QOO O

SHORT AND LONG GAMMA SUBUNIT Se | CELL
SPLICE VARIANTS OF HUMAN GABA, RO00G | Microsystems

6O°

RECEPTORS SHOW DIFFERENCES
WHEN SUBJECTED TO ZINC Validated 6 commercially available GABA , Receptors cell lines including L and S variants
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Investigated off-target drug effects on GABA , Receptors
BACKGROUND

GABA, receptors, which are targeted by sleep aids, anti-anxiety medications, anesthetics,
alcohol and neuro-steroids, regulate rapid inhibition in the mammalian brain. These receptors
are made up of a, B and y subunits and the y subunit has two splice variants: S and L. These . _ 2 . 2

variants differ by 8 amino acids when integrated into the pentameric receptors. They have Response to GABA’ Dlazepam’ RC Ome and Picrotoxin Effect of ch' with 1ImM GABA
different patterns of distribution during development and in the adult brain, with L being

more dominant in later stages of life. Although recorded ionic currents from these subunits aiE?YZS aZEWZME(ZS a3£i>125 alEiE{ZL QZEEZZL - a3Eﬂiy2L _— ——— . -
tend to show little characterizing differences, this is not the case when zinc is present. A | Ll liTTT TLIT L 5 BRI bbb | ; ImM GABA
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ionic current between these two splice variants under different conditions. Data will be < 10 S N | - W IR\ I 1N | | 74 1mM GABA
presented from splice variants of human alB2y2, a2p2y2 and a3p2y2 GABA , receptors. ?E ‘ S L 287 LN L/ f4 30 uM ZnCI2
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stirring). Plates were water rinsed and filled with intracellular solutions and compound < V4 \J d [7«/“ i A ’ o / //
doses. DMSO was added to solutions not containing drugs to achieve a concentration of =N )| e | S| | e | - | e | /|
less than or equal to 0.2%. Right before the start of the experiment, cells were re-suspended . e [ 2, \f:;/ '[ Vi /}, | /
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inlet wells. Cells were continuously held at -60 mV. GABA was added for 3 seconds with a L | \ -t N/ IEE - )k/ v /LA
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All recordings were made with ensemble plates (20 cells) in the lonFlux system with whole O i = SR b I\ / w1 | | 182v3L V
cell patch clamp configuration. lonFlux plates, based on standard configurations of 96 or E:J o g‘.;;/";' s N N . GBY °.‘?‘3,2¥2L L a3[§2y2L
384 wells can be preloaded with cells, compounds, and reagents using conventional liquid i e | B | T ) ‘ L Lo
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recordings filled with intracellular fluid, 1 inlet for cells and extracellular solution, and 1 outlet S — Ty —— . | — T
for waste (below). Cells are patched in whole cell configuration using ensemble plate format. . Ll . '
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HE ygromycin, 2 Hg y GABA M Diazepam M RG-Ome M o1 oo 10 190 With lonFlux technology, we were able to validate 6 different cell lines expressing
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Extracellular solution (mM): E P ) Representative superimposed sweeps from every cell line showing the GABA-induced current. The first row a3B2y2S a3B2y2L with regard to diazepam and Rc-Ome potentiation (S showed
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