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Kukkonen challenges our interpretation of data in Figure 5d of our
paper1. In this experiment, we co-transfected HEK293 cells with CMV-
driven overexpression plasmids for OX2R and Gαi1 along with a pGlo-
Sensor cAMP reporter construct, and measured diminished cAMP
levels with OX2R agonists after forskolin stimulation. Results from this
experiment showed aweak reduction in cAMP,without a characteristic
low-nanomolar EC50 for either TAK-925 or Orexin B (in contrast to the
parallel inositol phosphate accumulation assay with overexpressed
OX2R andGαq).We acknowledge the validity of Kukkonen’s arguments
that the cAMP data could also be explained by a combination of sig-
naling throughdifferentGprotein subtypes and/or regulation by PDEs.
We also appreciate his arguments that the G protein selectivity or
promiscuity exhibited by OX2R will depend on the cell line and
experimental setup, and has not been definitively established in CNS
neurons.
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Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as
long as you give appropriate credit to the original author(s) and the
source, provide a link to the Creative Commons license, and indicate if
changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not
included in the article’s Creative Commons license and your intended
use is not permitted by statutory regulation or exceeds the permitted
use, you will need to obtain permission directly from the copyright
holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.
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