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Abstract
Background/Aims: Preeclampsia (PE) has long been assumed to be an ischemic disease of the placenta, although there is limited evidence as to how the ischemia impacts on the placenta. AMP-activated protein kinase (AMPK) is a key regulator of cellular energy metabolism and plays an important role in a variety of ischemic diseases by enhancing energy production. The present study investigated placental metabolism in PE, and the role of AMPK in regulating trophoblast function. Methods: placentas from normal and PE complicated pregnancies were 
subjected to GC-MS to identify fatty acids (FA) metabolic fingerprints, and total FA oxidation was assessed by malondialdehyde (MDA) measurement. The AMPK-ACC signaling pathway 
was assessed by q-PCR and Western Blotting. HTR8/SVneo trophoblast cultures were exposed to different oxygenation conditions to establish an in vitro PE cell model; further analysis by 
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GC-MS for metabolite profiling was then undertaken. Trophoblasts invasion was assessed by a matrigel transwell assay in the presence/absence of AMPK expression and after manipulations of AMPK activity, and then further validated by human villi outgrowth experiments. Results: 
AMPK phosphorylation and MDA production were significantly elevated in placentas from pregnancies complicated by PE. Metabolism of cis double bond FA was inhibited while trans 
double bond FA metabolism was promoted in PE placentas. HTR8/SVneo cell culture conditions of persistent low oxygenation mimicked the hyper-activation of AMPK and enhanced the FA oxidation that was observed in PE. AMPK activation impaired trophoblast invasion, while AMPK inhibition promoted trophoblast invasion. Conclusion: PE complicated placentas are 
associated with AMPK hyper-activation and consequent alterations in FA oxidation, which inhibit trophoblast invasion.

IntroductionHypertensive disorders complicate 5-10% of all pregnancies [1] and are a significant cause of maternal mortality; of these disorders, preeclampsia (PE) has the greatest influence on both mother and fetus [2].  PE occurs during pregnancy or in the early postpartum period, and is defined as newly diagnosed hypertension (a systolic blood pressure greater than 140 mmHg or a diastolic blood pressure greater than 90 mmHg) and substantial proteinuria (greater than or equal to 300 mg in 24 h) at or after 20 weeks of gestation [3]. More than 50, 000 maternal deaths are caused by PE annually [4], and none of the current therapies are curative; indeed, the only cure is to deliver the fetus and placenta (at premature gestations, this follows corticosteroids administration for promotion of fetal lung maturity [5]).The placenta is an invasive pseudotumor-like organ; the penetrative nature of trophoblast cells invading the uterine endometrium mimics a highly invasive tumor. However, one of the key pathological manifestations of PE is a restricted invasion of trophoblast cells [6-8]. The rapid growth of tumor cells depends on a sustained energy supply, as highlighted by Luo et al.’s demonstration of the role of lipid metabolism in tumor invasion [9]; the impairment of trophoblasts invasion in PE placenta may thus be consequent on a compromised energy supply.  Pertinently, Yan et al. reported that fatty acid binding protein (FABP) expression was increased in placentas from women with PE and that silencing FABP decreased trophoblasts proliferation, migration and invasion [10]. Moreover, fatty acids (FA) composition has been shown to differ in synctiotrophoblasts and cytotrophoblasts [11]; this can be attributed to the different energy demands during differentiation, and implies that dysregulation of energy production from FA metabolism might be one of the underlying mechanisms of impaired trophoblast invasion in PE.AMP-activated protein kinase (AMPK) is a highly conserved, multi-substrate serine/threonine protein kinase involved in the regulation of cellular and whole organ metabolism [12]. Hypoxia, starvation, and exercise can activate AMPK by elevating the AMP/ATP ratio [13], and AMPK is the master switch of glucose and lipid metabolism. Recent studies have shown that AMPK determines spermatozoa quality and function through a dependence of proliferation and motility on energy levels [14]. Moreover, in a variety of ischemic diseases, such as ischemic heart disease, cerebral ischemia, and renal ischemia, AMPK is activated and metabolism of glucose and FA is enhanced [15-17]. Although PE has been long assumed to be an ischemic disease of placenta, the role of AMPK on the biological functions of trophoblast cells in PE remains unknown.In this study, we identified differences in the FA metabolome between placentas from PE and normal pregnancies, and we investigated the regulatory effects of AMPK on trophoblast cell invasion.
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Materials and Methods

Human placenta samplesHuman placental tissue samples were collected as described previously [18]. Samples were obtained from nulliparous subjects admitted to the department of Obstetrics in the First Affiliated Hospital of Chongqing Medical University. 16 women had uncomplicated term pregnancies and the pregnancies of 16 women were complicated by PE.  All subjects underwent elective caesarean section. All subjects gave informed written consent and ethical permission was obtained from the Ethics Committee of Chongqing Medical University. Placentas were sampled immediately after delivery; ten pieces of placental tissue from each subject were taken randomly. All placental tissue was quickly rinsed in 0.9% sterile ice-cold normal saline (NS) twice, then snap-frozen in liquid nitrogen and stored at −80 °C for further use.
Cell lineHTR8/SVneo cells were kindly provided by Dr. Charles Graham (Queen’s University, Kingston, Ontario, Canada), and maintained in RPMI1640 medium (Gibco, USA) supplemented by 10% fetal bovine serum (FBS, PAN-Biotech, Germany), 100U/mL penicillin and 100ug/mL streptomycin (Beyotime, Shanghai, China).
MDA MeasurementMalondialdehyde (MDA) levels in placenta homogenates were determined spectrophotometrically by using the Lipid Peroxidation MDA Assay Kit (Beyotime Biotechnology, Shanghai, China)[19]. Briefly, 50 mg placental tissue was placed into 500 μl RIPA lysis buffer (Beyotime Biotechnology, Shanghai, China) and homogenized, then centrifuged at 4 °C 1600 g for 10 min. The supernatants were then extracted and the protein concentration determined. 200 μl primary solution was removed into MDA working reagent, heated at 100 °C for 15 min, and then centrifuged at room temperature 1000 g for 10 min. 200 μl supernatants were added into a 96 well plate to determine spectrophotometry at a 532 nm wavelength. MDA levels in HTR8/SVneo cells were determined as previously reported [20]. After treatment, HTR8/SVneo cells were harvested, washed with cold PBS and dissociated using trypsin. The cell suspension was centrifuged for 5 min at 1000×g and 1×106 cells were resuspended in 150-250 μl pre-cooled PBS. The freeze-thaw process was repeated several times until the cells were fully lysed. After centrifugation for 10min at 1500×g at 4°C, the supernatant was collected for assay using a MDA ELISA kit (Elabscience, China) according to the manufacturer’s instructions.
ATP measurement10mg of human term placenta tissue was homogenized using a Dounce homogenizer, and then centrifuged for 5 minutes at 4°C at 13, 000 g. The supernatant was collected for ATP measurement by the use of an ATP assay kit (Abcam, USA) according to the manufacturer’s instructions; fluorescence at an excitation wavelength of 535 nm and at an emission wavelength of 587 nm was determined by a spectrophotometer (Thermo fisher, Finland).
ROS measurementHTR8/SVneo cells were seeded in 96-well plates, cultured to 70% confluence, and then treated with DMSO, 1% oxygen, 200μM AICAR (5-aminoimidazole-4-carboxamide-1-beta -4-ribofuranoside), 20μM Compound C, 25μM etomoxir or AICAR with etomoxir, respectively for 24hrs. After treatment, cells were washed three times with PBS and incubated with 2, 7-Dichlorodi-hydrofluorescein diacetate (DCFH-DA) at 37°C for 20 min. Then DCFH fluorescence distribution at an excitation wavelength of 488 nm and at an emission wavelength of 525 nm was detected by a spectrophotometer (Thermo fisher, Finland).
Primary human trophoblast isolationPrimary human trophoblast (PHT) cells were isolated from human term placenta as previously described [21]. Briefly, immediately after delivery, placenta tissue was cut into 2mm3 segments, and the connective tissue and blood clot were removed. 625mg dispase II (Roche, Swiss) and 400μl DNase (Roche, Swiss) were added in succession, for 1 hours and 15 minutes respectively at 37 °C, to digest the placenta tissue. The resulting suspension was then filtered (70μm, Solarbio, Shanghai, China) and centrifuged at 300g for 7 minutes; the precipitate was resuspended in 40ml platelet lysing solution (Gibco, USA) and washed 
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twice using DMEM/F12 (Gibco, USA) that was supplemented with 10% FBS (Gibco, USA). After filtration on two occasions, the suspension was added into a Percoll gradient (60%, 50%, 40%, 30%, 20%) (Bio-Rad, USA), followed by centrifugation at 1000g for 20 minutes. The 20-40% Percoll layer was collected and added into DMEM/F12 that contained 10%FBS, and centrifuged at 300g for 7 minutes; the pellet was resuspended in 10ml DMEM/F12 containing 10% FBS and antibiotics, and then these cells were seeded into petri dishes [22, 23].
siRNA transfectionThe siRNA transfection solutions (hs-AMPKα1-siRNA duplex, Control siRNA duplex, siRNA transfection medium, siRNA transfection reagent) were purchased from Shanghai GeneBio Co. Ltd (Shanghai GeneBio Co. Ltd, Shanghai, China). The siRNA transfection procedure was carried out as per the manufacturer’s instructions. The siRNA sequence used is detailed in Table 1.HTR-8/SVneo human trophoblast cells were plated into 10 cm petri dishes and allowed to grow to 70%-80% confluence in antibiotic-free normal growth medium supplemented with FBS. Then, solution A (siRNA duplex and siRNA transfection medium) and solution B (siRNA transfection reagent and transfection medium) were prepared as the manufacturer’s instructions. A mixture of solution A and solution B was then added to the cells. After 24 h of incubation, the cells were prepared for further experiments.
Western BlottingWestern blotting was performed as previously described [21]. 100 mg placental tissue was homogenized in 500 μl RIPA buffer on ice. Homogenates were then centrifuged at 13000g for 15 min at 4 °C, and supernatants were collected for protein concentration measurement by the BCA protein quantification kit (Beyotime Biotechnology, Shanghai, China)[22]. 20 μg total protein was subjected to 7% or 10% discontinuous SDS-PAGE and transferred to a PVDF membrane (Roche, UK). Membranes were blocked for 1 h with 5 % non-fat dried milk in Tris-buffered saline containing 0.05 % Tween-20 (TBST) and then probed with rabbit monoclonal antibodies to AMPK (#2532, Cell Signaling Technology), p-AMPK (#2535, Cell Signaling Technology), acetyl-CoA carboxylase (ACC) (#3662, Cell Signaling Technology), p-ACC (#3661, Cell Signaling Technology) or mouse monoclonal antibodies to β-actin (#3700, Cell Signaling Technology) overnight at 4°C. Membranes were then incubated with horseradish peroxidase-conjugated goat anti-mouse IgG or goat anti-rabbit IgG for 1 h at room temperature [23]. The bands were scanned and quantified by densitometry analysis using an image analyzer Quantity One System (Bio-Rad, Richmond, CA, USA).
RT-qPCRThe total RNA extraction and cDNA reverse transcription was performed as previously described [24]. Primers (Table 2) were synthesized by Invitrogen (Thermo Fisher Scientific Inc. Paisley, UK), mRNA levels were quantified by using SYBR Green I and melt curve analysis to ensure amplification specificity through Bio-Rad CFX Connect™ Real-Time System. Forty cycles of PCR were performed: initial enzyme activation and template denaturation at 95 °C for 10 min was followed by denaturation at 95 °C for 10 s, annealing at 63.8 °C for 30 s, and an extension phase at 72 °C for 30 s followed by melt curve analysis. Ct values were used for quantification. All assays were 95-105 % efficient.
Matrigel Transwell AssayThe matrigel invasion assay in this study was performed as previously reported [25]. The invasion of HTR8 trophoblastic cells was measured in matrigel (Corning, NY, USA)-coated transwell inserts (8.0 μm, Merck Millipore, Darmstadt, Germany) that contained polycarbonate filters with a pore size of 8.0 µm. The inserts were coated with 60 μl matrigel matrix. After incubation at 37 °C for 4 h to gel, 4 × 104 siAMPK transfected or nontransfected HTR8/SVneo cells with or without AICAR (200 μmol/L)/Compound C (20 

Table 1. AMPK siRNA sequence

 

siRNAs Sequences hs-AMPKα1-si-1 5’-GGGAACAUGAAUGGUUUAA-3’dTdT 5’-UUAAACCAUUCAUGUUCCC-3’dTdT hs-AMPKα1-si-2 5’-CGGCAAAGUGAAGGUUGGCAAACAU-3’dTdT 5’-AUGUUUGCCAACCUUCACUUUGCCG-3’dTdT hs-AMPKα1-si-3 5’-CCAGGUCAUCAGUACACCAUCUGAU-3’dTdT 5’-AUCAGAUGGUGUACUGAUGACCUGG-3’dTdT hs-AMPKα2-si-1 5’-UAACAGGCCAUAAAGUGGCAGUUAA-3’dTdT 5’-UUAACUGCCACUUUAUGGCCUGUUA-3’dTdT hs-AMPKα2-si-2 5’-AAUGGAAUAUGUGUCUGGAGGUGAA-3’dTdT 5’-UUCACCUCCAGACACAUAUUCCAUU-3’dTdT hs-AMPKα2-si-3 5’-GGCUCUUUCAGCAGAUUCU-3’dTdT 5’-AGAAUCUGCUGAAAGAGCC-3’dTdT  
Table 2. RT-qPCR primers

 

siRNAs Primer sequences AMPKα1 transcript variant 1 forward: 5’-GGCCCAGAGGTAGATATATG-3’ reverse: 5’-GATCCACCTGCAGCATATGT-3’, AMPKα1 transcript variant 2 forward: 5’-CTCTTTCCTGAGGATCCATC-3’ reverse: 5’-GCCAAAGGATCCTGGTGATT-3’ AMPKα2 forward: 5’-CCCTTCCTATGATGCTAACG-3’ reverse: 5’-AGAACTCACTGGCTTGGTTC-3’  
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μmol/L) in 200 μl RPMI Medium 1640 basic (1X) (Life technologies, WA, USA) were seeded in upper chamber on the top of the matrigel, while 500 μl of medium with 10% FBS were added into the lower well. After culture in 21 % O2 or 1 % O2 at 37 °C for 24 h, the non-invaded cells on the top of the inserts were scraped off using a cotton swab. The filter under the inserts, with attached invaded cells, was washed with cold PBS, and then fixed in methanol followed by 10 min of drying, and then stained with 0.1 % hexamethylpararosaniline. The HTR8/SVneo cells in the inserts were counted through an EVOS FL Auto microscope (Life technologies, WA, USA) at a magnification of 200× in 10 random fields.
Gelatin ZymographyThe MMP2 activity was identified by a gelatin zymographic analysis kit according to the manufacturer’s instructions (Genmed Scientifics Inc., MA, USA). 10 μl of protein from the HTR8/SVneo cells was subjected to electrophoresis. The gels were washed in 100 ml renaturation buffer for 60 min on the shaking platform at 50 rpm, and then incubated in digestive solution at 37 °C overnight on the shaking platform at 50 rpm. Gels were stained in 100 ml staining buffer by protected from light at room temperature for 1 h on the shaking platform at 50 rpm, and then destained in 100 ml destaining buffer. Finally, the gels were incubated in 50ml stop buffer and scanned by a Quantity One System (Bio-Rad, Richmond, CA, USA).
Human placental sample preparation for Gas Chromatography-Mass Spectrometry (GC-MS)50 mg sections of placental tissue were weighed and then placed into an Eppendorf tube; 500 μl pre-chilled methanol-water (1:1) and 20 μl of D4 –alanine were then added. The sample mixture was centrifuged at 10000 g for 10 min at 4 °C after homogenization for 30 s; the supernatant was then transferred to a new Eppendorf tube. 500 μl of pre-chilled chloroform/methanol (3:1) was then added to the tissue pellet and homogenized for 30 s; the mixture was centrifuged at 10000 g for 10min at 4 °C, and the supernatant was collected into the same Eppendorf tube.  The organic extract was dried in a speedVac for 4 hours and then stored at -80 °C [26].
HTR8/SVneo trophoblast cell sample preparation for GC-MSThe HTR8/SVneo trophoblast cells were exposed to 21% O2 or 1% O2 for 24 hours. The cells were washed with 10 ml 37°C deionized water (PBS) to the cell surface, 10ml of liquid nitrogen was then added to the dish to terminate the cell metabolism. 1.2 ml of cold 9:1 (methanol: chloroform) (including 20 μl of internal standard: D4-alanine) was added into each plate. Cells were scraped with a cell lifter and the extracts were transferred to 1.5 ml Eppendorf tube and vortexed for 30s. Cells were then pelleted at 4°C degree for 15 min at 17000 g; the supernatant was transferred into a new Eppendorf tube and the liquid dried by speedVac for 4 hours prior to storage at -80°C [27].
DerivatizationThe freeze-dried samples were resuspended in 200 μl of sodium hydroxide (NaOH, 1 mol/L), vortexed for 20 s, and then transferred into glass tubes. 167 μl of methanol and 34 μl of pyridine were added into the glass tube in order, then 20 μl of MCF was added and vortexed immediately for 30 s; another 20 μl of MCF was added and vortexed for 30 s. 400 μl chloroform was then added to the samples prior to a gentle vortex for 10 s; 400 μl of sodium bicarbonate (50 mmol/L) was added and vortexed for 10 s. The samples were then centrifuged at 1500 rpm for 5 min to separate the mixture into the upper aqueous layer and lower organic layer. The upper aqueous layer was discarded and the remaining water was removed by adding sodium sulfate; the organic layer was transferred into a GC-MS sample vial for analysis [28].
GC–MS conditions and instrumentationThe MCF derivatives were detected in an Agilent Technology GC system (7890B, Agilent Technology, California, USA) coupled to a MSD mass selective detector (EI) (5977A, Agilent Technology, California, USA) setting at 70 eV. The gas column for all tests was a ZB-1701 GC capillary column (0.15 μm x 250 μm id x 30 m with 5 m guard column, Phenomenex). The parameters were referenced from Smart [28]. Samples were injected with the injector temperature at 290 °C under pulsed splitless mode. A constant flow of 1 mL/min of helium gas flow was set through the GC-column. The GC-oven temperature was originally held at 45 °C for 2 min, then with a gradient ascent of 9 °C/min to 180 °C; after 5 min the temperature was increased at 40 °C/min to 220 °C. After another 5 min, the temperature was increased with a gradient of 40 °C/min to 240 

http://dx.doi.org/10.1159%2F000492995


Cell Physiol Biochem 2018;49:578-594DOI: 10.1159/000492995Published online: 29 August, 2018 583

Cellular Physiology 

and Biochemistry

Cellular Physiology 

and Biochemistry
© 2018 The Author(s). Published by S. Karger AG, Baselwww.karger.com/cpbYang et al.: AMPK Regulates Trophoblasts Metabolism and Invasion

°C for 11.5 min; ultimately, the temperature was increased 40 °C/min until it reached 280 °C and it remained at 280 °C for 2 min. The quadrupole temperature was set at 230 °C and the interface temperature was 230 °C. The mass spectrometry was worked in scan mode and began after 5.5 min with scan time of 0.1 s of mass range between 38-550 amu.
Statistical analysisAll data are presented as means ± SEM, and statistical significance was accepted when P＜0.05. Data that were not normally distributed were square root transformed before statistical analysis. Comparisons between the groups were made with a two-way between-subjects analysis of variance. Statistical calculations were made with GraphPad Prism version 5.00 for Windows (GraphPad Software, San Diego, CA).
Results

Characteristics of subjectsThe subject characteristics are summarized in Table 3. Systolic and diastolic blood pressures in the PE group were higher than in the control group. The gestational age at delivery was significantly lower in the PE group; nearly half of the infants were prematurely delivered in PE pregnancies, but none of 16 women in the control group underwent preterm birth. The PE group had lower birth weights and lower placental weights.
Fatty acid metabolism shift in PE placentaTerm placentas from both groups were subjected to GC-MS analysis to determine the metabolomic fingerprints of the placenta in PE. On multivariate data analysis of all GC-MS features, Partial Least Squares-Discriminate Analysis (PLS-DA) revealed that the normal and PE placenta groups were clustered separately (Fig. 1A). A Z-score heat-map described 15 FA in PE placentas that differed from the normal placentas; 7 FA were down-regulated in PE placenta, including heneicosanoic acid, 11, 14-eicosadienoic acid, 11-trans-octadecenoic acid, tridecanoic acid, heptanoic acid, nonanoic acid and decanoic acid, while 8 FA were up-regulated in PE placenta, including octadecanoic acid, 5, 8,11-cis-eicosatrienoic acid, cis-11, 14-eicosadienoic acid, 11, 14, 17-cis-eicosatrienoic acid, 9, 12, 15-cis-octadecatrienoic acid, 8, 11, 14-cis-eicosatrienoic acid, hexadecanoic acid, and 7, 10, 13, 16, 19-cis-docosapentaenoic acid (Fig. 1B).In summary, placental FA metabolism was dramatically altered in PE, as shown by not only retention of cis double bond FAs and reduction of trans double bond FAs, but also by decreases in medium chain FAs and an accumulation of long chain FAs.
PE placenta is associated with hyper-activation of the AMPK-ACC pathwayWe examined the expression of AMPK in human placentas. mRNA levels of AMPKα1 transcript 1, AMPKα1 transcript 2 and AMPKα2 did not differ between normal and PE placentas (Fig. 2A); this was consistent with Western blotting of total AMPK (Fig. 2B). Intriguingly, AMPK phosphorylation was significantly increased in PE placentas compared to the normal group, indicating that PE was associated with AMPK hyper-activation.  Consistent with this, the direct downstream effector of AMPK, ACC, was also significantly phosphorylated in PE placentas (Fig. 2C), while total protein levels remained similar between the two groups. Moreover, the end product of lipid peroxidation, MDA, was significantly accumulated in 

Table 3. Characteristics of subjects. Values are means ± SEM. Abbreviations: BMI, body mass index; SBP, systolic blood pressure; DBP, diastolic blood pressure. (*p<0.05; **P<0.01; ***p<0.001)

 

Parameters PE group (N=16) Control group (N=16) P-value Mean age, years-old 28.63±0.80 29.19±0.80 0.61 BMI (pregestation) 21.90±0.64 20.99±0.71  0.35 BMI (prenatal) 29.44±0.76 27.77±0.85 0.15 Mean maximum SBP, mmHg 155.5±1.83 117.4±3.21 < 0.0001*** Mean maximum DBP, mmHg 100.1±3.209 67.63±1.97 < 0.0001*** Gestational age at delivery, weeks   37±3.76   39±0.83 0.0002*** Birth weight, g 2748±130.0 3229±81.44 0.0031** Placental weight, g 478.0±11.43 558.8±11.86  < 0.0001*** Fetal gender (Male/Female) 9/7 6/10  
Proteinuria   ±：1/16  +：6/16  ++：4/16  +++：4/16  ++++：1/16 -：10/16 ±：4/16 +：2/16 

- 0mg ± 10-20mg + 30-70mg ++ 100-200mg +++ 300-600mg ++++ OVER  
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the PE placentas, as compared to the normal placentas (Fig. 2D). Additionally, to ascertain whether the signaling and metabolites alteration are coupled with energy production, we assessed ATP levels in normal and PE complicated placentas, and the results demonstrated that ATP levels were significantly higher in the PE group (Fig. 2E).  Taken together, PE was associated with placental hyper-activation of the AMPK-ACC signaling pathway and consequent elevations in FA oxidation.
Persistent low oxygenation induced AMPK activation and influenced fatty acids metabolism 
in HTR8/SVneo trophoblastic cellsAltered oxygenation of HTR8/SVneo trophoblast cell was induced by 1%O2 or CoCl2 for different durations (2h, 6h, 24h), AMPK phosphorylation levels were then measured to determine whether these conditions in HTR8/SVneo cells mimicked a ‘PE like’ metabolite profile.2h or 6h of 1%O2 incubation conditions did not activate AMPK in HTR8/SVneo cells, however, 24h of 1% O2 incubation significantly elevated AMPK phosphorylation (Fig. 3A). Moreover, 100 μmol/L CoCl2, an electron transport chain inhibitor, also elevated AMPK phosphorylation after 24 hours of treatment, although to a lesser extent than 1% O2 incubation (Fig. 3B). This data suggested that the trophoblast was resistant to low oxygenation, and that persistent rather than acute hypoxia mimicked the hyper-activation of AMPK identified in PE placenta.As with PE placentas, the MDA levels of 1% oxygen-treated HTR8/SVneo cells were significantly increased (Fig. 3C), suggesting that trophoblast FA oxidation was promoted by 

Fig. 1. The metabolome of placentas from normal and PE complicated pregnancies. A. Partial Least Squares-Discriminate Analysis (PLS-DA) of fatty acids metabolism, PC1 vs. PC2 vs. PC3. The score plot separated PE placentas (blue) and normal placentas (red); B. The Z-score heat-map of significantly different fatty acids in normal and PE placentas. p<0.05, FDR<0.01, N=12.
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Fig. 2. AMPK-ACC signaling in human term placentas from normal and PE complicated pregnancies. A. AMPK mRNA expression levels detected by q-PCR; B. AMPK total protein expression and phosphorylated protein levels were measured by Western blotting; C. ACC total protein expression and phosphorylated protein levels were measured by Western blotting; D. MDA levels in PE and normal placentas, ∗p<0.05, N=16; E. ATP levels in PE and normal placentas, ∗p<0.05, N=6.persistent low oxygen-induced AMPK activation. Consistent with this finding, when the cells were subjected to GC-MS and subsequent multivariate data analysis, Partial Least Squares-Discriminate Analysis (PLS-DA) revealed that the different oxygenation conditions were clustered separately (Fig. 3D). Notably, in 1% oxygenation, 32 of 36 differentially enriched FAs were significantly decreased compared to 21% oxygenation conditions (Fig. 3E), indicating an overall acceleration of FA metabolism. Interestingly, 1% oxygenation enhanced metabolism of both cis and trans double bond FAs in HTR8/SVneo cells. To further investigate the underlying mechanism of discrepancy in cis/trans double bond FA utilization between placenta and HTR8/SVneo, levels of the rate-limiting isomerase of cis double bond FA, 2, 4-dienoyl-CoA reductase (DECR1) were then determined. Placental DECR1 was significantly reduced in PE pregnancies compare to normal pregnancies (Fig. 4A). However, DECR1 expression was significantly higher in HTR8/SVneo cells than in primary human trophoblast (PHT), indicating that HTR8/SVneo cells have much higher capability of converting cis double bond FAs to trans double bond FAs, which can be further utilized in β-oxidation (Fig. 4B).
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Fig. 3. Establishment of persistent hypoxia induced in vitro PE model. A. The activation of AMPK in HTR8/SVneo cell after incubation in 21 % O2, 1 % O2 or 100 μmol/L CoCl2 for 2h, 6h and 24h respectively, ∗p<0.01 vs. vehicle, ∗p<0.001 vs. siRNA-NC, N=3; B. AMPK- ACC signaling in HTR8/SVneo cell after 24h of 21 % O2 or 1 % O2 incubation, ∗p<0.001 vs. vehicle, #p<0.001 vs. control, p<0.001 vs. siRNA-NC, N=3; C. MDA levels in 21 % O2 and 1 % O2 treated HTR8/SVneo cells, ∗p<0.05, N=3; D. PLS-DA of HTR8/SVneo cell metabolome in 21% and 1% oxygenation conditions; E. The profile of markedly altered metabolites between 21 % O2 and 1 % O2 treated HTR8/SVneo cells, p<0.05, FDR<0.01, values scaled by z-score.
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AMPK negatively regulated trophoblast 
invasionWhen siRNA AMPKs were administered to HTR8/SVneo cells, AMPKα expression was significantly reduced by siAMPKα1 (Fig. 5A), AMPK knockdown and control cells were further studied using the matrigel transwell assay in the presence of AMPK specific activator AICAR or inhibitor Compound C. Either AICAR or 1 % O2 significantly suppressed HTR8 cell invasion, while siAMPK or Compound C treatment alone up-regulated the invasion of HTR8/SVneo cells (Fig. 5B).  However, in the presence of siAMPK or Compound C, the inhibitory effects of AICAR or hypoxia on HTR8/SVneo cells were largely blocked.  Consistent with this finding, gelatin zymography demonstrated that MMP2 activity in HTR8/SVneo cells was significantly up-regulated by siAMPK or Compound C treatment, but down-regulated by AICAR or 1 % O2 treatment; siAMPK or Compound C treatment partially rescued the inhibitory effects on MMP2 activity by AICAR or 1 % O2 (Fig. 5C). To further study the underlying regulatory mechanism of AMPK on MMP2 activity, trophoblast reactive oxygen species (ROS) generation from AMPK-promoted FA β-oxidation was determined. AICAR or 1 % O2 treatment significantly increased intracellular ROS in HTR8/SVneo cells, while etoxomir, an irreversible inhibitor of carnitine palmitoyltransferase-1 (CPT-1), totally alleviated AICAR induced ROS production (Fig. 5D). Collectively, AMPK negatively regulate trophoblast invasion by inhibiting MMP2, probably through ROS generation, indicating that hyper-activation of AMPK could be a causative factor of the impaired trophoblast invasion in PE.
AMPK activation suppresses human villous outgrowth in vitroTo validate our findings from the in vitro cell model, the effects of pharmacological modulation of AMPK on human villous explants outgrowth were evaluated.  AICAR treatment (200 μmol/L) or 24h of 1% O2 effectively activated villous AMPK as shown by Western blotting (Fig. 6A). Consistent with this finding, either AICAR or 1% O2 significantly compromised the outgrowth of villi explants after 24h, as compared to the control group (Fig. 6B).

Fig. 4. Expression of DECR1 in placentas and trophoblast cells. A. DECR1 protein expression in PE complicated and normal human placental tissue, *p<0.01, N=6; B. DECR1 protein expression in HTR8/SVneo cells and primary human trophoblast cells isolated from normal pregnancies, *p<0.01, N=3.
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Fig. 5. The regulatory effects of AMPK on trophoblast invasion. A. AMPK protein expression normalized to β-actin in HTR8/SVneo cells after 24 h of siRNA transfection, ∗p<0.001 vs. vehicle, #p<0.001 vs. siRNA-NC, N=3; B. Matrigel transwell assay of HTR8/SVneo cell after 24 h treatments of 1 % O2, 21 % O2 (control), vehicle (DMSO), 200 μmol/L AICAR, μmol/L Compound C, siAMPK, siRNA-NC, AICAR plus Compound C, 1 % O2 plus Compound C, siAMPK plus AICAR, siAMPK plus 1 % O2 respectively. ∗p<0.001 vs. vehicle, #p<0.001 vs. control, §p<0.001 vs. siRNA-NC, N=3; C. Gelatin zymography of MMP2 in the HTR8/SVneo cells; D. Intracellular ROS in HTR8/SVneo after 24 h treatment of vehicle (DMSO), 1% oxygen，200μM AICAR, 20μM Compound C，25μM etomoxir，or 200μM AICAR along with 25μM etomoxir, respectively. ∗p<0.001 vs. control, #p<0.001 vs. vehicle, §p<0.001 vs. AICAR, N=3.
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DiscussionPE has been characterized by shallow trophoblasts invasion, poor placentation, and compromised spiral artery remodeling; these features ultimately lead to a reduced utero-placental circulation, and placental ischemia [29]. Alterations in metabolic substrates and a consequent energy crisis have been thought to trigger the clinical manifestations of PE. Although the metabolite profile of PE has been studied in various biosamples, including peripheral blood, urine and amniotic fluid [30-32], the metabolite characteristics of the placenta in PE are still largely unknown.FA release from maternal adipose tissue is increased in the third trimester due to lipolysis [33], and FAs can be taken up by the placenta [34].  This suggests that FAs could be crucial for maintaining normal placental function. In the present study, we report the accumulation of cis double bond FAs in placentas from PE pregnancies. The classical pathway of mitochondrial-oxidation of unsaturated FAs involves cis double bonds at even-numbered C atoms to yield 2-trans-4-cis-intermediates, which are further reduced and isomerized by DECR1 to their respective 3-trans-intermediates [35, 36]. In contrast, trans double bond FAs are able to enter β-oxidation without being isomerized. Therefore, dysregulation of DECR1 might result in a shift of β-oxidation substrates from cis double bond FAs to trans double bond FAs.  Consistent with this, two trans double bond FA were significantly decreased in PE placentas, indicating that they had been largely consumed by energy production. In addition, in contrast to the retention of long chain FAs, medium chain FAs in PE placentas were down-regulated, perhaps because they were able to freely cross mitochondrial membranes, while the long chain FAs require carnitine palmitoyl transterase-1 (CPT-1) to facilitate transportation from cytosol to mitochondria. Taken together, our data suggest that PE placentas preferentially use FAs that can be used directly without extra modification and/or transportation steps, thus effecting a more efficient energy supply. The marked elevation in β-oxidation in PE placentas implies that FAs are crucial energy resources for trophoblast function. The role of the ‘master switch of FA metabolism’, AMPK, is likely to be key to the etiology of PE.AMPK is critical for trophoblast glycolytic and mitochondrial energy resources [37].  In this study, we found that the terminal FA oxidation product, MDA, was significantly increased in PE placenta.  Consistent with this finding, PE placentas demonstrated hyper-phosphorylation of the AMPK-ACC signaling pathway, indicating that abnormal AMPK activation could be a causative event in the development of PE.To further investigate the role of AMPK on trophoblastic function, an experimental model was required to mimic the metabolic changes of the placenta in PE. Although various 
in vitro and in vivo models have been used to study the etiology of PE[38-40], such as exposure of trophoblast cells to hypoxia and hypoxia/reoxygenation [41-44], induction of ‘PE-like’ trophoblast cell metabolic alterations had not previously been demonstrated. Our data show that persistent exposure to 1% oxygen for 24 h was required to activate AMPK in HTR8/SVneo cells, indicating that trophoblast cells were resistant to low oxygenation. 

Fig. 6. The effects of AICAR on human villi explants outgrowth. A. AMPK phosphorylation levels in human villi explants after 24 h of treatments of 200μM AICAR or 1% oxygenation; B. The outgrowth of early pregnancy villus explants, scale bar 100μm.
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The placenta is associated with low oxygen tensions throughout pregnancy [45]; the oxygen concentration in the intervillous space increases from 2.5% at 8 weeks of pregnancy to 8.5% at 12 weeks consequent on spiral artery remodeling [46]. Since trophoblasts are exposed to physiological oxygen concentrations that are significantly lower than other cell types, the placenta has be able to fulfill its energy demand in low oxygen conditions. This may partially explain why PE placentas are able to generate an energy supply through increased FA oxidation during ischemia. However, persistent exposure of HTR8/SVneo cells to 1% oxygen failed to demonstrate the shift of FA oxidation substrates, we then provided the evidence that DECR1, a key enzyme that catalyze the isomerization of cis double bond FA to trans double bond FA in β-oxidation，is significantly compromised in PE placentas, suggesting that the shift of β-oxidation substrate in PE placentas could be caused by limited isomerization from cis to trans double bond FA. Moreover, DECR1 is abundantly expressed in HTR8/SVneo cells compare to primary human trophoblast (PHT), indicating that HTR8/SVneo cells have much higher catalytic capability for isomerizing cis double bond FAs to trans double bond FAs than primary trophoblast.  Instead of a preferential metabolism of trans double bond FAs, in HTR8/SVneo cells, hypoxia globally elevated FA metabolism; in contrast, the limited DECR1 in human PE placental trophoblasts resulted in reduced trans double bond FA formation from cis isomers - the reservoir of trans double bond FA was thus quickly depleted when β-oxidation was promoted by AMPK activation.Due to the resistance of trophoblast to low oxygen conditions, the aberrant AMPK activation in PE placentas is less likely to be induced by insufficient energy production. The known upstream kinases which phosphorylate the activating site of AMPK at Thr172 include liver kinase B 1 (LKB1)[47], calcium–calmodulin-dependent kinase kinase β (CaMKKβ)[48] and transforming growth factor-b-activated protein kinase-1 (TAK1). It will be interesting to further identify the causative upstream regulator of AMPK hyper-activation in PE placentas.In addition to a pivotal regulatory function in metabolism, AMPK has been recently shown to modulate cell invasion [49]. Cell invasion is an energy consuming process, thus FA oxidation should play an important role in the regulation of trophoblast invasion due to its high efficiency in ATP production. Surprisingly, in the present study, we observed that hyper-activation of AMPK and consequent elevation in FA oxidation result in reduced trophoblast invasion. In a recent study, Yang et al. reported the inhibitory effects of FA on trophoblast invasion [50], consistent with our results. FA oxidation is the major source of reactive oxygen species (ROS), and thus aberrant elevation of FA oxidation may result in bursts of ROS generation. Our group and others have shown that oxidative stress inhibits trophoblast invasion [44, 51]. Therefore, excessive FA oxidation may impair trophoblast invasion through ROS production. In this study, we provide evidence that, hypoxia or AICAR treatment significantly increased ROS production in HTR8/SVneo cells, while inhibition of FA β-oxidation totally diminished AICAR promoted ROS production. MMPs are known important for trophoblast invasion [52], although an inhibitory effect of AMPK on MMPs has recently been reported in endothelial progenitor cells and in human umbilical vein endothelial cells [53, 54], the present study is the first to demonstrate that AMPK inhibits MMP2 in trophoblast, probably by promoting ROS generation from FA β-oxidation.We also demonstrated that modulation of AMPK activity regulated outgrowth of human first trimester villi, strongly suggesting that AMPK could be a promising interventional target for prevention and or treatment of PE. Although Banek and colleagues have shown that pharmacological activation of AMPK in the Reduced Uterine Perfusion Pressure (RUPP)-induced PE rat model ameliorates hypertension [38], the protective effects of AMPK activation on PE are probably largely derived from its regulatory function on angiogenesis rather than on trophoblast invasion. Therefore, the timing and type of AMPK modulation should be carefully tailored to the intended effect.
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ConclusionIn conclusion, although the discrepancies in transcriptome and proteome between PE and normal placentas have been found previously [55, 56], this study is the first to report PE placentas were associated with AMPK hyper-activation and an aberrant FA metabolomic profile. Persistent low oxygen conditions were required to induce ‘PE-like’ metabolic features in HTR8/SVneo cells. Most importantly, AMPK activation played a negative regulatory role on trophoblast invasion as well as human villi outgrowth. It will be intriguing to further validate the therapeutic potential of AMPK in the management of PE using animal models.
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