- N
e N O ) (-

o O

< O

absorbance @ 340nm (MAU)

-
(SB]

12}

1/25

(o) ot

all-trans retinol

—_
o

0 Lo —~ B .
' 250 300 350 400
\. X (nm)
\ r ' :l
127
8t
0
_D .
@ 4l
Y

250 300 350 400 -

A (nm)

N
o

)

10

15

time (min)

Figurel a-c¢

25



all-frans reftinol (% reduction) -

2/25

HPR (uM)

100
80 |
60 |
40
20
) L
0 5

10 20 40 60 90 120
time post-injection (min)

Figure 2a



Concentration in serum (uM)
I

N

325

o

[ == Retingl
' s HPR

HPR Dosage (mg/kg)

Figure 2b



Fluorescence (cps/mv)

4/28

2.0e+6 |
1.5e+6 |
1.0e+6 1
5.0e+h
v
0.0 M—m—
300 350 400 450 500 550

A (nm)

Figure 3a



5128

2.0e+6 X l._.__l- t=.0I '
—_—— g1
—=—= {=10
1.5e+5 }
=
£
w
Q.
3
8 1.0e+6 |
C
@
Q
w
D
Q
=
L
5.0e+5 |
0.0 | ' " 1
300 350 400 450 500 55
A (nm)

Figure 3b



6/258

e 231y

jusuneal] Jo sAeq
vl

o

o
—

L
o
2Ap]

MdH C—1
ZH-3adzv OSWQ =

1
D:
N

(N7 ‘aousossion)4 saleley) gH-3d2yY



7128

1 L]

29 ' e DMSO
—— HPR

- o o wn
™~

- -

(N7 ‘©ousosai0ni4 -BAlE|8Y) J2V

Days of Treatment

Figure 4b



8/25

250 | | ° .
g
£ 200} =
RS s
1)} e
g v
Z 150 F e
| E
T S
W) ,
E‘ 100 O //
@. 5 /
::s :'S'I/é"
T 0% o O OHPR
E &/ 10 uM HPR
% ® 20uMHPR
D g L [ ‘ ] 1 i}
0 2 4 6 8 10
[ATROL], uM

Figure 5




all-trans retinyl esters (pmole)

9/25

All-frans Retinyl Esters

I no HPR
| &3 10uM HPR
30

5 15 30
‘time {min)

Figure 6a



10/25

All-frans Retinol

MR no HPR
=1 10uM HPR |

300

250

§)
o
o

180

all-trans retinol (pmole)

100

50 |

5 15
time (min)

Figure 6¢



11-cis Retinol (pmole)

1128

11-cis .'Re..ti:n_OI

160 | W no HPR
Y[ =2 10uM HPR
140 |
120
100 |
80
%
60
40
20 ¢
ol
5 15
time (min)

Figure 6b



Relative Fluorescence Unit

3e+6

2e+6

1e+6

12128

— DMSO ctrl
— 11cRAL
— atRAL
— HPR

300

Wavelength (nm)

FIGURE 7

500



8a

8b

8¢

8d

Absorbance Absorbance Absorbance

Absorbance

13/25

S
T

T -1 —

* DMSO Control

== 280 nm
—— 350 nm |

11cRAL

8.0 9.4 10.0

Elution Volume {mi)

FIGURE 8

170 10 19



Relative Fluorescence Intensity

de+B

3e+6 F

2e+6

1e+6 |

14/25

L { 1 i T

T

— 0 uMMPR
— 0.25 ypM MPR
—— 0.5 UM MPR
— 1 UMMPR
— 2 M MPR
-——1 uMHPR
i --—-1 uMatROL

Wavelength (nm)

FIGURE 8

55C



Absorbance Absorbance Absorbance

Absoarbance

15725

25 T
MPR-RBP
ot v ]
15 ¢
10}
5 b
0 =
50 + — +
v MPR-RBP+TTR
40 F 4
W
— 280nm
201 — 360 nm
* — 330 nm
10F
o A _ E
2} ¥  2ROL-RBP |
=r — 280 nm
~—— 360 nm
— 330 nm
1W0F
0 J\
ol ¥ alROL-RBP+TTR |

10.0
Elution Volume (mil)

FIGURE 10

12.5

15.0



—_
o

0.8
s
ES
= 0.6t
o
=
2
S 0.4
O
2]
0.2
0.0

16/25

= HPR
— retinol

0O 25 10 20
HPR Dosage (mg/kg)

FIGURE 11

2.0

PP N
w»

o
(WN) ¥dH wniss

o
w

0.0



17/25

HPR in serum (puM)

12.0

=)
M
~—
o
E
>
ol
T »
= o
Sowmrx Q
TaNNQ o
eI o
[ 10 ’
o o
M~ ©

(101U093 JO %) 32V PUE ZH-IJZY ‘|oullds O UONINPaI

FIGURE 12



!

fluorescence (cps/mv)

4 5e+6

3.0e+6 t

1.5e+6 iz

0.0

4.5e+6 |

3.0e+6

1.5e+0

0.0

18/25

Lj T T T T

A .

no 11cRAL

0.25 pM 11cRAL
0.50 uM 11cRAL.
0.75 uM 11cRAL
1.00 uM 11¢RAL
1.50 pM 11cRAL |
2.00 pM 11cRAL

B

no HPR

—— 025 UM HPR
~—— 0.50 uM HPR |
—— 0.75 UM HPR
—— 1.00 pM HPR
—— 1.50 yM HPR |
—— 2.00 pM HPR

1 1

300 350 400 450 500 550
A {(nm)

FIGURE 13



absorbance (0.d.)

19/28

11cRAL control ]
11cRAL + apo-CRALBP
HPR control

HPR + apo-CRALBP

o
~

o
W
T

©
(N

©
—

0.0 | == =
250 300 350 400 450 500
A (nm)

FIGURE 14



fluorescence intensity

5000

4000

3000

2000

1000

20/25

T

O 11cRAL
® HPR

1 [ 1 [

0.0 0.5 1.0 1.5 2.0

[ligand], uM

FIGURE 15



21725

aftRE (pmole/min/mg)
z

100
o O0OHPR
50 o 10 WM HPR
. e 20uMHPR
0 10 20 30
[atROL], uM
300
S 250 5
E o OHPR
£ 200 | g © \_ © 10HMHPR
S 450l @ e 20 uMHPR
E O
£ 100 ¢} . o
2 O
1]
— 50 [ O. 5 o
0

0O 20 40 60 80 100
rate (pmol/min/mg)/[atROL] (uM)

FIGURE 16



205 |A m—— DMSO 80
8%‘ w—— HPR 960-
S g 150 £
:_6 @ [
tE s S 40

i a
° ¢ & &OF
XU OGO i
& qg?\\& £ & N

o
-
<o
X o
X
- E

&

2
35
T3
® £

=2

N
T
£
0 2

22728

'E. v _;;_#:;

-
= L
2 ~100
in W
%soo
§ o
8 g 0| W F
b % 200 \"g‘g/\/
° <300

0 2456 810
tinte imsec)

udd . i FU—

00101 1 10 100
retinal illuminance

Y

0?*@,»:}‘ oD PP &y
)

time in dark(min)

FIGURE

0 56 1015202530

time post bleach (min)

17



23/25

absorbance (mAU @ 440 nm)

2.5 mgikg HPR 10 mg/kg HPR 20 mg/kg HPR
100 [ A A2PE-H, c A2PE-Hy E AZPE-H,
e DMSO —— OISO — DMSO "
75l HPR wam HPR w— HPR ]
50 |
25 .T ' i
6 _
100 | B A2E D A2E F A2E
.75
50
25 . l |
0
0 14 28 0 28 0 14 28
freatment period (days) treatment peniod (days) treatment period (¢ays)

G DMSO-treated aber-/-

IR L B
AL
)

H HPR-treated abcr -/-

e | : . RPE
S oS
| untreated wild type ,

RPE
0S

FIGURE 18



24/25

FIGURE 19



absorbance (mAU @ 440nm)

1.0

0.5

25/25

g ,.550 i 5 o ‘3"0 P
o Y L A A (nm) l
N7 A @g‘”f A Vet a ';.;,-!T\m i)

)
C\} \ DMSQO: 28 days
|
A

FIGURE 20

—a
(8,

A2E (mAU @ 440 nm)
=

12 28
number of days after last injecion

6.6
6.0
54
438

5.6
6.0
54
4.8

6.0
5.4
48
42

8.0
54
\/f "1 14.8
W !
Yo e -
' -‘f"":vél\‘f"\l,’\\,rw’%\.uj\‘?nwi L“W—‘{‘\-\I\;\-\M;'h#-*’\,’\{[f.?-y’rf\mﬂ'"W,y‘pjl-‘-‘\!._;,_ WA 4.2
0 10 20 30 40
time (min)
20 ¢ A2E levels
mu DVSO il
e HPR

(L (56 @ s ‘Wil e © x2) Ajisusiul “jonyy





