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Abstract

:

The mTORC1 nutrient-sensing pathway integrates metabolic and endocrine signals into the brain to evoke physiological responses to food deprivation, such as autophagy. Nevertheless, the impact of neuronal mTORC1 activity on neuronal circuits and organismal metabolism remains obscure. Here, we show that mTORC1 inhibition acutely perturbs serotonergic neurotransmission via proteostatic alterations evoked by the autophagy inducer atg1. Neuronal ATG1 alters the intracellular localization of the serotonin transporter, which increases the extracellular serotonin and stimulates the 5HTR7 postsynaptic receptor. 5HTR7 enhances food-searching behaviour and ecdysone-induced catabolism in Drosophila. Along similar lines, the pharmacological inhibition of mTORC1 in zebrafish also stimulates food-searching behaviour via serotonergic activity. These effects occur in parallel with neuronal autophagy induction, irrespective of the autophagic activity and the protein synthesis reduction. In addition, ectopic neuronal atg1 expression enhances catabolism via insulin pathway downregulation, impedes peptidergic secretion, and activates non-cell autonomous cAMP/PKA. The above exert diverse systemic effects on organismal metabolism, development, melanisation, and longevity. We conclude that neuronal atg1 aligns neuronal autophagy induction with distinct physiological modulations, to orchestrate a coordinated physiological response against reduced mTORC1 activity.
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1. Introduction


The survival of organisms under ever-changing environmental conditions largely depends on their ability to withstand stress conditions. Nutritional deprivation constitutes a major threat to organisms. Under food scarcity, the coordination of behavioural and metabolic adaptations that promote food intake and regulate energy homeostasis is vital for their survival. In the mammalian brain, the hypothalamus plays such a regulatory role. It senses nutrient availability and integrates hormonal signals to induce adaptive physiological responses throughout the body. This is mainly attained via the mechanistic target of rapamycin complex 1 (mTORC1), a nutrient-sensing pathway that enables the hypothalamus to exert its role as an energy sensor and metabolic regulator [1,2,3,4,5].



mTOR is a serine–threonine kinase that forms two multiprotein complexes: mTORC1 and mTORC2. The former regulates the initiation of translation, transcription, RNA processing, and autophagy [6,7,8,9], while the latter mainly regulates protein synthesis, cytoskeletal remodelling, cellular metabolism, and cell migration [10,11,12]. Nutrient availability, the adenosine monophosphate (AMP): adenosine triphosphate (ATP) ratio, glucose levels, insulin, leptin, and growth factors manipulate the activity of mTORC1 in the brain [13,14,15,16,17,18,19]. This, in turn, systemically induces physiological changes that control food intake, body weight, and glucose/lipid metabolism and assist energy homeostasis [3,17,20].



Although the metabolic stimuli that impact the neuronal mTORC1 pathway are well studied, it is not clear how mTORC1 regulates neuronal activity and organismal metabolism. Production of orexigenic, leptin, and ghrelin hormones, as well as insulin sensitivity, have been suggested to be such regulatory factors [3,20,21,22,23]. Alternately, mTORC1 is known to exert several structural and functional effects on neurons. As such, neuronal differentiation, myelination, neurogenesis, and ATP-sensitive potassium channel activity are affected by mTOR kinase [24,25,26,27,28]. Autophagy, a catabolic process initiated by the reduced mTORC1 pathway, has also been suggested to modulate neuronal function. The altered morphology of synapses [29], the degradation of synaptic vesicles [30,31] and post-synaptic receptors [32,33], synaptic pruning [34], and neurotransmitter release [35] are affected by autophagy promotion or inhibition. However, other studies contradict the above findings [36,37,38,39], suggesting that the impact of autophagy on presynaptic functions might be neuronal cell type-specific. Nevertheless, the way in which neuronal mTORC1 affects neurotransmission in specific brain domains, neuronal subtypes and circuits, behaviour, and neuroendocrine function is still obscure.



Research in invertebrate animal model systems, such as Drosophila, can provide further mechanistic insights into the impact of mTORC1 on neuronal circuits and physiology. However, the small size of the Drosophila brain makes the measurement of extracellular neurotransmitters and electrophysiology analysis a difficult task. Here, we investigated the effects of pharmacologically and genetically induced mTORC1 inhibition on the nervous system of Drosophila and verified the evolutional conservation of basic findings in zebrafish.




2. Materials and Methods


2.1. Flies’ Maintenance, Lifespan Analysis, and Mutants


All mutant transgenes were backcrossed into a wDah wildtype strain for at least four generations. Fly stocks were kept at 18 °C on a 12 h light and 12 h dark cycle (12:12 h LD) and were fed a standard sugar/yeast/agar diet (15 g agar, 50 g sugar, 100 g yeast, 30 mL 10% Nipagin, 3 mL propionic acid per 1 L). The low-nutrient food was devoid of yeast and contained 25 g of sugar per 1 L. In all the experiments, we used mated females that were reared at controlled larval density, and the experiments, including lifespan assays, were performed at 25 °C. For the analysis of lifespan, newly enclosed females were left to mate for 3 days and then put in vials as groups of ten flies. The flies were transferred to fresh vials, three times per week.



The elavc−155 (BDSC: 458), 129Y (BDSC: 30816), GH146 (BDSC: 30026), OK107 (BDSC: 854), c232 (BDSC: 30828), c601 (BDSC: 30844), c205 (BDSC: 30826), nmdar2 (BDSC: 46860), dilp2 (BDSC: 37516), R29H01 (BDSC: 47343) and trh (BDSC: 38389) Gal4 drivers were obtained from the Bloomington Drosophila Stock Center (Bloomington, IN, USA). The elavGS (BDSC: 43642) Gal4 driver was kindly provided by Prof. Linda Partridge, the sca (BDSC: 6479) Gal4 driver was kindly provided by Prof. Christos Delidakis, the c929 (BDSC: 25373) Gal4 driver was kindly provided by Dr. Maria Monastirioti, and the 5htr7Gal4 driver was kindly provided by Prof. Charles Nichols. The UAS lines: UAS-sggS9A (BDSC: 5255), UAS-atg1 (BDSC: 51654), UAS-gfpsert (BDSC: 24463), UAS-cd8-rfp (BDSC: 27392), and UAS-Epac1-camps (BDSC: 25408) were obtained from the Bloomington Drosophila Stock Center (Bloomington, IN). The UAS-RNAi lines: UAS-atg1RNAi (16133), UAS-sertRNAi (100584), UAS-5htr7RNAi (104804), UAS-atg7RNAi (27432), UAS-5ht1bRNAi (110128), UAS-nmdar2RNAi (12187), and UAS-caspase3RNAi (43028) were obtained from the Vienna Drosophila RNAi Center (VDRC). The lines UAS-rutabagaRNAi (VDRC: 5569) and UAS-pkac1RNAi (BDSC: 31599) were kindly provided by Dr. Efthimios Skoulakis, the UAS-sytegfp (BDSC: 6925) was kindly provided by Prof. Christos Delidakis, the UAS-5htr7 was kindly provided by Prof. Julian Dow, and the line UAS-s6kSTDETE was kindly provided by Prof. Linda Partridge (Supplementary Table S1).




2.2. Drosophila Drug Treatment


All drugs were dissolved in standard fly food at the following concentrations: 400 μM rapamycin (LC Laboratories, Woburn, MA, USA), 10 mM LiCl (Sigma-Aldrich, Burlington, MA, USA), 100 μM mifepristone (Sigma-Aldrich), 10, 30, and 50 nM SB269970 hydrochloride (Cayman Chemical, Ann Arbor, MI, USA), and 100 μM fluoxetine hydrochloride (Prozac, Sigma-Aldrich). For behavioural experiments, we used whatman paper embaptised in 0.1 M quinine hydrochloride dihydrate (Sigma-Aldrich).




2.3. Drosophila Behavioural Assays


Single flies were tested for their ability to climb in a 30 cm long plastic tube after gentle tapping (climbing ability) and to be attracted by light (phototaxis assay). The flies were placed in the tube, tapped to the bottom, and left to climb to the top of the tube. Those who managed to climb to the top, after being tapped to the bottom 5 consecutive times, were included in the behavioural experiments. These flies were tested for phototaxis behaviour. Two falcon tubes (15 cm each) were joined with a rough surface connector, and the end of one tube (tube A) was cut and covered with cotton. At the cut end of the second tube (test tube), a light source (Leica CLS 100×, Leica Microsystems, Wetzlar, Germany) was adapted. Tube A was covered with aluminium foil and left in the dark for 5 min. Flies were tapped to the bottom of tube A, the tube was attached to the test tube by a connector, the light source was turned on, and the tubes were horizontally positioned. The flies that reached the light source (30 cm distance) in 1 min were selected as positively phototactic. All flies tested in the behavioural tests were positively phototactic and without climbing defects.



For aversive visual learning, single flies that were positively phototactic and had no climbing defects were placed into the tube A, covered with aluminium foil, and left in the dark for 30 min. In the test tube, a whatman paper (4 cm wide) embaptised in 0.1 M quinine hydrochloride dihydrate was placed 3 cm from the tube connector, fully covering the inner tube surface for a 4 cm distance. For the learning procedure, the fly was gently tapped to the bottom of tube A, the two tubes were immediately connected, horizontally placed, and the light was turned on. To enter the light source, the flies had to step on the quinine hydrochloride solution, which induces avoidance behaviour. After reaching the light source, the fly was gently tapped to the bottom of tube A, before the tubes were placed horizontally and the fly was left to reach the light source again. The procedure continued for a maximum of 5 min and stopped when the fly avoided stepping on the quinine hydrochloride solution three consecutive times.



The above procedure was repeated three times, with 1 h intervals. To measure learning ability, we tested whether the fly stepped more than 5 times in the quinine hydrochloride solution before starting to avoid it (at the first trial). The learning delay parameter showed the portion of flies that stepped more than 5 times in the quinine hydrochloride solution before starting to avoid it. In this case, we considered the fly to have no sufficient learning ability. To test memory ability, we checked whether the fly avoided stepping on the quinine hydrochloride solution on its way to the light source, after 30 s. To measure short-term memory (STM), we checked the memory ability 1 h after the end of the third training; to check mid-term memory (MTM), we checked the memory ability 3 h after the third training; and to check the long-term memory (LTM) formation, we checked the memory ability 24 h after the third training. During these intervals, the flies were fed with normal fly food.



To study the exploratory activity, single flies remained in tube A for 30 min, under lights-on conditions. Next, the test tube was connected to tube A, and we checked whether the fly entered the test tube in a 1 min period.



To study fear-like behaviour, single flies were placed in the two connected tubes, they were gently tapped to the bottom of tube A, the two tubes were placed at a 45-degree angle, and the flies were left to reach the end of the test tube. After three trials, the test tube was replaced by a similar tube, which had a 3 cm wide double whatman paper placed 3 cm from the tube connector. This tube was connected to tube A, the fly was gently tapped to the bottom, and we checked whether the fly would step through the whatman paper to reach the top of the test tube, within 1 min.



For each behavioural experiment (n = 1), we tested 10 single flies. The performance index indicated the number of flies (out of a group of ten flies) exhibiting the relative behaviours.




2.4. Zebrafish Maintenance


Wildtype adult zebrafish (D. rerio) of Malaysian origin were maintained under a 12:12 h LD photoperiod regime and a water temperature of 25 to 26 °C, under standard fish-keeping conditions [40]. The fish were fed once a day with commercial food (Tropical Fish Flakes, Prodac International S.r.l., Cittadella, Italy). All the experiments were performed in accordance with the relevant guidelines and regulations. All the procedures on fish used in this study followed the three Rs principle, in accordance with Greek (PD 56/2013) and EU (Direktive 63/2010) legislation on the care and use of experimental animals, and were approved by the Departmental Animal Care Committee and the Veterinary Unit of the Region of Crete (No 27305/15-12-2004). The Animal House facilities at the Department of Biology, University of Crete, are certified by the Veterinary Unit of the Region of Crete, for the rearing (EC91-BIObr-09) and use (EL91-BIOexp-10) of laboratory animals for scientific purposes. All experiments were performed with 12- to 18-month-old male and female zebrafish.




2.5. Zebrafish Drug Treatment


Before rapamycin injections, the zebrafish were fasted for 24 h. The injection solution consisted of 5% stock solution and 95% sterile saline solution. The control injection solution consisted of 5% DMSO and 95% sterile saline. Rapamycin was intraperitoneally injected (50 μg/g). Prior to injection, the zebrafish were anesthetized with tricaine. Before being subjected to behavioural or cognitive experiments, zebrafish were immersed in water tanks containing galantamine hydrobromide (50 μg/L, Sigma-Aldrich), fluoxetine hydrochloride (50 μg/L, Sigma-Aldrich), or GR55562 dihydrochloride (100 μg/L, Abcam, Waltham, MA, USA) for 30, 60, and 90 min respectively.




2.6. Zebrafish Learning and Memory Assays


For spatial memory analysis, we designed a T-maze in which we trained zebrafish both in groups and individually to locate food at a certain choice arm. Choice arms were not coloured in order to avoid colour preference behaviours but surrounded by black plastic covers. The zebrafish were trained and tested individually to avoid dominance/subordinate effects on behaviour. One side of the long arm was covered with non-transparent plastic, and the other was left uncovered to provide external optical cues for the proper orientation of zebrafish. All the behavioural experiments were performed between 2 p.m. and 4 p.m. in tanks with a water temperature of 25 to 26 °C. After several trials, we ended up with a protocol which required 12 days of training, starvation, a waiting period, and a long-term memory test.



One day after being injected with rapamycin, the zebrafish were habituated for 30 min in the T-maze, during the first 2 days of the training procedure. During this period, they were fed exclusively with flakes thrown in one of the two choice arms. The flakes were thrown at the same choice arm throughout the experiment. Untrained zebrafish were fed with flakes thrown at the long arm of the T-maze. On the third day, they were starved in their holding tanks to enhance the motivation for food searching in the following days. On the fourth, fifth, and sixth days, the individuals were gently transferred to the start site of the long arm, and 30 s later, the door was opened. As soon as they entered the correct choice arm, two or three flakes were gently thrown into the arm. The procedure was recorded with a digital camera. We waited until the zebrafish ate the flakes; then, the next one was placed at the start site. Six days later, the same experiment was performed, to test long-term memory. When the zebrafish did not enter the correct arm for more than 5 min, we recorded the relative latency as 300 s. We analysed the latency of individual zebrafish to enter the correct choice arm through training (learning ability), as well as 6 days after the last training day (long-term memory, LTM).




2.7. Quantitative RT-PCR


Total RNA from Drosophila heads was extracted using Trizol (Invitrogen Corp., Carlsbad, CA, USA), according to the manufacturer’s instructions, and included a DNase treatment. For cDNA synthesis, we used an iScriptTM cDNA Synthesis Kit (BioRad, Hercules, CA, USA) and PrimeScriptTM Reverse Transcriptase (Takara, San Jose, CA, USA). Quantitative PCR was performed in triplicate using a Bio-Rad CFX96 Real-Time PCR system (Bio-Rad). Relative expression (fold induction) was calculated using the ΔΔCT method and Rpl32 as the normalization control method. The following sets of primers (Invitrogen) were used:



5htr1a (forward): 5′-CAGCCGAATGTAGATGGT-3′;



5htr1a (reverse): 5′-GCTGTAGTAGCGCTTGCT-3′;



5htr1b (forward): 5′-CAGCGATGCGGATGATTA-3′;



5htr1b (reverse): 5′-CGAGGCTATCAGATGGTGCT-3′;



5htr2a (forward): 5′-CGATCTCCTGGTCAGTTTGTT-3′;



5htr2a (reverse): 5′-AAGCCAAGTGGCCAATACC-3′;



5htr7 (forward): 5′-AATGATTCTGAGGCTCGAAGA-3′;



5htr7 (reverse): 5′-TATGAGCAACCCAGTGCTGA-3′;



Ddr2 (forward): 5′-GCACTGAGTTGCAATGGT-3′;



Ddr2 (reverse): 5′-CTCGGAGATGTTGTAGCT-3′;



RpL32 (forward): 5′-CGGATCGATATGCTAAGCTGT-3′;



RpL32 (reverse): 5′-GCGCTTGTTCGATCCGTA-3′.



For quantitative RT-PCR analysis in zebrafish, we used brain extracts from 12- to 18-month-old zebrafish, 3 days after they had been injected with 50 μg/mL rapamycin or DMSO. RNA isolation, cDNA production, and PCR conditions and analysis were performed as previously described [40]. We used the following primers:



htr1a (forward): 5′-CAGAGCAGAGCAGCACAAG-3′;



htr1a (reverse): 5′-TGGTCTGAGAGTTCTGGTCTAATC-3′;



htr1b (forward): 5′-GTGTCGGTGCTCGTGATG-3′;



htr1b (reverse): 5′-CAGCCAGATGTCGCAGATG-3′;



htr2b (forward): 5′-GCTGCTCATTCTTCTGGTCAT-3′;



htr2b (reverse): 5′-GTTAGTGGCGTTCTGGAGTT-3′;



b-actin (forward): 5′-TGTCCGTGTATGCCTCTGGT-3′;



b-actin (reverse): 5′-AAGTCCAGACGGAGGATGG-3′.




2.8. Western Blot Analysis and Plasma Membranes Isolation


Mated female flies were frozen in liquid nitrogen, and the heads were separated from the bodies through vortexing. Twenty heads were squeezed in 50 μL freshly prepared Laemmli buffer and approximately 10 μg of protein extracts were used for Western blot analysis per sample. The samples were run on 6–8% polyacrylamide gels. The proteins were measured with a NanoDrop ND-1000 spectrophotometer (Thermo Scientific, Waltham, MA, USA). Relative protein amounts were measured with ImageJ 1.47v.



The zebrafish were anaesthetized by immersion in tricaine (MS222, 100 mg/L, Sigma Aldrich, Burlington, MA, USA), and their brains were dissected and homogenized in RIPA buffer (Sigma Aldrich) with protease inhibitor cocktail (Sigma Aldrich). Then, 20 μg of protein extracts were used for Western blot analysis per sample, which contained extracts from three dissected brains.



The following antibodies were used for Western blot analysis: anti-phosphoT342AKT1 (Abcam, ab228808), LC3B (Cell signalling (Danvers, MA, USA), 3868), anti-serotonin receptor 1B/HTR1B (Aviva Systems Biology (San Diego, CA, USA), OAEB02233), anti-serotonin transporter (Alpha Diagnostics Rabbit (San Antonio, TX, USA), SERT13-A), anti-phosphoThr389 p70 S6 Kinase (Assay Biotech (Fremont, CA, USA), AO533), anti-phosphoY1472NMDAR2B (Abcam, 3856), anti-5HTR7 (Osenses (Keswick, Australia), OSS00205W), anti-atubulin (DSHB (Iowa City, IA, USA), AB579793), anti-goat secondary (Abcam, 6566), anti-rabbit secondary (Abcam, 6721), and anti-mouse secondary (Abcam, 6728), following the instructions of the manufacturers. Anti-NR2B polyclonal antibody was kindly provided by Assistant Prof. Kyriaki Sidiropoulou.



For the isolation of plasma-membrane-bound proteins, we used the Plasma Membrane Protein Extraction Kit (Abcam). We used head extracts from thirty 10-day-old mated female flies. The proteins were measured with a NanoDrop ND-1000 spectrophotometer (Thermo Scientific).




2.9. Fecundity Measurements in Drosophila


To measure fecundity, 10-day-old mated females were left to lay eggs in groups of five flies, for 2 consecutive days. The flies were mated for 3 days before egg counting.




2.10. Epifluorescence Microscopy


Brains from 10-day-old mated female flies were dissected in PBS, and fluorescence was detected with an epifluorescence microscope (ZEISS (Oberkochen, Germany), model: Axioskop 2 Plus). CFP was detected with a Zeiss Set 49 DAPI shift free filter (EX G 365, BS FT 395, EM BP 445/50).




2.11. Measurement of Extracellular Serotonin in the Brain of Drosophila


Forty frozen brains were dissected in an EDTA-rich solution (20 mM) in such a way that the brains were attached to the head cuticle. The dissected brains were transferred through cuticle handling in 100 μL of a PBS-EDTA (20 mM) solution containing 0.5 mg/mL trypsin (T4049 Sigma-Aldrich) and 1 mg/mL collagenase type1a (C2654 Sigma-Aldrich). The samples were centrifuged at 500 rpm for 2 h at 25 °C. Next, the samples were briefly centrifuged at high speed (2 min, 14,000 rpm) to separate the debris and cells from the extracellular material. At the supernatant, serotonin levels were measured with an ELISA kit (EIA-1300, DRG Diagnostics (Springfield, NJ, USA)). The morphology and number of nerve cells, after the two steps of centrifugation, were studied after Hoechst staining. To estimate the degree of cell rupture, we measured the total DNA and RNA levels in the supernatant of all samples, after the final centrifugation with a NanoDrop ND-1000 spectrophotometer (Thermo Scientific).




2.12. cAMP Detection


For cAMP detection, we used the Sensitized Emission FRET. Confocal images were obtained using a Plan-Apochromat 40×/1.3 oil in an LSM710 Axio-Observer Z1, Zeiss inverted microscope (Zeiss, Oberkochen, Germany). Epac1-camps fluorescence was scanned with a 458 nm Argon ion laser line. YFP and CFP signals were detected simultaneously on the LSM710 34-channel spectral detector (YFP: 530–580 nm, CFP: 480 nm). The YFP/CFP ratio values were calculated with ImageJ analysis.




2.13. Novel Tank Test


One day after rapamycin injection, the zebrafish were placed for 5 min in a glassy tank with water, which was marked by two horizontal lines, dividing the tank into three equally sized areas (bottom–middle–top). Their behaviour was recorded, and we scored the number of lower and top line entries, latencies to reach the middle and top areas, and time spent in the top area.




2.14. Statistical Analysis


Statistical analysis was performed using GraphPad Prism 6 (GraphPad Prism Software, Inc., San Diego, CA, USA). For multiple comparisons’ analysis, we used one-way ANOVA, with Sidak’s or Dunnette’s multiple comparison tests, after normalization of the values. Pairwise comparisons were performed with unpaired two-tailed Mann–Whitney test or unpaired one-tailed t test. Lifespan analysis was performed with the log rank test. All experimental series were repeated independently at least three times. Data are given as mean ± SEM. Differences among treatment groups were determined by two-way ANOVA analyses with Tukey’s multiple comparison test, after normalization of the values. A value of p < 0.05 was considered statistically significant.





3. Results


3.1. Rapamycin Treatment Alters Behaviour and Cognitive Performance


To reduce mTORC1 in Drosophila melanogaster adults (WDah strain), we acutely fed 10-day-old female mated flies with rapamycin (four-day treatment). Rapamycin is a specific acute inhibitor of the mTORC1 pathway. Acute rapamycin treatment decreased phosphorylation of p70 S6 Kinase in Thr398, a marker of mTORC1 activity, but did not affect the phosphorylation of AKT1 at T342 in the heads of flies, a marker of mTORC2 pathway activity (Figure S1a,b). Therefore, acute rapamycin treatment in flies specifically alters the mTORC1 sub pathway at the heads.



To examine the impact of the lowered mTORC1 on the flies’ behaviour and cognitive ability, we devised a single-fly protocol to measure the visual associative learning and memory ability, fear-like behaviour, and exploratory activity. Although short- and mid-term memories were not affected (STM and MTM, respectively), rapamycin treatment altered the cognitive and behavioural patterns of the WDah flies: it decreased the learning ability, the long-term memory formation (LTM), and the fear-like behaviour, while it increased the exploratory activity (Figure 1a). Similar effects have previously been described in rapamycin-treated chicks and humans, such as cognitive function impairment, including attention and working memory deficits [41,42], suggesting that the impact of lowered mTORC1 on behaviour might be evolutionarily conserved.



Increased fear-like behaviour and decreased exploratory activity have been associated with depression-like phenotypes in flies [43]. To further validate the behavioural results, we tested the behavioural pattern of flies neuronally expressing a constitutive active form of GSK-3β, with the paneuronal elav-Gal4 driver (elav; UAS-sggS9A flies), known to induce mTORC1 and evoke depression-like phenotypes [44,45]. We also fed flies with the GSK-3β inhibitor LiCl [46]. Constitutive active GSK-3β caused the opposite of the rapamycin treatment phenotypes, while LiCl feeding evoked similar reactions to the rapamycin-feeding phenotypes, which were ameliorated by the constitutive activation of GSK-3β (Figure S1c).



To test whether the rapamycin-evoked behaviours were caused exclusively by mTORC1 inhibition, we fed rapamycin to flies neuronally expressing a constitutive active form of S6K (S6KSTDETE), a main phosphorylation target of mTOR kinase that increases protein synthesis, while impeding the rapamycin-induced dephosphorylation of mTOR kinase [47]. Flies with paneuronal constitutive activation of S6K (elav; UAS-s6kSTDETE flies) exhibited an opposite reaction to the rapamycin-treated flies’ phenotype and were resistant to the rapamycin-evoked effects on behaviour (Figure S1d). The above define the inhibition of neuronal mTORC1 as a mechanism through which rapamycin alters behaviour and cognition in flies.



Similarly, mTOR has previously been largely suggested to affect mood and memory ability in animal models and humans but mainly in the context of its ability to regulate protein synthesis [48]. In addition, mTORC1 also regulates autophagy via ATG1 deactivation, and acute rapamycin treatment was found to sufficiently increase autophagy in Drosophila heads (Figure 1b). To test whether neuronal autophagy induction underlay rapamycin effects on behavioural patterns, we paneuronally expressed atg1 and atg1-RNAi, with both genetic manipulations resulting in developmental lethality (elav; UAS-atg1 and elav; UAS-atg1RNAi flies). However, moderate silencing of atg1, driven by the mifepristone-inducible Gal4 driver elav-GS, in the absence of mifepristone, was not lethal; elavGS; UAS-atg1RNAi adults exhibited restricted loss of eye pigmentation (Figure S1e), a typical feature of autophagy inhibition in flies [49], decreased learning, and LTM formation, while atg1RNAi expression ameliorated the effects of the rapamycin on behaviour (Figure 1c). Thus, neuronal atg1 activity is necessary for the rapamycin-evoked effects on behavioural patterns. Additionally, feeding elavGS; UAS-atg1 larvae with mifepristone caused developmental lethality and melanisation, while the few adults that escaped death were small-sized (Figure S1f), indicating that paneuronal atg1 expression hampers developmental growth and survival.



Autophagy and protein synthesis are essentially opposing catabolic and anabolic processes, interconnected at the mTOR kinase. To test whether atg1 affected survival via S6K protein synthesis blockage, we generated elav; UAS-atg1; UAS-s6kSTDETE flies. The constitutive activation of neuronal protein synthesis did not abrogate atg1-induced developmental lethality, thus indicating that neuronal atg1-mediated lethality is not S6K-dependent. Similarly, RNAi inhibition of atg7 in elav; UAS-atg1 flies (elav; UAS-atg1; UAS-atg7RNAi flies), which expresses a downstream to ATG1 autophagy component, did not rescue atg1-induced developmental lethality. In conclusion, neuronal atg1 expression impinges survival in flies through an S6K-independent mechanism.



To further study the impact of the neuronal atg1 activity in the brain, adult flies expressing atg1RNAi in different brain domains were treated with rapamycin. We used Gal4 drivers specific for antennal lobes (GH146-Gal4), antennal nerves and subesophageal ganglia (129Y-Gal4), mushroom bodies (ok107-Gal4), ellipsoid bodies (c232-Gal4), fan-shaped body and subesophageal ganglia (c205-Gal4), as well as for protocerebrum (c601-Gal4).



Ellipsoid bodies-specific atg1 inhibition ameliorated the rapamycin-evoked behavioural patterns (Figure 1d), while ellipsoid bodies-specific (c232; UAS-atg1 flies) but not mushroom bodies-specific (ok107; UAS-atg1 flies) atg1 expression mimicked rapamycin-evoked behaviours (Figure 1e). Inhibition of atg7 via ellipsoid bodies-specific RNAi expression (c232; UAS-atg7RNAi flies) did not revert the rapamycin-evoked behavioural effects (Figure S1g), while c232; UAS-atg1; UAS-atg7RNAi flies had a similar behaviour to c232; UAS-atg1 flies (Figure S1h). The abovementioned results support that neuronal atg1 expression, but not autophagy, underlies the observed rapamycin-evoked behaviours.




3.2. 5htr7 Inhibition Ameliorates atg1-Evoked Behavioural Patterns


Ellipsoid bodies are part of the central complex of the Drosophila brain, an important centre for higher-order brain function in insects [50]. Given the high enrichment of ellipsoid bodies in serotonergic cells and postsynaptic serotonin receptors and the prominent role of serotonergic signalling in place memory formation and mood stabilization in flies [43,51,52,53,54], we tested whether rapamycin altered the RNA expression of four serotonin receptor genes: 5htr1a, 5htr1b, 5htr2, and 5htr7. We also performed expression analysis for the RNA of the Drosophila gene encoding for Dopamine Receptor 2 (Dop1R2), shown to affect choice behaviour via its activity in ellipsoid bodies [55]. RT-PCR and Western blot analysis revealed that rapamycin-feeding increased the RNA and protein levels of 5HTR7. Moreover, feeding flies a diet poor in sugar and devoid of yeast (low-nutrient food) for two days also increased the 5HTR7 expression in heads (Figure 2a,b). Taking the amplitude of the rapamycin effect on the 5HTR7 expression levels, as well as the almost exclusive expression of 5HTR7 in the ellipsoid bodies [56] (Figure 2c), we further questioned its role in rapamycin-induced behavioural patterns. Indeed, the 5htr7-Gal4-driven expression of 5htr7 and 5htr7RNAi mimicked and ameliorated, respectively, the effects of rapamycin on behavioural patterns (Figure 2d,e). In support of this, two-day feeding with low-nutrient food caused similar behaviour to the rapamycin-induced behaviours, which were ameliorated by RNAi inhibition of 5htr7 (Figure S2).



Next, we generated flies expressing both atg1 and 5htr7RNAi in the ellipsoid bodies (c232; UAS-atg1; UAS-5htr7RNAi flies), which exhibited behavioural patterns similar to control flies (Figure 2f). Alongside, a 5HTR7-specific inhibitor (SB269970) blunted atg1-induced learning defects and increased exploratory activity (Figure 2g). In conclusion, ellipsoid bodies-specific 5htr7 activity dominates the effects of neuronal atg1 on behaviour and cognition in flies.




3.3. Serotonergic Cell-Specific atg1 Induction Augments Postsynaptic 5HTR7 Expression and Mimics Rapamycin-Induced Behaviours


The 5HTR7 receptor in flies is postsynaptic, and consequently, 5htr7RNAi expression driven by a serotonergic cell-specific Gal4 driver did not block the effects of rapamycin (trh; UAS-5htr7RNAi flies) (Figure S3a). This raised the question of whether postsynaptic 5HTR7 was activated by mTORC1 inhibition in presynaptic serotonergic cells. The behaviour of flies expressing S6KSTDETE in serotonergic cells (trh; UAS-s6kSTDETE flies) tended to be opposite to the behaviour of rapamycin-treated flies, unaltered by rapamycin treatment (Figure 3a). To further strengthen our hypothesis, we generated flies expressing atg1 in serotonergic cells (trh; UAS-atg1 flies). These flies died during early development and before pupariation. However, very few small-sized and developmentally delayed lethality escapers exhibited rapamycin treatment-like phenotypes (Figure 3b). In flies, increased serotonin signalling is linked to developmental delay and small body size, whereas reduced brain serotonin signalling induces hyperphagia and increased growth in rats [57,58]. As such, the smaller size and developmental delay of trh; UAS-atg1 flies implies that these flies might have enhanced serotonergic signalling. Indeed, trh; UAS-atg1 flies had increased expression of 5HTR7 at the heads (Figure 3c and Figure S3b), suggesting that both the reduction in mTORC1 and the ectopic expression of atg1 in serotonergic cells triggered 5HTR7 upregulation.



To further investigate the role of serotonergic signalling activity in rapamycin-evoked behaviours, we acutely fed flies with fluoxetine hydrochloride (Prozac, two-day treatment), a widely used antidepressant that specifically inhibits the clearance of extracellular synaptic serotonin, via serotonin transporter (SERT) de-activation [59,60]. Acute Prozac feeding of WDah control flies induced similar patterns to the rapamycin-induced behavioural patterns, similar to the serotonergic cell-specific inhibition of sert expression via RNAi (trh; UAS-sertRNAi flies) (Figure S3c and Figure 3d), which resulted in developmental delay and increased expression of 5HTR7 in the heads of flies (Figure 3e and Figure S3d). Furthermore, the adult-specific paneuronal RNAi inhibition of atg7 reduced autophagy in GSelav; UAS-atg1 flies (GSelav; UAS-atg1; UAS-atg7RNAi flies) (Figure 3f), indicating that neuronal atg1 expression augments 5HTR7 expression irrespective of its role in autophagy induction.




3.4. Rapamycin Alters the Cellular Localization of the Serotonin Transporter


The above results suggest a correlation between mTORC1 inhibition and enhancement of the serotonergic signalling in the brain of Drosophila. Nevertheless, mTOR inhibition does not affect serotonin transport to the plasma membrane [61]. To verify this, we tested the effect of the rapamycin treatment on the SERT protein levels in fly heads, which is the major regulator of serotonergic signalling activity. ATG1 has been reported to decrease S6K activity and consequently protein synthesis [62], but instead, we found that acute rapamycin treatment did not decrease SERT protein levels in heads (Figure 4a). In cell lines, ATG1 has been reported to inhibit the transport of COPII-coated proteins from the endoplasmic reticulum to the Golgi, among which is the SERT [63,64]. Indeed, using a protein kit that separates cytosolic from plasma membrane proteins, combined with Western blot analysis, we found that acute rapamycin treatment increased SERT localization in the cytosol, while decreasing it at the plasma membrane (Figure 4b). In support, epifluorescence microscopy analysis showed that fluorescent expression of a GFP–SERT fusion protein, in which GFP is fused to the N-terminus of the SERT protein [65], was diminished at the outer surface of ellipsoid bodies in c232; UAS-atg1; UAS-gfpsert flies. In contrast, atg1 expression did not affect the ellipsoid bodies-specific fluorescent expression of a Synaptotagmin–EGFP fusion (c232: UAS-sytegfp flies), previously shown to co-localize with native synaptic vesicles [66] (Figure 5c). The above findings suggest that neuronal ATG1 might selectively impede the trafficking and secretion of proteins packaged into COPII coated vesicles, such as the SERT and possibly other types of protein transporters.



To investigate whether ATG1 affected the trafficking of other proteins also packaged in COPII coated vesicles, we tested the impact of its upregulation on the insulin/insulin-like growth factor (IGF) signalling (IIS) pathway, a major longevity-regulating pathway, whose functionality requires intact endoplasmic reticulum (ER) to Golgi COPII vesicles trafficking in insulin-producing cells [67]. To this end, we expressed atg1 with the insulin-producing cells (IPCs)-specific Gal4 driver dilp2 (dilp2; UAS-atg1 flies). IPCs comprise fourteen cells that express three out of the seven insulin-like peptides in flies, the combined downregulation of which causes body size and fecundity reduction, developmental delay, as well as longevity enhancement (dilp2-3,5 mutants) [68]. Dilp2; UAS-atg1 flies died early during development, at the larval stage. However, dilp2; UAS-atg1; UAS-cd8rfp flies, in which the dilp2-Gal4 driver was expected to exert lower induction of atg1 expression levels, were viable, of small size, developmentally delayed, with reduced fecundity (Figure 4d,e) and long-lived (dilp2; UAS-atg1; UAS-cd8rfp vs. dilp2; +6.62587 × 10−8, vs. UAS-atg1 +7.98823 × 10−8, vs. UAS-cd8rfp; +6.74931 × 10−7, log rank test Figure 4f), similar to the long-lived dilp2-3,5 mutants. Moreover, combined atg1 and s6kSTDETE expression at the IPCs failed to ameliorate the reduced fecundity, small size, and developmental delay phenotypes. Hence, moderate overexpression of atg1 in IPCs systemically reduces the IIS pathway, independently of cell autonomous S6K activity. To further validate the inhibitory effect of atg1 on protein secretion, we ectopically expressed atg1 in approximately 300 peptidergic cells of Drosophila that make up the neuroendocrine system of the fly [69] (c929; UAS-atg1 flies). Peptidergic cells-specific atg1 expression caused lethality at the pupal stage, extensive melanisation, and cuticle sclerotization (Figure 4g). These observations suggest that peptidergic atg1 expression disturbs peptidergic secretion in Drosophila.




3.5. Neuronal atg1 Increases Extracellular Serotonin in Drosophila Brain and Enhances Serotonergic Neurotransmission


To examine the outcome of mTORC1 inhibition and atg1 expression on serotonin secretion, we devised a protocol to measure the differences in extracellular serotonin levels in Drosophila brain: frozen brains were dissected in an EDTA-rich solution and dissociated upon mild trypsin and collagenase treatment under low centrifugation. Debris and cells were separated from extracellular materials after a short centrifugation at high speed. At the supernatant, we measured serotonin levels with ELISA. No fluorescent cells were detected in the supernatant when we applied this protocol to flies expressing GFP in serotonin-expressing cells (trh; UAS-gfp flies), thus indicating that the supernatant was free of intact serotonergic cells. To estimate differences in the degree of cell rupture among the experimental conditions used, we measured total DNA and RNA levels in the samples subjected to ELISA measurements. Although acute rapamycin treatment did not alter the total serotonin levels in Drosophila heads (Figure 5a), it caused a statistically significant increase in extracellular serotonin in the brains (Figure 5b). Similarly, elavGS; UAS-atg1 flies (in the absence of mifepristone) had elevated levels of extracellular serotonin in the brain (Figure 5c). Hence, lowered mTORC1 and ectopic neuronal expression of atg1 increased extracellular serotonin levels in Drosophila brain.



To further investigate the impact of ATG1 expression on serotonergic neurotransmission, we tested the effect of atg1 expression on R29H01 serotonergic neurons, previously shown to innervate the prothoracic gland of Drosophila larvae and enhance the production of ecdysone via 5HTR7 activation and, consequently, cAMP induction [70]. Flies expressing atg1 under the influence of R29H01-specific Gal4 driver (R29H01; UAS-atg1 flies) exhibited the typical phenotypes of increased ecdysone signalling [71]; pupae were small and pale, adults were small, the fat body of larvae shrunk (Figure 5d), and pupariation of larvae was developmentally delayed by five days, an effect that was partially reverted by feeding larvae with SB269970 (50 nM), from day four to the formation of pupae (developmental period for R29H01; UAS-atg1 flies: 16 days, for R29H01; UAS-atg1 flies fed with SB269970: 12 days). In conclusion, atg1 expression in the R29H01 larval neurons increased ecdysone signalling, possibly via 5HTR7 activation and stimulation of serotonergic signalling.




3.6. 5HTR7 Activation Reduces NMDA Signalling in the Drosophila Brain


Memory consolidation in ellipsoid bodies requires functional NMDA receptors (NMDARs), while both serotonergic signalling and the mTOR pathway have been shown to affect NMDA signalling [50,72,73,74,75]. This prompted us to test whether the function of NMDA receptor 2 (NMDAR2), the ortholog of the NR2B subunit of mammals, was modulated via atg1-mediated activation of the 5HTR7 receptor. At first, we found that the nmdar2 gene expression in the brain of flies was mainly located in the central complex, specifically in the ellipsoid bodies and fan-shaped body (nmdar2; UAS-sytegfp flies) (Figure S4a). We then observed that acute rapamycin treatment decreased Tyr1472 phosphorylation of the NMDAR2 receptor (Figure 6a), an indicator of reduced NMDA signalling, while RNAi of the nmdar2 receptor gene, driven by a nmdar2-specific Gal4 driver, mimicked the rapamycin effects (nmdar2; UAS-nmdar2RNAi flies), thus suggesting a role for NMDAR2-expressing cells on rapamycin-induced behaviours (Figure 6b). On the contrary, chronic rapamycin treatment has been shown to increase phosphorylation of the NR2B receptor in mammals and enhance cognitive function [74], indicating that inhibition of mTORC1 might induce the opposite to the mTORC2-mediated NR2B-related effects on cognition, or that chronic rapamycin treatment exerts additional mTOR-unrelated effects on NR2B. 5htr7RNAi expression in nmdar2-expressing cells (nmdar2; UAS-5htr7RNAi flies) abrogated the rapamycin-induced behavioural effects (Figure S4b), while the expression of 5htr7 with the same Gal4 driver not only mimicked the rapamycin-evoked behaviours (Figure 6c) but also the rapamycin-induced longevity enhancement [76] (nmdar2; UAS-5htr7 vs. nmdar2; +: 1.31844 × 10−15, nmdar2; UAS-5htr7 vs. UAS-5htr7; +: 1.02045 × 10−8, log rank test, Figure 6d).



Although paneuronal RNAi inhibition of the 5htr1b receptor did not alter the rapamycin-induced Tyr1472 dephosphorylation of the NMDAR2 receptor (elav; UAS-5htr1bRNAi flies) (Figure S4c), RNAi inhibition of 5htr7 in the NMDAR2-expressing cells did (nmdar2; UAS-5ht7RNAi flies), thus indicating that the 5HTR7 receptor is involved in rapamycin-induced NMDAR2 dephosphorylation (Figure 6e). These findings indicate that the 5HTR7 receptor is required for atg1- and rapamycin-induced dephosphorylation of NMDA receptor 2 in flies.




3.7. Rapamycin Treatment Stimulates Non-Cell Autonomous cAMP/PKA Signalling


5HTR7 is a G-Protein Coupled Receptor (GPCR) that upon activation increases cAMP signalling, while 5htr7 inhibition decreases intracellular cAMP levels [70,77]. Therefore, we hypothesized that rapamycin might increase cAMP signalling via the 5HTR7 receptor. Towards this direction, we included in our analysis cAMP/PKA-activating Rutabaga adenylyl cyclase, known to regulate the visual pattern memory at the central complex in flies, via cAMP/PKA signalling [50]. The effects of rapamycin on behaviour were ameliorated by NMDAR2-expressing cell-specific rutabaga RNAi expression, while learning and LTM formation in rapamycin-treated flies were unaltered by rutabaga RNAi inhibition (nmdar2; UAS-rutabagaRNAi flies) (Figure 7a). As such, rapamycin treatment presumably affects behavioural patterns in flies via cAMP/PKA signalling.



cAMP/PKA signalling has been shown to induce melanisation and cuticle sclerotization in insects, by enhancing L-DOPA and dopamine secretion in tyrosine hydroxylase-expressing epithelial cells [78]. Elevation of cAMP/PKA in the epidermis is regulated by ecdysteroids and neuropeptides derived from the central nervous system, via the activation of GPRCs [79,80]. In previous experiments, we observed that peptidergic cell-specific atg1 expression caused excessive melanisation and cuticle sclerotization at the pupal stage (see Figure 4g). This prompted us to test whether ectopic atg1 expression in peptidergic cells enhanced epidermal cAMP/PKA signalling non-cell autonomously, where the c929-Gal4 driver was also active [69]. Autophagic alterations have been associated with strong melanisation, attributed to increased melanin deposition, and not to enhanced immune system or apoptosis [81]. To investigate whether the completed autophagy process, apoptosis, or cAMP/PKA signalling were required for melanisation and developmental lethality phenotypes, we generated flies expressing atg1 in peptidergic cells, combined with RNAi expression of atg7, caspase-3 (the main apoptosis inducer in flies), and pkac1 (the catalytic subunit of PKA). Melanisation, cuticle sclerotization, and developmental death were reverted specifically by the inhibition of PKAc1 (c929; UAS-atg1; UAS-pkac1RNAi flies), indicating that these phenotypes were attributed to enhanced PKA signalling (Figure 7b). In line with this, all three interventions inducing autophagy, rapamycin treatment, neuronal atg1 expression, and starvation, caused epidermal melanisation in WDah larvae (Figure 7c).



To verify that the observed epidermal melanisation was caused by enhanced cAMP/PKA signalling, we used the genetically encoded fluorescent cAMP sensor Epac1-camps [82]. Although paneuronal expression of the cAMP sensor (elav; UAS-Epac1-camps flies) did not result in a detectable emission at 480 nm, which indicated nontraceable levels of epidermal cAMP in larvae, the rapamycin treatment and atg1 expression in elav; UAS-Epac1-camps flies (elav; UAS-Epac1-camps; UAS-atg1 flies) did. Elevation of the epidermal cAMP coincided with both epidermal melanisation and deformation (Figure 7d). To test whether the lowered mTORC1 activated cAMP/PKA signalling in a cell or non-cell autonomous way, we used the scabrous-Gal4 driver (sca-gal4), which is active in pro-neural clusters and sensory mother cells. Sca; UAS-Epac1-camps larvae exhibited very low levels of cAMP, which increased dramatically after the rapamycin treatment. The simultaneous induction of RNAi for the atg1 did not inhibit the rapamycin-induced cAMP activation and melanisation (sca; UAS-Epac1-camps; UAS-atg1RNAi flies) in larval epidermis, which suggests that lowered mTORC1 raised epidermal cAMP in a non-cell autonomous manner (Figure 7d). Although PKA has already been reported to play a role in the initiation of autophagy [83], here, we showed for the first time that GPCRs and cAMP/PKA signalling acted downstream to ATG1 activity in a non-cell autonomous way.




3.8. Lowered Serotonergic Signalling Abrogates Rapamycin-Induced Effects in Vertebrates


To study the evolutional significance of our findings, we tested the effects of acute rapamycin treatment on the behavioural patterns and cognitive ability in zebrafish (Danio rerio). Zebrafish has been proven to be an excellent model system for pharmacological studies, since its behavioural responses to drug treatments are remarkably similar to those of humans [84]. For this, we intraperitoneally injected middle-aged zebrafish (12–18 months old) of both sexes with 50 μg/g rapamycin, a concentration previously shown to affect memory in mammals [85]. To avoid dominant/subordinate effects on behaviour and cognition, we devised a single-fish training protocol to study associative spatial memory in a typical T-maze set up (Figure S5a,b).



Rapamycin-treated zebrafish showed increased latencies to find the food source chamber during training, and six days after the end of the training period, their ability to remember the location of the food source chamber was reduced compared to the controls (Figure 8a). The LTM impairment of rapamycin-injected zebrafish was abrogated by extended training, thus suggesting a reduced learning ability as the cause of rapamycin-induced LTM inhibition (Figure 8b). Moreover, a novel tank behavioural test revealed that rapamycin treatment reduced fear-like behaviour, similar to our findings in flies, thus showing that rapamycin treatment has anxiolytic effects and reduces fear-like behaviour in zebrafish (Figure 8c).



Although rapamycin-injected zebrafish did not exhibit an increased expression of HTR7 in brain extracts, RT-PCR and western blot analysis revealed an increased expression of htr1b and HTR1B protein in the brains of rapamycin-injected zebrafish (Figure 8d). HTR1B is a GPCR known to affect anxiety and inhibit cognition in vertebrates, possibly via cholinergic and glutamatergic inhibition [86,87,88,89]. Reduced htr1b expression causes a “depression-like” phenotype in rodents, unaffected by the selective serotonin reuptake inhibitor [90], while it has been reported to modulate the clearance of extracellular serotonin in rat hippocampus [91]. In this context, exposure to fluoxetine has been shown to increase htr1b expression in zebrafish brains [40].



To examine whether rapamycin altered behaviour and cognitive performance via serotonergic signalling, we mildly and acutely treated rapamycin-injected zebrafish with GR55562, a specific inhibitor of the HTR1B receptor, fluoxetine hydrochloride (PROZAC), and galantamine hydrobromide, a specific inhibitor of the glutamatergic pathway. Although galantamine hydrobromide enhanced the rapamycin effects on learning, and fluoxetine hydrochloride exerted defects similar to the rapamycin-evoked learning defects, GR55562 treatment blunted them (Figure 8e). In addition, acute GR55562 treatment ameliorated the rapamycin effects on swimming behaviour (Figure 8f). Rapamycin treatment decreased the phosphorylation of NR2B at Tyr1472, specifically in the forebrain, the centre of learning in zebrafish, while the treatment of rapamycin-injected zebrafish with GR55562 reduced rapamycin-induced NR2B dephosphorylation in the brain (Figure 8g). The above suggest that similar to our findings in flies, lowered serotonergic signalling can attenuate rapamycin-evoked behaviours and NR2B dephosphorylation in zebrafish brain.





4. Discussion


Nutrient deprivation decreases brain metabolism, which, in turn, induces systemic physiological responses throughout the body. In mammals, the hypothalamic mTORC1 pathway senses metabolic stimuli and elicits behavioural and metabolic adaptive reactions to assist organismal homeostasis. However, the downstream to the mTORC1 effectors that mediate such reactions remains ambiguous [92,93].



Here, we show that decreased neuronal mTORC1 activity enhances serotonergic signalling via atg1-induced inhibition of SERT, the main housekeeper of serotonergic signalling. ATG1 disturbs SERT localization in the cell membrane and impedes its functional role, the synaptic serotonin reuptake, and the termination of serotonergic neurotransmission. A major drawback of neurobiology research in Drosophila is the small size of its brain domains, which makes electrophysiology analysis a difficult task. However, by designing a protocol that combines dissociation and precipitation of brain neurons with ELISA analysis, we managed, for the first time, to measure differences at the extracellular levels of a neurotransmitter in Drosophila brain. We found that rapamycin treatment and neuronal atg1 increased extracellular serotonin levels in the brain of Drosophila. Rapamycin, nutrient deprivation, serotonergic atg1 expression, and RNA inhibition of SERT increased the postsynaptic expression of the 5HTR7 receptor, which stimulates food-searching behaviours. This attributes a neuromodulatory role to mTORC1 in the brain neurons of flies. Strong RNA inhibition of neuronal atg1 caused lethality, while moderate inhibition caused similar phenotypes to impaired autophagy and opposite behavioural effects to those induced by atg1. It also suppressed rapamycin-evoked behaviours. In Drosophila, atg1 expression levels are highly enriched in the brain [94]. Taken together, these findings suggest an essential physiological role for ATG1 in the brain. Previous studies have suggested that mTORC1 activity regulates neuronal function by changing protein synthesis rates and autophagic activity. However, our findings suggest that reduced neuronal mTORC1 impacts neuronal circuits and metabolism via atg1-induced proteostatic alterations. Although ATG1 is the main regulator of autophagy in flies, we found that autophagy was not necessary for the observed atg1-induced phenotypes. Also, ATG1 did not decrease the expression of SERT. Hence, despite the fact that both autophagy and serotonergic neuromodulation are initiated by ATG1, they comprise two independent physiological responses to reduced mTORC1.



Ectopic atg1 expression in larval prothoracic gland-innervating serotonergic neurons stimulated enhanced ecdysone signalling-like phenotypes, via serotonergic signalling. Enhanced ecdysone signalling indirectly increases organismal catabolism, through its antagonistic action on IIS [71]. Moreover, strong ectopic atg1 expression in the IPCs also systemically inhibited IIS signalling. In support, rapamycin treatment has been reported to decrease insulin secretion in mice and human islets [95]. These results further support the role of ATG1 as an organismal catabolism inducer. The lowered IIS pathway exerts various beneficial effects on health and longevity, some of which have been attributed to autophagy induction [96]. Here, we show that moderate IPCs-specific expression of atg1 significantly increases longevity, in accordance with findings in worms showing that lowered neuronal mTORC1 enhances lifespan [97]. Furthermore, we find that 5HTR7 expression in NMDAR2-expressing neurons extends lifespan. Hence, apart from its lifespan-extending impact through the catabolism of intracellular components, moderate mTORC1 inhibition in neurons extends longevity in a non-cell autonomous way. However, we also show that excessive atg1 expression can be lethal, via IIS pathway inhibition and/or cAMP/PKA signalling upregulation. Similarly, other studies have also supported that mild and strong atg1 upregulation have opposite effects on the Drosophila lifespan [98]. As such, subtle quantitative changes in neuronal mTORC1 activity and atg1 exert diametrically opposite effects on health status and lifespan in organisms, via the altered functionality of peptidergic cells and cAMP/PKA, among others.



The dual role of ATG1 in behaviour and metabolic regulation is mediated via 5HTR7, which belongs to the GPCR receptors. In zebrafish, the reduced activity of another serotonin GPCR receptor, the HTR1B, inhibited rapamycin-induced behaviours and decreased NR2B receptor phosphorylation. GPCRs exert their function through cAMP/PKA signalling. Inhibition of cAMP/PKA-activated Rutabaga adenylyl cyclase suppressed the rapamycin effects on behaviour, while peptidergic cell-specific atg1 expression caused developmental death, melanisation, and cuticle sclerotization via PKA. Also, starvation, rapamycin, and neuronal atg1 caused lethality during the larval stages, together with elevated cAMP and melanisation in the epidermis. The above suggest that nutrient deprivation, lowered mTOR1, and neuronal atg1 affect physiology via common mechanisms and indicate that non-cell autonomous cAMP/PKA signalling is such a mechanism.



Here, we show, for the first time, that lowered mTORC1 activity in the brain regulates behaviour and metabolic adaptations via atg1-induced serotonergic stimulation (Figure 9). Our findings suggest that this stimulation is initiated by the inhibition of the serotonin transporter, which results in increased extracellular serotonin levels and enhanced expression of post-synaptic 5HTR7. The latter belongs to the GPCR receptors, which exert their action through the activation of the cAMP/PKA pathway. We suggest that these effects impact the activity of NMDA receptor-expressing neurons, resulting in enhanced food-searching behaviour. Serotonin has been previously shown to affect both eating behaviour and metabolic processes [99], but its behavioural and metabolic role has not been attributed to reduced mTORC1 or ATG1. Our findings highlight the role of serotonergic mTORC1 in physiological plasticity and suggest a relative mechanism. We further demonstrate, for the first time, that reduced neuronal mTORC1 impacts physiology and survival via non-cell autonomous cAMP/PKA. The latter regulates diverse cellular processes, and the putative upstream regulatory role of mTORC1 and ATG1 in such processes is an intriguing subject to be investigated.




5. Conclusions


Neuronal mTORC1 is a sensor of nutrients’ availability. Except from autophagy, lowered neuronal mTORC1 enhances food-searching behaviour and systemically reduces metabolic activity. These responses are coordinated by ATG1 and its effector, 5HTR7 serotonergic receptor. The latter induces behavioural and metabolic alterations that promote survival under adverse food conditions. Our findings expand the list of downstream mTORC1 effectors on physiology and add mechanistic input to our knowledge of the physiological plasticity elicited by reduced brain metabolism.








Supplementary Materials


The following supporting information can be downloaded at: https://www.mdpi.com/article/10.3390/cells12162024/s1, Table S1: List of transgenic flies used in the study. Figure S1: ATG7 is not required for rapamycin-induced behaviours. Figure S2: 5htr7 inhibition ameliorates low nutrient diet-evoked cognitive and behavioural effects. Figure S3: Serotonergic cells-specific SERT inhibition increase 5HTR7 levels in Drosophila heads. Figure S4: RNAi inhibition of 5htr7 at NMDAR2-expressing cells ameliorates rapamycin effects on behaviour/cognition. Figure S5: T-maze and learning protocol used for zebrafish analysis.





Author Contributions


A.M. conceived the project and designed the research. A.M. performed the experiments with Drosophila. A.M. and M.P. performed the experiments with zebrafish. A.M. wrote the manuscript with feedback from M.P. and N.T. supervised the experiments with Drosophila. All authors have read and agreed to the published version of the manuscript.




Funding


This research was funded by the following grants: A.M. was supported by H2020 FETOPEN project “Dynamic” (EC-GA 863203), a standard Marie Curie intra-European individual fellowship (AGE-MEMORY), a Niarchos Foundation individual fellowship, and the project “BIOIMAGING-GR” (MIS5002755), which is implemented under the Action “Reinforcement of the Research and Innovation Infrastructure”, funded by the Operational Program “Competitiveness, Entrepreneurship and Innovation” (NSRF 2014–2020). Work in the N.T. lab is supported by the European Research Council (GA695190-MANNA).




Data Availability Statement


Data is contained within the article or Supplementary Material.




Acknowledgments


We are grateful Angela Pasparaki for her precious help with confocal microscopy.




Conflicts of Interest


The authors declare no conflict of interests.




References


	



Cota, D.; Proulx, K.; Smith, K.A.; Kozma, S.C.; Thomas, G.; Woods, S.C.; Seeley, R.J. Hypothalamic mTOR signalling regulates food intake. Science 2006, 312, 927–930. [Google Scholar] [CrossRef] [PubMed]

	



Proulx, K.; Cota, D.; Woods, S.C.; Seeley, R.J. Fatty acid synthase inhibitors modulate energy balance via mammalian target of rapamycin complex 1 signalling in the central nervous system. Diabetes 2008, 57, 3231–3238. [Google Scholar] [CrossRef]

	



Blouet, C.; Ono, H.; Schwartz, G.J. Mediobasal hypothalamic p70 S6 kinase 1 modulates the control of energy homeostasis. Cell Metab. 2008, 8, 459–467. [Google Scholar] [CrossRef]

	



Gwinn, D.M.; Shackelford, D.B.; Egan, D.F.; Mihaylova, M.M.; Mery, A.; Vasquez, D.S.; Turk, B.E.; Shaw, R.J. AMPK phosphorylation of raptor mediates a metabolic checkpoint. Mol. Cell 2008, 30, 214–226. [Google Scholar] [CrossRef] [PubMed]

	



Villanueva, E.C.; Munzberg, H.; Cota, D.; Leshan, R.L.; Kopp, K.; Ishida-Takahashi, R.; Jones, J.C.; Fingar, D.C.; Seeley, R.J.; Myers, M.G., Jr. Complex regulation of mammalian target of rapamycin complex 1 in the basomedial hypothalamus by leptin and nutritional status. Endocrinology 2009, 150, 4541–4551. [Google Scholar] [CrossRef] [PubMed]

	



Burnett, P.E.; Barrow, R.K.; Cohen, N.A.; Snyder, S.H.; Sabatini, D.M. RAFT1 phosphorylation of the translational regulators p70 S6 kinase and 4E-BP1. Proc. Natl. Acad. Sci. USA 1998, 95, 1432–1437. [Google Scholar] [CrossRef]

	



Noda, T.; Ohsumi, Y. Tor, a phosphatidylinositol kinase homologue, controls autophagy in yeast. J. Biol. Chem. 1998, 273, 3963–3966. [Google Scholar] [CrossRef]

	



Hudson, C.C.; Liu, M.; Chiang, G.G.; Otterness, D.M.; Loomis, D.C.; Kaper, F.; Giaccia, A.J.; Abraham, R.T. Regulation of hypoxia-inducible factor 1alpha expression and function by the mammalian target of rapamycin. Mol. Cell. Biol. 2002, 22, 7004–7014. [Google Scholar] [CrossRef]

	



Ye, P.; Liu, Y.; Chen, C.; Tang, F.; Wu, Q.; Wang, X.; Liu, C.G.; Liu, X.; Liu, R.; Liu, Y.; et al. An mTORC1-Mdm2-Drosha axis for miRNA biogenesis in response to glucose- and amino acid-deprivation. Mol. Cell 2015, 57, 708–720. [Google Scholar] [CrossRef]

	



Jacinto, E.; Loewith, R.; Schmidt, A.; Lin, S.; Rüegg, M.A.; Hall, A.; Hall, M.N. Mammalian TOR complex 2 controls the actin cytoskeleton and is rapamycin insensitive. Nat. Cell Biol. 2004, 6, 1122–1128. [Google Scholar] [CrossRef]

	



Qiao, M.; Iglehart, J.D.; Pardee, A.B. Metastatic potential of 21T human breast cancer cells depends on Akt/protein kinase B activation. Cancer Res. 2007, 67, 5293–5299. [Google Scholar] [CrossRef] [PubMed]

	



Betz, C.; Stracka, D.; Prescianotto-Baschong, C.; Frieden, M.; Demaurex, N.; Hall, M.N. Feature Article: mTOR complex 2-Akt signalling at mitochondria-associated endoplasmic reticulum membranes (MAM) regulates mitochondrial physiology. Proc. Natl. Acad. Sci. USA 2013, 110, 12526–12534. [Google Scholar] [CrossRef]

	



Garami, A.; Zwartkruis, F.J.; Nobukuni, T.; Joaquin, M.; Roccio, M.; Stocker, H.; Kozma, S.C.; Hafen, E.; Bos, J.L.; Thomas, G. Insulin activation of Rheb, a mediator of mTOR/S6K/4E-BP signalling, is inhibited by TSC1 and 2. Mol Cell 2003, 11, 1457–1466. [Google Scholar] [CrossRef]

	



Hay, N.; Sonenberg, N. Upstream and downstream of mTOR. Genes. Dev. 2004, 18, 1926–1945. [Google Scholar] [CrossRef]

	



Tzatsos, A.; Kandror, K.V. Nutrients suppress phosphatidylinositol 3-kinase/Akt signalling via raptor-dependent mTOR-mediated insulin receptor substrate 1 phosphorylation. Mol. Cell. Biol. 2006, 26, 63–76. [Google Scholar] [CrossRef] [PubMed]

	



Lee, M.N.; Ha, S.H.; Kim, J.; Koh, A.; Lee, C.S.; Kim, J.H.; Jeon, H.; Kim, D.H.; Suh, P.G.; Ryu, S.H. Glycolytic flux signals to mTOR through glyceraldehyde-3-phosphate dehydrogenase-mediated regulation of Rheb. Mol. Cell. Biol. 2009, 29, 3991–4001. [Google Scholar] [CrossRef]

	



Dagon, Y.; Hur, E.; Zheng, B.; Wellenstein, K.; Cantley, L.C.; Kahn, B.B. p70S6 kinase phosphorylates AMPK on serine 491 to mediate leptin’s effect on food intake. Cell Metab. 2012, 16, 104–112. [Google Scholar] [CrossRef] [PubMed]

	



Ishizuka, Y.; Kakiya, N.; Witters, L.A.; Oshiro, N.; Shirao, T.; Nawa, H.; Takei, N. AMP-activated protein kinase counteracts brain-derived neurotrophic factor-induced mammalian target of rapamycin complex 1 signalling in neurons. J. Neurochem. 2013, 127, 66–77. [Google Scholar] [CrossRef]

	



Nikoletopoulou, V.; Sidiropoulou, K.; Kallergi, E.; Dalezios, Y.; Tavernarakis, N. Modulation of Autophagy by BDNF Underlies Synaptic Plasticity. Cell Metab. 2017, 26, 230. [Google Scholar] [CrossRef]

	



Muta, K.; Morgan, D.A.; Rahmouni, K. The role of hypothalamic mTORC1 signalling in insulin regulation of food intake, body weight, and sympathetic nerve activity in male mice. Endocrinology 2015, 156, 1398–1407. [Google Scholar] [CrossRef]

	



Ono, H.; Pocai, A.; Wang, Y.; Sakoda, H.; Asano, T.; Backer, J.M.; Schwartz, G.J.; Rossetti, L. Activation of hypothalamic S6 kinase mediates diet-induced hepatic insulin resistance in rats. J. Clin. Investig. 2008, 118, 2959–2968. [Google Scholar] [CrossRef] [PubMed]

	



Procaccini, C.; De Rosa, V.; Galgani, M.; Carbone, F.; Cassano, S.; Greco, D.; Qian, K.; Auvinen, P.; Calì, G.; Stallone, G.; et al. Leptin-induced mTOR activation defines a specific molecular and transcriptional signature controlling CD4+ effector T cell responses. J. Immunol. 2012, 189, 2941–2953. [Google Scholar] [CrossRef] [PubMed]

	



Harlan, S.M.; Guo, D.F.; Morgan, D.A.; Fernandes-Santos, C.; Rahmouni, K. Hypothalamic mTORC1 signalling controls sympathetic nerve activity and arterial pressure and mediates leptin effects. Cell Metab. 2013, 17, 599–606. [Google Scholar] [CrossRef] [PubMed]

	



Kim, S.; Lehtinen, M.K.; Sessa, A.; Zappaterra, M.W.; Cho, S.H.; Gonzalez, D.; Boggan, B.; Austin, C.A.; Wijnholds, J.; Gambello, M.J.; et al. The apical complex couples cell fate and cell survival to cerebral cortical development. Neuron 2010, 66, 69–84. [Google Scholar] [CrossRef] [PubMed]

	



Yang, S.B.; Tien, A.C.; Boddupalli, G.; Xu, A.W.; Jan, Y.N.; Jan, L.Y. Rapamycin ameliorates age-dependent obesity associated with increased mTOR signalling in hypothalamic POMC neurons. Neuron 2012, 75, 425–436. [Google Scholar] [CrossRef]

	



Cloetta, D.; Thomanetz, V.; Baranek, C.; Lustenberger, R.M.; Lin, S.; Oliveri, F.; Atanasoski, S.; Rüegg, M.A. Inactivation of mTORC1 in the developing brain causes microcephaly and affects gliogenesis. J. Neurosci. 2013, 33, 7799–7810. [Google Scholar] [CrossRef]

	



Hartman, N.W.; Lin, T.V.; Zhang, L.; Paquelet, G.E.; Feliciano, D.M.; Bordey, A. mTORC1 targets the translational repressor 4E-BP2, but not S6 kinase 1/2, to regulate neural stem cell self-renewal in vivo. Cell Rep. 2013, 5, 433–444. [Google Scholar] [CrossRef]

	



Bercury, K.K.; Dai, J.; Sachs, H.H.; Ahrendsen, J.T.; Wood, T.L.; Macklin, W.B. Conditional ablation of raptor or rictor has differential impact on oligodendrocyte differentiation and CNS myelination. J. Neurosci. 2014, 34, 4466–4480. [Google Scholar] [CrossRef]

	



Shen, W.; Ganetzky, B. Autophagy promotes synapse development in Drosophila. J. Cell Biol. 2009, 187, 71–79. [Google Scholar] [CrossRef]

	



Binotti, B.; Pavlos, N.J.; Riedel, D.; Wenzel, D.; Vorbrüggen, G.; Schalk, A.M.; Kühnel, K.; Boyken, J.; Erck, C.; Martens, H.; et al. The GTPase Rab26 links synaptic vesicles to the autophagy pathway. Elife 2015, 4, e05597. [Google Scholar] [CrossRef]

	



Luningschror, P.; Binotti, B.; Dombert, B.; Heimann, P.; Perez-Lara, A.; Slotta, C.; Thau-Habermann, N.; von Collenberg, C.R.; Karl, F.; Damme, M.; et al. Plekhg5-regulated autophagy of synaptic vesicles reveals a pathogenic mechanism in motoneuron disease. Nat. Commun. 2017, 8, 678. [Google Scholar] [CrossRef] [PubMed]

	



Rowland, A.M.; Richmond, J.E.; Olsen, J.G.; Hall, D.H.; Bamber, B.A. Presynaptic terminals independently regulate synaptic clustering and autophagy of GABA(A) receptors in Caenorhabditis elegans. J. Neurosci. 2006, 26, 1711–1720. [Google Scholar] [CrossRef] [PubMed]

	



Shehata, M.; Matsumura, H.; Okubo-Suzuki, R.; Ohkawa, N.; Inokuchi, K. Neuronal Stimulation Induces Autophagy in Hippocampal Neurons That Is Involved in AMPA Receptor Degradation after Chemical Long-Term Depression. J. Neurosci. 2012, 32, 10413–10422. [Google Scholar] [CrossRef] [PubMed]

	



Tang, G.M.; Gudsnuk, K.; Kuo, S.H.; Cotrina, M.L.; Rosoklija, G.; Sosunov, A.; Sonders, M.S.; Kanter, E.; Castagna, C.; Yamamoto, A.; et al. Loss of mTOR-Dependent Macroautophagy Causes Autistic-like Synaptic Pruning Deficits. Neuron 2014, 83, 1131–1143. [Google Scholar] [CrossRef]

	



Hernandez, D.; Torres, C.A.; Setlik, W.; Cebrián, C.; Mosharov, E.V.; Tang, G.; Cheng, H.C.; Kholodilov, N.; Yarygina, O.; Burke, R.E.; et al. Regulation of presynaptic neurotransmission by macroautophagy. Neuron 2012, 74, 277–284. [Google Scholar] [CrossRef]

	



Friedman, L.G.; Lachenmayer, M.L.; Wang, J.; He, L.; Poulose, S.M.; Komatsu, M.; Holstein, G.R.; Yue, Z. Disrupted Autophagy Leads to Dopaminergic Axon and Dendrite Degeneration and Promotes Presynaptic Accumulation of alpha-Synuclein and LRRK2 in the Brain. J. Neurosci. 2012, 32, 7585–7593. [Google Scholar] [CrossRef]

	



Sheehan, P.; Zhu, M.; Beskow, A.; Vollmer, C.; Waites, C.L. Activity-Dependent Degradation of Synaptic Vesicle Proteins Requires Rab35 and the ESCRT Pathway. J. Neurosci. 2016, 36, 8668–8686. [Google Scholar] [CrossRef]

	



Hoffmann, S.; Orlando, M.; Andrzejak, E.; Bruns, C.; Trimbuch, T.; Rosenmund, C.; Garner, C.C.; Ackermann, F. Light-Activated ROS Production Induces Synaptic Autophagy. J. Neurosci. 2019, 39, 2163–2183. [Google Scholar] [CrossRef]

	



Kiral, F.R.; Linneweber, G.A.; Mathejczyk, T.; Georgiev, S.V.; Wernet, M.F.; Hassan, B.A.; von Kleist, M.; Hiesinger, P.R. Autophagy-dependent filopodial kinetics restrict synaptic partner choice during Drosophila brain wiring. Nat. Commun. 2020, 11, 1325. [Google Scholar] [CrossRef]

	



Theodoridi, A.; Tsalafouta, A.; Pavlidis, M. Acute Exposure to Fluoxetine Alters Aggressive Behaviour of Zebrafish and Expression of Genes Involved in Serotonergic System Regulation. Front. Neurosci. 2017, 11, 223. [Google Scholar] [CrossRef]

	



Bennett, P.C.; Schmidt, L.; Lawen, A.; Moutsoulas, P.; Ng, K.T. Cyclosporin A, FK506 and rapamycin produce multiple, temporally distinct, effects on memory following single-trial, passive avoidance training in the chick. Brain Res. 2002, 927, 180–194. [Google Scholar] [CrossRef] [PubMed]

	



Martinez-Sanchis, S.; Bernal, M.C.; Montagud, J.V.; Candela, G.; Crespo, J.; Sancho, A.; Pallardó, L.M. Effects of immunosuppressive drugs on the cognitive functioning of renal transplant recipients: A pilot study. J. Clin. Exp. Neuropsychol. 2011, 33, 1016–1024. [Google Scholar] [CrossRef] [PubMed]

	



Ries, A.S.; Hermanns, T.; Poeck, B.; Strauss, R. Serotonin modulates a depression-like state in Drosophila responsive to lithium treatment. Nat. Commun. 2017, 8, 15738. [Google Scholar] [CrossRef] [PubMed]

	



Jope, R.S. Glycogen synthase kinase-3 in the aetiology and treatment of mood disorders. Front. Mol. Neurosci. 2011, 4, 16. [Google Scholar] [CrossRef]

	



Liu, R.J.; Fuchikami, M.; Dwyer, J.M.; Lepack, A.E.; Duman, R.S.; Aghajanian, G.K. GSK-3 Inhibition Potentiates the Synaptogenic and Antidepressant-Like Effects of Subthreshold Doses of Ketamine. Neuropsychopharmacology 2013, 38, 2268–2277. [Google Scholar] [CrossRef]

	



Klein, P.S.; Melton, D.A. A molecular mechanism for the effect of lithium on development. Proc. Natl. Acad. Sci. USA 1996, 93, 8455–8459. [Google Scholar] [CrossRef]

	



Holz, M.K.; Blenis, J. Identification of S6 kinase 1 as a novel mammalian target of rapamycin (mTOR)-phosphorylating kinase. J. Biol. Chem. 2005, 280, 26089–26093. [Google Scholar] [CrossRef]

	



Casadio, A.; Martin, K.C.; Giustetto, M.; Zhu, H.; Chen, M.; Bartsch, D.; Bailey, C.H.; Kandel, E.R. A transient, neuron-wide form of CREB-mediated long-term facilitation can be stabilized at specific synapses by local protein synthesis. Cell 1999, 99, 221–237. [Google Scholar] [CrossRef]

	



Billes, V.; Kovacs, T.; Manzeger, A.; Lőrincz, P.; Szincsák, S.; Regős, Á.; Kulcsár, P.I.; Korcsmáros, T.; Lukácsovich, T.; Hoffmann, G.; et al. Developmentally regulated autophagy is required for eye formation in Drosophila. Autophagy 2018, 14, 1499–1519. [Google Scholar] [CrossRef]

	



Pan, Y.; Zhou, Y.; Guo, C.; Gong, H.; Gong, Z.; Liu, L. Differential roles of the fan-shaped body and the ellipsoid body in Drosophila visual pattern memory. Learn. Mem. 2009, 16, 289–295. [Google Scholar] [CrossRef]

	



Valles, A.M.; White, K. Serotonin-containing neurons in Drosophila melanogaster: Development and distribution. J. Comp. Neurol. 1988, 268, 414–428. [Google Scholar] [CrossRef]

	



Sitaraman, D.; Zars, M.; LaFerriere, H.; Zars, T. Serotonin is necessary for place memory in Drosophila. Proc. Natl. Acad. Sci. USA 2008, 105, 5579–5584. [Google Scholar] [CrossRef]

	



Johnson, O.; Becnel, J.; Nichols, C.D. Serotonin Receptor Activity Is Necessary for Olfactory Learning and Memory in Drosophila melanogaster. Neuroscience 2011, 192, 372–381. [Google Scholar] [CrossRef]

	



Kahsai, L.; Carlsson, M.A.; Winther, A.M.; Nässel, D.R. Distribution of metabotropic receptors of serotonin, dopamine, GABA, glutamate, and short neuropeptide F in the central complex of Drosophila. Neuroscience 2012, 208, 11–26. [Google Scholar] [CrossRef] [PubMed]

	



Azanchi, R.; Kaun, K.R.; Heberlein, U. Competing dopamine neurons drive oviposition choice for ethanol in Drosophila. Proc. Natl. Acad. Sci. USA 2013, 110, 21153–21158. [Google Scholar] [CrossRef] [PubMed]

	



Becnel, J.; Johnson, O.; Luo, J.N.; Nässel, D.R.; Nichols, C.D. The Serotonin 5-HT(7)Dro Receptor Is Expressed in the Brain of Drosophila, and Is Essential for Normal Courtship and Mating. PLoS ONE 2011, 6, e20800. [Google Scholar] [CrossRef] [PubMed]

	



Saller, C.F.; Stricker, E.M. Hyperphagia and Increased Growth in Rats after Intraventricular-Injection of 5,7-Dihydroxytryptamine. Science 1976, 192, 385–387. [Google Scholar] [CrossRef] [PubMed]

	



Fletcher, P.J. Increased Food-Intake in Satiated Rats Induced by the 5-Ht Antagonists Methysergide, Metergoline and Ritanserin. Psychopharmacology 1988, 96, 237–242. [Google Scholar] [CrossRef]

	



Lassen, J.B. Potent and long-lasting potentiation of two 5-hydroxytryptophan- induced effects in mice by three selective 5-ht uptake inhibitors. Eur. J. Pharmacol. 1978, 47, 351–358. [Google Scholar] [CrossRef]

	



Stark, P.; Fuller, R.W.; Wong, D.T. The pharmacologic profile of fluoxetine. J. Clin. Psychiatry 1985, 46, 7–13. [Google Scholar]

	



Rosario, F.J.; Kanai, Y.; Powell, T.L.; Jansson, T. Mammalian target of rapamycin signalling modulates amino acid uptake by regulating transporter cell surface abundance in primary human trophoblast cells. J. Physiol.-Lond. 2013, 591, 609–625. [Google Scholar] [CrossRef]

	



Lee, S.B.; Kim, S.; Lee, J.; Park, J.; Lee, G.; Kim, Y.; Kim, J.M.; Chung, J. ATG1, an autophagy regulator, inhibits cell growth by negatively regulating S6 kinase. EMBO Rep. 2007, 8, 360–365. [Google Scholar] [CrossRef] [PubMed]

	



Joo, J.H.; Wang, B.; Frankel, E.; Ge, L.; Xu, L.; Iyengar, R.; Li-Harms, X.; Wright, C.; Shaw, T.I.; Lindsten, T. The Noncanonical Role of ULK/ATG1 in ER-to-Golgi Trafficking Is Essential for Cellular Homeostasis. Mol. Cell 2016, 62, 491–506. [Google Scholar] [CrossRef] [PubMed]

	



Gan, W.J.; Zhang, C.Y.; Siu, K.Y.; Satoh, A.; Tanner, J.A.; Yu, S. ULK1 phosphorylates Sec23A and mediates autophagy-induced inhibition of ER-to-Golgi traffic. Bmc Cell Biol. 2017, 18, 22. [Google Scholar] [CrossRef] [PubMed]

	



Park, S.K.; George, R.; Cai, Y.; Chang, H.Y.; Krantz, D.E.; Friggi-Grelin, F.; Birman, S.; Hirsh, J. Cell-type-specific limitation on in vivo serotonin storage following ectopic expression of the Drosophila serotonin transporter, dSERT. J. Neurobiol. 2006, 66, 452–462. [Google Scholar] [CrossRef]

	



Zhang, Y.Q.; Rodesch, C.K.; Broadie, K. Living synaptic vesicle marker: Synaptotagmin-GFP. Genesis 2002, 34, 142–145. [Google Scholar] [CrossRef]

	



Fang, J.; Liu, M.; Zhang, X.; Sakamoto, T.; Taatjes, D.J.; Jena, B.P.; Sun, F.; Woods, J.; Bryson, T.; Kowluru, A.; et al. COPII-Dependent ER Export: A Critical Component of Insulin Biogenesis and beta-Cell ER Homeostasis. Mol. Endocrinol. 2015, 29, 1156–1169. [Google Scholar] [CrossRef]

	



Gronke, S.; Clarke, D.F.; Broughton, S.; Andrews, T.D.; Partridge, L. Molecular evolution and functional characterization of Drosophila insulin-like peptides. PLoS Genet. 2010, 6, e1000857. [Google Scholar] [CrossRef]

	



Park, D.; Veenstra, J.A.; Park, J.H.; Taghert, P.H. Mapping peptidergic cells in Drosophila: Where DIMM fits in. PLoS ONE 2008, 3, e1896. [Google Scholar] [CrossRef]

	



Shimada-Niwa, Y.; Niwa, R. Serotonergic neurons respond to nutrients and regulate the timing of steroid hormone biosynthesis in Drosophila. Nat. Commun. 2014, 5, 5778. [Google Scholar] [CrossRef]

	



Orme, M.H.; Leevers, S.J. Files on steroids: The interplay between ecdysone and insulin signalling. Cell Metab. 2005, 2, 277–278. [Google Scholar] [CrossRef] [PubMed]

	



Maura, G.; Marcoli, M.; Pepicelli, O.; Rosu, C.; Viola, C.; Raiteri, M. Serotonin inhibition of the NMDA receptor/nitric oxide/cyclic GMP pathway in human neocortex slices: Involvement of 5-HT(2C) and 5-HT(1A) receptors. Br. J. Pharmacol. 2000, 130, 1853–1858. [Google Scholar] [CrossRef] [PubMed]

	



Wu, C.L.; Xia, S.; Fu, T.F.; Wang, H.; Chen, Y.H.; Leong, D.; Chiang, A.S.; Tully, T. Specific requirement of NMDA receptors for long-term memory consolidation in Drosophila ellipsoid body. Nat. Neurosci. 2007, 10, 1578–1586. [Google Scholar] [CrossRef] [PubMed]

	



Majumder, S.; Caccamo, A.; Medina, D.X.; Benavides, A.D.; Javors, M.A.; Kraig, E.; Strong, R.; Richardson, A.; Oddo, S. Lifelong rapamycin administration ameliorates age-dependent cognitive deficits by reducing IL-1beta and enhancing NMDA signalling. Aging Cell 2012, 11, 326–335. [Google Scholar] [CrossRef]

	



Vasefi, M.S.; Yang, K.; Li, J.; Kruk, J.S.; Heikkila, J.J.; Jackson, M.F.; MacDonald, J.F.; Beazely, M.A. Acute 5-HT7 receptor activation increases NMDA-evoked currents and differentially alters NMDA receptor subunit phosphorylation and trafficking in hippocampal neurons. Mol. Brain 2013, 6, 24. [Google Scholar] [CrossRef]

	



Bjedov, I.; Toivonen, J.M.; Kerr, F.; Slack, C.; Jacobson, J.; Foley, A.; Partridge, L. Mechanisms of Life Span Extension by Rapamycin in the Fruit Fly Drosophila melanogaster. Cell Metab. 2010, 11, 35–46. [Google Scholar] [CrossRef]

	



Witz, P.; Amlaiky, N.; Plassat, J.L.; Maroteaux, L.; Borrelli, E.; Hen, R. Cloning and Characterization of a Drosophila Serotonin Receptor That Activates Adenylate-Cyclase. Proc. Natl. Acad. Sci. USA 1990, 87, 8940–8944. [Google Scholar] [CrossRef]

	



Davis, M.M.; O’Keefe, S.L.; Primrose, D.A.; Hodgetts, R.B. A neuropeptide hormone cascade controls the precise onset of post-eclosion cuticular tanning in Drosophila melanogaster. Development 2007, 134, 4395–4404. [Google Scholar] [CrossRef]

	



Luo, C.W.; Dewey, E.M.; Sudo, S.; Ewer, J.; Hsu, S.Y.; Honegger, H.W.; Hsueh, A.J. Bursicon, the insect cuticle-hardening hormone, is a heterodimeric cystine knot protein that activates G protein-coupled receptor LGR2. Proc. Natl. Acad. Sci. USA 2005, 102, 2820–2825. [Google Scholar] [CrossRef]

	



Loveall, B.J.; Deitcher, D.L. The essential role of bursicon during Drosophila development. Bmc Dev. Biol. 2010, 10, 92. [Google Scholar] [CrossRef]

	



Minakhina, S.; Steward, R. Melanotic mutants in Drosophila: Pathways and phenotypes. Genetics 2006, 174, 253–263. [Google Scholar] [CrossRef]

	



Ponsioen, B.; Zhao, J.; Riedl, J.; Zwartkruis, F.; van der Krogt, G.; Zaccolo, M.; Moolenaar, W.H.; Bos, J.L.; Jalink, K. Detecting cAMP-induced Epac activation by fluorescence resonance energy transfer: Epac as a novel cAMP indicator. Embo Rep. 2004, 5, 1176–1180. [Google Scholar] [CrossRef] [PubMed]

	



He, C.C.; Klionsky, D.J. Regulation Mechanisms and Signalling Pathways of Autophagy. Annu. Rev. Genet. 2009, 43, 67–93. [Google Scholar] [CrossRef]

	



Rinkwitz, S.; Mourrain, P.; Becker, T.S. Zebrafish: An integrative system for neurogenomics and neurosciences. Prog. Neurobiol. 2011, 93, 231–243. [Google Scholar] [CrossRef]

	



Glover, E.M.; Ressler, K.J.; Davis, M. Differing effects of systemically administered rapamycin on consolidation and reconsolidation of context vs. cued fear memories. Learn. Mem. 2010, 17, 577–581. [Google Scholar]

	



Ahlander-Luttgen, M.; Madjid, N.; Schott, P.A.; Sandin, J.; Ogren, S.O. Analysis of the role of the 5-HT1B receptor in spatial and aversive learning in the rat. Neuropsychopharmacology 2003, 28, 1642–1655. [Google Scholar] [CrossRef] [PubMed]

	



Chenu, F.; David, D.J.; Leroux-Nicollet, I.; Le Maître, E.; Gardier, A.M.; Bourin, M. Serotonin1B heteroreceptor activation induces an antidepressant-like effect in mice with an alteration of the serotonergic system. J. Psychiatry Neurosci. 2008, 33, 541–550. [Google Scholar] [PubMed]

	



Eriksson, T.M.; Madjid, N.; Elvander-Tottie, E.; Stiedl, O.; Svenningsson, P.; Ogren, S.O. Blockade of 5-HT 1B receptors facilitates contextual aversive learning in mice by disinhibition of cholinergic and glutamatergic neurotransmission. Neuropharmacology 2008, 54, 1041–1050. [Google Scholar] [CrossRef]

	



Tiger, M.; Varnas, K.; Okubo, Y.; Lundberg, J. The 5-HT1B receptor—A potential target for antidepressant treatment. Psychopharmacology 2018, 235, 1317–1334. [Google Scholar] [CrossRef]

	



Cai, X.; Kallarackal, A.J.; Kvarta, M.D.; Goluskin, S.; Gaylor, K.; Bailey, A.M.; Lee, H.K.; Huganir, R.L.; Thompson, S.M. Local potentiation of excitatory synapses by serotonin and its alteration in rodent models of depression. Nat. Neurosci. 2013, 16, 464–472. [Google Scholar] [CrossRef]

	



Daws, L.C.; Gerhardt, G.A.; Frazer, A. 5-HT1B antagonists modulate clearance of extracellular serotonin in rat hippocampus. Neurosci. Lett. 1999, 266, 165–168. [Google Scholar] [CrossRef] [PubMed]

	



Albert, V.; Hall, M.N. mTOR signalling in cellular and organismal energetics. Curr. Opin. Cell Biol. 2015, 33, 55–66. [Google Scholar] [CrossRef] [PubMed]

	



Hu, F.; Xu, Y.; Liu, F. Hypothalamic roles of mTOR complex I: Integration of nutrient and hormone signals to regulate energy homeostasis. Am. J. Physiol. Endocrinol. Metab. 2016, 310, E994–E1002. [Google Scholar] [CrossRef]

	



Chintapalli, V.R.; Wang, J.; Dow, J.A. Using FlyAtlas to identify better Drosophila melanogaster models of human disease. Nat. Genet. 2007, 39, 715–720. [Google Scholar] [CrossRef] [PubMed]

	



Blandino-Rosano, M.; Barbaresso, R.; Jimenez-Palomares, M.; Bozadjieva, N.; Werneck-de-Castro, J.P.; Hatanaka, M.; Mirmira, R.G.; Sonenberg, N.; Liu, M.; Rüegg, M.A.; et al. Loss of mTORC1 signalling impairs beta-cell homeostasis and insulin processing. Nat. Commun. 2017, 8, 16014. [Google Scholar] [CrossRef] [PubMed]

	



Palikaras, K.; Lionaki, E.; Tavernarakis, N. Coordination of mitophagy and mitochondrial biogenesis during ageing in C-elegans. Nature 2015, 521, 525–528. [Google Scholar] [CrossRef] [PubMed]

	



Zhang, Y.; Lanjuin, A.; Chowdhury, S.R.; Mistry, M.; Silva-García, C.G.; Weir, H.J.; Lee, C.L.; Escoubas, C.C.; Tabakovic, E.; Mair, W.B. Neuronal TORC1 modulates longevity via AMPK and cell nonautonomous regulation of mitochondrial dynamics in C. elegans. Elife 2019, 8, e49158. [Google Scholar] [CrossRef]

	



Bjedov, I.; Cocheme, H.M.; Foley, A.; Wieser, D.; Woodling, N.S.; Castillo-Quan, J.I.; Norvaisas, P.; Lujan, C.; Regan, J.C.; Toivonen, J.M.; et al. Fine-tuning autophagy maximises lifespan and is associated with changes in mitochondrial gene expression in Drosophila. PLoS Genet. 2020, 16, e1009083. [Google Scholar] [CrossRef]

	



Van Galen, K.A.; Ter Horst, K.W.; Serlie, M.J. Serotonin, food intake, and obesity. Obes. Rev. 2021, 22, e13210. [Google Scholar] [CrossRef]








[image: Cells 12 02024 g001 550] 





Figure 1. Rapamycin treatment alters cognitive and behavioural patterns in flies. (a) Four-day rapamycin treatment decreases the learning ability, LTM formation, and fear-like behaviour, while it increases the exploratory activity and does not alter the STM and MTM formation in 10-day-old WDah flies (n = 5). Individual comparisons by two-tailed Mann–Whitney test. (b) Four-day rapamycin treatment increases autophagy in the heads of 10-day-old WDah flies. (c) Reduced neuronal atg1 expression decreased the LTM and ameliorated the rapamycin effects on behaviour (n = 5). Ten-day-old WDah flies were fed with rapamycin for 4 days. For learning delay: F (5, 24) = 10.79, for LTM: F (5, 24) = 12.50, for fear-like behaviour: F (5, 24) = 16.12, for exploratory activity: F (5, 24) = 26.56. One-way ANOVA, individual comparisons by Sidak’s multiple comparisons test. (d) Ellipsoid bodies-specific atg1 inhibition ameliorated rapamycin-evoked behavioural patterns (n = 3). Three-day-old flies were fed with rapamycin for 4 days. For the learning delay of GH146, 129Y, ok107, c232, and c205, c601: F (3, 8) = 13.56, F (3, 8) = 55.56, F (3, 8) = 53.33, F (3, 8) = 13.83, F (3, 8) = 30.56, and F (3, 8) = 58.00, respectively. For the exploratory activity of GH146, 129Y, ok107, c232, c205, and c601: F (3, 8) = 10.77, F (3, 8) = 15.15, F (3, 8) = 27.43, F (3, 8) = 8.175, F (3, 8) = 58.00, and F (3, 8) = 16.26, respectively. One-way ANOVA, individual comparisons by Sidak’s multiple comparisons test. For atg1RNAi: two-tailed Mann–Whitney test. (e) Ellipsoid bodies-specific atg1 expression mimics rapamycin-evoked behaviours (n = 5). Three-day-old flies were used. For learning delay: F (4, 20) = 15.98, for LTM: F (4, 20) = 9.589, for fear-like behaviour: F (4, 20) = 11.67, for exploratory activity: F (4, 20) = 25.61. One-way ANOVA with Dunnette’s multiple comparisons test against c232; UAS-atg1. *** p < 0.001, ** p < 0.01, and * p < 0.05. Error bars represent SEM. 
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Figure 2. Ellipsoid bodies-specific 5HTR7 activity mediates the effects of neuronal atg1 on behaviour and cognition. (a) QRT-PCR analysis of genes expressing serotonin and Dop1R2 receptors in Drosophila heads, normalized to Rpl32 expression (n = 3). Ten-day-old WDah flies were fed with rapamycin for 4 days. Acute rapamycin treatment upregulated RNA levels of all receptor genes, with a major impact on 5htr7 expression. (b) Acute rapamycin treatment and low nutrient availability increase 5HTR7 levels in Drosophila head. Ten-day-old WDah flies were fed with rapamycin for 4 days or with low-nutrient food for 2 days. (c) 5htr7 is exclusively expressed in the ellipsoid bodies (dissected brain of 10-day-old 5htr7; UAS-sytegfp flies, posterior view) in the brain of Drosophila. (d) 5htr7 upregulation mimics rapamycin-evoked cognitive and behavioural effects (n = 3). Ten-day-old flies were used. For learning delay: F (2, 6) = 13.30, for LTM: F (2, 6) = 9.091, for fear-like behaviour: F (2, 6) = 10.50, for exploratory activity: F (2, 6) = 12.64. One-way ANOVA with Dunnette’s multiple comparisons test against 5htr7; UAS-5htr7. (e) 5htr7 inhibition ameliorates rapamycin-evoked cognitive and behavioural effects (n = 5). Ten-day-old flies were fed with rapamycin for 4 days. For learning delay: F (5, 24) = 15.76, for LTM: F (5, 24) = 9.059, for fear-like behaviour: F (5, 12) = 26.30, for exploratory activity: F (5, 24) = 55.31. One-way ANOVA, individual comparisons by Sidak’s multiple comparisons test. (f) 5htr7 inhibition ameliorates ellipsoid bodies-specific atg1 effects on cognition/behaviour (n = 3). Three-day-old flies were used. For learning delay: F (4, 10) = 7.435, for LTM: F (4, 10) = 10.08, for fear-like behaviour: F (4, 10) = 8.577, for exploratory activity: F (4, 10) = 14.29. One-way ANOVA, individual comparisons by Sidak’s multiple comparisons test. Selected pairs: c232; UAS-atg1 vs. c232; UAS-atg1; UAS-5htr7RNAi. (g) Acute feeding (2 days) of 10-day-old flies with a 5HTR7 specific inhibitor (SB269970) blunted atg1-induced learning deficits and enhanced exploratory activity (n = 3). Two-way ANOVA with Tukey’s multiple comparisons test, selected pairs: c232; UAS-atg10 nM vs. c232; UAS-atg150 nM. *** p < 0.001, ** p < 0.01, and * p < 0.05. Error bars represent SEM. 
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Figure 3. Serotonin cell-specific atg1 expression mimics rapamycin and enhanced serotonergic signalling-evoked behaviours, while increasing 5HTR7 expression. (a) Serotonin cell-specific constitutive active S6K inhibits rapamycin-induced behavioural and cognitive effects (n = 3). Ten-day-old flies were fed with rapamycin for 4 days. For learning delay: F (5, 12) = 34.63, for LTM: F (5, 12) = 21.70, for fear-like behaviour: F (5, 12) = 8.671, for exploratory activity: F (5, 12) = 20.07. One-way ANOVA, individual comparisons by Sidak’s multiple comparisons test. (b) Serotonin cell-specific atg1 expression induces behavioural and cognitive effects similar to rapamycin treatment (n = 3). Three-day-old flies were used. For learning delay: F (2, 6) = 21.00, for LTM: F (2, 6) = 36.33, for fear-like behaviour: F (2, 6) = 17.17, for exploratory activity: F (2, 6) = 13.88. One-way ANOVA with Dunnette’s multiple comparison test against trh; UAS-atg1. (c) Trh; UAS-atg1 flies have increased expression of 5HTR7 in the heads. Three-day-old flies were used. (d) Serotonin transporter inhibition induces effects on behaviour and cognition similar to rapamycin treatment (n = 3). Three-day-old flies were used. For learning delay: F (2, 6) = 10.50, for LTM: F (2, 6) = 6.818, for fear-like behaviour: F (2, 6) = 14.60, for exploratory activity: F (2, 6) = 20.17. One-way ANOVA with Dunnette’s multiple comparison test against trh; UAS-sertRNAi. (e) Inhibition of serotonin transporter via RNAi increases 5HTR7 levels in Drosophila heads. Three-day-old flies were used. (f) Paneuronal atg1 expression increases autophagy. RNAi inhibition of atg7 reduces atg1-induced autophagy in the heads of GSelav; UAS-atg1 flies (GSelav; UAS-atg1; UAS-atg7RNAi flies). Three-day-old flies were used. *** p < 0.001, ** p < 0.01, and * p < 0.05. Error bars represent SEM. 
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Figure 4. Rapamycin treatment and ellipsoid bodies-specific atg1 expression reduce serotonin transporter localization on the plasma membrane, while peptidergic cell-specific atg1 expression is lethal. (a) Acute rapamycin treatment (4 days) of 10-day-old WDah flies does not decrease SERT levels in Drosophila heads. (b) Acute rapamycin treatment (4 days) of 10-day-old WDah flies increases cytosolic levels of SERT, while decreasing its localization on the plasma membrane, at Drosophila heads. Values from imageJ analysis have been normalized to the total protein amount for each fraction and then normalized to the control values (n = 3). (c) Ellipsoid bodies-specific expression of atg1 decreases fluorescent expression of a UAS-GFP-SERT fusion protein, while it does not affect the expression of UAS-SYTE-GFP. Ten-day-old flies were used. Posterior view of Drosophila brain. (d) Dilp2; UAS-atg1; UAS-cd8rfp flies (right) are smaller than the controls (left: UAS-atg1; UAS-cd8rfp flies). (e) Ten-day-old dilp2; UAS-atg1; UAS-cd8rfp flies have reduced fecundity (n = 3). F (2, 6) = 24.15. One-way ANOVA with Dunnette’s multiple comparison test against dilp2; UAS-atg1; UAS-cd8rfp flies. (f) Dilp2; UAS-atg1; UAS-cd8rfp mated female flies are long-lived. Median, mean, and maximum lifespans for dilp2; +: 69.5, 68, and 82 days, respectively, for UAS-cd8rfp; +: 69.5, 68, and 80 days respectively, for UAS-atg1: 71, 70, and 78 days, respectively, for dilp2; UAS-atg1; UAS-cd8rfp: 78, 76, and 85 days, respectively. Log-rank test analysis (n = 100). (g) C929; UAS-atg1 flies are pharate lethals. They exhibit excessive cuticle sclerotization and extensive melanisation mainly at the pupal head, trachea, and wings imaginal discs. ** p < 0.01. Error bars represent SEM. 
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Figure 5. Lowered mTORC1 and neuronal atg1 expression increase the brain levels of extracellular serotonin and stimulate serotonergic neurotransmission. (a) Acute rapamycin treatment (4 days) of 10-day-old WDah flies does not alter total serotonin levels in Drosophila heads. Head homogenates were left in an EDTA-rich solution (20 mM) for 3 h at room temperature to check the degree of serotonin catabolism. For each biological sample, we used seven heads (n = 3). (b) Acute rapamycin treatment (4 days) of 10-day-old WDah flies increases extracellular serotonin in Drosophila brain. Total DNA and RNA levels in the supernatants subjected to ELISA measurements did not differ among the experimental conditions. For each biological sample, 40 brains were used (n = 9). Individual comparisons by one-tailed unpaired t test. (c) Paneuronal expression of atg1 with the mifepristone-inducing elavGS-gal4 driver, in the absence of mifepristone, increases extracellular levels of serotonin in Drosophila brains. Three-day-old flies were used. Total DNA and RNA levels in the supernatants subjected to ELISA measurements did not differ among the samples. For each biological sample, 40 brains were used (n = 3). F (2, 6) = 2.671. One-way ANOVA with Dunnette’s multiple comparison tests against elavGS; UAS-atg1 flies. (d) Expression of atg1 in prothoracic gland-innervating R29H01 serotonergic cells in Drosophila larvae decreases the size of pupae and adults, inhibits pupal colorization, and shrinks larval fat body (R29H01; UAS-atg1 larvae, pupae and flies are indicated with arrows. UAS-atg1 larvae, pupae and flies were used as controls). These phenotypes are reminiscent of flies with enhanced ecdysone signalling. * p < 0.05. Error bars represent SEM. 
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Figure 6. Activation of the 5HTR7 receptor mediates rapamycin-induced dephosphorylation of NMDAR2 receptor and causes NMDA signalling inhibition-like effects in flies. (a) Four-day rapamycin treatment of 10-day-old flies reduces NMDA receptor 2 phosphorylation in Tyr1472 in Drosophila heads. (b) Inhibition of the nmdar2 receptor gene mimics rapamycin-induced cognitive and behavioural effects (n = 3). Ten-day-old flies were used. For learning delay: F (2, 6) = 34.40, for LTM: F (2, 6) = 13.00, for fear-like behaviour: F (2, 6) = 11.40, for exploratory activity: F (2, 6) = 18.38. One-way ANOVA with Dunnette’s multiple comparisons test against nmdar2; UAS-nmdar2RNAi. (c) 5htr7 expression in NMDAR2-expressing cells mimics the effects of rapamycin on behaviour and cognition (n = 5). Ten-day-old flies were used. For learning delay: F (2, 6) = 13.87, for LTM: F (2, 6) = 9.000, for fear-like behaviour: F (2, 6) = 26.60, for exploratory activity: F (2, 6) = 52.33. One-way ANOVA with Dunnette’s multiple comparisons test against nmdar2; UAS-5htr7. (d) 5htr7 expression in NMDAR2-expressing cells enhances the lifespan in female mated flies. Median, mean, and maximum lifespans for nmdar2; +: 67, 69.1, and 85 days, respectively, for UAS-5htr7; +: 71.5, 71.4, and 89 days, respectively, for nmdar2; UAS-5htr7: 84, 81.5, and 93 days, respectively. Log-rank test analysis (n = 100). (e) RNAi inhibition of 5htr7 at NMDAR2-expressing cells blocks rapamycin-induced NMDAR2 dephosphorylation in Drosophila heads. Ten-day-old flies were fed with rapamycin for 4 days. *** p < 0.001, ** p < 0.01, and * p < 0.05. Error bars represent SEM. 
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Figure 7. Rapamycin treatment induces cAMP/PKA signalling non-cell autonomously. (a) Rapamycin treatment-evoked behaviours are ameliorated by RNAi inhibition of Rutabaga adenylyl cyclase in NMDAR2-expressing cells (n = 3). For learning delay: F (5, 12) = 17.48, for LTM: F (5, 12) = 7.965, for fear-like behaviour: F (5, 12) = 28.43, for exploratory activity: F (5, 12) = 29.36. One-way ANOVA, individual comparisons by Sidak’s multiple comparisons test. (b) RNAi expression of the gene coding for the catalytic subunit of PKA (pkac1) ameliorates peptidergic cell-specific atg1-induced melanisation, cuticle hypersclerotization, and developmental death. (c) Starvation, rapamycin feeding, and neuronal atg1 expression cause epidermal melanisation in larvae. (d) Paneuronal atg1 and rapamycin treatment induce epidermal cAMP. Rapamycin treatment induces cAMP-related melanisation in scabrous-expressing neuroblasts, in a non-cell autonomous way. Larvae were screened for CFP fluorescence and epidermal melanisation under a ZEISS/Axioskop 2 Plus microscope, with a DAPI filter. Then, samples were further analysed with confocal microscopy. *** p < 0.001 and ** p < 0.01. Error bars represent SEM. 
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Figure 8. Rapamycin treatment alters behaviour and cognition in zebrafish via serotonergic signalling. (a) Rapamycin injection delays learning and inhibits long-term memory (n = 8). Two-tailed Mann–Whitney test. (b) Prolonged training abrogates rapamycin-induced LTM impairment. Two-tailed Mann–Whitney test (n = 7). (c) Rapamycin-injected zebrafish spent more time in the top area of a water tank (novel tank test) (n = 10). Two-tailed Mann–Whitney test. (d) Rapamycin injection increases HTR1B expression in the brain of zebrafish, as well as RNA levels of htr1b (n = 3). (e) GR55562 mild treatment of rapamycin-injected zebrafish abrogates learning defects, and galantamine hydrobromide enhances rapamycin-induced learning defects, while Prozac, although it worsened learning ability compared to controls (p < 0.05), did not significantly further enhance rapamycin-induced learning defects. Day 6 of training protocol (n = 9). Two-tailed Mann–Whitney test. (f) GR55562 mild treatment abrogates altered the swimming behaviour of rapamycin-injected zebrafish (n = 9). F (3, 26) = 3.734. One-way ANOVA with Dunnette’s multiple comparison tests against untreated zebrafish. (g) Rapamycin injection decreased pTyr1472 phosphorylation of NR2B in the forebrain, while it increased HTR1B in the midbrain and forebrain. Mild treatment of rapamycin-injected zebrafish with GR55562 reduced rapamycin-induced pTyr1472 dephosphorylation of NR2B in whole brain extracts. F (2, 12) = 4.491. One-way ANOVA with Dunnette’s multiple comparison test against untreated zebrafish (n = 5). *** p < 0.001 and * p < 0.05. Error bars represent SEM. 
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Figure 9. Acute mTORC1 inhibition enhances ATG1 at serotonergic cells, which inhibits serotonin transporter (SERT) activity and results in increased extracellular serotonin and expression of postsynaptic 5HTR7. The latter enhances cAMP/PKA signalling: (a) at NMDA2 receptor expressing cells in the brain, where it inhibits NMDA signalling and induces behavioural/cognitive modulations, and (b) at prothoracic gland cells, where it stimulates ecdysone (20E) signalling and systemic catabolism. Both effects enhance longevity and physiological adaptations to nutrient deprivation. 
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