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Objective(s): JiangTangXiaoKe (JTXK) granule, a Chinese traditional herbal formula, has been clinically 
used and demonstrated to be beneficial in controlling high glucose and to relieve the symptoms of  
Type 2 diabetes mellitus patients for decades. In this study, we explored how loganin, one of the 
components in JTXK granule, mediated the anti-diabetic effect.
Materials and Methods: We generate a cell model with the dysfunction of insulin secretion by over-
expression FOXO1 in INS-1 cells. MTT method was used to detect cytotoxicity after treated with 
Loganin. ELISA analysis was used to examine insulin secretion. The expression levels of FOXO1 and 
Akt were evaluated by Western blot.
Results: Treatment with Loganin did not change the expression level of FOXO1 in INS-1 cells, but 
increased phosphorylation of FOXO1 and inhibited the nuclear translocation and accumulation of 
FOXO1, which improved the insulin secretion of the cells. Mechanistically, we found PI3K/Akt signaling 
pathway involved in these effects, which were blocked by an Akt inhibitor, LY294002.
Conclusion: Loganin mediated the subcellular distribution of FOXO1 via PI3K/Akt signaling pathway, 
which protected the function of insulin secretion in islet INS-1 cells.
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Introduction
Type 2 diabetes mellitus (T2DM) is a chronic metabolic 

disorder, mainly characterized by hyperglycemia and 
pancreatic β-cell dysfunction, leading to insufficient 
insulin secretion and insulin resistance (1, 2). Although 
it has long been accepted that insulin resistance is the 
leading factor in the pathogenesis of type 2 diabetes (3, 
4), accumulating evidences over the past decades have 
showed that defects in pancreatic β-cell function is also 
one of major pathophysiologic abnormalities underlie 
most cases of T2DM (5-7). Pancreatic β-cell injury led to 
insufficient insulin supply that decreased sensitivity of 
the body tissues to respond to insulin (5-7). Therefore, 
rescuing the function of pancreatic β-cell in T2DM is 
crucial for the treatment of diabetes.

Forkhead box-containing protein o1 (FOXO1) is 
a key transcription factor in insulin signaling and 
metabolic homeostasis in response to oxidative stress 
(8). In pancreatic tissue, FOXO1 was specifically 
expressed in β-cell and was related to cell proliferation, 
differentiation, oxidative stress and apoptosis (9-12). 
In early phases of diabetes, FOXO1 is dephosphorylated 
and translocates into the nucleus. In late phases, FOXO1 
disappears from β-cell as the insulin secretion decreases. 
This demonstrated FOXO1 nuclear translocation is 
an early sign of β-cell stress, and the distribution of 
FOXO1 may contribute to β-cell dedifferentiation 

and functional impairment (13, 14). In INS-1 cells, 
cytoplasmic phospho-FOXO1 was decreased and nuclear 
localization of FOXO1 was increased under proapoptotic 
and glucolipotoxic conditions (15), which inhibited cell 
proliferation and promoted cell apoptosis (10, 16). 
Therefore, inhibiting FOXO1 translocation into nucleus 
by increasing cytoplasmic FOXO1 phosphorylation is 
benefit to the function of INS-1 cells.

JiangtangXiaoke (JTXK) granule, a Chinese traditional 
herbal formula invented by ourselves previously, has 
been clinically use and demonstrated to be beneficial in 
controlling high glucose and to relieve the symptoms of 
T2DM patients for decades (17). Our previous studies 
have found that JTXK granule can improve glucose 
and lipid metabolism in clinical and animal models 
of diabetes mellitus (18, 19). However, the effective 
components of JTXK granule and the molecular 
mechanisms underlying anti-diabetic of JTXK granule 
remains unknown. The aim of the present study was to 
determine the effective components of JTXK granule and 
how they could regulate FOXO1 translocation to inhibit 
its transcriptional activity in INS-1 cell, and protect 
insulin secretion function. 

Material and Methods
Establishment of INS-1 cell line with high expression 
of FOXO1

INS-1 cells were cultured in RPMI-1640 medium 
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with 11.1 mM D-glucose supplemented with 10% FBS, 
100 U/ml penicillin, 100 mg/ml streptomycin, 10 mM 
HEPES, 2 mM L-glutamine, 1 mM sodium pyruvate, and 
50 mM β-mercaptoethanol. The culture medium was 
changed every 2 days. Cells were incubated at 37 ̊ C in an 
atmosphere that supplemented with 5% CO2 and 95% 
air. 

The FOXO1 gene (NM_001191846) was PCR 
amplified and  subcloned into GV308 expression vector 
using its AgeI/EcoRI restriction sites. Two synthetic 
oligonucleotide primers were designed to amplify 
the FOXO1 gene. The sequences for the primers were 
AACCGTCAGATCGCACCGGCGCCACCATGGCCGAAGCGCTC 
and TCCTTGTAGTCCATGAATTCGCCTGACACCCAGCTGTG
TGTTG. Lentivirus packaging and quality testing were 
performed in 293T cells. INS-1 cells were infected by 
Lentivirus containing FOXO1 gene, then following by 
puromycin creening. INS-1 cells with high expression a 
constitutively active form of FOXO1 were induced by 2.5 
μg/ml doxycycline.

Drug treatment
INS-1 cells were seeded in 24-well plates at a 

density of 10000 cells per well. After 12 hr, 2.5 μg/ml 
doxycycline was added, and the cells were continuously 
cultured for 12 hr. Cells were cultured with or without 
loganin (Sigma), and with or without PI3K inhibitor for 
24 hr. The PI3K inhibitor, LY294002, was dissolved in 
dimethyl sulfoxide as a 50 mM stock solution; the final 
concentration of LY294002 was 25 µM.

Cell cytotoxicity analysis
The viability of the cells was assessed by MTT 

assay, which is based on the reduction of MTT by the 
mitochondrial dehydrogenase of intact cells to a purple 
formazan product. Cells were seeded in 96-well plates 
at a density of 4000 cells per well. After 12 hrs, the cells 
were treated with different concentrations of Loganin 
for 24 hrs. After treatment, Loganin were carefully 
removed by aspiration. Hundered μl of 0.5 mg/ml MTT 
in cell culture medium was added to each well and 
incubated for 4 hrs. Hundered μl of DMSO was added 
to each well after 4 hrs. The absorbance was measured 
at 570 nm using a microplate reader (FLUOstar Omega, 
BMG LABIECH GmbH, GERMANY).

ELISA Assay
Insulin secretion was evaluated using ELISA assay, 

which was performed by ELISA kit (CUSABIO BIOTECH 
CO, LTD.). Briefly, 100 µl of the standards or samples 
of conditioned medium was plated into wells coated 
with antibody specific for rat insulin at 37 ˚C for 2 hrs, 
removed the liquid of each well and then incubated 
with 100 µl of a biotin-conjugated antibody reagent, at 
37 ˚C for 1 hr. After incubation, the plates were washed 
three times and 100 µl of avidin conjugated Horseradish 
peroxidase (HRP) solution was added to each well and 
incubated for 1 hr at 37 ̊ C. Following five further washes, 
TMB substrate solution (90 µl) was added to each well 
and the plate was allowed to develop at 37 ̊ C in the dark. 
After 30 mins, 50 µl of stop solution was added and the 
absorbance of the samples was measured at 450 nm.

Western blot analysis
Total proteins were obtained from samples by cell 

lysis buffer for Western (Beyotime, Shanghai, China). 
Nuclear and cytoplasmic proteins were separated 
using Nuclear and Cytoplasmic Protein Extraction Kit 
(Beyotime) according to the manufacturer’s instructions. 
A total of 30 µg of protein samples was separated on a 
10% SDS-polyacrylamide gel electrophoresis (PAGE) 
medium and transferred to polyvinylidene difluoride 
(PVDF) membranes (Millipore, Bedford, MA, USA). 
The membranes were blocked with 5% non-fat milk 
in Tris-buffered saline Tween-20 (TBST) for 1 hr at 
room temperature and incubated at 4 ˚C overnight with 
primary antibody. The Akt (Cell Signaling Technology), 
phospho-Akt (Thr308) (Cell Signaling Technology), 
FOXO1 (Cell Signaling Technology), phospho-FOXO1 
(Ser256) (Abcam) and β-actin primary antibodies were 
at dilutions of 1:1000. After washing, the membranes 
were further incubated for 1 hr at room temperature 
with horseradish peroxidase conjugated secondary 
antibody. Then, the signal was visualized with high-
sensitivity ECL luminous liquid and the images were 
captured using the Azure Bioimaging system (Azure 
C500; California, USA). The gray values of the blots were 
quantified using the Image Pro Plus 6.0 software, and 
normalized with the blots of corresponding β-actin as 
the internal control.

Statistical analysis
Data were expressed as mean±SD. Statistical analysis 

of data was performed by one-way ANOVA, followed 
by Student’s t-test. P<0.05 was considered statistically 
significant.

Results
Dysfunction of insulin secretion after up-regulation 
of FOXO1 in INS-1 cells

We established an INS-1 cell line that can be induced 
to express a constitutively active form of FOXO1 by 
doxycycline (See methods). Here, this cell line was 
named as IF-INS-1. Western blot results showed that 
the expression level of FOXO1 was increased by about 
1.5 fold after treatment the IF-INS-1 cells with 2.5 μg/ml 
doxycycline for 12 hrs (Figure 1A). In contrast, doxycycline
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Figure 1. Up-regulation of FOXO1 in IF-INS-1 cells impaired insulin 
secretion function.  (A) Western blot images for FOXO1 and β-actin, 
showing doxycycline (DOX) induced high expression of FOXO1 in IF-
INS-1 cells, but not in INS-1 cells. (B) The morphological changes of 
cells were observed under high power microscope, and the cells do 
not vary greatly in size and shape among groups
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has no effect on the expression level of FOXO1 in INS-1 
cells (Figure 1A). Notably, doxycycline treatment did not 
change the morphology of cells (Figure 1B), indicating 
that doxycycline itself and high expression of FOXO1 has 
no effect on the cell size and shape. 

Next, we used ELISA assay to detect the insulin 
secretion function of the cells. As shown in Figure 2, the 
insulin content in the medium of INS-1 and IF-INS-1 cells 
before doxycycline treatment was comparable. After 
2.5 μg/ml doxycycline treatment, the insulin secretion 
was dramatically decreased in IF-INS-1 cells (Figure 2), 
indicating that high expression of FOXO1 in IF-INS-1 
cells impaired the insulin secretion function. 

Loganin protected insulin secretion function by 
regulating FOXO1 translocation 

To investigate whether loganin, one of the components 
of JTXK granule,  mediated the anti-diabetic effect of 
JTXK granule, we treated the IF-INS-1 cells with 2.5 μg/

ml doxycycline for 12 hrs, following with low, medium 
and high concentrations (0.2, 0.6, and 2 µM) of loganin 
for 24 hrs. ELISA assay showed that the dysfunction of 
insulin secretion induced by high expression of FOXO1 
was rescued by loganin treatment in a does-dependent 
manner (Figure 2). High concentration of loganin 
treatment totally rescued the dysfunction of insulin 
secretion in IF-INS-1 cells.  

Next, we explored how loganin exerts the anti-
diabetic effect in IF-INS-1 cells. The cells were treated as 
above, 2.5 μg/ml doxycycline for 12 hrs, following with 
different concentrations of loganin for 24 hrs. Firstly, to 
make sure loganin has no cytotoxicity to the IF-INS-1 
cells, we used MTT assay to evaluate the viability of the 
cells, and found treatment with 0.06, 0.2, 0.6, 2, 6, 20 
µM  loganin has no effect on cell viability (Figure 3A). 
Western blot was used to check the expression level of 
FOXO1. We found on the change in FOXO1 expression 
after treatment with different concentrations of loganin 
(Figure 3B). In the following experiment, we chose 2 µM  
loganin to treat the cells.

The transcriptional activity of FOXO1 relies on the 
nuclear translocation of dephosphorylated form of 
FOXO1 from cytoplasm. Next, we detected the levels of 
phosphorylated form of FOXO1 after loganin treatment. 
Interestingly, although 2 µM  loganin treatment did not 
change the total protein level of FOXO1, it significantly 
increased the phosphorylation of FOXO1 (Figure 4), 
which would promote the translocation of FOXO1 from 
cytoplasm to nuclear. This observation was consistent 
with the results that the protein level of FOXO1 in the 
nuclear was markedly decreased after 2 µM loganin 
treatment (Figure 4). 

Anti-diabetic effect of loganin was mediated by PI3K/
Akt signaling pathway

Phosphorylation of FOXO1 is mediation by PI3K/
Akt signaling pathway. Namely, the activation of PI3K 
phosphorylates Akt. Akt then phosphorylates FOXO1, 
causing nuclear exclusion. As shown in Figure 4, loganin 
treatment also elevated the phosphorylated Akt, but not 
changed the level of total protein, indicating that PI3K/
Akt signaling pathway may involve in the effect of loganin.
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Figure 2. Loganin rescued the  dysfunction of insulin secretion in IF-
INS-1 cells induced by high expression of FOXO1. **P<0.01 vs IF-INS 
group. #P<0.05, ##P<0.01 vs IF-INS -DOX group

 

Figure 3. Loganin had no toxicity effect on IF-INS-1 cells and did not change the expression level of FOXO1. (A) Cell viability was measured by MTT 
assay after different concentrations of loganin treatment. (B) Western blot result showing Loganin treatment did not change the expression level 
of FOXO1
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To test this, here we used LY294002, an Akt inhibitor, 
to block the Akt signaling during the treatment of 
loganin. We found that in IF-INS-1 cells, the increased 
phosphorylatd FOXO1 level and nuclear accumulation 
of FOXO1 induced by loganin were fully blocked by 
LY294002 treatment (Figure 4). As expected, the 
function of insulin secretion can not be rescued by 
loganin treatment in the presence of LY294002 (Figure 
5). These results suggest that PI3K/Akt/FOXO1 
signaling pathway mediated the effect of loganin on 
FOXO1 phosphorylation and nuclear exclusion.

Discussion
In the present study, using a high expression of 

FOXO1 cell line we demonstrated that loganin mediated 
the subcellular distribution of FOXO1 by increasing 
FOXO1 phosphrylation, then regulating the insulin 
secretion function. This process was medicated by 

PI3K/Akt/FOXO1 signaling pathway, which may provide 
a potential strategy to rescue the function of pancreatic 
β-cell in T2DM.

FOXO1 is a double-edged sword that can inhibit β-cell 
proliferation by inhibiting expression of pancreatic 
and duodenum homeobox 1 and protect against β-cell 
failure induced by oxidative stress through neurogenic 
differentiation 1 and muscyloaponeurotic fibrosarcoma 
oncogene homolog A induction (11). Previous reports 
have shown that the expression of FOXO1 mRNA in 
pancreatic islet of T2DM patients was significantly 
higher than that of non-diabetic control group (20). In 
animal studies, overexpression of FOXO1 in both the 
hypothalamus and pancreas causes obesity, glucose 
intolerance and decreased insulin sensitivity (21). In 
contrast, low expression of FOXO1 increased insulin 
sensitivity in vivo and in vitro (22). Therefore, down-
regulation of FOXO1 in T2DM may be a new strategy for 
the treatment of diabetes mellitus. 

It has been shown that the JTXK granule has a 
protective effect on islets. Previous studies have shown 
that JTXKS can inhibit apoptosis of INS-1 cells and 
protect islet cell function (23). However, the effective 
components and the underlying mechanism is still 
unclear. After treating the INS-1 cells and isolated rat 
islets with glucotoxic conditions, phosphorylation of 
FOXO1 at Ser-256 was significantly decreased, which led 
to the nuclear accumulation of FOXO1 (24, 25). Similarly, 
under the condition of lipotoxicity and overnutrition, 
the transcriptional activity of FOXO1 was increased 
(26). In INS-1 cells with high expression of FOXO1, 
we found the level of phosphorylated FOXO1 was low 
and the FOXO1 mainly located in the nuclear, which 
increased the transcriptional activity of FOXO1 and 
impaired the insulin secretion function. Interestingly, 
Loganin treatment increased phosphorylation of FOXO1 
and inhibited the nuclear accumulation of FOXO1, which 
can be blocked by LY294002. 

Conclusion
We demonstrated that loganin mediated the nuclear 

exclusion of FOXO1 by phosphorylation via PI3K/Akt 
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Figure 4. Loganin mediated the nuclear exclusion of FOXO1 by phosphorylation via PI3K/Akt signaling pathway. Western blot detecting the levels 
of phosphorylated FOXO1 (p-FOXO1), FOXO1 in the nuclear (nuc-FOXO1), total FOXO1, phosphorylated Akt (p-Akt) and total Akt

 2 

 

 
 
 

Figure 5. Anti-diabetic effect of loganin was blockedd by Akt inhibitor, 
LY294002. **P<0.01 vs IF-INS+DOX+Loganin group
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signaling pathway, which protected the function of 
insulin secretion in islet INS-1 cells.

Acknowledgment
This study was supported by the National Natural 

Science Foundation of China (NSFC81703971) as well as 
the Graduate Construction project of Beijing Municipal 
Education Commission (1000062520181). 

Conflict of Interest 
The authors declare that they have no commercial or 

financial conflicts of interest with the contents of this 
article.

References
1. NCD Risk Factor Collaboration (NCD-RisC). Worldwide trends 
in diabetes since 1980: a pooled analysis of 751 population-
based studies with 4·4 million participants. Lancet 2016; 
387:1513-1530.
2. Collaborators GRF. Global, regional, and national comparative 
risk assessment of 79 behavioural, environmental and 
occupational, and metabolic risks or clusters of risks in 188 
countries, 1990–2013: a systematic analysis for the Global 
Burden of Disease Study 2013. Lancet 2015; 386:2287-2323.
3. Weyer C, Bogardus C, Mott DM, Pratley RE. The natural 
history of insulin secretory dysfunction and insulin resistance 
in the pathogenesis of type 2 diabetes mellitus. J Clin Investig 
1999; 104:787-794.
4. Sesti G, Federici M, Lauro D, Sbraccia P, Lauro R. Molecular 
mechanism of insulin resistance in type 2 diabetes mellitus: 
role of the insulin receptor variant forms. Diabetes Metab Res 
Rev 2001; 17:363-373.
5. Singh KA, Devi RKB, Singh KL. B-cell failure and preservation 
in type 2 diabetes mellitus: a review. J Evolution Med Dent Sci 
2016; 5:5315-5321.
6. Prentki M, Nolan CJ. Islet beta cell failure in type 2 diabetes. 
J Clin Investig 2006; 116:1802-1812.
7. Leibowitz G, Kaiser N, Cerasi E. beta-Cell failure in type 2 
diabetes. J Diabetes Investig 2011; 2:82-91.
8. Tsuchiya K, Ogawa Y. Forkhead box class O family member 
proteins: The biology and pathophysiological roles in diabetes. 
J Diabetes Investig 2017; 8:726-734.
9. Yang Y, Xu H, Dai Q. Foxo regulates cell proliferation, 
differentiation and apoptosis. Prog Physiol Sci 2008; 39:362-365.
10. Lu Z, Gan L, Miao H, Wang Z, Zou Q. Foxo1 expression 
influence proliferation and apoptosis of pancreatic β cells. 
Chin J Biochem Mol Biol 2009; 25:50-56.
11. Kitamora T, Kitamura YI. Role of foxo proteins in pancreatic 
β cells. Endocr J 2007; 54:507-515.
12. Huang H, Xia N. Effect of FOXO1 on pancreatic beta cells in 
diabetes mellitus. Intel Med Chin 2009; 4:404-407. 

13. Pajvani UB, Accili D. The new biology of diabetes. 
Diabetologia 2015; 58:2459-2468.
14. Rutter GA, Pullen TJ, Hodson DJ, Martinez-Sanchez A. 
Pancreatic β-cell identity, glucose sensing and the control of 
insulin secretion. Biochem J 2015; 466:203-218.
15. Kim SJ, Winter K, Nian C, Tsuneoka M, Koda Y, McIntosh 
CH. Glucose-dependent insulinotropic polypeptide (GIP) 
stimulation of pancreatic beta-cell survival is dependent upon 
phosphatidylinositol 3-kinase (PI3K)/protein kinase B (PKB) 
signaling, inactivation of the forkhead transcription factor 
Foxo1, and down-regulation of bax expression. J Biol Chem 
2005; 280:22297-22307.
16. Ma Y, Wang X, Peng Y, Ding X. Forkhead box O1 promotes 
INS1 cell apoptosis by reducing the expression of CD24. Mol 
Med Rep 2016; 13:2991-2998.
17. Gao S, Gong Y, Ni Q, Luo Z, Zhao J, Gao Y, et al.  Clinical study 
on treatment of type 2 diabetes from aspects of liver, spleen 
and kidney. J Tradit Chin Med 2009; 24:1007-1010.
18. Zhao D, Li X, Yu N, Fang X, Mu Q, Qin P, et al.  Effect of 
Jiangtang xiaoke granule on glucose and lipid metabolism in 
type 2 diabetic rats. Chin J Exp Trad Med Form 2013; 19:172-
176.
19. Zhang Y, Yu N, Mu Q, Zhao D, Zuo J, An H, et al.  Effect of 
Jiangtang xiaoke granule on hepatic lipid metabolism in type 
2 diabetic KKAy mice. J Tradit Chin Med 2016; 34:2626-2629.
20. Guerra SD, Lupi R, Marselli L, Masini M, Bugliani M, Sbrana 
S, et al. Functional and molecular defects of pancreatic islets in 
human type 2 diabetes. Diabetes 2005; 54:727-735.
21. Kim HJ, Kobayashi M, Sasaki T, Kikuchi O, Amano K, 
Kitazumi T, et al.  Overexpression of FoxO1 in the hypothalamus 
and pancreas causes obesity and glucose intolerance. 
Endocrinology 2012; 153:659-671.
22. Nakae J, Cao Y, Hakuno F, Takemori H, Kawano Y, Sekioka 
R, et al.  Novel repressor regulates insulin sensitivity through 
interaction with foxo1. EMBO J 2012; 31:2275-2295.
23. Wu R, Zhao D, Fang X, Gao S. Effects of Jiangtang xiaoke 
granule-containing serum on apoptosis of INS-1 cells. J Tradit 
Chin Med 2016; 34:2090-2092.
24. Shu T, Zhu Y, Wang H, Lin Y, Ma Z, Han X. AGEs decrease 
insulin synthesis in pancreatic b-cell by repressing Pdx-1 
protein expression at the post-ttranslational level. PLoS One 
2011; 6:18782-18789.
25. Sathanoori R, Olde B, Erlinge D, Goransson O, Wierup N. 
Cocaine- and amphetamine-regulated transcript (CART) 
protects beta cells against glucotoxicity and increases cell 
proliferation. J Biol Chem 2013; 288:3208-3218.
26. Wang Y, Lin H, Hao N, Zhu Z, Wang D, Li Y, et al. Forkhead 
box O1 mediates defects in palmitate-induced insulin granule 
exocytosis by downregulation of calcium/calmodulin-
dependent serine protein kinase expression in INS-1 cells. 
Diabetologia 2015; 58:1272-1281.


	bookmark0
	OLE_LINK82
	OLE_LINK83
	OLE_LINK128
	OLE_LINK127
	_GoBack
	OLE_LINK7
	OLE_LINK17
	OLE_LINK18
	OLE_LINK8
	OLE_LINK9
	OLE_LINK34
	OLE_LINK35
	OLE_LINK36
	OLE_LINK2
	OLE_LINK6
	OLE_LINK5
	_GoBack
	_ENREF_1
	_ENREF_1
	_ENREF_2
	_GoBack
	_ENREF_3
	_ENREF_4
	_ENREF_5
	_ENREF_6
	_ENREF_7
	_ENREF_8
	_ENREF_9
	_ENREF_10
	_ENREF_11
	_ENREF_12
	_ENREF_13
	_ENREF_14
	_ENREF_15
	_ENREF_16
	_ENREF_17
	_ENREF_18
	_ENREF_19
	_ENREF_20
	_ENREF_21
	_ENREF_22
	_ENREF_23
	_ENREF_24
	_ENREF_25
	_ENREF_26

