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Serum lipidomics reveals early differential effects of gastric bypass compared to banding on phospholipids and sphingolipids independent of differences in weight loss Running title: Serum lipidomics in gastric bypass versus banding
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Background/Objectives: Circulating phospholipids and sphingolipids are implicated in obesity relatedcomorbidities such as insulin resistance and cardiovascular disease. How bariatric surgery affects these important lipid markers is poorly understood. We sought to determine whether Roux-en-Y gastric bypass (RYGB), which is associated with greater metabolic improvement, differentially affects the phosphosphingolipidome compared to adjustable gastric banding (AGB).

Subjects/Methods: Fasting sera were available from 59 obese women (BMI range 37-51 kg/m 2 ; n=37 RYGB and 22 AGB) before surgery, then at 1 (21 RYGB, 12 AGB) and 3 months follow-up (19 RYGB, 12 AGB). HPLC-MS/MS was used to quantify 131 lipids from 9 structural classes. DXA measurements and laboratory parameters were also obtained. The associations between lipids and clinical measurements were studied with P-values adjusted for the false discovery rate (fdr).

Results: Both surgical procedures rapidly induced weight loss and improved clinical profiles, with RYGB producing better improvements in fat mass, and serum TC, LDL-C, and orosomucoid (fdr<10%). Ninetythree (of 131) lipids were altered by surgery-the majority decreasing-with 29 lipids differentially affected by RYGB during the study period. The differential effect of the surgeries remained statistically significant for 20 of these lipids after adjusting for differences in weight loss between surgery types. The RYGB signature consisted of phosphatidylcholine species not exceeding 36 carbons, and ceramides and sphingomyelins containing C22 to C25 fatty acids. RYGB also led to a sustained increase in unsaturated ceramide and sphingomyelin species. The RYGB-specific lipid changes were associated with decreases in body weight, total and LDL-C, orosomucoid and increased HOMA-S (fdr<10%).

Conclusions: Concomitant with greater metabolic improvement, RYGB induced early and sustained changes in phosphatidylcholines, sphingomyelins, and ceramides that were independent of greater weight loss. These data suggest that RYGB may specifically alter sphingolipid metabolism, which, in part, could explain the better metabolic outcomes of this surgical procedure.

Introduction

Morbid obesity is associated with numerous comorbidities including diabetes, nonalcoholic fatty liver disease (NAFLD), and atherosclerosis. Bariatric surgery is an effective treatment for obesity that results in sustained weight loss and improvements in several cardiovascular risk factors (ref. [START_REF] Sjöström | Lifestyle, diabetes, and cardiovascular risk factors 10 years after bariatric surgery[END_REF]. As bariatric surgery is able to resolve T2D in a large number of patients, and even alter the hormonal response to meal ingestion prior to weight loss, many studies have focused on the beneficial effects of gastric bypass on glucose homeostasis (ref. [START_REF] Bradley | Effects of bariatric surgery on glucose homeostasis and type 2 diabetes[END_REF]. However, the benefits of bariatric surgery also extend to improvements in NAFLD and cardiovascular disease (ref. 3, ref. 4). Systematically evaluating the evolution of biomarkers between different surgeries thus provides a useful model for identifying mechanisms, and eventually novel therapies, for the treatment of a number of obesity comorbidities.

The success of bariatric surgery depends on the procedure used. Roux-en-Y gastric bypass (RYGB) involves the creation of a small gastric pouch and diversion of most of the stomach, the duodenum, and part of the proximal jejunum, which are further anastomosed to the distal jejunum.

Adjustable gastric banding (AGB) involves restriction of the proximal stomach. Compared to AGB, RYGB results in greater weight loss and better improvements in numerous risk factors, including clinical lipid measurements (ref. 1, ref. 5, ref. 6). While both AGB and RYGB restrict the stomach, the latter is also malabsorptive and alters the physiology of the retained and bypassed parts of the small intestine, and it is these alterations that are hypothesized to explain the greater weight loss following RYGB (ref. [START_REF] Seeley | The Role of Gut Adaptation in the Potent Effects of Multiple Bariatric Surgeries on Obesity and Diabetes[END_REF].

There remains continued debate regarding how much RYGB contributes to long-term improvements in glucose control over and above weight loss per se, thus there is need to further define surgery-specific effects on metabolism (ref. [START_REF] Bradley | Gastric bypass and banding equally improve insulin sensitivity and β cell function[END_REF][START_REF] Jackness | Very low-calorie diet mimics the early beneficial effect of Roux-en-Y gastric bypass on insulin sensitivity and β-cell Function in type 2 diabetic patients[END_REF][START_REF] Sjöholm | Weight Change-Adjusted Effects of Gastric Bypass Surgery on Glucose Metabolism: Two-and 10-Year Results From the Swedish Obese Subjects (SOS) Study[END_REF]. Lipidomic analysis may provide deeper insight into these effects.

With the advent of modern lipidomic technologies, over 500 molecular lipid species have been quantified in human plasma (ref. 11). Phospholipids and sphingolipids, collectively called the phosphosphingolipidome, and which contain the bioactive ceramides, are among the most diverse lipid categories and may act as important biomarkers (ref. [START_REF] Quehenberger | The human plasma lipidome[END_REF]. For example, plasma levels of sphingolipids and phospholipids are increased in obesity-associated nonalcoholic steatohepatitis (NASH) (ref. [START_REF] Anjani | Circulating phospholipid profiling identifies portal contribution to NASH signature in obesity[END_REF]) and outperform neutral lipids and eicosanoids for predicting liver injury (ref. [START_REF] Gorden | Biomarkers of NAFLD progression: a lipidomics approach to an epidemic[END_REF]. Serum phospholipids and sphingolipids may reflect synthesis and efflux from metabolically relevant tissues, but can also directly participate in pathophysiology as a source of triglycerides in hepatic steatosis (ref. [START_REF] Van Der Veen | The membrane lipid phosphatidylcholine is an unexpected source of triacylglycerol in the liver[END_REF], or by altering the cholesterol efflux from macrophages, which is suspected to be an important mechanism in the development of atherosclerosis (ref. [START_REF] Camont | Small, Dense High-Density Lipoprotein-3 Particles Are Enriched in Negatively Charged Phospholipids Relevance to Cellular Cholesterol Efflux, Antioxidative, Antithrombotic, Anti-Inflammatory, and Antiapoptotic Functionalities[END_REF]). Ceramides (Cer) are especially implicated in the pathogenesis of insulin resistance (ref. [START_REF] Bikman | Ceramides as modulators of cellular and whole-body metabolism[END_REF], and it was recently shown that infusion of Cer(d18:1/24:0) into mice can induce peripheral insulin resistance (ref. [START_REF] Boon | Ceramides contained in LDL are elevated in type 2 diabetes and promote inflammation and skeletal muscle insulin resistance[END_REF]. Little is known about how bariatric surgery affects these important lipids.

Separating the effects of RYGB and AGB on serum lipids, particularly after adjusting for differences in weight loss, provides an informative model for deciphering the specific effects of RYGB on metabolism. As the weight loss differences between procedures are less drastic early after surgery, and given the metabolic effects occur almost immediately, the evolution of serum lipids was determined after 1 and 3 months of follow-up. Compared to AGB, we hypothesized that RYGB would have a surgeryspecific effect on circulating phospholipids and sphingolipids concomitant with the greater metabolic response following this procedure.

Methods

Clinical cohort

Starting from July 2011 until July 2014, female bariatric surgery candidates with a BMI greater than 40kg/m 2 or greater than 35kg/m 2 with at least one severe obesity-related comorbidity were recruited into this prospective observational study. Patients were treated in the Obesity Unit of Pitié-Salpetrière Hospital, Institute of Cardiometabolism and Nutrition (ICAN), Paris, France. Patients underwent either adjustable gastric banding (AGB) or Roux-en-Y Gastric Bypass (RYGB) based upon their choice and the agreement of a multidisciplinary clinical panel. After excluding patients who were converted from AGB to RYGB (5 subjects), 59 subjects had sufficient clinical data and serum available for lipidomic analysis to be included in the current study. Ethical approval was obtained from the Research Ethics Committee of Pitié-Salpêtrière Hospital (CPP Ile-de-France). Informed written consent was obtained from all subjects.

The Microbaria protocol is registered as clinical trial NCT01454232.

Clinical and anthropometric measurements were taken before (M0), one (M1), and three months (M3) after surgery. Anthropometric parameters were estimated by a whole-body fan-beam DXA scanner (Hologic Discovery W, software v12.6, 2; Hologic, Bedford, MA), as previously described (ref. [START_REF] Ciangura | Dynamics of change in total and regional body composition after gastric bypass in obese patients[END_REF].

Variables included in this study were total fat-free mass (FFM, in kg) and total fat mass (FM, in kg and percent).

Biological analysis

Blood samples were collected after an overnight fast to measure routine biochemical parameters, as described previously (ref. [START_REF] Anjani | Circulating phospholipid profiling identifies portal contribution to NASH signature in obesity[END_REF]. Serum glucose, total cholesterol (TC), high-density lipoprotein-cholesterol 

Lipidomics

Targeted lipidomics analysis of phospholipids and sphingolipids was conducted by HPLC-MS/MS, as described previously (ref. 13, ref. 16). Serum was prepared from whole blood after an overnight fast. Whole blood was rested for 30 minutes at 4°C and then centrifuged for 10 minutes at 3000 rpm at 4°C. Serum was aliquoted into dry tubes and immediately stored at -80°C. Lipids were extracted by acidified methanol:chloroform with internal standards for each lipid class and fatty acid saturation level (Avanti Polar Lipids, Alabaster, AL, USA). Serum had not undergone any freeze-thaw cycles prior to extraction. Samples were extracted in 4 batches, with repeated measures of any one subject included in the same batch. One hundred and fifty-four lipids were quantified, using 19 external standards (Avanti Polar Lipids, Alabaster, AL, USA) as previously described (ref. 13, ref. 16), and include Phosphatidylcholines (PC), Phosphatidylethanolamines (PE), lyso-phosphatidylcholines (LPC) and -ethanolamines (LPE), phosphatidylinositols (PI), phosphatidylserines (PS), phosphatidylglycerols (PG), phosphatidic acids (PA), sphingomyelins (SM). Ceramides (Cer) could be further classified as dihydroceramides (DHCer), labeled as Cer(d18:0) in standard nomenclature, and sphingosine-or sphingadienine-containing ceramides, that is Cer(d18:1) and Cer(d18:2), respectively. Unfortunately, this methodology could not identify the sphingosine and fatty acid component of each SM. A previous publication from the Lipid MAPS consortium, however, provides the proportion of different sphingosinefatty acid combinations for each measured SM in their large representative sample (ref. 11). Using these estimates, presumed fatty acid content was assigned for each SM species if greater than 60% of that SM species could be attributed to one sphingosine-fatty acid pair and if it did not contain a mixture of saturated and unsaturated fatty acids. For example, SM(42:1) was hypothesized to be SM(d18:1/24:0) as this specific sphingosine-fatty acid combination comprised 100% of the reported SM(42:1). Finally, measurements below the level of quantitation cannot be treated as missing, and as simple 0-imputation underestimates the true value, multiplicative log-normal-randomized imputation was computed with the zCompositions package in R(ref. [START_REF] Palarea-Albaladejo | Values below detection limit in compositional chemical data[END_REF]. Only lipids with at least 80% quantitated values and detected at all 3 time points were included, leaving 131 lipids in the analysis.

Saint-Quentin-en-Yvelines, France) coupled to an Orbitrap-based instrument: a Q-Exactive (Thermo Fisher Scientific, Illkirch, France). Briefly, 50 µl of serum was extracted with 400µl of frozen acetonitrile containing 0.1% of formic acid and a mix of labelled internal standards (16 amino acids). Mass spec data were processed using XCMS and CAMERA packages in R software. The resulting dataset was filtered, normalized and annotated based on standard guidelines (ref. 23, ref. 24). FFA were annotated using an in-house database built using commercially available standards.

Statistical analysis

All analyses were conducted in R version 3.2.3 with the indicated (packages). Lipidomics data were log-transformed. Distributions for clinical variables and model residuals were examined and, when necessary, variables were log or square-root transformed. Tables report untransformed means and standard errors for easier interpretation. Means at baseline were compared using Welch's t-test.

Permutational MANOVA of the Euclidean distance matrix was used to test for multivariate differences between groups (vegan). The longitudinal effects of surgery were analyzed using 2 factor mixed effects ANOVA including a random intercept for subject (lme4, car). Due to their estimation by maximum likelihood, mixed effects models are robust to non-informative dropout of patients, which was present in this study, and thus efficiently use all available data (ref. [START_REF] Little | Statistical analysis with missing data[END_REF]. With the exception of the post-hoc tests described below, all p-values were adjusted for multiple comparisons using the Benjamini-Hochberg false discovery rate. Padj, or the false discovery rate, has a different interpretation than the p-value-the proportion of expected false positive results at a given threshold-and is often set to different thresholds than the strict convention of 0.05 used for the type 1 error rate. With this in mind, Padj <0.1 was used for interaction effects, which are often tested at less conservative thresholds than main effects, and for correlation matrices, which tend to have a high number of redundant comparisons and thus may suffer from adjustment-induced loss of power. Following a significant interaction, data were stratified by surgery type and all pair-wise comparisons between means at M0, M1, and M3 were tested with the family-wise error rate maintained at alpha=0.05 using one-step generalized linear hypothesis tests (multcomp). Linear regressions controlling for baseline lipid concentration were used to test for the body weight. That is, a regression model of the form:

𝐿𝑖𝑝𝑖𝑑 𝑀3 = 𝛽 0 + 𝛽 1 (𝐿𝑖𝑝𝑖𝑑 𝑀0 ) + 𝛽 2 (𝑊𝑒𝑖𝑔ℎ𝑡 𝑀0 ) + 𝛽 3 (∆𝑊𝑒𝑖𝑔ℎ𝑡 𝑀3-𝑀0 ) + 𝛽 4 (𝑆𝑢𝑟𝑔𝑒𝑟𝑦 𝑅𝑌𝐺𝐵=1,𝐴𝐺𝐵=0 )
For non-significant interactions, a main effect of time was considered significant at Padj <0.05, and post-hoc tests were applied across time. All fold-changes were based on differences in means.

Between-lipid correlations and lipid-clinical correlations were calculated using biweight mid-correlation, an outlier-robust analog of the Pearson correlation (WGCNA).

Results

Baseline and longitudinal clinical variables between surgery types

Thirty-seven and 22 patients underwent RYGB and AGB, respectively, with approximately 45% lost to follow-up at M1 and M3 for each group (see Table 1 for clinical characteristics). Baseline characteristics did not differ between patients with complete or incomplete data during follow-up (data not shown), indicating that the imbalance across time would not bias the results. The mean age was 34.5 (±1.6) and 37.3 (±1.9) years for AGB and RYGB, respectively, and was not significantly different between groups. At baseline, and compared to AGB, RYGB patients had 2.9 kg/m 2 higher BMI, 11.1 IU/L higher γGT, 0.6mM higher fasting glucose (with 24% T2D in RYGB and 5% in AGB), 0.22mM higher fasting triglycerides, and 0.4% higher HbA1c, all P<0.05. However, no variables were significantly different after adjusting for the false discovery rate (all Padj>0.1). 22% of RYGB patients were treated with metformin or statins at baseline, while no AGB patients were on these medications (P=0.051).

There were no statistically significant differences in the prevalence of T2D. Thus, RYGB tended towards higher obesity and worse diabetes risk factors.

Regarding the effect of bariatric surgery, RYGB generally resulted in better weight and body composition improvement than AGB, as expected (Table 1). RYGB patients decreased from a mean BMI of 46.5 at baseline to 37.9 at M3. Following AGB, mean BMI decreased from 43.6 to 38.3. Total FM and FFM decreased to a greater extent in RYGB than AGB, and percent FM decreased by 3.4% and 2.4% at M3, respectively. Leptin also fell more rapidly in RYGB. Clinical biochemistries improved to a greater extent after RYGB than AGB. Specifically, Apo-A1, LDL-C, and TC decreased by both M1 and M3 in RYGB, but returned to baseline in AGB at M3. Fasting insulin decreased by 40% then 51% in RYGB, and 43% in AGB at M3 only. HOMA2-S decreased more rapidly and to a greater extent in RYGB than AGB, but the McAuley index improved equivalently in both groups.

γGT was the only liver enzyme to decrease significantly in AGB by M3. With RYGB, γGT was significantly decreased, while both ALT and AST were significantly increased from baseline at both M1 and M3. Orosomucoid, or alpha-1-acid glycoprotein, an acute phase protein, decreased by 20% in RYGB, but was unchanged by AGB. Other parameters, such as CRP, HbA1c, triglycerides, and adiponectin, were altered to the same extent in each surgical procedure. In summary, both surgeries resulted in improvements in the majority of measured parameters, but RYGB resulted in greater weight loss, including both lean and fat masses, and persistent improvements in TC, LDL-C, and orosomucoid.

Limited associations between baseline clinical variables and the phosphosphingolipidome

Given the slight clinical differences between patients undergoing the two surgeries, the relationships between clinical parameters and the phosphosphingolipidome were examined at baseline to identify potential confounding factors. There were no significant differences in the serum concentrations of any of the lipids between surgical groups (Pmultivariate=0. [START_REF] Schlitt | Further evaluation of plasma sphingomyelin levels as a risk factor for coronary artery disease[END_REF] Exploratory analysis revealed that lipids were primarily organized by their structural classes and thus were analyzed in this manner. Shown in Figure 1C, total Cer, SM, and PC were strongly positively associated with Apo-B, LDL-C, and TC (all r>0.49), whereas total PE (r=0.52), PG (r=0.59), LPE (r=0.38), and PI (r=0.49) were positively associated with fasting triglycerides. Total PC was associated with Apo-A1 and triglycerides (r=0.46 and 0.51), and total PG was inversely correlated with the McAuley insulin sensitivity index (r=-0.45). Given the absence of an association with surgery status and baseline lipidomics, and the somewhat sparse associations with other clinical variables, the longitudinal effect of each surgery is unlikely confounded by baseline differences between the two groups.

Procedure-independent and -dependent changes in phospholipids and sphingolipids

For the longitudinal analysis, the main effects of surgery and the interaction between the two surgeries and time were evaluated. A main effect of time (and no interaction) was detected for 64 lipids 2). PC species, which did not exceed 36 carbons, decreased by M1 and remained suppressed at M3 by 20 to 64% in RYGB, whereas they either returned or tended to return to baseline values in AGB.

Ceramides, which included DHCer, Cer(d18:1), and Cer(d18:2) containing 22 to 24 carbon fatty acids, were also decreased by M1 and remained decreased by 35-60% at M3 in RYGB, but returned to baseline in AGB. All SM with 1 double-bond decreased and remained decreased with RYGB, but they returned to baseline values in AGB (with the exception of SM-32:1). Thus, RYGB selectively induces a sustained decrease in these lipids. Interestingly, 4 surgery-dependent lipids were increased during follow-up. SM(42:3), SM(42:4), and SM(36:2), all polyunsaturated, increased at M1 and remained elevated by 24-33% in RYGB, but were only elevated by 17-23% in AGB at M1. Cer(d18:1/26:1) was increased by over 75% in RYGB, but did not differ at any time in AGB.

Body weight decreased to a greater extent in RYGB than AGB, therefore the kinetic differences between RYGB and AGB at M3 were also tested after adjusting for weight loss. We observed two-thirds of the RYGB-specific lipids were differentially altered by RYGB independent of differences in weight loss (Fig 2B, Supplementary Table 3). These data reveal a PC and sphingolipid "signature" of RYGB that is independent from the greater weight loss induced by this procedure.

The RYGB lipid signature is related to differences in metabolic outcomes Having identified a group of surgery-dependent lipid species, characterizing the lipid-lipid and clinical-lipid associations could elucidate potential mechanisms for the RYGB-specific lipid improvements. After assigning putative fatty acid content to each SM, marked agreement between the changes from baseline to M3 in SM, Cer(d18:1) and Cer(d18:2) were observed based on the carbon length and saturation in RYGB patients (Fig 3A). Particularly strong agreement is observed for sphingolipid species with C22 to C24 fatty acids attached to the sphingoid backbone, which all decreased following RYGB throughout the 3 months follow up, suggesting a coordinated decrease in Cer and the corresponding SM.

Finally, we sought to determine whether the RYGB dependent lipid modifications were related to the clinical parameters that changed to a greater extent in RYGB by M3 (Fig 3B). With the exception of an inverse association with Cer(d18:1/26:1), there were no statistically significant associations with changes in FM or %FM, which corroborates a body fat-independent effect of RYGB on the identified lipids. The RYGB-specific decreases in SM, some PC, and Cer species were most strongly associated with the decrease in TC, LDL-C, orosomucoid, leptin, body weight, FFM, and to a lesser extent, HOMA2-S. A number of these lipids were also associated with the decline in γGT. On the other hand, the increase in the three unsaturated SM and Cer(d18:1/26:1) were associated with amelioration of the aforementioned clinical parameters, demonstrating heterogeneity in the clinical relevance of individual sphingolipid species. The potential effect of differences in lipolysis were tested by measuring fasting serum saturated free fatty acids (FFA). Both surgeries increased C16, C18, and C20 FFA after one month, but there was no statistically significant interactions between surgery type and time (Fig 3C ). FFA(16:0) (palmitate) was higher in RYGB than AGB throughout the study period (surgery main-effect P<0.01).

Discussion

The objective of this study was to identify the differential effects of bariatric surgeries on the serum phosphosphingolipidome. The most significant finding is that RYGB patients had decreases in a number of PC, SM, and longer chain Cer species by both 1 and 3 months post-op, whereas nearly all of these same lipids returned to baseline within 3 months following AGB. Importantly, the majority of RYGB-specific changes remained independent of the greater weight loss following RYGB. A number of unsaturated SM and Cer were actually increased following bariatric surgery. The RYGB lipidomic signature was associated with improvements in cholesterol, body weight, orosomucoid, γGT, and to some extent insulin sensitivity. These findings may reveal a specific effect of RYGB on a number of biologically relevant lipids.

At baseline, PC, SM, and Cer were positively associated with total cholesterol, LDL-C, and ApoB, which are biomarkers of atherosclerosis, while PG, PE, and PI were associated with triglycerides. These findings may be attributed to the distribution of lipids in lipoprotein fractions: 50% and 60% of SM and Cer, respectively, are found in LDL (ref. [START_REF] Wiesner | Lipid profiling of FPLC-separated lipoprotein fractions by electrospray ionization tandem mass spectrometry[END_REF]. The lack of associations with other clinical phenotypes is striking given previous reports (ref. 13, ref. 14, ref. 27). It is possible that at the extreme end of obesity, the phosphosphingolipidome poorly differentiates clinical phenotypes based on simple clinical chemistries.

The majority of lipids, representing nearly all classes measured, decreased equivalently between both surgical groups. The broad effect of surgically-induced weight loss has been described by others. A previous, though much smaller study of only 5 subjects, also reported decreases in LPC, PC, PE, PI, SM and Cer at 3 months following RYGB (ref. [START_REF] Graessler | Lipidomic profiling before and after Roux-en-Y gastric bypass in obese patients with diabetes[END_REF]). RYGB has also been shown to induce a sustained decrease in a number of Cer species for up to 6 months (ref. [START_REF] Huang | Gastric Bypass Surgery Reduces Plasma Ceramide Subspecies and Improves Insulin Sensitivity in Severely Obese Patients[END_REF]. In addition, a number of SM, PC, and LPC species were among the most altered lipids following RYGB as soon as 4 days after surgery, and this occurred to a greater extent in patients with diabetes remission compared to non-remitters 2 years after surgery (ref. [START_REF] Arora | Roux-en-Y Gastric Bypass Surgery Induces Early Plasma Metabolomic and Lipidomic Alterations in Humans Associated with Diabetes Remission[END_REF]. However, the current study extends these previous reports in an important way: RYGB could be shown to have substantial weight loss-independent effects on specific lipid classes.

Given the greater metabolic improvement induced by RYGB compared to AGB, we reasoned that RYGB-specific lipid alterations would identify clinically relevant biomarkers. To this end, the current study reveals a distinct effect of RYGB to decrease a subclass of PCs shorter than 36 carbons, and induce both decreases and increases in a number of SM and longer chain Cer and DH-Cer. The majority of these changes remained significant after adjust for the greater weight loss in RYGB. It is noteworthy that these 3 classes were identified given their shared biochemical synthesis: DH-Cer are desaturated to Cer, and SM are formed by Cer and PC as source of phosphocholine (Figure 3C). While the sphingosine-fatty acid content of our detected SM could only be presumed, we observed a remarkable consistency across the fatty acid lengths decreased in RYGB between SM and Cer. The similarity was most striking for C22 -C24 fatty acids. Interestingly, a previous metabolomics study by our group identified Cer(d18:1/24:0) as one of the metabolites decreased at 3 and 6 months following RYGB, further supporting the particular effect on longer Cer species (ref. [START_REF] Mutch | Metabolite profiling identifies candidate markers reflecting the clinical adaptations associated with Roux-en-Y gastric bypass surgery[END_REF]. Phospholipids and sphingolipids are related to a number of cardiometabolic diseases. For example, PC synthesis is a regulator of VLDL secretion and hepatic steatosis, and further, circulating PC is an important source of triglycerides in steatosis (ref. 15, ref. 32). The SM and PC species differentially affected by RYGB are increased in coronary artery disease and associated with increased mortality (ref. 33, ref. 34). Bariatric CerS6-where the first produces longer chain Cer and the latter two produce C16 ceramides-showed that elevation in C16:0, but not C24:0 or C24:1, induce insulin resistance (ref. [START_REF] Raichur | CerS2 haploinsufficiency inhibits beta-oxidation and confers susceptibility to diet-induced steatohepatitis and insulin resistance[END_REF][START_REF] Turpin | Obesityinduced CerS6-dependent C16:0 ceramide production promotes weight gain and glucose intolerance[END_REF][START_REF] Gosejacob | Ceramide synthase 5 is essential to maintain C16:0 ceramide pools and contributes to the development of diet induced obesity[END_REF]. Furthermore, Cer(d18:1/18:0) appears to be the most detrimental in skeletal muscle (ref. [START_REF] Bergman | Muscle sphingolipids during rest and exercise: a C18:0 signature for insulin resistance in humans[END_REF]. A large epidemiology study recently showed that Cer(18:1/16:0) was associated with increased risk of cardiovascular mortality, whereas elevated Cer(d18:1/24:0) showed a protective relationship (ref. [START_REF] Laaksonen | Plasma ceramides predict cardiovascular death in patients with stable coronary artery disease and acute coronary syndromes beyond LDL-cholesterol[END_REF]). Thus our results present a paradox: serum C16 and C18 Cer were transiently increased following surgery-induced weight loss despite rapid improvements in HOMA-S. The observed post-surgery rise in fasting serum FFA could potentially explain this transient rise in long-chain Cer. On the other hand, CerS2 is the major liver isoform and produces C20 to C26 Cer (ref. [START_REF] Levy | Mammalian ceramide synthases[END_REF]). The liver is likely a major contributor to serum Cer (and SM) levels due to secretion into lipoproteins, which is increased by de novo sphingolipid synthesis (ref. 42, ref. 43). The distinct decrease in circulating C22 to C24 ceramides may therefore reflect a specific effect of RYGB on hepatic Cer synthesis, secretion, or both. Indeed, a number of, though not all, studies in humans have shown similar relationships between ceramides and impaired glucose homeostasis ranging from C16 to C24 Cer (ref. 27, ref. 44). Importantly, enrichment of LDL with either Cer(d18:1/16:0) or Cer(d18:1/24:0) in mice produced equivalent degrees of insulin resistance and inflammation, both in vitro and in vivo (ref. [START_REF] Boon | Ceramides contained in LDL are elevated in type 2 diabetes and promote inflammation and skeletal muscle insulin resistance[END_REF]). Thus, while there is little doubt that Cer(d18:1/16:0) and Cer(d18:1/18:0) are likely the most deleterious species, the findings in the current study emphasize the importance of better understanding the role of serum or lipoprotein ceramide acyl chain length, which could help better understand the effects of RYGB, diabetes and cardiovascular risk in general.

While the effect of RYGB remained independent of changes in weight, nevertheless, weight loss was associated with decreases in PC, SM, and Cer, consistent with an important role of obesity and increased sphingolipid levels. It is unclear why decreases in FFM would be better correlated to the changes in measured lipids compared to FM. This relationship may simply reflect a proportionally greater loss of FFM in RYGB and thus simply a coincident association rather than an effect of changes in FFM per se (ref. [START_REF] Chaston | Changes in fat-free mass during significant weight loss: a systematic review[END_REF]. TC, LDL-C, and orosomucoid remained decreased by month 3 in RYGB, but were unchanged by AGB. This same temporal pattern was observed in the RYGB-specific Cer and SM species. Inflammation is a potent inducer of sphingolipid accumulation (ref. [START_REF] Memon | Endotoxin and Cytokines Increase Hepatic Sphingolipid Biosynthesis and Produce Lipoproteins Enriched in Ceramides and Sphingomyelin[END_REF], and given the reduced levels of orosomucoid in the RYGB group, a greater reduction in hepatic inflammation could contribute to these specific lipid improvements. LDL-ceramides are increased in T2D and were selectively decreased following diet-induced weight loss (ref. [START_REF] Boon | Ceramides contained in LDL are elevated in type 2 diabetes and promote inflammation and skeletal muscle insulin resistance[END_REF], thus the temporal association between LDL-C and ceramides could also reflect this partitioning. The direct associations between reductions in Cer(d18:1/23:0) and Cer(d18:1/24:0) and improvements in HOMA2S are difficult to interpret, as described above, but again, warrant further investigation. Greater reductions in saturated FFA exposure could alter ceramide synthesis (ref. [START_REF] Chavez | Characterizing the effects of saturated fatty acids on insulin signaling and ceramide and diacylglycerol accumulation in 3T3-L1 adipocytes and C2C12 myotubes[END_REF], however changes in fasting FFA were not different between the surgeries, suggesting that differential effects on lipolysis do not explain the altered sphingolipid responses. Finally, the changes in Cer-26:1, SM-36:2, SM-42:3, and SM-42:4 were entirely dependent upon changes in body weight, unlike the saturated ones, indicating that circulating levels of saturated and unsaturated sphingolipids may be influenced by different mechanisms.

Several limitations must be discussed. While the short-term follow-up of this study was specific to our research hypothesis, our results cannot immediately be generalized to longer follow-up. Analyses beyond 1, 2, or even 5 years will be necessary to determine if these lipid changes are sustained and how they are related to other clinical improvements. As the patients in the short 3 month follow-up are still losing weight, an important question is the role of ongoing weight loss vs. a sustained lower body weight. This again emphasizes the need for longer term studies. Our sample only included women; similar studies in men are warranted to exclude sex-specific differences. Furthermore, as this study was not randomized, we cannot exclude the possibility that the apparent effects of surgery are confounded by baseline differences in the surgery groups, whether measured or unmeasured. Finally, changes in calorie or nutrient consumption and absorption or communication between the intestine and liver, e.g. bile acids and FXR signaling (ref. [START_REF] Jiang | Intestinal farnesoid X receptor signaling promotes nonalcoholic fatty liver disease[END_REF], could also be important contributors to sphingolipid metabolism and secretion. Indeed, a recent report on a smaller subset of the current cohort indicates greater decreases in total energy and meat and fish intake in the RYGB group compared to AGB (ref. [START_REF] Verger | Nutritional and Protein Deficiencies in the Short Term following Both Gastric Bypass and Gastric Banding[END_REF]). The very limited number of subjects with both dietary intake and lipidomics data unfortunately prevented more in-depth analysis. Follow-up studies controlling for energy and nutrient intake, as well as the rate of weight loss, will be necessary to attribute a unique effect of RYGB on sphingolipid metabolism.

In summary, RYGB patients demonstrated greater and sustained decreases in a number of PC, SM, and longer chain Cer compared to AGB, the majority of which occurred independent of differences in weight loss. A previously unidentified increase in unsaturated SM and Cer following weight loss was also observed. While surgically induced weight loss, regardless of surgery type, has an important effect on circulating phospholipids and sphingolipids, the RYGB-specific lipid signature is associated with concomitant decreases in body weight, circulating cholesterol, insulin sensitivity and orosomucoid.

Longer follow-up is warranted to determine the long-term effects of RYGB on these lipids, but the current findings suggest an improved sphingolipid profile in the reduction of cardiometabolic risk following RYGB. PCoA 2 (10.6%) PCoA 2 (10.6%) Fold-change 
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(

  HDL-C), alanine aminotransferase (ALT), aspartate aminotransferase (AST), and gamma-glutamyl transpeptidase (γGT) were measured enzymatically. Low-density lipoprotein-cholesterol (LDL-C) was estimated by the Friedewald formula. ApoA1 and ApoB were measured by immunonephelometry. Serum insulin was assayed by Bi-INSULIN IRMA (CisBio International, Gif-sur-Yvette, France); leptin and adiponectin by radioimmunoassay (Linco Research, Saint Louis, MI, USA); interleukin-6 (IL-6) by ELISA (QuantikineUS, R&D System Europe Ltd, Abingdon, UK); and high-sensitivity C-reactive protein (CRP) and orosomucoid by an IMMAGE automatic immunoassay system (Beckman-Coulter, Fullerton, CA, USA). Insulin sensitivity was measured by the McAuley index (ref. 20) and HOMA-%S (HOMA2-S) (ref. 21). The latter was calculated using HOMA-CIGMA software, and the McAuley index was calculated as = exp[2.63 -0.28ln(insulin) -0.31ln(triglycerides)].

(

  Padj<0.05), whereby 54 of these lipids decreased from baseline and included all classes except PA (Fig 1D-1F, Supplementary Table

2

 2 

  ). The vast majority of these lipids were decreased at both M1 and M3, which created a markedly similar pattern of change at each time point (Fig 1E). Eight of the ten most statistically significantly decreased lipids were PE species. Only Cer and SM species, and one PC species, were significantly increased following surgery, and included Cer(d18:1/16:0), Cer(d18:1/18:0), and Cer(d18:1/24:1) (Fig 2E and 2F, Supplementary Table

2

 2 

  ). A significant interaction (Padj<0.1) was detected for 29 lipids (Fig 1D), indicating that they changed differentially between the two surgery types. The majority of lipids were decreased following each surgery and consisted of a number of PC, SM, and Cer, and also PE(38:3) (Fig 2A, Supplementary Table

  surgery has been shown to improve NAFLD (ref. 3) and reduce cardiovascular mortality (ref. 4), therefore the changes in PC and SM could be involved. The role of Cer may be more difficult to interpret. The specificity for very long chain Cer in the RYGB signature highlights the complicated role of Cer acylation in metabolism (ref. 35). A family of ceramide synthase genes-CerS1 to CerS6-that have different fatty acid affinities and different tissue expression levels determine de novo Cer fatty acid content (ref. 36). Recent experiments in mice that have genetically manipulated CerS2, CerS5, and

Table 1 .

 1 Clinical parameters at baseline and during follow-up. ANOVA P are adjusted for the false discovery rate. *P<0.05 compared to baseline, adjusted for the family-wise error rate. # Chi-squared test. Values are mean (SE) for continuous variables and % prevalence for categorical. TC = Total cholesterol, T2D = Type 2 Diabetes. P = Welch's t-test for surgery differences at baseline, Padj = False discovery rate adjustment of t-test. PI= Interaction (time x surgery), PS= Main-effect of surgery, PT= Main-effect of time. McAuley index = exp[2.63 -0.28ln(insulin) -0.31ln(triglycerides)].

Figure 1 .

 1 Figure 1. PCoA of baseline lipidomics with 95% confidence ellipses in A: AGB and RYGB, and B: Untreated and statin-treated subjects. C: Correlation heatmap between baseline clinical parameters and lipid classes, + is Padj<0.1. D: Summary of ANOVA results. E: Volcano plots of change in lipids without an interaction averaged across the two surgeries at month 1 (left) and month 3 (right). F: Fold-change from M0 to M3 for lipids without a significant interaction. Bold text and colored lines are lipids significantly different from baseline (Padj<0.05).

Figure 2 .

 2 Figure 2. A: Manhatten plot for the Time by Surgery interaction in the mixed effect ANOVA. Dotted line is the 10% Benjamini-Hochberg false discovery rate. B: Change from baseline to M3 in AGB (dark) and RYGB (light) for lipids with a significant interaction. * indicates Padj <0.05 after adjusting for weight loss.

Figure 3 .

 3 Figure 3. A: Change in sphingolipids from baseline to M3 organized by fatty acid content for Cer and presumed fatty acid content for SM (see Methods). B: Heatmap of correlations between deltas of lipids and clinical parameters (M3-M0) that had a significant interaction in ANOVA, + indicates a Padj <0.1. Lipids and clinical variables are clustered with average-linkage hierarchical clustering. C: Change in saturated free fatty acids following surgery. Time points with different letters are statistically significantly different (P<0.05) for both surgeries as there was no significant interaction. D: RYGB "signature" overlaid on a simplified diagram of phospholipid and sphingolipid synthesis. Bold or colored names are analytes measured in the current study. 1,2-DAG, 1-2-Diacylglycerol; CDP-DAG, Cytidine Diphosphate Diacylglycerol; PA, Phosphatidic Acid; PI, Phosphatidylinositol; PG, Phosphatidylglycerol; PS, Phosphatidylserine; PE, Phosphatidylethanolamine.

Table 1

 1 

			RYGB					AGB		T-test (M0)		ANOVA
		M0	M1	M3	M0			M1	M3	P	Padj	P I	P S	P T
	Sample size	37	21	19	22			21	19				
	Age (years)	37.3 (1.9)			34.5 (1.6)			0,3	0,77		
	BMI (kg/m^2)	46.5 (1.0)	41.1 (1.1)*	38.0 (1.2)*	43.6 (0.7)	P	40.4 (1.0)*	38.3 (1.0)*	0,01	0,2	p<0.001	
	Weight (kg)	124.9 (3.0)	109.8 (3.5)*	99.7 (3.4)*	117.8 (2.8)	106.6 (2.5)*	100.7 (2.3)*	0,09	0,36	p<0.001	
	Fat mass (kg)	62.2 (1.8)	54.9 (2.2)*	47.1 (2.1)*	58.2 (1.8)	52.2 (1.8)*	48.0 (2.0)*	0,13	0,46	0,04	
	Fat free mass (kg)	58.9 (1.2)	52.2 (1.5)*	50.3 (1.3)*	55.5 (1.4)	52.4 (1.1)	50.5 (8.4)*	0,07	0,36	p<0.001	
	Fat mass (%)	50.1 (0.5)	50.0 (0.8)*	46.7 (0.8)*	49.6 (0.9)	48.5 (1.0)*	47.2 (1.0)*	0,65	0,93	0,04	
	Glucose (mM)	5.7 (0.3)	4.9 (0.1)*	4.8 (0.2)*	5.1 (0.1)	P	4.8 (0.1)*	4.8 (0.2)*	0,04	0,27	0,22	0,54	p<0.001
	HbA1c (%)	6.1 (0.2)	5.6 (0.1)*	5.5 (0.1)*	5.7 (0.1)	P	5.5 (0.1)*	5.4 (0.1)*	0,049	0,27	0,13	0,54	p<0.001
	Insulin (µIU/ml)	22.5 (2.3)	13.4 (1.2)*	11.0 (1.2)*	22.1 (4.1)	24.5 (7.6)	12.5 (1.7)*	0,75	0,93	0,04	
	HOMA2-β	185 (15)	165 (15)	155 (15)*	196 (15)		230 (36)	155 (19)*	0,44	0,84	0,36	0,54	0,04
	HOMA2-S	42.9 (5.3)	59.0 (5.5)*	82.8 (11.1)*	44.4 (5.3)	41.6 (4.7)	70.6 (14.3)*	0,62	0,93	0,04	
	McAuley Index	5.9 (0.3)	6.2 (0.2)*	7.2 (0.3)*	6.4 (0.3)		6.4 (0.4)*	7.7 (0.6)*	0,24	0,66	0,41	0,57	p<0.001
	TC (mM)	4.7 (0.2)	4.1 (0.2)*	4.2 (0.2)*	4.6 (0.2)		4.7 (0.2)	4.6 (0.3)	0,53	0,92	0,06	
	HDL-C (mM)	1.1 (0.1)	0.9 (0.0)	1.0 (0.1)	1.2 (0.1)		1.2 (0.1)	1.2 (0.1)	0,82	0,93	0,22	0,57	0,06
	LDL-C (mM)	3.0 (0.2)	2.5 (0.2)*	2.6 (0.2)*	3.0 (0.1)		3.1 (0.2)	3.0 (0.2)	0,87	0,93	0,09	
	Apo-A1 (mM)	1.4 (0.0)	1.1 (0.0)*	1.2 (0.1)*	1.4 (0.1)		1.4 (0.1)	1.4 (0.1)	0,93	0,95	0,06	
	ApoB (mM)	0.91 (0.0)	0.84 (0.1)*	0.85 (0.0)	0.85 (0.0)	0.89 (0.1)*	0.87 (0.1)	0,41	0,84	0,4	0,96	0,07
	Triglycerides (mM)	1.3 (0.1)	1.5 (0.1)	1.2 (0.1)*	1.1 (0.1)	P	1.0 (0.1)	0.9 (0.1)*	0,049	0,27	0,68	0,12	0,01
	CRP (mg/dl)	8.2 (0.9)	3.1 (0.5)*	3.5 (0.6)*	10.0 (1.8)	4.6 (1.0)*	3.8 (0.6)*	0,49	0,9	0,11	0,54	p<0.001
	IL-6 (pg/ml)	4.9 (0.4)	4.3 (0.4)	3.9 (0.3)	4.1 (0.5)		5.5 (1.1)	3.0 (0.3)	0,23	0,66	0,18	0,81	0,11
	Orosomucoid (mg/ml)	1.00 (0.1)	0.92 (0.1)	0.80 (0.1)*	0.99 (0.0)	0.91 (0.0)	1.00 (0.1)	0,81	0,93	0,04	
	Adiponectin (µg/ml)	4.3 (0.3)	5.2 (0.4)	5.5 (0.6)*	4.5 (0.4)		4.1 (0.4)	5.3 (1.1)*	0,81	0,93	0,11	0,57	p<0.001
	Leptin (ng/ml)	82.6 (4.8)	44.5 (5.5)*	30.6 (4.4)*	82.9 (5.6)	49.5 (5.8)*	35.3 (3.5)*	0,84	0,93	0,09	
	ALAT (IU/l)	26.9 (2.6)	49.2 (6.0)*	40.6 (6.8)*	23.6 (3.4)	28.6 (8.8)	18.1 (1.7)	0,19	0,63	0,03	
	ASAT (IU/l)	24.5 (1.1)	32.7 (2.4)*	36.1 (5.4)*	24.3 (1.3)	24.9 (2.7)	22.6 (1.7)	0,95	0,95	0,04	
	γGT (IU/l)	36.9 (3.8)	44.8 (7.2)	26.1 (4.6)*	25.8 (2.4)	P	23.9 (2.6)	19.4 (2.4)*	0,02	0,2	0,07	
	T2D	9			1					# 0.147			
	Statin therapy	8			0					# 0.051			
	Metformin	8			0					# 0.051			

Table 2 : Longitudinal differences in lipid species by surgery and time point.

 2 Data are means at each timepoint and % change from baseline. ANOVA P are adjusted for the false discovery rate. Orange indicates a significant interaction, and blue a significant main-effect of time. Bold values are statistically significant from baseline.

		RYGB -Means	AGB -Means		ANOVA	RYGB % Change	AGB % Change
	Lipid	M0	M1	M3	M0	M1	M3	PI	PT	∆M1	∆M3	∆M1	∆M3
	sample size (n)	37	21	19	22	12	12						
	Cer.d18.0.22.0	0.011	0.008	0.007	0.008	0.009	0.008 0.007		-23	-36	8	0
	Cer.d18.0.24.0	0.012	0.008	0.007	0.009	0.009	0.009 0.009		-29	-39	4	-4
	Cer.d18.1.14.0	0.012	0.01	0.009	0.011	0.009	0.008 0.979	0	-16	-23	-19	-24
	Cer.d18.1.16.0	0.175	0.206	0.189	0.158	0.172	0.171 0.513 0.002	17	8	9	8
	Cer.d18.1.18.0	0.145	0.213	0.163	0.122	0.146	0.134	0.35	0	47	13	19	10
	Cer.d18.1.19.0	0.005	0.005	0.004	0.004	0.006	0.006 0.369 0.399	3	-23	27	29
	Cer.d18.1.20.0	0.097	0.09	0.082	0.085	0.08	0.09	0.384 0.314	-7	-16	-5	7
	Cer.d18.1.22.0	0.527	0.305	0.296	0.458	0.388	0.453	0		-42	-44	-15	-1
	Cer.d18.1.23.0	0.457	0.218	0.209	0.41	0.305	0.374	0		-52	-54	-26	-9
	Cer.d18.1.24.0	1.43	0.682	0.697	1.238	0.954	1.156	0		-52	-51	-23	-7
	Cer.d18.1.24.1	0.652	0.796	0.768	0.618	0.674	0.705 0.745 0.001	22	18	9	14
	Cer.d18.1.25.0	0.071	0.045	0.046	0.068	0.061	0.069 0.007		-36	-35	-10	2
	Cer.d18.1.26.0	0.017	0.015	0.016	0.017	0.017	0.018 0.697 0.511	-13	-11	0	12
	Cer.d18.1.26.1	0.011	0.021	0.019	0.011	0.013	0.012	0		95	77	10	5
	Cer.d18.2.14.0	0.005	0.004	0.003	0.005	0.004	0.004 0.844	0	-27	-34	-15	-26
	Cer.d18.2.16.0	0.031	0.036	0.031	0.03	0.032	0.03	0.697 0.159	16	-1	9	0
	Cer.d18.2.18.0	0.027	0.036	0.028	0.026	0.029	0.027	0.35 0.001	31	5	14	4
	Cer.d18.2.20.0	0.029	0.025	0.022	0.027	0.025	0.027	0.25 0.001	-16	-26	-10	-1
	Cer.d18.2.22.0	0.188	0.102	0.102	0.173	0.139	0.177 0.001		-46	-46	-20	2
	Cer.d18.2.23.0	0.094	0.038	0.037	0.09	0.063	0.082	0		-59	-61	-30	-9
	Cer.d18.2.24.0	0.244	0.105	0.114	0.232	0.171	0.222	0		-57	-53	-26	-4
	Cer.d18.2.24.1	0.159	0.16	0.154	0.164	0.165	0.184 0.661 0.953	1	-3	1	12
	Cer.d18.2.24.2	0.013	0.014	0.012	0.013	0.013	0.014 0.661 0.306	1	-8	4	12
	LPC.16.0	32.749 30.345	31.56	31.61	28.712 31.329 0.985 0.186	-7	-4	-9	-1
	LPC.16.1	1.126	0.835	0.864	1	0.692	0.815 0.985	0	-26	-23	-31	-19
	LPC.18.0	10.541	7.067	7.777	10.053	8.488	9.209 0.411	0	-33	-26	-16	-8
	LPC.18.1	8.079	7.315	7.763	7.232	6.209	7.154 0.979 0.065	-9	-4	-14	-1
	LPC.18.2	10.648	7.301	7.577	9.593	8.178	9.204 0.343	0	-31	-29	-15	-4
	LPC.20.3	1.057	0.571	0.557	0.894	0.553	0.632	0.25	0	-46	-47	-38	-29
	LPC.20.4	2.293	2.436	2.256	2.117	1.95	2.068 0.661 0.953	6	-2	-8	-2
	LPC.22.5	0.162	0.133	0.14	0.152	0.109	0.125 0.665	0	-18	-14	-28	-18
	LPC.22.6	0.513	0.535	0.476	0.505	0.443	0.477 0.661 0.185	4	-7	-12	-5
	LPE.18.0	0.591	0.531	0.561	0.502	0.413	0.461 0.979 0.089	-10	-5	-18	-8
	LPE.18.1	0.47	0.331	0.362	0.359	0.247	0.299 0.995	0	-30	-23	-31	-17
	PA.34.1	0.115	0.116	0.134	0.119	0.12	0.103 0.195 0.915	2	17	1	-14
	PA.34.2	0.18	0.158	0.164	0.186	0.199	0.182 0.768 0.499	-12	-9	7	-2
	PC.32.0	9.631	9.961	10.237	9.527	9.592	9.636 0.844 0.609	3	6	1	1
	PC.32.1	15.962 11.204 10.091	14.33	9.061	9.878 0.979	0	-30	-37	-37	-31
	PC.32.2	3.225	1.204	1.297	3.328	1.903	2.215 0.015		-63	-60	-43	-33
	PC.34.0	1.659	1.167	1.263	1.571	1.458	1.64	0.015		-30	-24	-7	4
	PC.34.1	171.313 170.204 162.849 162.705 147.611 157.077 0.979 0.168	-1	-5	-9	-3
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