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Effect of Tongxinluo on nerve regeneration in mice with diabetic peripheral neuropathy
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Abstract
Diabetic peripheral neuropathy (DPN) is a common complication of diabetes. This study aims to investigate the effects of Tongxinluo on the nerve regeneration in 
diabetic peripheral neuropathy mice. Forty Specefic Pathogen Free (SPF) male KK/Upj-Ay mice were divided into diabetes group, diabetes with high dose Tongxin-
luo (4g/kg) (D+H), diabetes with mid dose Tongxinluo (2g/kg) (D+M), and diabetes with low dose Tongxinluo (1g/kg) (D+L) groups. Fasting blood glucose (FPG), 
heat pain threshold, motor nerve conduction velocity (MNCV), insulin-like growth factor-1 (IGF1), activator protein 1 (c-fos), nerve growth factor (NGF), and 
basic fibroblast growth factor (BFGF) were measured. Results indicated that FPG of diabetes group was significantly higher than that of control group. Heat pain 
threshold and MNCV were significantly lowered in diabetes group. Expression levels of IGF1, NGF and BFGF were significantly lower than that of control, whereas 
c-fos expression was significantly higher than that of control group. Tongxinluo treatment (D+M and D+H) significantly up-regulated heat pain threshold, MNCV, 
and IGF1, NGF and BFGF expression, but decreased c-fos expresson when compared to that of diabetes group. In conclusion, Tongxinluo can ameliorate diabetic 
peripheral neuropathy, improve MNCV, and promote nerve regeneration. The underlying mechanism needs to be further elucidated.
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Introduction

The prevalence of diabetes increased rapidly in 
China. There are more than 110 million patients with 
diabetes, and only about 1/4 of these patients could re-
ceive the drug treatment. China has become one of the 
countries with biggest diabetes burden (1). Diabetes is 
often accompanied by complications including ketoa-
cidosis, microvascular disease, retinopathy, kidney di-
sease, nerve disease, a variety of heart, brain, or kidney 
diseases (2). Diabetic peripheral neuropathy (DPN) is a 
common complication of diabetes, the prevalence rate 
of DPN ranges from 60% to 90%. Prolonged course of 
diabetes increases the risk of DPN (3). Main clinical 
symptoms of DPN include sensory nerve damage, limb 
pain and numbness, acute pain, weak reflexes, muscle 
weakness or atrophy (4). There were some of the growth 
factors have been proved to be participated in the patho-
logy of the DPN, such as insulin growth factor 1 (IGF1) 
(5), nerve growth factor (NGF) (6), basic fibroblast 
growth factor (BFGF) (7) and c-fos (8), therefore, we 
examined these factors in this study. There is current-
ly no specific treatment of DPN. The commonly used 
drugs include: aldose reductase inhibitor, ganglioside, 
nerve growth factor, anticoagulants, vasodilators, etc., 
but the clinical results are not satisfactory (9). As a risk 
factor of diabetic foot and amputation, DPN seriously 
affects the quality of life of patients. Traditional Chinese 
medicine has exhibited certain advantages in the treat-
ment of DPN. Tongxinluo capsule could inhibit throm-
bosis, improve function of endothelial cells, and protect 
the function of microvascular by promoting blood cir-
culation to remove meridian obstruction and smoothing 
the veins to relieve pain (10). The present study is to 

investigate the efficacy of Tongxinluo on nerve regene-
ration in mice with DPN, and to explore the mechanism 
from the perspective of nerve regeneration to provide 
scientific references for clinical studies and treatment 
of DPN.

Materials and methods

Animals
Specefic Pathogen Free (SPF) male KK/Upj-Ay 

mice (30~40g) and SPF male C57BL/6 mice (25~30g) 
were puchased from Beijing HuaFuKang Biological 
Technology Co. (Beijing, China). Animal Certificate of 
Conformity is SCXK-(BJ) 2009-000. Mice were housed 
in a normal environment (relative humidity, 40%-70%; 
temperature, 20 degrees -26 degrees; light, 12h/day).

Reagents
Tongxinluo capsules (Z19980015) were purchased 

from ShiJiaZhuang YiLing Pharmaceutical Co. (ShiJia-
Zhuang, China). The primers of Insulin-like growth fac-
tors1 (IGF1), activator protein 1 (c-fos), nerve growth 
factor (NGF), and basic fibroblast growth factor (BFGF) 
were synthesized by Shanghai Biological Technology 
Co. (ShangHai, China). Antibodies were purchased 
from Abcam (Cambeidge, MA, USA).

Laboratory instruments
PowerLab polygraph was purchased from (AD Ins-

trument Company); gel imaging analyzer was purchased 
from (Biorad Company), 7300 fluorescence quantitative 
PCR instrument was purchased from (ABI Company).
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Animal administration
Ten SPF male C57BL/6 mice were used as controls. 

40 SPF male KK/Upj-Ay mice were divided into dia-
betes group, diabetes with high dose Tongxinluo (4g/
kg) (D+H), diabetes with mid dose Tongxinluo (2g/kg) 
(D+M), and diabetes with low dose Tongxinluo (1g/kg) 
(D+L) groups. The tongxinluo was administrated at the 
age of 9 weeks. The same volume of drinking water was 
given to the mice of control group and diabetes group. 
Drugs or water was given to the mice for a period of 12 
weeks.

Determination of heat pain threshold
After treatment, the mice were placed on a hot plate 

(55 ° C). The latency of licking hind foot was used as 
the heat pain threshold.

Examination of fasting plasma glucose
Fasting blood samples were collected into EDTA 

tubes. The fasting plasma glucose level was analyzed 
with a chemical analyzer (Hitachi 7600; Hitachi, Tokyo, 
Japan) using EDTA-anticoagulated blood.

Measurement of motor nerve conduction velocity
After treatment, the mice were anesthetized by intra-

peritoneal injection of sodium pentobarbital and connec-
ted with PowerLab polygraph to measure MNCV. Brie-

fly, the stimulating electrode was inserted into the right 
sciatic notch, the recording electrode was inserted the 
ankle and second toes of left foot. Compound action 
potential was recorded three times at intervals of 1min 
to take the average. 

Determination of mRNA expression levels of IGF1, c-
fos, NGF and BFGF

Total RNA was extract from sciatic nerve tissue and 
reverse transcripted to cDNA for quantitative PCR. The 
methods of total RNA extraction, mRNA transcription 
were perforemed according to the previous report (2). 
The primers are as listed in Table 1.

Measurement of protein levels of IGF1, c-fos, NGF 
and BFGF

Western blot was used to measure the levels of IGF1, 
c-fos, NGF and BFGF protein. Total protein of sciatic 
nerve tissue was extracted, resolved in SDS-PAGE, 
trans-blotted onto PVDF membrane, blocked with 5% 
non-fat milk and incubated with antibodies of  IGF1, 
c-fos, NGF and BFGF. The β-actin was employed as the 
housekeeping protein control in this study. The bound 
complexes were detected via enhanced chemilumine-
sence.

Statistical analysis
Data are expressed as mean ± standard deviation 

(SD). The results were analyzed using the two-sample t-
test. In all tests, P values less than 0.05 were considered 
statistically significant.

Results 

Change of FPG
FPG level in diabetes group was significantly higher 

than that of the control group, the difference was sta-
tistically significant (P <0.05); FPG values of Tongxin-
luo groups decreased slightly compared with that of the 
diabetes group, but the difference was not statistically 
significant (P > 0.05) (Table 2).

Changes of heat pain threshold and MNCV
Compared with the control group, heat pain thres-

hold and MNCV were significantly lowered in diabetes 

Genes Primers

IGF1
Forward 5’-CTCTTCAGTTCGTGTGTGGAC-3’

Reverse 5’-AATGCTGGAGCCATAGCCT-3’

c-fos
Forward 5’-GACAGATACACTCCAAGCGG-3’

Reverse 5’-GGCAGACCTCCAGTCAAATC-3’

NGF
Forward 5’-CTTCAGCATTCCCTTGACAC-3’

Reverse 5’-TACAGTGATGTTGCGGGTC-3’

BFGF
Forward 5’-CGTCAAACTACAACTCCAAGCA-3’

Reverse 5’-CGTCCATCTTCCTTCATAGCA-3’

GAPDH
Forward 5’-TGCTGAGTATGTCGTGGAGTC-3’

Reverse 5’-TGCTGAGTATGTCGTGGAGTC-3’

Table 1. The primers for PCR mRNA expression.

Group Dose Before Administration of Tongxinluo After Administration of Tongxinluo
Control - 5.09±0.90* 5.82±1.05*

Diebetes - 13.48±2.20 17.20±2.10
D+L 1 12.90±2.73 16.06±1.86
D+M 2 14.68±2.24 15.64±2.20
D+H 4 14.69±2.31 14.07±1.91

Group Dose Pain threshold MNCV
Control - 17.62±2.71* 24.43±0.03*

Diebetes - 8.36±1.28 5.39±1.07
D+L 1 10.54±0.64 6.19±1.15
D+M 2 12.13±1.50* 8.89±1.25*

D+H 4 12.16±2.95* 9.92±1.59*

Table 2. Changes of FPG. 

Table 3. Changes of pain threshold and MNCV. 

* P<0.05, vs diabetes group

* P<0.05, vs diabetes group (same as the untreated Tongxinluo group).
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Changes of the protein levels of IGF1, c-fos, NGF and 
BFGF

The protein levels of IGF1, c-fos, NGF and BFGF 
were examined by using the western blot assay. Compa-
red to the control group, the protein levels of IGF1, NGF 
and BFGF in diabetes group were significantly lower, 
but c-fos was significantly higher (Figure 1B, Table 5, 
P <0.05). Compared with the diatetes group, protein 
levels of NGF and BFGF were significantly increased 
and protein level of c-fos was significantly decreased in 
D+M and D+H groups (P <0.05) (Figure 1B, Table 5).

Discussion

According to the International Diabetes Federation, 
there are about 382 million diabetics 5.1 million death 

group (P <0.05). However, heat pain threshold and 
MNCV were significantly increased in D+M and D+H 
groups (P <0.05) (Table 3).

Changes of the mRNA expression levels of IGF1, c-
fos, NGF and BFGF

The mRNA levels of IGF1, c-fos, NGF and BFGF 
were detected by using the PCR assay. The mRNA 
expression levels of IGF1, NGF and BFGF in diabetes 
group were significantly lower than that of the control 
group, but c-fos mRNA expression level of diabetes 
group was higher than that of the control group (Figure 
1A, Table 4, P<0.05). Compared with the diatetes group, 
mRNA expression levels of NGF and BFGF were signi-
ficantly increased and mRNA expression levels of c-fos 
was significantly decreased in D+M and D+H groups (P 
<0.05) (Figure 1A, Table 4).

Group Dose IGF1 c-fos NGF BFGF
Control - 1.02±0.22* 0.90±0.07* 1.11±0.13* 1.13±0.09*

Diebetes - 0.28±0.01 4.59±0.24 0.33±0.06 0.28±0.03
D+L 1 0.25±0.03 2.63±0.14* 0.47±0.08 0.32±0.08
D+M 2 0.44±0.05* 2.43±0.13* 0.59±0.08* 0.69±0.12*

D+H 4 0.58±0.06* 2.48±0.12* 0.64±0.09* 0.71±0.04*

Group Dose IGF1 c-fos NGF BFGF
Control - 0.96±0.11* 0.26±0.04* 0.95±0.16* 0.73±0.05*

Diebetes - 0.27±0.04 0.86±0.11 0.29±0.05 0.28±0.04
D+L 1 0.36±0.07 0.61±0.10 0.35±0.04 0.62±0.08*

D+M 2 0.50±0.07* 0.56±0.07* 0.53±0.04* 0.61±0.07*

D+H 4 0.62±0.07* 0.41±0.05* 0.57±0.09* 0.61±0.12*

Figure 1. Observtion of the mRNA and protein levels of IGF1, c-fos, NGF and BFGF. A. The mRNA levels of IGF1, c-fos, NGF and BFGF were 
examined by using PCR assay. B. The protein levels of IGF1, c-fos, NGF and BFGF were examined by using western blot assay. * P<0.05 repre-
sents the mRNA or protein levels compared to the Diabetes group. 

Table 5. Changes of protein levels of IGF1, c-fos, NGF, and BFGF.

* P<0.05, vs diabetes group (same as the untreated Tongxinluo group).

Table 4. Changes of mRNA levels of IGF1, c-fos, NGF, and BFGF. 

* P<0.05, vs diabetes group (same as the untreated Tongxinluo group).
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from diabetes worldwide in 2013. There will be 552 mil-
lion patients with diabetes by 2030. Diabetes prevention 
and control has become an urgent problem (11). DPN 
refers to peripheral nerve dysfunction related symptoms 
in patients with diabetes. Although high blood sugar is 
one of the main causes of DPN, the pathogenesis of DPN 
is not entirely clear. It might be the result of many fac-
tors including vascular injury, metabolic disorders, cy-
tokines abnormalities, oxidative stress, immune factors 
and neurotrophic factor deficiency. The widely accep-
ted theories are theory of vascular and metabolic theory, 
suggesting that hyperglycemia-induced oxidative stress 
is an important factor of DPN (12,13). Oxidative stress 
can cause the polyol pathway activation, non-enzymatic 
glycation, protein kinase C activation, and hexosamine 
pathway activation, leading to tissue damage, endothe-
lial function changes, axonal degeneration, and demye-
linating disorders, resulting in the occurrence and deve-
lopment of DPN (14,15). There is currently no specific 
treatment for DPN, the drugs used in the treatment of 
DPN are based on multiple hypotheses of the pathoge-
nesis of DPN. Common used drugs include an aldose 
reductase inhibitor, ganglioside, nerve growth factors, 
anticoagulants, and vasodilator drugs. The efficacy of 
those drugs differs from different reports. 

According to traditional Chinese medicine theory, 
DPN is a common disorder characterized by numbness, 
cold, pain, and atrophy caused by consumptive thirst, 
deficiency of both qi and yin, syndrome of phlegm, and 
obstruction of meridians and collaterals. Chinese medi-
cine treatment of DPN has some advantages in its multi-
target and multi-channel manner. Tongxinluo capsules 
were made from leech, ginseng, scorpion, red peony, 
eupolyphaga, cicada, centipede, drop incense, sanda-
lwood, frankincense, semen, and borneol. Tongxinluo 
can inhibit thrombosis, improve endothelial function, 
and protection microvascular through promoting blood 
circulation to remove meridian obstruction and smoo-
thing the veins to relieve pain (16). Studies have shown 
(17) that Tongxinluo capsule can not only improve the 
clinical symptoms of DPN patients, but also can improve 
MNCV. KK/Upj-Ay mouse is a model of type 2 diabetes 
with DPN pathological features including partial sciatic 
nerve fiber layer thickness, unmyelinated nerve fibers 
hollowing, and axonal thinning. Therefore, this study 
uses KK/Upj-Ay mouse model to explore the efficacy of 
Tongxinluo capsule on nerve regeneration in mice with 
DPN to hopefully provide scientific references for clini-
cal research and treatment of DPN.

The results of this study showed that FPG levels 
were significantly up-regulated in the diabetes group 
and supplementation of Tongxinluo did not cause signi-
ficant decrease of FPG level, indicating Tongxinluo does 
not have significant blood glucose lowering effect. This 
might be related to the small sample size and needs to 
be further studied. Significantly reduction of heat pain 
threshold and MNCV were found in diabetes group. 
However, supplementation of Tongxinluo at doses of 2 
g/Kg and 4g /Kg significantly increased heat pain thres-
hold and MNCV, indicating that Tongxinluo capsule can 
improve nerve function and protect mice against DPN, 
which is consistent with other relevant findings (18). 
Compared to control group, diabetes group has signifi-
cantly lowered mRNA expression levels of IGF1, NGF 

and BFGF and significantly elevated mRNA expression 
level of c-fos. Supplementation of Tongxinluo at doses 
of 2 g / Kg and 4 g / Kg significantly increased the ex-
pression levels of IGF1, NGF and BFGF and decreased 
the expression level of c-fos, indicating that decreased 
levels of neurotrophic factors in diabetic mice may lead 
to diabetic neuropathy or nerve atrophy and Tongxinluo 
capsule can inhibit this kind of response by promoting 
neuroregeneration, which is consistent with previous 
findings (19).

In summary, Tongxinluo capsule can improve nerve 
function, increase nerve conduction velocity, and pro-
mote nerve regeneration in mice with DPN.  The under-
lying mechanism needs to be further elucidated.

Acknowledgements
This study was supported by grants from Henan Medical 
Technologies R&D Program in China, No. 2011020129 
and Henan Key Science and Technology Project in 
China, No. 112102310154.

References

1. Franciscus, M., Nucci, A., Bradley, B., Suomalainen, H., Green-
berg, E., Laforte, D., Kleemola, P., Hyytinen, M., Salonen, M., Mar-
tin, M.J., Catte, D, Catteau, J. and TRIGR Investigators., Recruit-
ment and retention of participants for an international type 1 dia-
betes prevention trial: a coordinators’ perspective. Clin. Trials. 2014, 
11: 150-158. doi: 10.1177/1740774513510070.
2. Sepehri, Z., Kiani, Z., Nasiri, A.A., Mashhadi, M.A., Javadian, F., 
Haghighi, A., Kohan, F., Bahari, A. and Sargazi, A., Human toll like 
receptor 4 gene expression of PBMCs in diabetes mellitus type 2 
patients. Cell. Mol. Biol (Noisy-le-grand). 2015, 61: 92-95.
3. Deng, H., Yin, J., Zhang, J., Xu, Q., Liu, X., Liu, L., Wu, Z. and 
Ji, A., Meta-analysis of methylcobalamin alone and in combination 
with prostaglandin E1 in the treatment of diabetic peripheral neu-
ropathy. Endocrine. 2014, 46: 445-454. doi: 10.1007/s12020-014-
0181-6.
4. Davidson, E.P., Coppey, L.J., Kardon, R.H. and Yorek, M.A., Dif-
ferences and similarities in development of corneal nerve damage 
and peripheral neuropathy and in diet-induced obesity and type 2 
diabetic rats. Invest. Ophthalmol. Vis. Sci. 2014, 55: 1222-1230. doi: 
10.1167/iovs.13-13794.
5. Morgado, C., Silva, L., Pereira-Terra, P. and Tavares, I., Changes 
in serotoninergic and noradrenergic descending pain pathways du-
ring painful diabetic neuropathy: the preventive action of IGF-1. 
Neurobiol. Dis. 2011, 43: 275-284. doi: 10.1016/j.nbd.2011.04.001.
6. Zhou, Y.K., Liang, Z., Guo, Y., Zhang, H.T. and Wang K.H., High 
glucose upregulates CYP24A1 expression which attenuates the abi-
lity of 1,25(OH)2D3 to increase NGF secretion in a rat schwann 
cell line RSC96. Mol. Cell. Endocrinol. 2015, 404: 75-81. doi: 
10.1016/j.mce.2015.01.005.
7. Dworacka, M., Krzyzagorska, E., Wesolowska, A., Borowska, M., 
Iskakova, S. and Dworacki, G., Statins in low doses reduce VEGF 
and bFGF serum levles in patients with type 2 diabetes mellitus. 
Pharmacology. 2014, 93: 32-38. doi: 10.1159/000357476.
8. Abdelli, S., Papas, K.K., Mueller, K.R., Murtaugh, M.P., Hering, 
B.J. and Bonny, C., Regulation of the JNK 3 signaling pathway du-
ring islet isolation: JNK2 and c-fos as new markers of islet quality 
for transplanation. PloS One. 2014, 9: e99796. doi: 10.1371/journal.
pone.0099796.
9. Yang, Z., Efficacy of α- lipoic acid, alprostadil, and epalrestat on 
diabetic peripheral neuropathy. Guide for China medicine. 2015, 4: 
9-11,13.



107Copyright © 2015. All rights reserved.

X. Li et al. / Therapeutic effect of Tongxinluo on DPN mice.

tion and Syndrome in diabetic peripheral neuropathy. Clin J. Chin. 
Med. 2014, 19: 39-41.
15. Shen, F.F., Jiang, T.H., Jiang, J.Q., Luo, Y. and Hou, X.M., Tra-
ditional chinese medicine tongxinluo improves cardiac function of 
rats with dilated cardiomyopathy. Evid Based Complement Alternat. 
Med. 2014, 2014: 323870. doi: 10.1155/2014/323870.
16. Zhao, J., Clinical Observation of Integrated Treatment of Dia-
betic Peripheral Neuropathy of 39 Cases. J Changchun Univ. Chin. 
Med. 2011, 27: 629-630.
17. Xie, Q., Wang, M. and Zhang, H., Observation of Integrative 
treatment of diabetic peripheral neuropathy. J Pract. Trad Chin. 
Med. 2014, 11: 1025-1026.
18. Wang, Z., Efficacy of Tongxinluo on Diabetic Peripheral Neuro-
pathy. Clin. J. Trad. Chin. Med. 2011, 23: 1083.
19. Coste, T.C., Gerbi, A., Vague, P., Maixent, J.M., Pieroni, G. and 
Raccah, D., Peripheral diabetic neuropathy and polyunsaturated 
fatty acid supplementations: natural sources for biotechnological 
needs? Cell. Mol. Biol (Noisy-le-grand). 2004, 50: 845-853.

10. Wei, J., Wu, N and Chen, D., Co-relationship of serum ferritin 
and oxidative stress in patients with diabetic peripheral neuropathy. 
Guangdong Med. J. 2014, 18: 2887-2889.
11. Luoto, R., Kinnunen, T.I., Aittasalo, M., Kolu, P., Raitanen, J., 
Ojala, K., Mansikkamaki, K., Lamberg, S., Vasankari, T., Komu-
lainene, T. and Tulokas, S., Primary prevention of gestational dia-
betes mellitus and large-for-gestational-age newborns by lifestyle 
counseling: a cluster-randomized controlled trial. PLoS Med. 2011, 
8: e1001036. doi: 10.1371/journal.pmed.1001036.
12. Pang, G. and Zhu, P., The relationship between TCM consti-
tution and Syndrome in diabetic peripheral neuropathy. Academic 
Symposium of the Second International Forum on Constitutional 
Medicine Chinese Medicine. 2013, 2013: 84-88.
13. Cheng, X., Luo, H., Zhou, L., Wang, L., Sun, J., Huang, Y., Luo, 
E. and Cai, Y., Neuroprotective effect of the traditional Chinese her-
bal formula Tongxinluo: a PET imaging study in rats. Neural. Regen. 
Res. 2014, 9: 1267-1274. doi: 10.4103/1673-5374.137573.
14. Zhu, P. and Wang, K., The relationship between TCM constitu-


