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It has been shown that inhibition of de novo sphingolipid synthesis increases insulin sensitivity. For further
exploration of the mechanism involved, we utilized two models: heterozygous serine palmitoyltransferase (SPT)
subunit 2 (Sptlc2) gene knockout mice and sphingomyelin synthase 2 (Sms2) gene knockout mice. SPT is the
key enzyme in sphingolipid biosynthesis, and Sptlc2 is one of its subunits. Homozygous Sptlc2-deficient mice
are embryonic lethal. However, heterozygous Sptlc2-deficient mice that were viable and without major devel-
opmental defects demonstrated decreased ceramide and sphingomyelin levels in the cell plasma membranes,
as well as heightened sensitivity to insulin. Moreover, these mutant mice were protected from high-fat
diet-induced obesity and insulin resistance. SMS is the last enzyme for sphingomyelin biosynthesis, and SMS2
is one of its isoforms. Sms2 deficiency increased cell membrane ceramide but decreased SM levels. Sms2
deficiency also increased insulin sensitivity and ameliorated high-fat diet-induced obesity. We have concluded
that Sptlc2 heterozygous deficiency- or Sms2 deficiency-mediated reduction of SM in the plasma membranes
leads to an improvement in tissue and whole-body insulin sensitivity.

Metabolic syndrome is a collection of abnormalities in me-
tabolism, including obesity, nonalcoholic fatty liver disease,
macrophage inflammation, impaired fasting glucose clearance,
dyslipidemia, and hypertension. Insulin resistance appears to
be a key feature in metabolic syndrome (47). The de novo
sphingolipid synthesis pathway is considered a promising target
for pharmacological intervention in insulin resistance. It has
been shown that inhibition of serine palmitoyltransferase
(SPT; the first enzyme for sphingolipid biosynthesis) increases
insulin sensitivity (17). However, the mechanism is incom-
pletely understood, since such an inhibition decreases many
bioactive sphingolipids, including sphingomyelin (44), cer-
amide, and glycosphingolipids. Ceramide levels appear to be
important in mediating inflammation, obesity, and insulin sen-
sitivity (4, 17, 18). Sphingomyelin (SM) levels also appear to be
important in mediating inflammation and atherosclerosis (11,
27, 34). However, few in vivo studies have been conducted to
investigate the functions of these two metabolism-related
sphingolipids separately, since animal models are lacking.

The biochemical synthesis of SM occurs through the actions
of SPT, 3-ketosphinganine reductase, ceramide synthase, dihy-
droceramide desaturase, and sphingomyelin synthase (SMS)

(36). Mammalian SPT contains two subunits, Sptlc1 and
Sptlc2, encoding 53- and 63-kDa proteins, respectively (13, 64).
These subunits are homologous, sharing roughly 20% se-
quence identity (13, 64), and form a heterodimer. A third
subunit, Sptlc3, has also been reported (19), but its function
remains to be elucidated. Recently, the discovery of two pro-
teins, ssSPTa and ssSPTb, was reported. Each substantially
enhances the activity of mammalian SPT, expressed in either
yeast or mammalian cells, and therefore defines an evolution-
arily conserved family of low-molecular-weight proteins that
participate in sphingolipid biosynthesis (12).

The SMS gene family has three members, SMS1, SMS2, and
SMSr (SMS-related proteins). SMS is the last enzyme for SM
biosynthesis. SMS, utilizing ceramide as one of the substrates
to produce SM, sits at the crossroads of the biosynthesis of
these sphingolipids (36). SMS1 is found in the trans-Golgi
apparatus, while SMS2 predominantly appears in plasma
membranes (20, 66). We and other investigators have shown
that SMS1 and -2 expression positively correlates with levels of
cellular SM, as well as SM in lipid rafts (32, 39, 60) and
negatively correlates with cellular ceramide levels (39, 60).
SMSr, the third member of the gene family, has no SMS
activity but catalyzes the synthesis of the SM analogue cer-
amide phosphoethanolamine (CPE) in the endoplasmic retic-
ulum lumen (20, 59).

The interaction of SM, cholesterol, and glycosphingolipid
drives the formation of plasma membrane rafts (51). As much
as 70% of all cellular SM may be found in these rafts (32). A
general consensus has developed over the last few years that
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the rafts represent signaling microdomains. Rafts containing
the caveolin proteins manifest a unique flask-shaped structure
and may possess different properties from those lacking caveo-
lin (5, 46).

Lipid raft alterations could affect insulin signaling. It has
been suggested that lipid rafts play an important role in the
pathogenesis of insulin resistance (61). Indeed, disruption of
caveolae in cultured cells by cholesterol extraction with �-cy-
clodextrin results in progressive inhibition of tyrosine phos-
phorylation of IRS-1, as well as reduced activation of glucose
transport in response to insulin (43). Glycosphingolipids are
also known to be structurally and functionally important com-
ponents in the lipid rafts, possibly blocking tyrosine phosphor-
ylation of the insulin receptor and downstream signaling (31).
Pharmacological inhibition of glycosphingolipid synthesis re-
sults in markedly improved insulin sensitivity in rodent models
of insulin resistance (2). A deficiency of GM3 ganglioside (a
key glycosphingolipid in the rafts) enhanced insulin receptor
tyrosine phosphorylation (67), and GM3 was able to dissociate
the insulin receptor/caveolin-1 complex, thus causing insulin
receptor dysfunctionality (28). Since SM is one of the major
components within membrane lipid rafts, it is conceivable that
diminishing SM in the plasma membranes could have an im-
portant impact on insulin signaling. One study (17) reported
that treatment with myriocin, an SPT inhibitor, diminished de
novo sphingolipid biosynthesis and ameliorated glucocorticoid-,
saturated fat-, and obesity-induced insulin resistance.

In this study, we have utilized a gene knockout approach to
study the relationship between de novo SM biosynthesis and
insulin sensitivity.

MATERIALS AND METHODS

Mice and diet. Sptlc2 heterozygous (Sptlc2�/�) knockout (KO) and Sms2 male
mice were created in our laboratory (11, 15, 34). These and their controls were
littermates or had the same genetic background. The groups of mice (at age 12
weeks) were fed either rodent chow or a high-fat and high-caloric diet (5,286 kcal
kg of body weight�1; D12331; Research Diets, Inc.) for 16 weeks to induce
obesity (53). All procedures and protocols involving the use of animals were
approved by the SUNY Downstate Medical Center Animal Care and Use Com-
mittee.

Monitoring food consumption. Groups of 10 wild-type (WT) and 10 Sptlc2�/�

mice, or 10 WT and 10 Sms2 KO mice, were utilized, with two housed in each
cage. Food consumption was monitored by weighing food every day for 10 days.
Consumption was recorded as g of food/g of body weight/day.

Lipid analysis by MS. Plasma and tissue ceramide, dihydroceramide, sphin-
gosine, sphingosine-1-phosphate, sphingomyelin, glucosylceramide, GM3, and
phosphatidylcholine were measured as previously described via mass spectrom-
etry (MS) (15, 56).

Tyrosine phosphorylation of the insulin receptor. Experiments were carried
out in mice fasted for 14 h. Insulin (5 units/kg of body weight; Sigma) was
administered intraperitoneally (i.p.). Then, 30 min after injection, the liver, hind
limb muscles, and adipose tissues (epididymal) were removed. The tissues were
homogenized with lysis buffer (phosphate-buffered saline [PBS; pH 7.4], 1%
Nonidet P-40, 0.5% sodium adeoxycholate, 0.1% SDS, 1 mM phenylmethylsul-
fonyl fluoride [PMSF], 10 mM sodium orthovanadate, 3 �g/ml aprotinin). The
supernatant was precleaned by addition of protein A/G-agarose beads (sc-2003;
Santa Cruz Biotechnology) at 4°C for 30 min. The solution was then spun, and
the supernatant was treated with phosphorylation antibody plus agarose beads
[p-Tyr(Py20)AC; sc-508AC; Santa Cruz Biotechnology] at 4°C overnight. Immu-
noprecipitated samples were subjected to Western blotting and probed with
anti-insulin receptor �-subunit antibody. Blots were developed by chemilumi-
nescence detection (ECL; Amersham Pharmacia). For total insulin receptor
Western blotting, tissue homogenates (50 �g protein) were subjected directly to
SDS-PAGE and then transferred to nitrocellulose membranes. The blots were
probed sequentially, first with an anti-insulin receptor �-subunit antibody (Santa

Cruz Biotechnology) and then with a tubulin or �-actin antibody (Santa Cruz
Biotechnology).

Phosphorylation of Akt. Tissue homogenates (50 �g protein) were subjected
to Western blotting. The blots were probed sequentially, first with an anti-
phospho-Akt antibody (Ser-473; Cell Signaling) and then with an anti-Akt anti-
body (Cell Signaling).

Immunohistochemistry for GLUT4. Muscle and adipose tissue cryosections
(10 �m) were fixed with 4% paraformaldehyde and blocked with 10% goat serum
in PBS. Subsequently, sections were incubated for 1 h in primary antibodies
(Abcam Inc.) to glucose transporter 4 (GLUT4), followed by incubation with the
Alexa Fluor 488 goat anti-rabbit secondary antibody (Invitrogen). After washing
in PBS, the sections were examined by fluorescence microscopy (Nikon).

Uptake of glucose. Mice fasted for 16 h and their control littermates were
injected intravenously with 1 � 106 dpm of 2-deoxy-D-[3H]glucose (Amersham).
Blood was collected after 60 min. Tissues were excised, and accumulated radio-
activity for 2-deoxy-D-[3H]glucose was measured. Amounts of glucose injected
were adjusted by plasma radioactivity counts at 60 s after each injection and were
compared with plasma counts at the end of the experiments.

Lysenin treatment and cell mortality measurement. Primary hepatocytes were
isolated as described elsewhere (26). The cells were incubated with 100 ng/ml
lysenin for 2 h. Cell viability was measured using the WST-1 cell proliferation
reagent, according to the manufacturer’s instructions (Roche).

Glucose, insulin, and pyruvate tolerance tests. Glucose, insulin; or pyruvate
tolerance tests were performed on fasted mice (13 to 15 h) via i.p. injections of
glucose (2 g of glucose per kg of body weight) or insulin (0.75 units of insulin per
kg of body weight) or pyruvate dissolved in saline (2 g of pyruvate per kg of body
weight). For the glucose and pyruvate tolerance tests, blood glucose values were
measured immediately before and 15, 30, 60, and 120 min after glucose injection.
For the insulin tolerance test, blood glucose levels were measured immediately
before and 15, 30, and 60 min after insulin injection.

Plasma and tissue free fatty acid measurements. Plasma free fatty acid was
measured by using a Wako Diagnostics kit according to the manufacturer’s
protocol.

Liver lipid raft isolation. Liver lipid rafts were isolated, using reported pro-
tocols (10, 40). Briefly, 0.1 g mouse liver was homogenized in 1.5 ml of 0.5 M
Na2CO3 (pH 11), containing protease inhibitors. The homogenates were centri-
fuged (1,300 � g, 5 min) to pellet cellular debris and nuclei. One milliliter of the
postnuclear supernatant was then adjusted to 45% sucrose by addition of 1 ml of
90% sucrose, 50 mM HEPES (pH 6.5), and 150 mM NaCl. A discontinuous
sucrose gradient was formed by overlaying this solution with 6 ml of 35% sucrose
and 3.5 ml of 5% sucrose, both in the same buffer, containing 0.25 M Na2CO3,
and this mixture was centrifuged at 38,000 rpm for 18 h in an SW41 rotor
(Beckman). Fractions from top to bottom (1 ml each) were collected. Lyn kinase
and caveolin-1 were used to locate the raft fractions.

Measurement of beta cell proliferation rate and relative mass. Mice were
perfused through the heart with 4% paraformaldehyde buffered to pH 7.4 with
0.1 M PBS. The fixed tissues were infiltrated overnight in 30% sucrose and
mounted in embedding matrix (Lipshaw Co., Pittsburgh, PA), and 20-�m cryo-
stat sections were collected onto gelatin-coated slides. Immunostaining tech-
niques have been previously described (33, 62). For proliferation studies, sections
were immunostained for visualization of the proliferation marker Ki57 and
insulin (IN). The rate of proliferation was defined as the number of Ki67� IN�

cells/total number of IN� cells scored. Results are expressed as the mean �
standard error of the mean (SEM). At least 6,000 IN� cells were scored/mouse
from 3 mice per line.

Exogenous sphingomyelin and ceramide supplementation. Sphingomyelins
(S7004; Sigma) were dissolved in absolute ethanol, and ceramides (C16:0;
860516P; Avanti) were dissolved in ethanol-dodecane (98/2, vol/vol). HepG2
cells were incubated with exogenous 0, 10, 20, 40 �M sphingomyelins or with 0,
10, 20, or 40 �M exogenous ceramides for 5 h, the cells were treated with 100 nM
insulin for 10 min, and Akt phosphorylation in whole-cell homogenates was
measured.

Statistical analysis. Each experiment was conducted at least three times. Data
are typically expressed as means � standard deviations (SD). Data between two
groups were analyzed by unpaired, two-tailed Student’s t test.

RESULTS

Sptlc2 heterozygous deficiency protects mice from insulin
resistance. In this study, we utilized Sptlc2 heterozygous KO
(Sptlc2�/�) mice to examine the relationship between SPT
activity and insulin sensitivity. The liver, skeletal muscles, and
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adipose tissues are three major tissues involved in insulin ac-
tion. Previously, we showed that liver SPT activity in Sptlc2�/�

mice is 60% lower than in controls (15). In this study, we
confirmed this observation. Moreover, we found that SPT ac-
tivities in skeletal muscles and adipose tissues were also signif-
icantly decreased in Sptlc2�/� mice compared with controls (53
and 59%, respectively) (Fig. 1A). No differences were found
between WT and Sptlc2�/� mice in body weight (25 � 2 versus
26 � 3 g at age 12 weeks) or food consumption (99 � 20 versus
106 � 26 g/kg/day) on a chow diet.

We utilized enzymatic assays to measure plasma lipid levels
in these animals and found that Sptlc2 deficiency significantly
decreased free fatty acids and triglycerides (44% and 32%,
respectively) (Table 1).

We used liquid chromatography-tandem MS (LC-MS/MS)
to measure sphingomyelin, ceramide, sphinganine, sphinga-
nine-1-phosphate, sphingosine, sphingosine-1-phosphate, hy-
droceramide, glucosylceramide, GM3, diacylglycerol, and

phosphatidylcholine levels in the plasma, liver, adipose tissues,
and muscle. We did not find significant changes of these lipids,
except that both liver ceramide and adipose tissue glucosylce-
ramide were significantly increased (Table 2).

We performed glucose tolerance tests in fasting animals, and
we found that the Sptlc2�/� mice had an improved glucose
tolerance (Fig. 1B). Blood glucose levels at all time points after
glucose injection (except 15 min) were significantly different
between the two groups (P � 0.01). We also carried out insulin
tolerance tests on these animals. Fasting Sptlc2�/� and WT
mice were challenged with insulin, and their blood glucose
levels were monitored for 60 min. As shown in Fig. 1C,
Sptlc2�/� mice had significantly less glucose in the circulation
than WT animals after insulin treatment, indicating that Sptlc2
heterozygous deficiency increases insulin sensitivity. We
probed whether Sptlc2 partial deficiency induces impairment
of gluconeogenesis, which could contribute to the pathophys-
iological production and clearance of glucose. To this end, the
administration of the gluconeogenic substrate precursor pyru-
vate (pyruvate tolerance test) showed that there was no differ-
ence in glucose production in Sptlc2�/� mice (Fig. 1D). Hence,
partial loss of function of Sptlc2 had no impact on the gluco-
neogenesis pathway. However, upon glucose production (30
min), the clearance rates of glucose were again significantly
faster in Sptlc2�/� than in WT mice (Fig. 1D), confirming a
promotion in glucose clearance.

We placed Sptlc2�/� and WT mice on a high-fat, high-
caloric diet for 16 weeks in an attempt to induce obesity and
insulin resistance (53). As shown in Fig. 2A, starting from week
4, Sptlc2�/� mice gained significantly less body weight than WT
animals. Moreover, Sptlc2�/� mice had significantly less adi-

FIG. 1. Effects of heterozygous Sptlc2 deficiency on glucose, insulin, and pyruvate tolerance tests. Mice were on a chow diet. (A) Tissue SPT
activity measurement in Sptlc2�/� and WT mice; (B) Glucose tolerance test; (C) insulin tolerance test; (D) pyruvate tolerance test. Values are
means � SD (n � 10). *, P � 0.01.

TABLE 1. Mouse plasma lipid and free fatty acid measurementsa

Mouse diet
and genotype FFA (mM) TG (mg/dl) SM

(mg/dl)
Chol

(mg/dl)
PC

(mg/dl)

Chow
WT 0.9 � 0.3 75 � 13 22 � 3 110 � 15 112 � 13
Sptlc2�/� 0.5 � 0.1* 51 � 10** 19 � 2 109 � 36 118 � 35

High fat
WT 1.6 � 0.2 109 � 16 35 � 2 190 � 19 201 � 21
Sptlc2�/� 1.2 � 0.1** 81 � 12* 28 � 2* 198 � 11 198 � 25

a Values are means � SD (n � 10). *, P � 0.05; **, P � 0.01 compared to WT.
FFA, free fatty acids; TG, triglycerol; Chol, cholesterol.
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pose tissue (as a percentage) than WT animals (Fig. 2B).
However, there was no significant difference in food consump-
tion between the two groups (116 � 31 versus 109 � 21 g/kg/
day).

It has been reported that smaller adipocytes are usually
accompanied by increased insulin sensitivity (70). To deter-
mine whether this is the case in Sptlc2�/� adipocytes, we dis-
sected the adipose tissues, staining them with hematoxylin and
eosin. The images were analyzed to determine the cross-sec-
tional surface area of each adipocyte. Sptlc2�/� mice had a
greater number of small adipocytes than WT. This difference
in frequency distribution was reflected in a 40% decrease in
mean surface area of adipocytes from Sptlc2�/� mice (Fig. 2C
and D).

We also utilized enzymatic assays to measure plasma lipid
levels in these animals and found that Sptlc2 deficiency signif-
icantly decreased plasma SM, free fatty acid, and triglyceride

levels (20%, 25%, and 26%, respectively), but not cholesterol
or phosphatidylcholine levels (Table 1).

We used LC-MS/MS to measure plasma sphingolipids as
well as diacylglycerol and phosphatidylcholine levels. As ex-
pected, plasma SM, sphinganine-1-phosphate, sphingosine-1-
phosphate, ceramide, and hydroceramide were significantly de-
creased but diacylglycerol, glucosylceramide, and GM3 were
not (Table 2).

We likewise assayed these lipid levels in the liver. Unexpect-
edly, when the animals were on a high-fat diet, liver ceramide
levels were significantly increased in Sptlc2�/� mice, compared
with controls. We found no changes in other lipids (Table 2).
We then measured sphingomyelinase (SMase) and SMS activ-
ity, and we found that liver SMase but not SMS activity was
increased in Sptlc2�/� mice, compared with controls (39%;
P � 0.05), suggesting that increased SMase activity might be
responsible for the increased liver ceramide levels. We likewise

TABLE 2. Mouse plasma and tissue lipid analysis by LC-MS/MSa

Compartment and
lipid

Chow diet High-fat diet

WT Sptlc2�/� WT Sptlc2�/�

Plasma
Sph (ng/ml) 30 � 6 33 � 7 41 � 11 45 � 10
S1P (ng/ml) 262 � 39 227 � 21 401 � 36 293 � 27*
Sa (ng/ml) 36 � 8 23 � 8 26 � 5 24 � 3
Sa1P (ng/ml) 111 � 16 86 � 19 205 � 57 105 � 21*
DAG (ng/ml) 1,508 � 146 1,346 � 119 8,129 � 1393 7,250 � 1480
SM (nmol/ml) 117 � 26 96 � 15 203 � 16 175 � 12*
PC (nmol/ml) 1,752 � 254 1,405 � 383 5,289 � 655 4,713 � 383
Cer (ng/ml) 967 � 99 813 � 78 3,235 � 381 1,569 � 233*
DHCer (ng/ml) 130 � 26 105 � 20 440 � 50 219 � 28*
GlyCer (ng/ml) 5,307 � 1212 3,354 � 679 23,450 � 5,210 19,569 � 2,135
GM3 (ng/ml) 212 � 29 182 � 30 397 � 51 366 � 36

Liver
Sph (ng/mg) 2.09 � 0.31 1.96 � 0.33 4.05 � 0.61 3.59 � 0.41
Sa (ng/mg) 0.42 � 0.02 0.34 � 0.08 1.17 � 0.03 1.09 � 0.05
DAG (ng/mg) 553 � 78 486 � 81 1351 � 395 1297 � 379
SM (nmol/mg) 0.74 � 0.16 0.66 � 0.15 1.10 � 0.14 1.19 � 0.05
PC (nmol/mg) 18.12 � 6.60 19.51 � 3.08 22.42 � 1.50 23.59 � 0.86
Cer (ng/mg) 133.7 � 21.2 154.8 � 18.3* 143.7 � 12.3 185.5 � 15.7*
DHCer (ng/mg) 17.4 � 2.4 21.1 � 3.5 17.8 � 3.3 20.3 � 1.7
GlyCer (ng/mg) 105.0 � 19.3 82.9 � 22.2 77.9 � 15.6 79.7 � 16.3
GM3 (ng/mg) 10.9 � 1.3 9.5 � 1.2 7.1 � 1.1 7.9 � 0.8

Adipose tissue
Sph (ng/mg) 0.07 � 0.01 0.09 � 0.01 0.12 � 0.00 0.09 � 0.00
Sa (ng/mg) 0.14 � 0.00 0.12 � 0.01 0.15 � 0.01 0.15 � 0.01
SM (nmol/mg) 0.32 � 0.03 0.36 � 0.04 0.28 � 0.05 0.32 � 0.06
PC (nmol/mg) 1.09 � 0.10 1.21 � 0.29 1.11 � 0.31 1.01 � 0.21
Cer (ng/mg) 8.96 � 0.77 8.77 � 0.81 9.45 � 1.10 8.88 � 0.91
GlyCer (ng/mg) 0.70 � 0.06 1.42 � 0.31* 3.27 � 0.41 2.95 � 0.36
GM3 (ng/mg) 0.37 � 0.09 0.58 � 0.11 0.40 � 0.06 0.30 � 0.10

Muscle
Sph (ng/mg) 0.10 � 0.02 0.09 � 0.01 0.14 � 0.04 0.11 � 0.03
Sa (ng/mg) 0.11 � 0.03 0.10 � 0.01 0.13 � 0.02 0.12 � 0.02
SM (nmol/mg) 0.32 � 0.08 0.28 � 0.05 0.31 � 0.08 0.35 � 0.06
PC (nmol/mg) 8.03 � 1.15 7.84 � 1.66 5.59 � 1.12 7.30 � 1.75
Cer (ng/mg) 25.41 � 4.33 25.11 � 4.91 28.50 � 3.82 27.75 � 2.30
GlyCer (ng/mg) 46.51 � 7.11 38.33 � 6.91 39.10 � 5.59 48.39 � 6.99
GM3 (ng/mg) 10.60 � 2.13 9.93 � 1.48 9.05 � 1.59 8.46 � 1.36

a Values are means � SD (n � 5). *, P � 0.05 compared to WT. Sph, sphingosine; S1P, sphingosine-1-phosphate; Sa, sphinganine; Sa1P, sphinganine-1-phosphate;
DAG, diacylglycerol; Cer, ceramide; DHCer, dihydroceramide; Glycer, glucosylceramide.
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measured all these lipids in the adipose tissues and skeletal mus-
cles, and we found that there were no significant differences be-
tween WT and Sptlc2�/� animals on the high-fat diet (Table 2).

We then measured plasma leptin and adiponectin levels,
since both are related to insulin sensitivity (57, 65), and we
found no significant differences between Sptlc2�/� and WT
mice (data not shown).

We next performed glucose tolerance tests in fasting animals,
and we found that WT mice on a high-fat, high-caloric diet were
glucose intolerant, as evidenced by a decreased ability to lower
their blood glucose, while the Sptlc2�/� animals were significantly
better at doing so (Fig. 3A). We also carried out insulin tolerance
tests on these animals. As shown in Fig. 3B, Sptlc2�/� mice had
significantly less glucose in the circulation than WT animals after
insulin treatment, indicating that Sptlc2 heterozygous deficiency
increases insulin sensitivity. Moreover, as shown in Fig. 3C,
Sptlc2�/� mice had significantly lower fasting and fed insulin
levels. Furthermore, we measured insulin levels after glucose in-
jection, and we found that Sptlc2�/� mice had less insulin than
WT animals (Fig. 3D).

To ascertain whether the mutation affected the pancreatic is-
lets, we compared the rate of beta cell proliferation and beta cell
mass in Sptlc2�/� and WT mice. As illustrated in Fig. 4A and B,
the beta cell mass was similar in Sptlc2�/� and WT animals.

Moreover, the rate of proliferation, calculated as the percentage
of insulin-positive cells expressing the proliferation marker Ki67,
was comparable in both lines (Fig. 4C and D). These findings
indicate that the increased insulin sensitivity observed in
Sptlc2�/� mice is not due to differences in the number of beta
cells.

To gain mechanistic insight into the increase in insulin sensi-
tivity associated with heterozygous Sptlc2 deficiency, we investi-
gated the phosphorylation-mediated activation of the insulin re-
ceptor that occurs after interaction with circulating insulin. After
injecting it, we found that Sptlc2 deficiency significantly enhanced
tyrosine-phosphorylated insulin receptor levels in mouse liver,
skeletal muscles, and adipose tissues, while total insulin receptor
levels were unchanged (Fig. 5A and B). This was also true for Akt
phosphorylation, one of the downstream targets of insulin recep-
tor activation (Fig. 5C and D). We performed the same experi-
ments on Sptlc2�/� and WT mice on a chow diet, finding that,
after insulin stimulation, Sptlc2 deficiency also caused significantly
increased phosphorylated insulin receptor levels (Fig. 6A and B)
and Akt levels (Fig. 6C and D) in mouse liver and adipose tissues,
but not in skeletal muscles.

We next sought to measure GLUT4 levels in adipose tissues
and skeletal muscles by using immunohistochemistry, since
GLUT4 is one of the known genes downstream of the insulin

FIG. 2. Effects of heterozygous Sptlc2 deficiency on dietary-induced body weight gain and adipose tissues. Mice were fed a high-fat, high-caloric
diet for 16 weeks. (A) Quantitative display of body weight gain in Sptlc2�/� and WT mice. (B) Adipose tissue/body weight ratios. (C) Decrease
of adipocyte size in Sptlc2�/� mice. Hematoxylin- and eosin-stained sections of adipose tissues from WT and Sptlc2�/� mice are shown. Images
were captured at 10� magnification. The frequency distribution shows adipocyte cell surface areas from five WT and five Sptlc2�/� mice. More
than 200 cells were measured for each mouse. The distribution includes 1,115 cells from WT and 1,207 from Sptlc2�/� mice. (D) Mean surface
area of adipocytes. Values are means � SD (n � 10). *, P � 0.01.
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receptor and Akt (3). We expected that increased insulin re-
ceptor activation would increase surface expression of GLUT4
in both adipose tissues and skeletal muscles. Indeed, after
insulin stimulation, Sptlc2 deficiency induced significantly

more GLUT4 immunostaining in the plasma membranes of
adipocytes and muscle cells (Fig. 5E), confirming the enhance-
ment of insulin signaling.

To examine the effects of increased GLUT4 levels in

FIG. 3. Effects of heterozygous Sptlc2 deficiency on glucose tolerance, insulin tolerance, and plasma insulin levels. Mice were fed a high-fat,
high-calorie diet for 16 weeks. (A) Glucose tolerance test; (B) insulin tolerance test; (C) fasting and feeding plasma insulin level measurements;
(D) plasma insulin levels after glucose injection. Values are means � SD (n � 10). *, P � 0.01.

FIG. 4. Heterozygous Sptlc2 deficiency has no effect on beta cell mass and proliferation. (A and B) Photomicrographs illustrating sections of
the pancreas of WT (A) and Sptlc2 KO (B) mice immunostained for visualization of insulin, using diaminobenzidine as a substrate. Islets were
visualized by the brown reaction product on beta cells. Similarly processed sections were used for morphometric analysis of beta cell mass. Bar,
150 �m. (C) Histogram analyzing the presence of similar beta cell mass in Sptlc2 KO and littermate controls. Beta cell mass was determined as
described in Materials and Methods (n � 3, with at least 10 fields per mouse/strain evaluated). (D and E) Photomicrographs illustrating beta cells
in a section of WT (D) and Sptlc2 KO (E) that were processed for visualization of insulin and the proliferation marker Ki67. Note that the cell
indicated with green is IN� Ki67�. Bar, 20 �m. (F) Histogram documenting the percentage of proliferating (IN� Ki67�) cells per total number
of IN� cells scored. At least 6,000 IN� cells were scored per mouse, and 3 mice per strain were analyzed.

4210 LI ET AL. MOL. CELL. BIOL.



Sptlc2�/� mice, we injected 2-deoxy-D-[3H]glucose intrave-
nously (i.v.) and measured its uptake rate in adipose tissues
and skeletal muscles. We found that in heterozygous Sptlc2-
deficient mice, both skeletal muscles and adipose tissues
took up significantly more 2-deoxy-D-[3H]glucose than con-
trols (Fig. 5F).

Lipid rafts play a major role in insulin receptor activation
(22, 28, 67). Like GM3, plasma membrane lipid raft SM levels
may relate to insulin sensitivity. In order to measure SM in
plasma membranes, we employed lysenin, an SM-specific
cytotoxin. Lysenin recognizes SM only when it has formed
aggregates or microdomains in the plasma membranes and has
subsequently lysed the cells (23). Lysenin-mediated cell mor-
tality can indirectly reflect SM levels in plasma membranes (2,
11, 35). We found that Sptlc2�/� hepatocytes were significantly
more resistant to lysenin-mediated cell lysis (P � 0.01) (Fig.
7A), suggesting that Sptlc2�/� hepatocytes had significantly
less SM in the plasma membrane lipid rafts than did controls.
Similar results were obtained for mice on a chow diet (data not
shown).

We then investigated whether heterozygous Sptlc2 defi-
ciency affects insulin receptor tyrosine phosphorylation in lipid
rafts. We isolated these rafts from the whole liver, using re-
ported protocols (10, 40). Insulin receptor was found in light
fractions enriched with the raft markers Lyn kinase and caveo-
lin-1 (Fig. 7B). We measured SM levels in each fraction using

our enzymatic assay (14) and found that SM levels in Sptlc2�/�

hepatocyte membrane lipid rafts were indeed significantly de-
creased compared with controls, while there were no signifi-
cant changes in nonraft regions (Fig. 7C). We pooled raft
fractions (4 to 6) and nonraft fractions (10 to 12) to perform
insulin receptor Western blotting. As seen in Fig. 7D and E,
raft regions contained a relatively small amount of tyrosine-
phosphorylated insulin receptor before insulin stimulation.
The amount of these receptors in the raft regions was signifi-
cantly increased after insulin stimulation in Sptlc2�/� liver
compared with controls (2.8-fold; P � 0.01), but there were no
significant changes of total insulin receptor in the raft domains
(i.e., without alterations in receptor distribution or localiza-
tion). These results suggest that Sptlc2 deficiency-mediated SM
depletion in plasma membrane SM-rich microdomains con-
tributes to insulin receptor tyrosine phosphorylation of insulin.

The problem with a lysenin approach is that it cannot di-
rectly measure SM and ceramide levels. Since Sptlc2�/� mice
had increased insulin sensitivity on both the chow and high-fat
diet (Fig. 1 and Fig. 3), we then isolated plasma membranes
with reasonable purity from mouse liver (on chow) (Fig. 7F)
and measured SM and ceramide as well as other sphingolipid
levels, using LC-MS/MS. We found that, in Sptlc2�/� hepato-
cyte membranes, SM and ceramide levels were significantly
decreased but glucosylceramide levels were not (Table 3).

FIG. 5. Effects of heterozygous Sptlc2 deficiency on insulin signaling. Mice were fed a high-fat, high-caloric diet for 16 weeks. (A) Phosphor-
ylated insulin receptor measurements by Western blotting. IR-P, phosphorylated insulin receptor; IR, total insulin receptor; �-actin, loading
control. (B) Quantitative display of phosphorylated insulin receptor in liver, adipose tissues, and muscles. (C) Phosphorylated Akt measurements
by Western blotting. Akt-P, phosphorylated Akt. (D) Quantitative display of phosphorylated Akt in liver, adipose tissues, and muscles. Values are
means � SD (n � 6). *, P � 0.01. (E) GLUT4 immunostaining. Muscle and adipose tissue cryosections (10 �m) were fixed with 4%
paraformaldehyde and incubated with a primary antibody to GLUT4. The appropriate secondary antibody conjugated with fluorescein Cy3 was
used to detect the signal. The sections were examined by fluorescence microscopy (Nikon). The results shown are representative of three independent
experiments. (F) Glucose uptake measurement. Mice fasted for 16 h were injected intravenously with 1 � 106 dpm of 2-deoxy-D-[3H]glucose. Blood was
collected after 60 min. Tissues were then excised, and accumulated radioactivity of 2-deoxy-D-[3H]glucose was measured. The amount of glucose injected
was adjusted based on plasma radioactivity counts at 60 s after each injection and was compared with plasma counts at the end of the experiments. Tissue
uptake for Sptlc2�/� mice was compared with uptake of WT littermates. Values are means � SD (n � 10). *, P � 0.05.
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Sms2 deficiency protects mice from insulin resistance. We
prepared sphingomyelin synthase 2 (Sms2) KO mice, as pre-
viously reported (11, 35, 68). We found that SMS activity was
significantly decreased in liver, adipose tissues, and muscles
(Fig. 8A). On a chow diet, no differences were found between
WT and Sms2 KO mice in body weight or food consumption
(data not shown).

We measured sphingolipid levels in these mice, and we
found that SM was significantly decreased while ceramide was
increased in the liver, adipose tissues, and muscles (Table 4).
Moreover, we found no changes of sphingomyelinase activity
in any of these tissues (data not shown), indicating that the
sphingolipid changes are Sms2 deficiency mediated.

We also measured plasma lipid levels in these animals, and
we found that Sms2 deficiency significantly decreased plasma
SM and free fatty acid levels, but not those of cholesterol,
phosphatidylcholine, or triglyceride (Table 5).

We performed glucose tolerance tests in these mice under
fasting conditions, and we found that Sms2 mice performed
significantly better in their ability to remove glucose from the
circulation (Fig. 8B). Fasting Sms2 KO and WT mice were also
challenged with insulin, and their blood glucose levels were
monitored at different time points up to 60 min. As shown in
Fig. 8C, Sms2 mice had significantly less glucose in the circu-

lation than WT animals after insulin treatment, indicating that
Sms2 deficiency increases insulin sensitivity.

We placed Sms2 KO and WT mice on a high-fat, high-
caloric diet for 20 weeks in an attempt to induce obesity and
insulin resistance (53). As shown in Fig. 9A, starting from week
5, Sms2 KO mice gained significantly less body weight than WT
animals. We performed glucose tolerance (Fig. 9B) and insulin
tolerance (Fig. 9C) tests in fasting animals, and again we found
that Sms2 deficiency increased insulin sensitivity. Moreover, as
shown in Fig. 9E, Sms2 KO mice had significantly lower fasting
and fed insulin levels. We also measured insulin levels after
glucose injection, and we found that Sms2 mice had less insulin
than WT animals (Fig. 9F). We also performed a pyruvate
tolerance test, and we did not find differences in glucose pro-
duction between WT and Sms2 KO mice (Fig. 9D). However,
upon glucose production (30 min), the clearance rates of glu-
cose were again significantly faster in Sms2 KO mice than in
WT mice. Collectively, these data suggest quite strongly that
Sms2 KO mice develop increased insulin sensitivity.

We next measured plasma membrane SM levels using lys-
enin analysis, and we found that Sms2-deficient hepatocytes
resist lysenin-mediated cell lysis (Fig. 10A), which indicates
that Sms2-deficient hepatocytes have less SM in the plasma
membranes.

FIG. 6. Effects of heterozygous Sptlc2 deficiency on phosphorylation of insulin receptor and Akt (on chow). Mice were fed a chow diet for 6
months. (A) Phosphorylated insulin receptor measurement. Thirty minutes after insulin treatment, the liver, hind limb muscles, and adipose tissues
were removed and treated as described in Materials and Methods. The total phosphorylated proteins were immunoprecipitated with a phosphor-
ylation antibody plus agarose beads at 4°C overnight. Immunoprecipitated samples were subjected to SDS-PAGE and then transferred to
nitrocellulose membranes. Blots were probed with anti-insulin receptor �-subunit antibody. Blots were developed with a chemiluminescence
detection system. IR-P, phosphorylated insulin receptor; IR, total insulin receptor; �-actin, loading control. (B) Quantitative display of phos-
phorylated insulin receptor levels in the liver, adipose tissues, and muscles. Displayed are means � SD (n � 6). (C) Phosphorylated Akt
measurements. Tissue homogenates (50 �g protein) were subjected to SDS-PAGE and then transferred to nitrocellulose membranes. The blots
were probed sequentially, first with an anti-phospho-Akt antibody (Cell Signaling) and then with an anti-Akt antibody (Cell Signaling). Akt-P,
phosphorylated Akt. (D) Quantitative display of phosphorylated Akt in the liver, adipose tissue, and muscle. Displayed are means � SD (n � 6).
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Since Sms2 KO mice had increased insulin sensitivity on
both the chow and high-fat diet (Fig. 8 and 9), we then
isolated plasma membranes from mouse liver (on chow) and
measured SM and ceramide, as well as other sphingolipid
levels, using LC-MS/MS. We found that only SM levels were
significantly decreased (Table 3). Other lipids, including

ceramide, glycosylceramide, dihydroceramide, sphingosine,
GM3, and phosphatidylcholine (PC), were not significantly
changed (Table 3).

To examine the effects of Sms2 deficiency-mediated glucose
uptake, we injected 2-deoxy-D-[3H]glucose (i.v.) and measured
its uptake rate in adipose tissues and skeletal muscles. We
found that in Sms2-deficient mice, both skeletal muscles and
adipose tissues took up significantly more 2-deoxy-D-[3H]glu-
cose than controls (Fig. 10B).

We measured Akt phosphorylation in the liver and found
that after insulin stimulation there was more phosphorylated
Akt in Sms2 KO liver homogenate than in controls (Fig. 10C
and D). In general, Sms2 KO and Sptlc2�/� mice have similar
phenotypes with regard to insulin sensitivity. These results
suggest that SM is potentially the principal regulator of insulin
resistance in these models.

To pinpoint the hypothesis that SM affects insulin signaling,
cell culture experiments in which SM levels can be modulated
are needed. It has been shown that exogenously added SM
significantly diminishes cholesterol efflux mediated by a lipid
rafts-associated cholesterol transporter (30, 41), suggesting
that the increase in SM content in the plasma membrane
prevents cholesterol efflux.

We incubated HepG2 cells, a hepatoma line, with exogenous
SM at 0, 10, 20, or 40 �M for 5 h. We then treated the cells
with 100 nM insulin for 10 min and measured Akt phosphor-
ylation in whole-cell homogenates. We found that Atk phos-
phorylation was decreased in an SM concentration-dependent
fashion (Fig. 10E and F). In the same tissue culture system, we
added 0, 10, 20, or 40 �M exogenous natural ceramide (C16:0),

FIG. 7. Heterozygous Sptlc2 deficiency increases the levels of phosphorylated insulin receptor in liver lipid rafts. Mice were fed a high-fat,
high-caloric diet for 16 weeks. (A) Lysenin-mediated cell lysis assay. (B) Lipid raft isolation according to the method described in the text. Fractions
(1 to 12) were collected from the top to the bottom after gradient centrifugation. Each fraction was used for the detection of Lyn kinase, caveolin-1,
phosphorylated insulin receptor, and total insulin receptor. (C) SM measured by enzymatic assay in each fraction. (D) Fractions 4 to 6 (lipid rafts)
and fractions 10 to 12 (nonrafts) were pooled. Phosphorylated insulin receptor and total insulin receptor in both rafts and nonrafts before and after
insulin stimulation were detected by Western blotting. (E) Quantitative display of phosphorylated insulin receptor in the liver lipid rafts and
nonrafts. (F) Mouse liver plasma membranes were isolated, and purity was determined by Western blotting of a plasma membrane marker
(Na/K-ATPase) and a mitochondrial marker (Cox IV).

TABLE 3. Mouse liver plasma membrane lipid analysis by LC-MS/
MS (on chow diet)a

Genotype and lipid
analyzed WT KO

Sptlc2�/�

Sph (ng/mg) 16 � 7 12 � 1
Sa (ng/mg) 3 � 1 2 � 1*
PC (nmol/mg) 173 � 41 75 � 41*
SM (nmol/mg) 38 � 5 18 � 5**
Cer (ng/mg) 2,688 � 646 1,704 � 196*
DHCer (ng/mg) 420 � 70 315 � 18*
GlyCer (ng/mg) 826 � 82 846 � 145
GM3 (ng/mg) 399 � 165 428 � 60

Sms2
Sph (ng/mg) 14 � 7 13 � 5
Sa (ng/mg) 5 � 4 3 � 1
PC (nmol/mg) 67 � 25 49 � 16
SM (nmol/mg) 30 � 4 15 � 2*
Cer (ng/mg) 2,235 � 346 2,238 � 570
DHCer (ng/mg) 317 � 135 301 � 74
GlyCer (ng/mg) 502 � 57 558 � 37
GM3 (ng/mg) 266 � 50 280 � 60

a Values are means � SD. *, P � 0.05; **, P � 0.01 compared to WT. Sph,
sphingosine; Sa, sphinganine; Cer, ceramide; DHCer, dihydroceramide; Glycer,
glucosylceramide.
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to test whether it had a direct effect on insulin signaling. We
found that after insulin treatment, exogenous ceramide (20
and 40 �M) increased Atk phosphorylation (Fig. 10F and H).
These results indicate that exogenous SM and ceramide levels
modulate insulin signaling in opposite directions.

DISCUSSION

While we were preparing and revising the manuscript, S.
Mitsutake et al. reported that Sms2 deficiency modifies SM
levels in hepotocyte lipid rafts, resulting in obesity, fatty liver,
and type 2 diabetes (38). However, those authors did not re-
port the consequence of Sptlc2 deficiency.

In this study, we have demonstrated that both heterozygous
Sptlc2-deficient (Sptlc2�/�) and Sms2-deficient mice have sig-
nificantly more insulin sensitivity than WT animals. We attri-
bute this primarily to the reduction of SM in plasma membrane
SM-rich microdomains, and not to plasma membrane cer-
amide levels.

A previous study indicated that treatment with myriocin, a
potent SPT inhibitor, effectively ameliorates glucocorticoid-,
saturated fat-, and obesity-induced insulin resistance (17).
Those authors attributed the effect to the reduction of cer-
amide in tissues. However, SM levels in the tissues, especially
in the cell plasma membranes, were not evaluated.

The role of cellular ceramide in insulin resistance is contro-
versial. Ceramide is one of the main second messengers pro-
duced by de novo sphingolipid synthesis and sphingomyelinase-
mediated hydrolysis of SM. There are two possibilities linking
ceramide and insulin resistance. First, ceramide may block the
translocation of Akt/PKB to plasma membranes (55). It has
also been reported that ceramide inactivation of Akt/PKB re-
quires the atypical protein kinase C (PKC) isoform PKC	 (45).
Second, ceramide may impair the action of insulin by facilitat-
ing signaling pathways initiated by inflammatory cytokines,
such as tumor necrosis factor alpha (which activates serine/
threonine kinases, e.g., c-Jun N-terminal kinase or IKK) that
are known to impair insulin signaling (18). However, it has also
been reported that various glycosphingolipid synthase inhibi-
tors augment insulin-stimulated phosphorylation of the insulin
receptor, as well as Akt/PKB and/or mTOR phosphorylation,
in the skeletal muscle (72) and liver (2, 72) of obese rodents,
without altering ceramide levels. While ceramide accumulates
in some insulin-resistant animal models (9, 54), it fails to do so
in lipid-infused animals (24, 69). The relative increase of cer-
amide in obese rodents and humans is typically rather small (1,
58). Moreover, it is not known whether muscle ceramide con-

FIG. 8. Effects of Sms2 deficiency on SMS activity, glucose toler-
ance, and insulin tolerance. Mice were fed a chow diet. (A) Tissue
SMS activity measurements in Sms2 KO and WT mice; (B) glucose
tolerance test; (C) insulin tolerance test. Values are means � SD (n �
10). *, P � 0.01.

TABLE 4. Mouse tissue lipid analysis by LC-MS/MS (on chow)a

Tissue and lipid WT Sms2 KO

Liver
SM (nmol/mg) 1.92 � 0.25 1.35 � 0.11*
PC (nmol/mg) 29.37 � 2.55 28.53 � 3.12
Cer (ng/mg) 135.51 � 19.20 188.62 � 17.41*
S1P (ng/mg) 16.17 � 0.57 15.15 � 1.91
GlyCer (ng/mg) 161.03 � 27.01 159.31 � 13.73

Adipose
SM (nmol/mg) 0.45 � 0.03 0.31 � 0.06*
PC (nmol/mg) 1.21 � 0.19 1.28 � 0.27
Cer (ng/mg) 9.11 � 0.31 15.27 � 0.33*
GlyCer (ng/mg) 1.01 � 0.11 0.99 � 0.12

Skeletal muscle
SM (nmol/mg) 0.50 � 0.03 0.39 � 0.02*
PC (nmol/mg) 7.79 � 0.55 8.33 � 0.72
Cer (ng/mg) 33.41 � 3.15 59.72 � 6.92*
GlyCer (ng/mg) 66.38 � 8.81 60.64 � 9.50

a Values are means � SD (n � 4). *, P � 0.05 compared to WT. Cer,
ceramide; Glycer, glucosylceramide; S1P, sphingosine-1-phosphate.

TABLE 5. Mouse plasma lipid and free fatty acid measurements
(on chow)a

Mouse
genotype FFA (mM) TG (mg/dl) SM (mg/dl) Chol (mg/dl) PC (mg/dl)

WT 1.0 � 0.3 63 � 11 20 � 5 86 � 11 112 � 13
Sms2KO 0.6 � 0.2* 50 � 5 13 � 2* 92 � 15 115 � 25

a Values are means � SD (n � 8). *, P � 0.05 compared to WT. FFA, free
fatty acids; TG, triglycerol; Chol, cholesterol.

4214 LI ET AL. MOL. CELL. BIOL.



tent is a major factor in muscle insulin sensitivity. Adams et al.
demonstrated that ceramide content is increased in skeletal
muscles from obese, insulin-resistant humans (1), while
Skovbro et al. found that human skeletal muscle ceramide
content is not a major factor in muscle insulin sensitivity
(52). It has been reported that GLUT4 translocation in
3T3-L1 adipocytes is a process mediated by a ceramide
signaling route (63), but conflicting data from 3T3-L1 adi-
pocytes and skeletal muscle suggest otherwise (29). Studies
also seem to indicate that NF-
B activation can be triggered
by increased ceramide levels (50). On the contrary, it has
been shown that ceramide is not necessary for NF-
B acti-
vation, or it may even inhibit it (7). We and others have
noticed that myriocin treatment not only reduces ceramide
but also SM and glycosphingolipid levels (8, 16, 42).

Our findings suggest that cellular ceramide levels might not
be the major mediator of insulin resistance. We found that

Sptlc2 heterozygous deficiency causes significant induction,
rather than reduction, of ceramide levels in the liver of animals
on both chow and high-fat, high-caloric diets (Table 2), while
ceramide levels in liver plasma membranes are significantly
decreased (Table 3). Also, we found no significant changes of
ceramide levels in the adipose tissues or the muscles (Table 2)
of animals on either diet. More importantly, we found that
Sms2 deficiency significantly increased ceramide levels in the
liver, adipose tissues, and muscles (Table 4), while ceramide
levels in liver plasma membranes were not significantly
changed (Table 3). However, these animals demonstrate sig-
nificantly increased insulin sensitivity, as shown by high-fat
diet-induced body weight gain (Fig. 9A), glucose tolerance and
insulin tolerance studies (Fig. 8B and C and 9B and C), and
liver insulin-mediated Akt activation (Fig. 10C and D).

SM levels within cell plasma membranes, especially lipid
rafts, are important in insulin signaling. The integrity of plasma

FIG. 9. Effects of Sms2 deficiency on diet-induced body weight gain, glucose tolerance, insulin tolerance, pyruvate tolerance, and plasma insulin
levels. (A) Quantitative display of body weight gain in Sms2 KO and WT mice during the 20-week high-fat-diet feeding; (B) glucose tolerance test;
(C) insulin tolerance test; (D) pyruvate tolerance test; (E) fasting and feeding plasma insulin level measurements; (F) plasma insulin levels after
glucose injection. Values are means � SD (n � 10). *, P � 0.01.
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membranes is critical for insulin receptor autophosphorylation,
and insulin resistance may be related to a plasma membrane
lipid disorder (22). Membrane microdomains (lipid rafts) are
now recognized as critical for proper compartmentalization of
insulin signaling (21, 22), but their role in the pathogenesis of
insulin resistance has not been completely investigated. Lipid
rafts are highly enriched in cholesterol, glycosphingolipids, and
SM (51). Manipulation of membrane cholesterol and glycosph-
ingolipid has an important impact on insulin signaling (2, 22,
28, 43, 67, 72). Since SM is one of the major lipid components
in lipid rafts, it is conceivable that diminished SM in plasma
membranes could have an important impact on insulin signal-
ing. Indeed, we found in this study that Sptlc2�/� mice have
decreased hepatocyte plasma membrane SM levels, as evalu-

ated by lysenin-mediated cell lysis (Fig. 7A) and SM direct
measurement (Table 3). They also have increased tyrosine-
phosphorylated insulin receptor in the lipid rafts (Fig. 7D and
E), which increases insulin sensitivity. More importantly, we
found that Sms2 deficiency significantly decreases SM levels in
the liver, adipose tissues, and muscles (Table 4) and in liver
plasma membranes (Table 3). It significantly increases insulin
sensitivity. These results indicate that Sms2 deficiency appears
to have phenotypes similar to Sptlc2 partial deficiency, in terms
of decreased SM levels in tissues and liver plasma membranes
and increased insulin sensitivity.

Heterozygous Sptlc2 deficiency and Sms2 deficiency cause a
significant decrease of plasma free fatty acid levels (Tables 1
and 5). It is well known that elevation of free fatty acid is

FIG. 10. Effects of Sms2 deficiency on insulin signaling. (A) Lysenin-mediated cell lysis assay. (B) Liver Akt phosphorylation measurement.
(C) Quantitative display of Akt phosphorylation. (D) Effects of exogenous SM on Akt phosphorylation. HepG2 cells were incubated with
exogenous SM at 0, 10, 20, or 40 �M for 5 h; the cells were then treated with 100 nM insulin for 10 min, and Akt phosphorylation in whole-cell
homogenates was measured. (E) Quantitative display of phosphorylated Akt. (F) Effects of exogenous ceramide (C16:0) on Akt phosphorylation.
HepG2 cells were incubated with 0, 10, 20, or 40 �M exogenous ceramide for 5 h; the cells were then treated with 100 nM insulin for 10 min, and
Akt phosphorylation in whole-cell homogenates was measured. (G) Quantitative display of phosphorylated Akt. Values are means � SD (n � 5).
*, P � 0.01.

4216 LI ET AL. MOL. CELL. BIOL.



closely related to insulin resistance and metabolic syndrome (6,
48). This Sptlc2 heterozygous deficiency- or Sms2 deficiency-
mediated free fatty acid effect may also contribute to an im-
provement of insulin sensitivity in vivo. This possibility de-
serves further investigation.

The de novo SM synthesis pathway also influences the for-
mation of glycoceramides, among them GM3, which is a well-
known mediator for insulin resistance (28). However, we found
no significant changes of glucosylceramides or GM3 in
Sptlc2�/� mouse plasma, tissues, or liver plasma membranes
(Tables 2 and 3). This result is different from that after myri-
ocin treatment, which can significantly decrease glucosylcer-
amide levels (8). Moreover, Sms2 deficiency does not influence
glucosylceramides or GM3 in liver plasma membranes (Table
3). These results suggest that glycosphingolipids might not be
responsible for the improvement of insulin sensitivity in our
mutant mice.

The SM biosynthetic pathway also influences the formation
of diacylglycerol (DAG) (37), a glycerolipid previously impli-
cated in lipid-induced insulin resistance (69). However, high-
fat, high-calorie-fed Sptlc2�/� mice did not have significantly
reduced plasma or liver DAG levels compared with controls
(Table 2), indicating that DAG might not be the regulator of
insulin resistance in our models. This conclusion is consistent
with the results of a recent study in which myriocin was used as
the primary tool (17).

SPT activity is increased in Apoe KO mice (25), a well-
known mouse model for atherosclerosis (44, 71). This increase
contributes to the hypersphingomyelinemia in these animals
(25). We and other researchers have found that myriocin treat-
ment significantly reduces atherosclerosis in Apoe KO mice (8,
16, 42). We attribute this effect to the reduction of plasma SM
levels, which are an independent risk factor for the disease (27,
49). However, the increased insulin sensitivity after myriocin
treatment (17) might also contribute to the reduction of the
disease, since insulin resistance and atherosclerosis are closely
related.

Our conclusions are as follows: (i) both partial Sptlc2 defi-
ciency and Sms2 deficiency enhance insulin sensitivity; (ii) both
deficiencies decrease plasma membrane SM levels, which con-
tribute to the enhancement of insulin sensitivity; (iii) Sptlc2
deficiency decreases ceramide while Sms2 deficiency increases
it, and so ceramide is probably not the regulator of insulin
sensitivity; (iv) there were no significant changes of glucosyl-
ceramide or GM3 levels in the tissues or plasma membrane,
and so they might not be a regulator of insulin sensitivity under
either deficient condition; and (v) SPT or SMS2 inhibition is a
promising pharmacological approach for the treatment of in-
sulin resistance and metabolic syndrome.
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