 v & AP JHAl F 108A17F (LPS Fof 5 120A17H) Al
SIAPANAY. AxE A R vk (F LPS) (A Aol digk ghy} wjmskch, BALf, 7]#A] HE AlHN;
TBARS, E]eulZnr|F24F kg =4 gt tixde] 3% n = 4, LPS + PIP-29] A% n = 5oﬂ et Ho
SEolt}. LPS + PIP-2¢] Huge a3 dxay EAFez 24 &u (p > 0.05). LPS & 59 FoF A=3%
PIP-2 A& wlg-2== B4 A& 7.

H-‘

© 13 1¥EE i w &4 (VILDl i@ PIp-29] &3 wHHE mH9AE 5§ S5 120/min 2 2 con 0
S71% et (positive end-expiratory pressure; PEEP)O.% &&= (tidal volume) 12 ml/Kg AT O= 6417
B IARLE ABSFARG. ATE U PIP-2 ( ugfg AR)E AR AF2E AN 1T Fake Rojsh
AL 6AIZE Foll w25 AT, dEzae A (W] JAFSF) Ho s dEbdth. BE %e E 1ol
2ol AxtHATt. A= n = 4o EF FH £ SEo|t}. x VILI + PIP o VILIo| tig P<0.05. PIP-2%= 7144
ATTFN e 7 EForFH Bodr

paKe)

9o FAEA e, B WA ASEHE BE 7]%H 2 wed gojt B wdo] el /)% o
Felatel s PurHoz olsEE A FU dnE Erh, B wAAel s8R A% AL 75
dejel Wy Y BHo] B o] APS AT Aol Agd F AN, wpEHd B2 Y ge] B WAAd
ARG, B oas Ansian gl gold B e gojsh ALgH

w3k, B Aol ARgE uleh e gole 54 ANFEE Adel] A% Aolw AdeEe ows) ohd

oy AF s (Mat H 'an")E AR EHA YM} = 3
Q3 & HAA A AFRETE oE Bo], "she =

A A EAZE T 2 54 7Fsd ws AT o B Aol AMSEE "R WAE oz
+ 20% T o+ 10%, 9 viEHsAE £ 5%, U< uEkREAE £ 1%, 9=y sEEAE £ 0.
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S

IT FAbe

o el e

Aqow A
DPPC2] sn-2
oA A

141 %) 0] of
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[0170]
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Stk (PIP-3 @ -5t A@A @), vhy-2 Astel uteh Praxe 24 L NoX2 B4 Ao g §8]
A0 PIP-2 iz 4 20 WA SOATRE @ WA Rl S T Ak e l= dde A9 A
Fol Masith. IT E& IV Fo] 9 oAl FAMh. dlolel obd] E 4 WA X 6ol st qlu.

I 4
[0172] ALS 93k g EfHo =4 L A 32] PIP-4 1V FAF 24A)17F 3 wpg-2 #9] aiPLA2 &4
aiPLA; 84 nmol/hr/mg prot
x2S b5) 8.81 + 0.2 (n=3)
n=3
PIP-4 1.55 + 0.02 (n=3)
CERRY
PIP-4 8.43 + 0.23 (n=3)
(=, F 9¥E)

[0173] PIP-4 = 2 nug/g wt wh$-2=. o +/- SE; n=3.

¥ 5

PIP-2¢] IT %+ IV FAF F 714 A9 mh¢2
H FAE9 aiPLA2 &4 AAW AFA

7184 (IT) A (IV)
A+ (H), aiPLA, 24, nmol/hr/mg 92
FA ¥

o 8.84 + 0.35 (100) 8.85 + 0.3 {104}

4 1.56 + 0.03 (18} 1.45 + 0.07 {16}

12 1.61+0.04 [18) 1.58 + 0.04 (18}

24 1.63 + 0.14 (18) 1.77 + .11 (20}

26 2.04 + 0.04 {27) 2.14 + 0.03 (24}

48 2.95 + 0.10 (33) 3.03 + 0.05(34)

72 .78 + 0.18 (99) 8.49 + 0.10 {96}

[0174]
* 6
[0175] PIPQ] IT & IV FAF & 7k AIEY] whg-2= 3 #2AE 9 Prdx6-PLA2 &4
713 (1T)* Ay (1IV) IT= v
PIP-1 PIP-1 PIP-2 PIP-4

Ay, FA & Prdx6-PLA; &4 nmol/hr/mg w2l
0 9.0 + 0.2 8.8+ 0.3 8.1+0.3 8.0+0.7
4hr 1.6 + 0.1 1.4 - -
12hr 1.6 +0.1 1.5 - -
24hr 1.7 + 0.2 1.8 + 0.1 1.2 +0.02 1.1+ 0.02
48hr 2.9+ 0.2 - 3.0+ 0.2 2.8+0.2
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[0176]
[0177]

[0178]

[0179]

[0180]

[0181]
[0182]

[0183]

[0184]
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72hr

7.8 + 1.2

96hr

8.1+0.2

s TE AR F URASEA e SP-A Behel=e] 7}

ofr
_C'>1_',

AAle] 2: IT LPS & &9 AzF 73,

hgglo} (E. Fako]) NATEH (LPS)E 5 ug/g AFoz 7|A] (IT) FAbol <& k83 (57B1/6 w229

sl A%

3l

AdgE Al ste] BALFS

459 ¥ 92

uhsh o] LPS F 12, 16, 24 i 48AAS) PhS2E QAT AE AART JHE
#AsEA. ZAE v RFE BALFS]

f8) Az T,

= =3
Elovlanat ned B2 (TBRS), s-olareseh W o] gdze] wud Aud, o 5% o A5
HE (W/D)olth. #h2 n = 40 tigk Ht +olr},
= 200 mAJE WEeb o], BALFS] S7bE AlEE dSS wigstar, BALFS] @i, FUbE SR/ vE
o WA WE FAAS Wi, TBRS % s-o|Axm ke AET A4 JAEE wedstn wald shu
o 27 wuz AsE WU, oldd mv wE AL 257 540/ v Fojdel [pS ¥ #o@ 9
kol EAEE, ol 1PS F 12 WA 20A3bAle] BAHew WAEA sk}, 48A7bale]l A FBo] e}
Wb, LPSE 1gh # &4 12 WA 24x7bRe] v A kg Aol o4 o= Al #H &4 35
34 Afole] #HE WAk, dlolEl: obal & 7ol ot Ut
* 7
IT LPS ¥ &7 Azt 43
Y e Y s TBARS folaERs ERE el
=z BALTSl AX # jBALT) 3 A pmelimg prot. pmotimg pret 7t &52/05%2
x10% A3) | (kg A%) nmalimg pret Hl&
- 037 £ 0.06 77+2 75+23 0.33+003 56+0.2 581+ 0.2
Lps, 7.04 + 0.54 153+ 4 374 + 14 101+ 0.1 158407 835+ 015
@A A 3847
LPS, 8431 0,15 15643 370¢2.2 1.05+0.04 167 20,4 | 832:+0.15
@162 A< 5 A7
LPS, B57 =052 182+2 88+ 12 104 +0.12 164 =+ 1.4 7.854+034
@242 A A A BAA
LPS; 520+0.2 07+ 214+94 0.75 + .82 852+03 8.38+04
@487 Aol 3] AA7)
LPS 5 ng/g
Ao 3: PIP-2& ¥ &0 2RE M3t

3E 9ol uveERd wpe} ZFE
PIP-2 (2 ug/g AF)E
shlck. 71l gk F
ANZIa % 90 Adgl
- ) /(PSS &5 - o
<0.01 o F PIP, 24AI%F.

4 o

LPS (0A]%H)

A (ALD 9] IT 2ES ARgste] PIP-29] &35 Algsiolct. fxF

=

_19_

= vle} o] LPS9} a7 PIP-29] FolE LPS Fo 3 24X 7H4 0
W25, LPS & 12 T 16A17HAlo] Fo® PIP-2& LPS § 24A17HAo] H7d o
R, . PIP-29]

o

37

EaWNS
1l o=

T—=
Hrretdet. 3 &4 gk 1E (9)E [1 - (PIP-2 &4

C A= n = 49 gF BF + SEolth. x P<0.01 W] Bz, TP

_%
&4 o
A= vl FHolrh, PIP-2 Ei PIP-4i= 047t Foidt 73
WREaL, LPS & 12 WA 16417 7HA =

b A IT Fofstrint LPS § 12A13F H= 164130 Al (IV) = Fof
= WAB] 9l PIP-29] IV FoE ARSI, Wt
o] &2l iz =)

o x =

IREE T

2 9
F 85
12

2=
T

o =

do o
o O
2L 20 ok

S 0=
0, & T

w7} >

=

k1

)
T
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= 37 2L WA, vheAE @427 (DAl AR, whEkA PIP-29}F PIP-4% 2% ¥ £4S W
Asta Az vk, Ggd v £ vhAd di@ dlelelzl E 8 WA E 11e] e} e,

Z 8
[0185] LPS & % % FZFo] W3 PIP-2¢9] &3}
z7 X104/g wt k“gz_vo% # mg ﬂ—lzﬂié]_/g wt ‘Tij] %%%k/ﬁ%%k H]
=
)z 0.95 + 0.16 75 + 1.3 5.59 + 0.03
= LPS
LPS (IT) 8.67 + 0.53 164 + 2 8.10 £+ 0.22
@24A A ] AA A
LPS IT, PIP-2 IT @0 AJ%Y 0.92 £+ 0.02 71 + 5.50 £ 0.04
24A1 A o] 8] AIA F
LPS IT, PIP-2 IV @12A]%} 1.45 + 0.03 84 £+ 1.2 5.95 +£0.02
24A1 A o] 8] ABA F
LPS IT, PIP-2 IV @ 16A]3F 1.43 + 0.2 82.0 £ 1.2 6.19 £+ 0.06
P I R R
[0186] n= 4, PIP-2 5% (2 ug/g wt "F$22), LPS 5 ug/g
Z9
[0187] LPS & # %2 At3lo] tgF PIP-2¢] &3}
Z7 TBARS 8 —o]AZZ AL} itz Jlmd
pmol/mg prot. pmol/mg prot nmol/mg prot
=T 75 £ 1.3 34 + 3 5.6 = 0.2
(% LPS)
32 U] LPS(IT) 381+4.5 101 £ 7 16.9 £ 0.4
@247 170l S| A7
LPS IT, PIP-2 IT @ OAIZF 24|70 + 2.1 31 £ 2 5.4+ 0.1
A A S AR
LPS IT, PIP-2 IV @12A)%} 24|85 + 5.2 38 + 1 6.4 + 0.2
Az Ol S AIF
LPS IT, PIP-2 IV @16A17F 24|89 + 9.3 40 £ 1 6.4 + 0.3
A A S A7
[0188] n= 4, PIP 5% (2 pg/g wt w}9-22), LPS 5 ug/g
F 10
[0189] LPS & 5 ¢ FZFo) ud PIP-49 a3
z2 X104/g wt /\ﬂ_hj_ # Vg %@lié/g wt f] %%%/Zﬂ%‘% H]
=
)z 0.96 + 0.03 78 £ 2 5.59 + 0.02
(8x% o PIP)
2]3¥<% W LPS(IT) 8.5 + 0.46 166 + 3 7.40 + 0.31
@24A A ] AA A
LPS IT, PIP-4 IT @ OAJ%Y 0.95 + 0.02 77 + 3 6.1 = 0.01
A I R R
LPS IT, PIP-4 IV @12A]%} 1.46 + 0.25 85 + 2 5.94 + 0.05
A I R R
LPS IT, PIP-4 IV @ 16AI7F, 24|1.44 + 0.12 83 + 1 6.12 + 0.09
A A S AR
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[0190]

[0191]

[0192]
[0193]

[0194]

[0195]

[0196]
[0197]
[0198]

[0199]

[0200]

[0201]
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n=4; PIP 3%, 2 ug/g wt "2, LPS 5 ug/g

¥ 11
LPS & u x4 2ta}ol ofgh PIP-49] @z}

zA TBARS 8 —O| AT EAE g ey

pmol/mg prot. pmol/mg prot nmol/mg prot
=7 76 *+ 2 34 £ 1 5.8 £ 0.2
(825 o PIP)
IT
) EZ<5 W LPS(IT) 374 £ 4 1.02 £ 3 16.9 £ 0.4

(2 Bt S I B e

LPS IT, PIP-4 IT @ OAIZF |78 £ 4 32 %2 5.9 £ 0.3
247 3 A7)
LPS IT,PIP-4 IV @12A17F (84 + 2 0.38 %1 6.4 £ 0.1
247 3A) 0] 3 A7)
LPS IT, PIP-4 IV @16A17F (85 + 2 0.39 £ 1 6.4 £ 0.1

24X 2k el 3] A7)

n=4, PIP 5% (2 ng/g wt vF$-2), LPS 5 ng/g
AAd) 4: PIP-2E AZX %2 AT

FEPo] =7} aiPLA, B9 AAARZAY a5S gty 28 AT & Jd=X 24s] A8l aiPlA, 4
A8 17 sol ST Aeels B AW B skt
¥ 12
Ao A Az BEEA € A 5 PIP-29 &4 . IS YEdY-.
BE aiPLA, &4
nmol/min/mg prot.
5 PIP-2 100 £ 4.0
PIP-2, 0¥ 29.7 £ 2.9
30 d 31.1 £ 1.3
45 d 31.8 £ 1.0
60 d 32.8 £ 0.9
90 d 29.9 £ 1.1
120 d 31.9 £ 2.4
+ PIP-2, 120 d 103 £ 4.7

AAl 5

oste] AAalolA AHEE A L Yol of7ll M,

&

C57B1/6] X+ NADPH 4AF3ta A (Nox2) & wh$-2+ Jackson Laboratories (Bar Harbor, ME)ZHE] 533 o
w, olZ AW Yo} ther AY & XY (ULAR)E AlAolA 12A17F Bt F7]2 HEPA od3H &7] skollA
ke A=

A oF

A5 —Et%‘jéoﬂ o 3 417}5 F7 Felol=9o] e 89% ZIFt. olAlglFlol Feho| (Escherichia coli)
0111:B4 AMEHozRE fryi A o3y gzrEddvzs AAE AAvtdHF (LPS)E Sigma-Aldrich (St.
Louis,Mo,USA, cat # L3012)2H¥ =53, amplex red/FarFdo] 4kstas (HRP) #4 7]1E (cat.
#A22188) 3Bl #d¥ HIFoEIF UMl tolAElo]E (DFF-DA, cat. #13293)¢] 7H5A] H7b=2 Life
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[0202]

[0203]

[0204]

[0205]

[0206]

[0207]

[0208]

[0209]
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Technologies, Grand Island, NY,USA (Thermo-Fisher Scientific)ZH¥ Tdsttt. HA €l 1T (Ang II)
+ Bachem,Torrance,CA,USA (cat. #4095850.0005) ZF¥ 43Rt B44A AAL Sigma-Aldrich, St.
Louis, MO, USAelA Fislom # AWEAAS S wrdsty] As oldel Ak upe} o] % Ax %
A Aol A ATt HEEHS XﬂJ—O}MJ—i Hrs 24 F 282 0.5 IV ELEAgEIEd (DPPC),
0.25 W 22 EHEEFY (PC), 0.10 E2TE DA

(PG) 2 0.15 S e Zo|t. #H7bd PIP-2+ 0.15
ug PIP-2/ng A &o|%lt}.

jud

ﬂlHU PN NlO

LPS ® PIP-29] JFof

v E vhg2el 20 ple] A9 T LPS (5 B 15 pg/g AF)E Folstal 7@ gk el mAE 1w
Ul ZHEEE Esl Al FAskith. £ dEAE ol PIP—27} TR FsW aat glom fxg
AHEshE W oF 504k AIREO R aiPLA2 B4E AR s #ASIG. 2EE o] PIP-2S IV B
IT AR #lel 20 nl Adeel A=Az 04kl PIP-29] E#E B7rer] 91 el 49, LIPS 7o ¥
glZE £ PIP25 IT T4 o] Algstdnt. LPS § vagol Foj¥ PIP-29] &sE B7hsbr] 93 45
dl @EE + PIP-25 37 soel] FAbste] Algstalnt. o T@ BEe] WghE ARgste] WSl vd A7)
=2 DAY 4 ola, Ao #4 G2 FFE WA e mhes Ve B34S ALgfEgit. 7] LIPS #
Aelell AHgE PIP-29] FoA#2 2 ng/g vk AToIom; tHZiL ppg-22of A o] FEef ko] PIP-2i= Aol
2473t g)k H aiPLA, FAE HdR oAshs Ae® vehkdu. & duAs Ao A8 UelE Sds]

3 12717k e = ®A PIP-2 Foj@dg Alge thg PIP-2 T 9l 24A3wtt} zkoh, i3 2] A9,
20 ul Ads 5 LPS (15 ng/g AS)E HAWE FARSIAL vl9-28 2 B 20 pg/g AS2E IV PIP-28 A
gsigion; o] HdF mdo| digh PIP-29] %
A WS ZdolA IT LPS Zdel A&
T, BE vk AR B Eo] FAIS Al

FOARE D] e V2 R Sein, ¢ wg
AT A7ke] PIP-2 o1& AHgatdh. vHA 35
= AR A fASH .

IT LPSE AME 7 89 $2A (24 Ei 120A0300), AF wh9AE whAsel wdstel d4AAT. 9 914
AN HE AFUL FE DR e FAS AAT F HAFE 9L FA ARRAD. 24 24 99
AE Frevel AAsgn. B EddEe 4 23 A9 L 24 429l dse A 99 A T
AE AR BALDS 9 AE o wud P, o) 45 4T A4S SR A £3F o) A5 0E, ol
FAole] EloulEnREs wed AAE (TBARS), s-ol4aXzset 2 wuld slude 27 0}04 S o
ol WA e BAASAG, mh9s AAE A2 98] Kaplanleier FAE A8l AEE ZTES A4
sk,

7 ROS A4 X aiPLA, 4 =3

iz (RlA ) #HelA ROS /el tigh PIPe] axts Zejd 7 #HE AR&ste] AlddlidlA SAHsAH.

gEZE U9 PIP-2& IV AEE B3l 2 ng/g vl AFo2 Fo3git). 308 %, w92 E wFsta HE
Boata doASs AAsIL Nox2 A3t ZA Ang 1T (50 pM) 2 Amplex red + ¥argydo] Hatstgirs £33+
e RN A AxHdM BFtY] ROSE HESISITH. okAE vhg-s9] wHe} PIP-2E2 A HA &
NOX2 & w929 HE dxaoz AREElth. ROS A9l 712 £5E Angll FA bl #FE W #= 7t
stth. #RF ZREFA = 1589 HYs) 7z 60w AF 7|zte] XY, BRAY] BIHES 158 1
Ao 7 F3tal Amplex red AF3Fe] AFEQl #ZF 3 (resorufin) (Aeg- 568 nm, Awz 581 nmm)ol]l sl 3o
2 438 Amplex red 48} H|&S ALbeta whg-2 AlFol dig A fstE ARESte] Qlele] FaF
(AFD) 2 AT, #Fdol HRP7F A1 w) Amplex red AF3le] mlgo] wokedl (Angll A= BFeo] oF
%), °lF FPeke] H| ROS w7l AstE YEbd™; 715 ks g53] 9E o] ks Wit

LPS A& % 4 ROS B4E& 437 A, ¥&4 vb%25 LPS (5 ng/g) £ PIP-2 (2 ng/g)=E AHH33Tt.
LPSE AHglg & 6, 12 T 24X A 0] v$2E npHsa dFola Hol e A AL HEolA] DFFZ
7VrRESEE E3Y DFF-DAS ¥dale 494 &do7 108 ¢k #Fsat. ad b8 42 #23sta o
AEo] ¥FS Bx 495 nm, Em 525 mmoll Al SA3QIch. @ HFS vl AT s Frsiste] #F £
AFUZ EAISFSIT),

u!
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[0210]

[0211]
[0212]

[0213]

[0214]

[0215]

[0216]

[0217]

[0218]
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HolEl= Hy £ XT a3k (SE)E BEAHET. A &3 7€7)e A4 Ha AFHoR AXsgltt. 44
== Hrslr] Yl SigmaStat 2ZE o] (Jandel Scientific, San Jose, CA)E A3, L& Aol
e HEgkS 19 ANOVAS] o]o] Bonferroni AFE Ao & Hrletqith., 2719 289 vaE 93] ~5HE ¢t
AARo 7 HAS vwadTt. Hagk 7He) 2ol P < 0.05004 EAZHCOR 23 Ao et

Az}
PIPe] <]3F 7] ROS 492 <A
NOX2 Edstel] oigh PIP 31%o] oA ad2 F9lsly] 9la), & wy x} TAE NOX2 2384191 Ang 119}

R=Se}
EA el 2w A5 ol 93] RS AYE 04?6}913}. Amplex red AF3}E ROS AA o] A EZ ARG
iz 231 stellA] e Fol A ROS A0 7IEAl HlEo] i wgtom, = NOX2 @49 F7F A4l ¢l
Aok (= 8, W 715). #Fdol Ang 115 H7lske] NOX2& A sA|f o2 M, ROS AA ol dA A F71sksitt
(% 8, WT tl=t). ROS AL WT w9} wmsle] NOX2 oA 766 7ZFAdon, o= NOX27} Ang 11 A=< &
WAl frhs= 0SS T8 FHEAdS e, ool AAE whek o], WI sl PIP-2 (FEE& WDE
A 7bekE NOX2 B3 FAFSHAl ROS Aol A=At (¢F 75%). whek PIP-2& EAx o2 NOX2 wi7) ROS A4
< 4x3d] AT
o, B WHAES LPS F FHolA aiPLA; 4 B ROS A/l g PIP-2 (FxF U &7
S = IT LPS Fo] % 6, 12 2 2423040 SAA. 9 #@ =l aiPLA2 24
stol LPSZ A2 gk F 6A1ZbAell oF 50% S7hetal 12413 B 2421 bA0] . ThA] 50% 5 7Sk
g5 ¥ ROS S A3 S HlELH @4k (DFF-DA)& AR&3FITE. ROS-fr= sé%r LPS-H] ]
Aol A ul-5- 5&0}211?} LPS-H 2] w92 Hol e 6A A <k 108], 12A17F 2 24470 ok 20H)

7kt (= 9b). LPS % 7 DFF sﬂﬂul Olah& S7hs ol g HelA FFe] EAE Qg 2% Amﬂ CEl
oFzt M4 HrhE 4 Ak (of# FE). LPS Fo] el PIP-2& w925 HA2|dt A2} aiPLA2 &4 2 ROS A
d ol 3/ 713F Bl A LPS Hlﬂﬂ 2z AR o2 3438 AsIth. ol# g A= LPSO| 7]

ol 7} well A ROS AAE T7HA7IAL, ol Holk 2417k F¢ AW, PIP2& HE AAYFoRA
% o= e

2}

ﬂllﬂl

A3
=z

(& 9a).

:E FIO aui rlo
=
RN <)

)
lo
o o
[
o
12
N
ik
b=

LPS w7 &2ol tiet 7H&42 mhg-2~ Foll el A T2}, o] AFE &, B YYPAES 5 ng/g AFel
A IT LPSE Al&-3k C57B1/6] wh9-2=9 o &4 AAE FHAT (= 2a WA 2f). == LPS § 12A17HA ol
H7FS o) BALfAlM & AlE S7F, BALf @A S/}, ¥ 5% o A5 8& S7F (p<0.05) 2 YER=
3 .ol Ade ¥ 95 (BALfO AXE), HE-EAY FyA A9 (BALf @ z)e] WHol A
Ao 7 (¥ £5%/AF) I FH3IT. #H £7 TBARS, 8-olAZzxer € vhild Jlwde] Frle o %34
pzd B e

Xy
o
o
f
32
:L

A g g o] abksle] A3 ~EYAE Yl o]# e ¥ &4 X Ee LPS ¥ 12, 16 EE 24N 7R
of fAFSE S HoFolon (& 2a WA = 2f), ol& d &4 H=7F 8] XA T3] LIPS & 12 WX 244]
2 4SS vehin. o &4 A FolA AR 3E (¢F 50%, p<0.05)S R BuEhe

A o] 48X bR ol Mok LhEREETE (p<0.05).

A &gol e PIP-2 Folol EaE ATels] 9lsl, IT AT LPS (5 ug/e AR hg2E AsAT. 1
wg/g AT A% FuAoR e 9 9 o] Vehki 5 ug LPS/g AFS AET B AEE Fo

[ed

¢

8 Ao dEd AT LS WA A}%e‘z} off ATE 7o LpSe] FolFg A
= 164 el Folakith. # WEAEe o)

¢

o] Fojgke] p 2417 F<t F 90%71A] Al aiPLA2 %L S AT & deS %%6}914 PIP-2Z
e BEd &S BAE7]) Y oAz TR, 12 == 16A17H e VR AF8FQlth. LPS & 2441714 o
TES AN HE AR, W 945, A T4 g3 9 ) Fel, HY F3 9 24 g ~Eg
252 Mdete BE ¥ &4 AxE 2T Haste] LPS A ukg-oA 53kt (p<0.05). 0AZk =
o P& o # E4S &ds] WA (= 3a WA = 3f). 12413 2 16

Aol PIP-272 Aelgl wh9-29] # 2 &4 ARFE LPS @53 vlaste] #ASH FHAaglon g tixd
I A v=2A FATt (= 3a A = 3f). 3 E4ES LPS F 12413 B 1641 Aol Hloll EAF7] wiel
12413 = 16410l PIP-25 Alg-dk LPS A2] vhg-229] HollA 24237 o] A4 gk w7} PIP-2 Ff 9 ¥
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[0219]

[0220]

[0221]

[0222]

[0223]

[0224]
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o

AFAZF LPS (5 ng/g AS)E AgE w28 Fod d &85 &AR A Holn ZHAoRE HE whg-~
T 3ALENY I&5E Aotk (EAHA Z5). ¥ TFY &4 = PIP-2 A9 adE Adstr] 3
l9-2ol A ] mFEoTFe] LPS (15 pg/g AF)E T8k}, = %7] PIP-2 A& 0AZFL R F
Zzesdon; LPSE PIP-2 1247 Aol EoJ3190 (= 7a 2 % 7be] | Zoa A®E -124]17H). o]
AR gke] LPSellA, 1ok (Flxf wE)o ' AHE® mpg-2E LPS & 24A7F 5 73%9] AAMES UERHS
48AI A 7EA] 100%2] A AHES YEATE. X8 olt(arm)e] A$-, LPS & 12, 24, 48, 72 2 96AIZHA o PIP-2
2 wp§2aol] Folata 1204170l H}ME SIAAIZAL: PIP-2 A E whg-22 PIP-2 HE] A F 364104
1 LAl 17%9] AAFE (83% AEE)S vehdler & 77 Bk FUke] AAES YElA] Z9kth. XA}
ol g A3t Yol LPS T PIP-27} AT ¥ w929 AFolA @AAg Aol7t HAEHAoH, thFe] vhS-

o

g
=
%)
)
1&1

_&

=

2= PIP-27}F Al 5 1R2A10A7bA] B34l AAl &soz 5783tk LPS § 1204174 318 A2 v}
G20 H EF A= oS HERIA &9k (3 13).

I 13
¥ &4 T LPSAA AEsE rh-2ddA] B E
BALf BALf ©id %%%/23 TBARS g-olAXEX dtuld Jlud
,q]g ng/g wt TF UE¥ |ppol/mg | pmol/mg |nmol/mg prot
XlO /g A prot prot
'5'
Nz 0.95 * 75 £ 1.3 5.59 £ 76 £ 6 34 £ 3 5.6 £ 0.2
(% LPS) 0.04 0.03
LPS+PIP-2 0.96 + 78 + 2.2 5.34 + 77 £ 1 34 £ 3 5.6 £ 0.2
0.40 0.03

up9-2=o] LPS (15 ug/g wt)E 1Tl F=¢skaL; 2% Wl PIP-2 (2 ng/g AF)IE = 7a oﬂ E/\]
Atk (IV). LPS 3 120A17+# 0l 5vbele] A& vp$-2E A7 oH; EHZ?L b2
LPSE Aa-3kA] kvl BALf, 7]13A] #HIE A|ZN; TBARS, E]LBF=ZH]|F2ZAF w54 %
N = 4, LPS + PIP-29] Z$ N = 5¢] thg+ + SEo|t}. LPS+PIP-29] it #te 3 =
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SEQUENCE LISTING

<110>

<120>
<130>
<150>
<151>
<160>
<170>
<210>
<211>
<212>

<213>

<220><223>

<400>

The Trustees of the University of Pennsylvania
Fisher, Aron B.

Feinstein, Sheldon I.

Compositions and Methods for Treatment of Acute Lung Injury
[PA210208-CN

US 62/719,217
2018-08-17

34

PatentIn version 3.5

1

9

PRT

Artificial Sequence
Inhibitory peptide.

1

Leu His Asp Phe Arg His Gln Ile Leu

1

<210>

<

211>

<212>

<213>

5

2

9

PRT

Artificial Sequence
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<220><223> Inhibitory peptide.
<400> 2

Leu Tyr Glu Ile Lys His Gln Ile Leu
1 5

<210> 3

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 3

Leu Tyr Asp Ile Arg His Gln Ile Leu
1 5

<210> 4

<211> 14

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<220><221> misc_feature

<222> (1)..(5)

<223> Xaa can be any naturally occurring amino acid

<220><221> misc_feature

<222> (7)..(10)

<223> Xaa can be any naturally occurring amino acid
<400> 4

Xaa Xaa Xaa Xaa Xaa Leu Xaa Xaa Xaa Xaa His Gln Ile Leu
1 5 10

<210> 5

<211> 14

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 5

Glu Leu Gln Thr Glu Leu Tyr Glu Ile Lys His Gln Ile Leu

1 5 10
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<210> 6
<211> 12
<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 6

GIn Thr Glu Leu Tyr Glu Ile Lys His GIn Ile Leu
1 5 10
<210> 7

<211> 10

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 7

Glu Leu Tyr Glu Ile Lys His Gln Ile Leu
1 5 10
<210> 8

<211> 16

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 8

Asp Glu Glu Leu Gln Ala Thr Leu His Asp Phe Arg His Gln Ile Leu

1 5 10 15
<210> 9

<211> 16

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 9

Asp Glu Glu Leu GIn Thr Glu Leu Tyr Glu Ile Lys His GIln Ile Leu
1 5 10 15

<210> 10
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<211> 14

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 10

Glu Leu Gln Thr Glu Leu Tyr Glu Ile Lys His Gln Ile Leu

1 5 10

<210> 11

11> 12

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 11

GIn Thr Glu Leu Tyr Glu Ile Lys His GIn Ile Leu
1 5 10
<210> 12

<211> 10

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 12

Glu Leu Tyr Glu Ile Lys His Gln Ile Leu
1 5 10
<210> 13

<211> 8

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400

> 13

Tyr Glu Ile Lys His Gln Ile Leu

1 5

<210> 14

<211> 14
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<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 14

Asp Glu Glu Leu GIn Thr Glu Leu Tyr Glu Ile Lys His Gln
1 5 10

<210> 15

<211> 12

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 15

Asp Glu Glu Leu GIn Thr Glu Leu Tyr Glu Ile Lys

1 5 10

<210> 16

<211> 11

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 16

Asp Glu Glu Leu GIn Thr Glu Leu Tyr Glu Ile
1 5 10
<210> 17

<211> 8

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 17

Asp Glu Glu Leu Gln Thr Glu Leu

1 5

<210> 18

<211> 10

<212> PRT

<213> Artificial Sequence
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<220><223> Inhibitory peptide.
<400> 18

Thr Leu His Asp Phe Arg His Gln Ile Leu

1 5 10
<210> 19

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 19

Thr Leu His Asp Phe Arg His Gln Ile
1 5

<210> 20

<211> 8

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 20

Leu His Asp Phe Arg His Gln Ile

1 5

<210> 21

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400

> 21

Glu Leu Tyr Glu Ile Lys His Gln Ile
1 5

<210> 22

<211> 8

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.
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<400> 22

Leu Tyr Glu Ile Lys His Gln Ile
1 5

<210> 23

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 23

Leu Lys Ile Glu Tyr His Gln Ile Leu
1 5

<210> 24

<211> 9

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.
<400> 24

Leu Arg Phe Asp His His Gln Ile Leu
1 5

<210> 25

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 25

Leu His Glu Phe Lys His Gln Ile Leu
1 5

<210> 26

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 26

Leu Phe Lys Leu Glu His GIn Ile Leu
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1 5

<210> 27

<211

> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 27

Leu His Asp Phe Arg Asp Gln Ile Leu
1 5

<210> 28

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 28

Leu His Asp Phe Arg Pro Gln Ile Leu
1 5

<210> 29

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 29

Leu His Asp Phe Arg His Asn Ile Leu

1 5

<210> 30

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 30

Leu His Asp Phe Arg His Ile Ile Leu

1 5
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<210> 31

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 31

Leu His Asp Phe Arg His Gln Leu Leu
1 5

<210> 32

<211> 9

<212> PRT

<213> Artificial Sequence
<220><223> Inhibitory peptide.
<400> 32

Leu His Asp Phe Arg His Gln Thr Leu

1 5

<210> 33

<211> 10

<212> PRT

<213> Homo sapiens

<400> 33

Glu Glu Glu Ala Lys Lys Leu Phe Pro Lys
1 5 10
<210> 34

<211> 6

<212> PRT

<213> Artificial Sequence

<220><223> Inhibitory peptide.

<400> 34

Ile Lys His Gln Ile Leu

1 5
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