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PKA, a cAMP dependent protein kinase, is Organotypicretinaculture:
important in activating the transcription factor rd1 mice were killed by decapitation at postnatal day 5 (PN 5) 5
| bindi and retinal explants were generated with retinal pigment
CREB (CA_\MF_) response element-binding epithelium attached. Explants were maintained under serum-
protein) which is crucially involved in neurona free conditions in R16 culture medium (Invitrogen, Paisley, _—
. . allowed to adjust to culture conditions for 2 days in vitro before E‘ T
that In the_ rdl Mouse, a model for retm_a being treated with PKA inhibitor (RP-8-CPT-cAMPS) or activator Q ]- 1
degeneration, retinal CREB mMRNA is (SP-8-CPT-CAMPS) for another 4 days. o 3 |
significantly downregulated (Azadi et al., Cell death measurments: [
2006). Furthermore, PKAbears the potential to C?_II dleath rate \{\_/as melgasured ?y perfot_mir;g T#NEL Sthe_linr:nr? on Y o
1% : : retinal cryo-sections of organotypic retinal cultures which have m
stabilize IC_ER_ (mdUCIble CAMP_ _early been treated before with PKA activator or inhibitor for 4 days in Z
repressor) which is the endogenous inhibitor of vitro and their corresponding controls. Retinal cryosections 2
CREB. To investigate this bivalent role of PKA adjacent to the optic nerve outlet were used for TUNEL staining '; 1
- by using in-situ cell death kit and the protocol of the manufacturer
and _the Impact O_f_PKA on _photorece_pto_r _Ce” (Roche, Switzerland). For the calculation of the number of dying
survival we specifically activated or inhibited cell per um? the number of TUNEL positive cells was counted in 0 | |
PKA activitv in retinal explants of the rdl an defined area of the ONL. Afterwards the number of TUNEL R o
y P positive cells was divided by the area (in um?2) and results were control PKA inhibition control PKA activation
MOUSseE. given as number of TUNEL positive cells per umz2. The resultes
were analysed for significance with student’s t-test. Values in the o
4 graph are shown as average +/- standard error of the mean Impact of PKA activity on cell death:
(SEM). | rd1 retinas were treated in vitro for 4 days with PKA activator or
3 'm”:“”Oh'lstOChem'S”y-l N . inhibitor respectively. Afterwards cell death in the ONL was
1) Explant cultures or acutely disected retinas of rd1lor wt mice : A : :
= were fixed in 4% PFA and afterwards cryoprotected in 30% asse.s'se.d .b.y performing TUNEL.Stammg on rej{mal.cryosec“ons'
g 2 sucrose over night . Specimen were embedded in tissue tec and PKA |nh|b|t|0n as We|| as aCt|Vat|0n dOES nOt S|gn|f|Cant|y altel’ the
= immediately frozen in ligid nitrogen. Radial cryosection were number of TUNEL positive cells inthe rd1 retina.
O prepared with 12um thickness and mounted on silanized cover
1 slips. Cryosections were allowed to dry for 1 hour at 37°C and . _
afterwards washed 3 times with PBS. To block unspecific mpact of PKA activity on pCREB expression:
" Stelur;!ng CryftJS_thlonlSOg}ve&IthSreatzi O/fOE éAh'ouerI;vSIth _?r']ogkllr;/g DCREB immunohistochemistry was performed on rdl mouse
0 solution containing 0 and1% in with 0.1% - - : : .
N ceR i CeR 1 Triton-X-100 added. Primary antibody was diluted in blocking retinal cryosection of organotypic cultures whcih were treated u ;
solution and incubated over night at 4°C. Next day slides were pefore with PKA inhibitor or activator. : 4 4
Gene transcription ratios (rd1/wt) for CREB and ‘;Vri?g‘ggy gmj'trgdeisn vag'é Vf/’i'fhso ali‘g /rmcgggtleg dc‘j’\ggh A?fecrog?iﬁg ODCREB expression in the ONL of retinas treated with PKA PKA'inhibitor . PKA activator 10pm
ICER. Values represent mean +/- SD (Azadi et washes in PBS slides were coverslipped with Vectashield and act_lvator or inhibitor Is unchanged in comparison with control
al 2006; Paquet-Durand, 2006). photomicrographs were taken at a Zeiss ApoTome. retina.
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PCREB expressionat Pnl1: * Photoreceptor degeneration in the rd1

mouse seems not to depend strongly on
PKA activity

At PN 11 pCREB was analyzed with an antibody
specific for CREB, phosphorylated at Serin 133 in rd1
and wt retinas.

Main pCREB expression is present in the INL and GCL
of the retina, whereas retinal fiber layers are devoid of
PCREB expression. The ONL of both retinas exhibits a
faint pCREB staining Iin scattered cells however
PCREB immunoreactivity seems to be slightly stronger
iIntherd1retina

* Changes in PKA activity seem not to alter
PCREB expression in the rd1 mouse retina

* PCREB expression in the ONL is similar in
rdl and wt mice

* |CER expression pattern in the ONL of rd1

ICER expression at PN 11: and Wi mi(_‘,e iS Similar

ICER expression was analysed with an antibody
specific for ICER (kindly provided by Carlos Molina),
the endogenous CREB supressor, inwt and rd1 retinas
atPN 11.

Most ICER positive cells are present in the retinal INL
and GCL of wt and rd1 mice. The retinal fiber layers are
completely lacking ICER immunoreactivity. In the ONL
scattered cell are strongly expressing ICER however
there are no obvious differences in the distribution
pattern between wt and rd1 mice.
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