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ST-PiE-141
INFLAMMATORY INJURY AFFECTS RETINAL PIGAENT EPITHELIUM CELLS
PHAGOCYTIC PROCESSES. THE ROLE OF CANONICAL PHOSPHOLIPASE D

ISOFORALS
Tenconi PE', Bermuidez V', Asarryan A7, Mukherjee PE, Giusto XA, Bazan NG, Mateos MFY
‘INIRIEB-CONICET, DRByF-UNT, Bahia Blanca, AR LIUHSC, School gf Madicine, Newroscience Cansar of Excellence,
Now Origans, US4, E-mail: petenconig@mibibb-conicer gob.ar

Phospholipaze: D (FLD) 1 and 2 hydrolyze phosphatidylcholine (PC) to generaie choline and phosphatddic acid (PA), which
can be further dephosphorylated to diacylglycerol (DAG). DAG and PA can modulate the activity of several proteins invalved
in cell sippmaling events, such as protein kinasss C and the mTOR (mammalian target of rapamycin), among othars.
Inflammation iz a common facter in the pathogenesis of retinal dizsases that evennally end i vision boss, such as age-related
macular degeneraton (AMDY) and diabetic retmopathy (DR} Our previous studies demonstrated for the first time the
participation af PLT] and PLT2 in the mflammatory respense and the auntophazic process of retinal pipment epithelium (RPE)
cells exposed to lipopolysaccharide (LPS) and high ghicese (HG) concenmations. The aim of the present work was to further
study the role of the PLD pathway in the phagocytc processes of RPE cells. Human FPE cell linss ARPE-19 and ABC (2
novel human BPE cell line that spontaneonsly arose from a primary cell culmre) were nsed LPS (23 pp'ml) or HG (33 mM)
wte nzed to inducs the inflammatary responze of BPE cells. pHrodo™ Red E coli BioParticles® and bovine photoreceptor
outer segments (PO5) were used to evahuate the non-specific and specific phapocyosis, respectively. Westem blot (WE) and
fluprescens e micrescopy analysis were performed. WE showed that both classical PLD isoforms are expressed in ABC cells.
Usmg PLD] and PLID siRNA, we were able to partially decrease the expression of PLDU {by 22 %) and PLD2 (by 30 %)
Sinre PLT-generated PA activates mTORC], the main inhibitor of utophazy mitation, we stadied the effect of clazsical PLD
silencing on mTOR. activation. To this end, WH assays were performed in ardar to study mTOF downstream effecior 54 kinass
(S6ED) activation (phosphorylation). Our results shew that in ABC cells mansfected with PLD] and PLDZ =iBENA. 56K
activaiion was redwced by 34 %, This result is in accordance with the increased autophapic process mduced by PLD] and
PLDI pharmacelogcal iwhibitors, as we previously observed im D407 and ARPE-19 BPE cells. In ARPE-19 cells, HG and
LP% exposwme significantly reduced pHrodo bioParicles and POS phagocytesis. Since the PLD pathway was showm to
madulate the phagocytic process in macrophages, we analyzed the rols of both PLD: in BPEphazocytic processes. PLD] and
PLDI pharmacological inhibitors did not afect non-specific phagocytosis undsr bazal conditions. In line with thiz, PLD] and
PLDY silencing did pot siznificanily affect bazal POS phagocyiosis by ABC cells. Char resulis demeonsmate the expression of
classical PLD isoforms in a new BPE cell line and their role in the modulation of the mTOE 56K pathway. Further sxpenments
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are needed to fully elucidare the role of PLDV] and 2 m the phagocyic process of FPE cells exposed to inflammatory conditions.
Crar findings conmibute fo the knowlsdee of the molecular bases of retinal inflammmatary and dezenerative dizsases.



