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Purpose: The relationship between blood lipids and fibroblast growth factor (FGF) 21 in the postprandial period remains unclear. To
investigate this, we observed the changes in blood lipid levels after an oral fat tolerance test (OFTT) and examined the short-term
effects on FGF21.

Patients and Methods: A total of 158 non-diabetic adult volunteers who underwent OFTT were randomly recruited from the Hebei
General Hospital. Participants were stratified into three groups according to fasting and 4-h postprandial triglyceride levels: normal fat
tolerance (NFT), impaired fat tolerance (IFT), and hypertriglyceridemia (HTG). Blood samples were collected at 2-h intervals for 6
h. Circulating total cholesterol levels, triglycerides, high-density lipoprotein-cholesterol, low-density lipoprotein-cholesterol, free fatty
acids (FFA), and FGF21 were assessed.

Results: Fasting FGF21 levels increased progressively in the NFT, IFT, and HTG groups and were strongly correlated with FFA levels
(r=0.531, P <0.001). During the OFTT, the FFA and FGF21 levels decreased and then increased after reaching a nadir at 2 and 4 h,
respectively. After adjusting for potential risk factors, the FFA incremental area under the curve (iIAUC) was an independent
influencing factor of FGF21 iAUC (P = 0.005).

Conclusion: Fasting FGF21 levels showed a strong positive correlation with FFA. During OFTT, changes in FGF21 levels were
closely associated with alterations in FFA exogenously changed by OFTT. Moreover, they were linearly related to each other.
Therefore, the serum FGF21 level is positively correlated to the FFA level in the postprandial period.

Keywords: fibroblast growth factor 21, free fatty acid, lipids, dyslipidemia, postprandial state, oral fat tolerance test

Introduction
Fibroblast growth factor (FGF) 21 is a distinctive member of the FGF family that functions as a hormone-like factor. FGF21 is
involved in numerous metabolic processes, including glucose and lipid metabolism, weight loss, and energy homeostasis.'
FGF21 levels are primarily regulated by nutritional stresses.* Several studies have found that low-protein diets can stimulate
FGF21 secretion.®” A more recent study has revealed that FGF21 can acutely respond to an oral glucose tolerance test.® Due to
the rise in fast-food diets, the amount of fat in our daily diet has increased, and high-fat diets have challenged metabolic
pathways in recent years. A previous study reported that FGF21 levels in a healthy population showed a gradual upward trend
after lipid infusion, which was associated with free fatty acids (FFA) levels.” However, a recent study found that changes in
FGF21 in nonalcoholic fatty liver disease after a high-fat diet was related to triglyceride-rich lipoproteins instead of FFA.'’
Therefore, it is unclear which lipid profile components affect FGF21 secretion.

This study aimed to observe the changes in postprandial FGF21 and lipid levels after an oral fat tolerance test (OFTT)
and analyze their relationship.
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Materials and Methods
Study Sample

Non-diabetic adult volunteers (n=158) who underwent an OFTT between November 2018 and December 2019 were
randomly recruited from Hebei General Hospital, as previously reported.'" Men and women aged between 18 and 65
years with a wide range of body mass indices (BMI, >18 kg/m?*) were included. The ethics committee of Hebei General
Hospital approved the research protocol, which conformed to the provision of the Declaration of Helsinki.

Exclusion Criteria

The exclusion criteria were as follows: vegetarian diet, heart disease, thyroid dysfunction, malignant tumors, digestive
system diseases (liver, gallbladder, pancreas, or spleen diseases), acute and chronic blood diseases, kidney diseases,
infectious diseases, psychosis, stroke in the past 3 months, pregnancy, use of related drugs (fish oil, contraceptives,
hormone P receptor blockers, and diuretics), severe infection, a history of surgery, a history of trauma, and a weight
change >3 kg. All participants underwent oral glucose tolerance testing (OGTT), and those with fasting blood glucose
level >7.0 mmol/L or 2-h blood glucose level > 11.1 mmol/L were excluded. Additionally, participants with fasting
triglyceride levels > 5.0 mmol/L were excluded from this study to avoid extreme values that might have an excessive
influence on the data.

Oral Fat Tolerance Testing

All participants underwent an OFTT. Before the OFTT, all participants received a unified standard meal for 1 week, and
smoking and alcohol consumption were prohibited. The research group completed the high-fat diet formula in the OFTT
with the assistance of professional nutritionists, referring to the Chinese Food Guide Pagoda. The test meal provided
1500 kcal, with fat (monounsaturated fatty acids: polyunsaturated fatty acids: saturated fatty acids = 2:2:1), carbohydrate,
and protein content of 60%, 20%, and 20%, respectively. Consuming water and food after 22:00 h the day before the test
was disallowed. Venous blood samples were collected at 8:00 h (0 h) for fasting measurements, and the participants were
fed the test meal 10 min later. They were free to consume alcohol and did not smoke or perform acuteness activities.
Blood samples were collected before and 2, 4, and 6 h after the participants consumed the test meal. After sampling in
serum tubes, blood was immediately chilled on ice and centrifuged at 4°C. Subsequently, aliquots were immediately
frozen at —80°C (Haier MDR-382E; Haier, Qingdao, China) until assayed.

Measurement of Anthropometric and Biochemical Parameters

The fasting blood glucose (FBG) level in the OGTT and the total cholesterol (TC), TG, FFA, high-density lipoprotein-
cholesterol (HDL-C), and low-density lipoprotein-cholesterol (LDL-C) levels in the fasting state and 2, 4, and 6 h after
the meal were measured using a biochemical analyzer (Hitachi 7600; Hitachi, Tokyo, Japan). In addition, the serum
insulin (FINS) levels were measured by electrochemiluminescence. The serum FGF21 levels were measured using the
immunoadsorption method with an enzyme-linked immunosorbent assay kit (Cat # DF2100, RRID: AB 2783729, R&D
Systems, MN, USA) with intra- and inter-assay coefficients of variation of 2.9-3.5% and 5.2-10.9%, respectively.

Height, weight, waist circumference (WC), systolic blood pressure (SBP), and diastolic blood pressure (DBP) were
measured by professional staff.

Insulin resistance was evaluated using the homeostatic model assessment for insulin resistance [[HOMA-IR) = FBG,
mmol/L x FINS (mIU/L) / 22.5].' BMI was calculated as the weight to height squared (kg/m?) ratio. The incremental
area under the curves (1IAUC) for TC (TC iAUC), TG (TG iAUC), FFA (FFA iAUC), HDL-C (HLD iAUC), LDL-C
(LDL iAUC), and FGF21 (FGF21 iAUC) represent the increased area after the test meal consumption compared to the
fasting level, which was calculated using the trapezoidal area method.

Definition of Hypertriglyceridemia
According to the 2016 Chinese Guidelines for the Prevention and Treatment of Adult Dyslipidemia, a fasting TG level >
1.7 mmol/L is defined as fasting hypertriglyceridemia (HTG);"*> According to the 2011 expert consensus, a postprandial
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4-h TG level (4-h PTG) > 2.5 mmol/L is defined as postprandial hypertriglyceridemia (PHTG).'* Therefore, according to
the fasting and 4-h PTG levels of the OFTT, the participants were divided into three groups with different levels of lipid
metabolism: (i) the normal fat tolerance (NFT) group (fasting TG level < 1.7 mmol/L and 4-h PTG level < 2.5 mmol/L);
(i) the impaired fat tolerance (IFT) group (fasting TG level < 1.7 mmol/L and 4-h PTG level > 2.5 mmol/L), which was
the PHTG group; and (iii) the hypertriglyceridemia (HTG) group (1.7 mmol/L < fasting TG level < 5 mmol/L).

Statistical Analysis

SPSS 26.0 (IBM Corp., Armonk, NY, USA) was used for statistical analysis. The chi-square test was applied to the
classified data. Normally distributed data are expressed as mean =+ standard deviation, and the non—normally distributed
data are expressed as the median and interquartile interval (M [P,s, P75]). Single-factor analysis of variance (ANOVA)
was used to compare normally distributed data among the three groups, and the Bonferroni test was used for post-
analysis. The Kruskal-Wallis H-test was applied to non-normal distributed data. Two-factor repeated measures ANOVA
was used to evaluate the changes in parameters and indicators over time after a meal and the differences among the
groups. Greenhouse—Geisser adjustment was used for correction, and Pearson correlation was used to analyze the
strength of correlations between normal distribution variables. The relationships between the FGF21 iAUC and lipid
iAUCs was evaluated using multiple linear regression analysis. The fasting and postprandial FGF21 levels were non-
normal distributions and needed to be converted to logarithm FGF21 (LgFGF21) before statistical analysis. We presented
our data using iAUCs to depict the effect of OFTT, excluding discrepancies in the baseline levels among the groups.
FGF21 iAUC was negative; therefore, its absolute value was used for the statistical analysis. Statistical significance was
set at P < 0.05 (two-tailed).

Results

Basic Characteristics

The demographic and clinical characteristics of the participants are presented in Table 1. All participants consumed
a high-fat test meal that was well-tolerated during OFTT. A total of 158 participants were included in this study. Of these,
52, 50, and 56 participants were in the NFT, IFT, and HTG groups, respectively. There were no significant differences in

Table I Comparison of Basic Characteristics of Participants in the Three Study Groups

Variable NFT (n=52) IFT (n=50) HTG (n=56) P
Age (years) 46.38%12.13 48.00%13.11 51.4629.13 0.066
Male N (%) 24 (46) 29 (58) 27 (48) 0.442
BMI (kg/m?) 24.30%4.17 26.51+3.84"* 28.29+4.15%# <0.001
WC (cm) 82.50£11.06 89.8610.73 95.34x10.08"5& <0.001
SBP (mmHg) 117.98£15.39 128.04£14.02 134.14£13.44%% <0.001
DBP (mmHg) 73.8849.35 77.74£6.43% 83.7118.83%#4& <0.001
TC (mmol/L) 4.59£0.98 4.7820.81 5.28+0.977%% <0.001
TG (mmol/L) 0.9620.48 1.36+0.73% 2.70+0.84"#8& <0.001
FFA (mmol/L) 0.50£0.30 0.83+0.47* I.15£0.45%#&& <0.001
HDL-C (mmol/L) 1.37£0.28 1.25£0.32 1.22£0.28" 0.029
LDL-C (mmol/L) 2.8720.71 3.06£0.61 3.38£0.7% 0.001

FBG (mmol/L) 5.12+0.48 5.20+0.48 5.42:+0.48" 0.005
FINS (ulU/mL) 7.92 (5.87-11.24) 10.00 (7.65—14.08) 13.28(9.82—16.08)"* <0.001
HOMA-IR 1.80 (1.32-2.76) 2.31(1.78,3.21) 3.12 (2.38-3.90)"* <0.001
FGF21 (pg/mL) 210.53 (159.78-365.13) | 246.93 (179.56-344.43) | 350.97 (220.65-539.77)"* 0.001

Notes: Means % SD for normally distributed variables or medians (interquartile range) for non—normally distributed variables. *P < 0.05 versus
NFT group, P < 0.001 versus NFT group, %P < 0.05 versus IFT group, *P < 0.001 versus IFT group.

Abbreviations: NFT, normal fat tolerance group; IFT, impaired fat tolerance group; HTG, hypertriglyceridemia group; BMI, body mass index;
DBP, diastolic blood pressure; FBG, fasting blood glucose; FFA, free fatty acid; FINS, fasting insulin; FGF21, fibroblast growth factor 21; HDL-C,
high-density lipoprotein-cholesterol; HOMA-IR, homeostasis model assessment of insulin resistance; LDL-C, low-density lipoprotein-
cholesterol; SBP, systolic blood pressure; TC, total cholesterol; TG, triglyceride; WC, waist circumference.
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sex or age among the three groups (P > 0.05). The median FGF21 levels in all participants were 270.13 pg/mL. FGF21
levels gradually increased in the three groups, with the HTG group showing significantly higher levels than the IFT and
NFG groups did (both P < 0.05). Among the three groups, the BMI; WC; SBP; DBP; TC, TG, FFA, LDL-C, FBG, and
FINS levels; and HOMA-IR gradually increased (P < 0.05), whereas HDL-C levels gradually decreased (P < 0.05). The
WC; SBP; DBP; TC, TG, FFA, and FINS levels; and HOMA-IR were significantly higher in the HTG group than in the
IFT group (all P < 0.05). Furthermore, the BMI; WC; SBP; DBP; TC, TG, FFA, LDL-C, FBG, and FINS levels, and
HOMA-IR were significantly higher (all P < 0.05) in the HTG group than in the NFT group, whereas HDL-C levels were
significantly lower (P < 0.05). There were significant differences in the BMI; DBP; and TG and FFA levels between the
IFT and NFT groups (all P < 0.05; Table 1). These data showed that the characteristics of participants with dyslipidemia
included being overweight and having higher insulin resistance and FGF21 levels.

Relationship of Clinical Parameters with the Fasting Lipid and Fasting FGF21 Levels

Correlation analysis showed that FGF21 levels were positively correlated with BMI; WC; FINS level, HOMA-IR; and
FFA (r = 0.557, P < 0.001) and TG (r = 0.256, P = 0.001) levels. After adjusting for age, BMI, and WC, FGF21 levels
were positively correlated with FFA and TG levels (r = 0.531, P < 0.001 and r = 0.209, P = 0.009, respectively). After
further adjustment for SBP and DBP, FGF21 levels remained positively correlated with FFA and TG levels; however, it
had the strongest correlation with FFA levels (r = 0.531, P < 0.001 and r = 0.193, P = 0.017, respectively) (Figure 1).

Comparison of FFA and FGF21| Levels During the OFTT

During the OFTT, FFA levels showed a similar biphasic trend of decreasing and then increasing in the three groups. It
reached its lowest point at 2 h (vs 0 h, P < 0.001) and then gradually increased and exceeded the baseline level at 6 h (vs
0 h, P <0.001). Compared with the baseline level, there were significant differences at all times in the three groups (all
P <0.001). FFA levels in the HTG group were significantly higher than those in the NFT and IFT groups at 0, 2, and 4
h (P < 0.05). Similarly, FFA levels in the IFG group were significantly higher than those in the NFT group at 0, 2, and 4
h (P < 0.05). However, only the HTG group showed significantly higher FFA levels than the NFT group at 6 h (P < 0.05)
(Table 2, Figure 2A).

The serum FGF21 levels showed a similar biphasic change in all three groups. The serum FGF21 levels declined to
a nadir at 4 h (vs 0 h, P < 0.001) and then progressively increased until 6 h, when the serum FGF21 levels had not
returned to baseline levels (vs 0 h, all P < 0.05). Compared with the baseline level, there were significant differences at
all times in the three groups (all P < 0.05). The serum FGF21 level in the HTG group was significantly higher than those
in the NFT and IFT groups at all times (all P < 0.05). The serum FGF21 levels in the IFT group were significantly higher
than those in the NFT group at 2 h and 4 h (P < 0.05 and P < 0.001, respectively) (Figure 2B).

These data showed that the trends of serum FFA and FGF21 levels were similar, showing a biphasic change of
decreasing and then increasing. Most importantly, FFA levels changed earlier than FGF21 levels.
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Figure | Relationship between fasting FFA, TG, and fasting LgFGF21. (A) Correlation between fasting FFA and LgFGF21. (B) Correlation between fasting TG and LgFGF21.
Abbreviations: FFA, free fatty acid; FGF21, fibroblast growth factor 21; TG, triglyceride.
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Table 2 Comparison of Lipids Concentrations During the OFTT in the Three Groups

Oh 2h 4h 6h
TC (mmol/L)
NFT 4.59+0.98 4.53+0.97 4.50+0.93* 4.64+0.96
IFT 4.78+0.81 4.81+0.82 4.80+0.84 4.90+0.86*
HTG 5.28+0.97°%% 527+1.017%& 5424106 #& | 5 58+ 3
TG (mmol/L)
NFT 0.9620.48 1.66+0.94%F 1.65+0.98%* 1.58+0.89**
IFT 1.36+0.73% 2.44£0.75%+# 3.44+] .| 9P 2,914 254+
HTG 2.7040.845& | 38|+ 040 HE& | 5 0g1 | 7HHEE | § 444 | 5B
FFA (mmol/L)
NFT 0.50+0.30 0.28%0.20°* 0.77+0.30%* 1.14+0.35%*
IFT 0.83+0.47% 0.69£0.6 |+ 1.14£0.6 1% 1.31£0.59%*
HTG 1.154£0.45%#& | 0.99+0.35%#& | | 36404+ 1.48+0.4 1%
HDL (mmol/L)
NFT 1.37+0.28 1.38+0.29 1.31£0.27%* 1.28+0.29%*
IFT 1.25+0.32 1.25+0.31 1.1940.3 1% 1.19+0.32%*
HTG 1.22+0.28* 1.21+0.26* 1.16+0.25% 1.15+0.26**
LDL (mmol/L)
NFT 2.87+0.71 2.78+0.69%* 2.74%0.66%* 2.8140.68*
IFT 3.06+0.61 3.0240.62 2.95+0.60%* 3.034£0.59
HTG 3.38£0.70"% | 3.30£0.7|%# 3.25+0.69% 3.31£0.69+#

Notes: ?P < 0.05 versus NFT group, P < 0.001 versus NFT group, P < 0.05 versus IFT group, %P < 0.001
versus IFT group, *P < 0.05 versus 0 h in the same group, and **P < 0.001 versus O h in the same group.

Abbreviations: NFT, normal fat tolerance group; IFT, impaired fat tolerance group; HTG, hypertriglyceridemia
group. FFA, free fatty acid; HDL-C, high-density lipoprotein-cholesterol; LDL-C, low-density lipoprotein-
cholesterol; TC, total cholesterol; TG, triglyceride.

Comparison of Other Lipid Levels During the OFTT

In the NFT group, the TG levels peaked 2 h after the lipid load (vs 0 h, P < 0.001) and then showed a descending trend
and did not return to the baseline level at 6 h (vs 0 h, P < 0.001). In the IFT group, the TG levels increased at 2 h after the
meal (vs 0 h, P <0.001), peaked at 4 h (vs 0 h, P <0.001), and then gradually declined and did not return to the baseline
level at 6 h (vs 0 h, P < 0.001). In the HTG group, TG level continued to increase after the meal and was significantly
higher at 2 h than at the baseline (P < 0.001); however, it continued to increase until 6 h (vs 0 h, P < 0.001). The
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Figure 2 Changes in FFA and FGF2I levels after a high-fat diet in the three groups. (A) FFA. (B) FGF21.

Notes: FFA concentrations are shown as means; FGF21 levels are shown as medians, and statistical analysis was performed using logarithmic transformation. #P < 0.05
versus NFT group, ##P < 0.001 versus NFT group, P < 0.05 versus IFT group, *%P < 0.001 versus IFT group, *P < 0.05 versus 0 h in the same group, and **P < 0.001 versus 0
h in the same group.

Abbreviations: NFT, normal fat tolerance group; IFT, impaired fat tolerance group; HTG, hypertriglyceridemia group. FFA, free fatty acid; FGF2I, fibroblast growth factor 21.
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Figure 3 Changes in other lipid levels after a high-fat diet in the three groups. (A) TG. (B) TC. (C) HDL-C. (D) LDL-C.

Notes: “P < 0.05 versus NFT group, P < 0.001 versus NFT group, %P < 0.05 versus IFT group, %P < 0.001 versus IFT group, *P < 0.05 versus 0 h in the same group, and
**P < 0.001 versus 0 h in the same group.

Abbreviations: NFT, normal fat tolerance group; IFT, impaired fat tolerance group; HTG, hypertriglyceridemia group.

differences in TG levels among the three groups at all times were significant (Pqrr_nrr) 0 n < 0.05, other P < 0.001)
(Table 2, Figure 3A).

The TC levels showed a slight upward trend. They were significantly higher in the HTG group than in the NTF and
IFT groups (P < 0.05) (Table 2, Figure 3B). However, HDL-C levels did not change significantly at the start. However,
they decreased significantly at 4 h vs at 0 h (P < 0.001), and there was a significant difference between them at 6 h and at
the baseline (vs 0 h, P <0.001) (Table 2, Figure 3C). LDL-C levels showed a downward trend, reaching a nadir at 4 h (vs
0 h, P <0.001), and increased slightly at 6 h. LDL-C levels were significantly higher in the HTG group than in the NFT
group (P < 0.05) (Table 2, Figure 3D).

Relationship Between Postprandial FGF21 iAUC and Lipid iAUC

The trend of FGF21 level was similar to that of FFA level, which was exogenously altered by the high-fat diet. FGF21
iAUC was negatively correlated with TC iAUC and TG iAUC (r = — 0.230, P = 0.004 and r = — 0.395, P < 0.001,
respectively) and positively correlated with FFA iAUC (r = 0.210, P = 0.008). Therefore, FFA iAUC was used as an
independent variable in the linear equation, whereas FGF21 iAUC was used as a dependent variable. The results showed
that FFA iAUC was linearly correlated with FGF21 iAUC (P = 0.008). After adjusting for sex, age, SBP, DBP, and WC,
FFA iAUC remained linearly correlated with FGF21 iAUC (P = 0.003). After further adjustment for serum TC iAUC and
HOMA-IR, FFA iAUC was found to be an independent influencing factor of FGF21 iAUC (P = 0.005). (Table 3).

Discussion

The fasting FGF21 level is closely related to the levels of blood lipids; however, their relationship in the postprandial
period remains unclear. In the present study, by analyzing the baseline data, it was found that fasting FGF21 levels had
a stronger positive correlation with FFA levels. An OFTT was then administered to induce exogenous changes in the lipid
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Table 3 Multiple Linear Regression Analysis of FGF21 iAUC

B B Standard Error t P value
Model |
FFA iAUC 0.712 0.265 2.686 0.008
Model 2
FFA iAUC 0.788 0.265 2.972 0.003
Model 3
FFA iAUC 0.719 0.265 2713 0.007

Notes: Model |: without adjustment. Model 2: Based on Model |, further adjusted for sex, age, SBP,
DBP, and WC. Model 3: Based on Model 2, further adjusted for TC iAUC and HOMA-IR.

levels, and the variations in FGF21 level were similar to those in FFA level. Interestingly, further analysis showed that
the change in FFA levels had an independent effect on the alteration of FGF21 levels.

Under normal circumstances, FFA is one of the main energy sources; however, chronic exposure to excessive FFA
leads to lipotoxic damage, promoting metabolic disease occurrence and development.'> The present study found that
fasting FFA levels were significantly increased in a population with abnormal lipid tolerance and insulin resistance. More
importantly,'® insulin resistance could lead to postprandial elevation of serum FFA levels.'” Lauziére et al also
discovered a progressive growth in postprandial FFA turnover from the normal insulin level to insulin resistance. This
is consistent with the findings of the present study. Notably, FFA level displayed a biphasic pattern of change during the
OFTT; it decreased in the early phase and then increased gradually, consistent with the report from a previous study.'®
The decrease in FFA levels in the early phase might be due to the following reasons: Firstly, in the fasting state,
peripheral fat mobilization releases FFA into the blood to provide energy for metabolically active tissues and organs;'®
Therefore, the fasting FFA levels are higher than the FFA levels at any other time of day. In our study, the test meal was
a high-fat mixed meal containing carbohydrates, which could restrict FFA utilization after intake.”**' Peripheral fat
mobilization is largely inhibited, and the pathway related to endogenously increasing FFA levels is suppressed. In
addition, after consuming the test meal, fatty acids are incorporated into chylomicron-TG and then gradually appear in
the serum FFA pool via the “spillover” route from the adipose tissue.** Therefore, it takes time for OFTT to increase FFA
levels exogenously. The gradual increase in FFA levels in the late stage is considered to be associated with the high-fat
meal intake. Previous studies have found that dietary fat contributed up to approximately 50% of postprandial serum FFA
levels using the isotope tracing method.”®>° Secondly, postprandial insulin levels may play an important role in the
changes in FFA levels. In the postprandial state, insulin levels regulate FFA levels by suppressing intracellular adipose
tissue lipolysis and reducing FFA spillover from chylomicron TG lipolysis. The insulin levels were elevated only in the
first part of the postprandial phase after OFTT, which inhibited the peripheral FFA trapping, leading to the reduction in
FFA levels. In the later stage, the peripheral FFA capture was enhanced with the decrease in insulin level, and then FFA
level gradually increased. However, we acknowledge the limitation that FFA levels were not measured in our study.**>°
However, some studies have revealed that the FFA level shows a continuously increasing trend after lipid infusion.’
Several factors, such as the method and composition of the lipid administration, may account for this discrepancy. The
main component of the infused lipids was fatty acids, which increased the circulating FFA levels constantly and directly.
These data suggest that the FFA response pattern largely depends on the method and route of lipid administration.

FGF21 is closely linked to lipid metabolism. The increase in FGF21 levels in response to fasting may contribute to
adaptation to energy deprivation.”” The present study showed that fasting FGF21 levels were positively correlated with FFA
levels, consistent with previous studies that indicated that fasting FGF21 levels increased in metabolic diseases.”®
Nevertheless, the data on postprandial FGF21 levels after lipid administration are contradictory. Interestingly, the fluctuation
in FGF21 levels after OFTT was similar to that in FFA levels observed in the present study. This finding was confirmed in
a randomized crossover trial in humans. A robust positive correlation between FFA and FGF21 levels was observed during
lipid infusion in that trial.>' Likewise, Mai et al revealed that incubating HepG2 cells with different FFAs increased FGF21
expression and secretion.” However, a knockdown of peroxisome proliferator-activated receptor alpha (PPARa) halted the
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increase in FGF21 expression. It has been suggested that FFA-induced effects on FGF21 depend on the activation of PPARa.
This finding provided a theoretical basis for this study. However, previous studies also have drawn contradictory conclusions.
Vamvini et al conducted an oral lipid test in healthy people and found no significant change in the FGF21 level.*' We believe
that differences in the components of fat intake may account for this discrepancy. Previous studies have shown that
carbohydrates and proteins can also affect FGF21 secretion.’®** In our study, the test meal was a mixture of various
nutrients in line with our daily diet. Another study using a high-fat test meal in older adults indicated that postprandial FGF21
levels steadily declined over 240 min.>> We believe that the continuous decline in FGF21 levels may be associated with the
low energy intake in the test meal (450 kcal). A previous study found that FFA levels needed a certain threshold to fully
stimulate FGF21 secretion.®® In that trial, FFA levels increased to a maximum of 1 mmol/L; therefore, we think the FFA
levels obtained were possibly insufficient to effectively stimulate FGF21 secretion. Furthermore, this study found that the
nadir time of circulating FFA preceded that of FGF21 by 2 h. This is comparable with the observation of Yu et al that
incubation of HepG2 cells with fatty acids for this period (3—4 h) induced the production of FGF21 via PPARa
activation.’”*® Blood samples were obtained at 2-h intervals in the present study, which may account for this discrepancy.

Additionally, we found that changes in FFA levels had an independent effect on FGF21. There is also strong evidence
from an in vitro study of FGF21 induced by FFA.? Moreover, the present study showed that the change in TG level was
also associated with that of FGF21 level, which was consistent with the findings of Matikainen et al.'” Serum TG levels
are closely associated with FFA. Their respective effects are difficult to dissociate. We cannot entirely exclude the role of
TG in this study. Nevertheless, an in vitro study suggested that TG did not affect FGF21 secretion in HepG2 cells.’
Recent human data have indicated that variations in serum FGF21 levels resemble those in FFA and cortisol levels.*”
These data support a model of FFA as a major regulator of FGF21 secretion.

To our knowledge, this is the first large-sample study conducted in a Chinese population without diabetes to analyze
the relationship between postprandial lipids and FGF21. However, this study had some limitations. First, we did not
provide a thorough analysis of blood glucose and insulin levels because we aimed to study the association between blood
lipids and FGF21. Additionally, the energy provided by the test meal in the present study was high, which could have
influenced the results to some extent. Therefore, our team will conduct further clinical trials to investigate the responses

of FGF21 to different test meals in Chinese individuals with different diseases.

Conclusion

This study found that, during the OFTT, FFA and FGF21 levels showed a similar biphasic trend of decreasing first and
then increasing. Further analysis revealed that the alteration of FFA levels was an independent factor influencing changes
in FGF21 levels. This study suggests that FGF21 level after an oral fat tolerance test is positively related to postprandial
FFA level. Therefore, we may achieve the goal of regulating endogenous FGF21 by effectively managing FFA levels,
thus enabling FGF21 to exert better pleiotropic effects on metabolism.
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