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bleaching is isomerized to 11-cis-retinal in the
retinal pigment epithelium (RPE) for visual
pigment regeneration. In the RPE, CRALBP
(cellular retinaldehyde-binding protein) serves

labeled rCRALBP was incubated in 8 M urea, 100 mM Tris-HCL, pH 8.0, of the rCRALBP sequence were recovered and eight modified amino acids identified.

10 mM DTT under argon for 10 minutes at room temperature.
lodoacetamide (1.2 fold over total SH content) was added and incubated

11-cis-retinal. rCRALBP with bound 11-cis-retinal exhibits a characteristic
chromophore maximum at 425 nm and bound with DK-11-cis-retinal a maximum at
408 nm. Upon bleaching, these maxima shift to ~380 nm due to the production of

Photoaffinity modified residues are indicated in bold and italics.

CRALBP residues M208, K221, M222, and M225 were identified as photoaffinity
modified and are part of the retinoid binding pocket based upon previous site-directed

, ol at room temperature for another 15 minutes, then 1/3 more |IAN was free all-trans retinoids. 200 1] _ _
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labeled-rCRALBP (195 pg, 5 nmol) following digestion with trypsin. RP HPLC was
performed with a 5p Vydac C18 column (2.1 x 150 mm), aqueous TFA/acetonitrile
solvents, gradient elution, a flow rate of 100 ul/min and 1 min fractions were
collected. Radioactive fractions 35-37, 39-41, 49-51 and 64-66 were pooled and
designated A, B, C, D, respectively. The total recovery of radioactivity was ~60 %
of the amount applied.

the structure of the CRALBP retinoid-binding
pocket and better understand CRALBP ligand
Interactions, we have utilized photoaffinity
labeling with the retinoid analogue 3-diazo-4-
keto-11-cis-retinal (Borhan et al., 2000).

ul/min and a precolumn splitter (30:1), yielding a flow rate of 250 nl/min at
the column. The electrospray mass spectrometric analyses were
performed in the positive ion mode with a source temperature of 100°C
and 2.5 kV potential. The cone voltage was 35 V and collision energy
was 30 V. The MS/MS data were analyzed with Masslynx 3.5 software
(Micromass).

The sequence of human CRALBP is shown with photoaffinity labeled residues
identified in this study shown in blue and green. Residues in blue and red have
previously been established as retinoid binding components (Crabb et al., 1998;
Wu et al., 2001). Residues in green are newly identified possible components of
the ligand binding pocket.
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Figure 3. SDS-PAGE of Photoaffinity Labeled rCRALBP
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Coomassie blue stained SDS-PAGE of rCRALBP (1 pg) is shown before and after
photoaffinity labeling with DK-11-cis-retinal.

Wu Z, Y Yang, KWest, L Yan, M Miyagi, J Qin and JW Crabb (2001) Mapping the Retinoid Binding Pocket of CRALBP.
Invest. Ophthal. Vis Sci 42: 1937, S358



