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Abstract: The success of plant tissue cultures is influenced by plant growth regulators, nutrient supply, and the 
carbon source in the medium. We investigated the most suitable carbon source and concentration for the in vitro 
rooting of Rehmannia glutinosa. Stem segments of R. glutinosa were cultured in vitro with 30 g/L of seven different 
carbon sources (sucrose, dextrose, mannose, glucose, sucrose, galactose, fructose, and maltose) for adventitious root 
regeneration. Subsequently, the best carbon source for regeneration was selected, and the optimal concentration 
(0%, 0.5%, 1.0%, 2.0%, 3.0%, 4.0%, or 5.0%) for promoting root regeneration was determined. Three percent 
sucrose was found to be the most suitable carbon source and concentration for adventitious root regeneration. 
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1. Introduction 

In vitro culture is a key tool of plant 
biotechnology that exploits the totipotent nature of 
plant cells (Haberlandt, 1902). In vitro culture 
facilitates the rapid multiplication of superior clones, 
and is essential for improving plants via genetic 
engineering techniques (Kothari et al., 2010). 
Rehmannia glutinosa is a herb of Scrophulariaceae 
family. The species name “glutinosa” originates from 
glutinous, referring to the sticky nature of the R. 
glutinosa root. This species is an economically 
important medicinal plant that is widely used in 
traditional Chinese medicines, as the tuberous root 
contains various pharmacological properties. (Wen et 
al., 2002). The Rehmannia root is used to (i) reduce 
blood temperature, (ii) promote the production of 
body fluids, (iii) address autoimmune conditions of 
the adrenal and thyroid glands, and (iv) reduce 
hypertension (Bi et al., 2008; Hasegawa et al., 1982; 
Liu et al., 2008; Zhang et al., 2008). 

Cultures of the plant cells, tissues, or organs 
normally require the incorporation of a carbon source 
into the culture medium (Karhu, 1997). An important 
component of tissue culture media is the carbon 
source. This is because carbon supplies energy to 
plants, particularly during the early stages of tissue 
culture when they are not ready to photosynthesize 
their own food (Al-Khateeb, 2008). In general, 
sucrose is the carbohydrate of choice for in vitro 
studies of callus and shoot induction, and in the 

development of various species; however, this 
compound is not always the most effective carbon 
source for these purposes (Thompson and Thorpe, 
1987). Species-specific carbon sources and carbon 
concentrations for optimal growth rates have been 
identified for various culture systems. For instance, 
one study found that different patterns of 
morphogenesis were attributable to the type of 
carbohydrate and its concentration (Romano et al., 
1995). Here, we examined the performance of R. 
glutinosa root growth from stem segments on SH 
medium using various carbon sources and 
concentrations. The findings of this study will 
provide information for economically efficient plant 
regeneration systems that facilitate rapid R. glutinosa 
root development for medicinal use. 
 
2. Material and Methods  
2.1 Establishment of Plant Material 

Plant material for the establishment of in 
vitro shoot cultures was initiated from juvenile shoots 
of ex vitro R. glutinosa plants that were grown in a 
greenhouse at Chungnam National University, 
Daejeon, Korea. To prepare samples, the shoot tips 
were first washed with tap water for 15 min. These 
shoot tips were then disinfected with 70% (v/v) 
ethanol for 1 min and 2% sodium hypochlorite 
solution (NaClO) with a few drops of Tween 20 
solution for 10 min. The explants were then rinsed 
thoroughly with autoclaved distilled water under 
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sterilized conditions, and were then cultured in a 
magenta box containing 50 mL of hormone-free 
Murashige and Skoog (MS) basal medium 
(Murashige and Skoog, 1962) under light conditions. 
The basal medium, containing mineral salts and 
vitamins supplemented with 30 g/L of sucrose and 8 
g/L of Phytagar as a solidifying agent, was sterilized 
by autoclaving at 121°C for 20 min. After 6 weeks of 
culture, elongated shoots were obtained and used as 
explants in this experiment.  
2.2 Root Regeneration Condition 

To investigate the best type of sugar for root 
regeneration, seven carbon sources were examined: 
dextrose, mannose, glucose, sucrose, galactose, 
fructose, and maltose. The carbon sources were 
added at a concentration of 3% (w/v) to Schenk & 
Hildebrandt medium (SH; Schenk & Hildebrandt, 
1972), which was supplemented with 1 mg/L of myo-
inositol, 5 mg/L of nicotinic acid, 0.5 mg/L of 
pyridoxine HCl, and 5 mg/L of thiamine HCl. The 
medium was solidified with 3 g/L of Gelrite 
(SIGMA, USA) and the pH of all media was adjusted 
to between 5.7 and 5.8 using 1 N KOH or HCl before 
autoclaving. After identifying the best type of sugar, 
the effect of various concentrations (0.5%, 1%, 2%, 
3%, 4%, and 5% w/v) on root regeneration was 
tested. The experiments were repeated three times. 
The culture vessels were incubated at 25 ± 2°C under 
cool white fluorescent light (35μmol photons m-2 s-1), 
with a 16-h photoperiod. SH medium without sucrose 
was used as the control. Observations on rooting 
efficiency, the number of roots, and root length were 
scored after 4 weeks of culture.  
2.3 Statistical analysis 

Data collected from 50 root explants of the 
two experiments, with three replicates, are presented 
as mean ± standard deviation. 

 
3. Results and Discussion 
3.1 Determination of a Suitable Carbon Source  

The effect of different carbon source 
supplements to the SH medium were examined in in 
vitro root cultures. Each carbohydrate was to the 
medium to a final concentration of 30 g/L (or 3%). 
The rooting conditions of each carbohydrate are 
shown in Table 1. Of the 7 types of sugar tested, 
sucrose, galactose, and glucose produced higher root 
regeneration rates, number of roots per explant, and 
average root length (95%; 15.3 ± 0.5 and 14.96 ± 0.8 
mm), (91%, 14.0 ± 0.6, 12.90 ± 0.6 mm), and (90%, 
11.8 ± 0.4, 10.79 ± 0.8 mm) respectively. The 
remaining carbon sources (i.e., mannose, maltose, 
fructose, and dextrose) produced regeneration rates of 
85%, 79%, 78%, and 75%, respectively. These 
carbon sources produced the number of roots per 
explant of 10.5, 6.5, 9.0, 8.0, and root length of 9.57 

mm, 7.25 mm, 10.18 mm, and 10.77 mm, 
respectively. Of note, the root growth of stem 
segments was lowest in media without sucrose, 
producing a regeneration efficiency of just 60%. This 
result implies that carbon is required as an energy 
source, and that it plays an important role during 
tissue development in plant regeneration.  

George (1993) observed that the cultures of some 
plants grow better in media containing autoclaved 
(rather than filter-sterilized) sucrose. This finding 
indicates that cells benefit from the availability of 
glucose and fructose, which arise as a result of the 
autoclaving process. Paiva Neto and Otoni (2003) 
reported interesting information about changes in pH 
values of liquid media after autoclaving. The authors 
mentioned that the pH value (5.7) of medium 
containing sucrose solution was maintained after 
autoclaving, whereas the pH of medium containing 
glucose solution fell to 4.65. Owen et al. (1991) 
noted that media autoclaved with sucrose generally 
have a slightly lower pH than those autoclaved 
without sucrose. In contrast, the post-autoclaved pH 
of media was significantly reduced if maltose, 
glucose, or fructose was added instead of sucrose. In 
our experiment, sucrose was the best and most 
effective carbon source for root growth and 
development. 
3.2 Optimal Sucrose Concentration for Promoting 
Root Regeneration 

An experiment was carried out to identify 
the optimum level of sucrose or efficient root 
regeneration and growth of R. glutinosa in media. To 
evaluate the optimum strength of sucrose for use in 
the root induction medium, seven different 
concentrations of sucrose (0%, 0.5%, 1%, 2%, 3%, 
4%, and 5%) were added to SH media that was 
solidified with 3 g/L Gelrite.  

To evaluate the optimum strength of sucrose 
for use in the root induction medium, seven different 
concentrations of sucrose (0%, 0.5%, 1%, 2%, 3%, 4 
% and 5%) were added to SH media that was 
solidified with 3 g/L Gelrite. 

Data on rooting efficiency, average root 
number, and root length were recorded after 4 weeks 
of culture in the respective medium. Of the different 
sucrose concentrations tested, the medium containing 
3% sucrose was the best for rooting capacity (Table 
2). This concentration exhibited the highest rooting 
efficiency (98%), greatest root number per explant 
(12.5 ± 0.3), and longest root length (16.04 ± 0.2 
mm). Furthermore, the number of roots per explant 
and root length were nearly 3 times and 4 times 
higher in 3% sucrose medium compared to medium 
without sucrose. 
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Table 1. Influence of different carbon sources on the regeneration and growth of roots from the excised stem of 
Rehmannia glutinosa Libosch. 

Carbon sources 
Regeneration rate1 

 (%) 
No. of roots/explant* 

Root length* 
(mm) 

Control 60    3.0 ± 0.4   6.84 ± 0.5 
Dextrose 75    8.0 ± 0.4 10.77 ± 0.6 
Mannose 85  10.5 ± 0.3   9.57 ± 0.4 
Glucose 90  11.8 ± 0.4 10.79 ± 0.8  
Sucrose 95  15.3 ± 0.5 14.96 ± 0.8 
Galactose 91  14.0 ± 0.6 12.90 ± 0.6 
Fructose 78    9.0 ± 0.7 10.18 ± 0.6 
Maltose 79    6.5 ± 0.3 7.25 ± 0.6 

1Regeneration rate (%) = No. of explants with root differentiation/All explants  100 
* From a total of 100 stem explants 
*Values represent the mean ± standard deviation of 50 roots 

 
Table 2. Effect of different sucrose concentrations on the regeneration and growth of roots from the excised stem of 
Rehmannia glutinosa Libosch. 

Sucrose concentration  
(%) 

Regeneration rate1 
 (%) 

No. of roots/explant* 
Root length* 

(mm) 
0 60    3.0 ± 0.4  6.84 ± 0.5 

0.5 75    3.8 ± 0.5   8.85 ± 0.1 
1 80    7.0 ± 0.1 11.00 ± 0.3 
2 90    8.0 ± 0.2 13.58 ± 0.2 
3 98   12.5 ± 0.3 16.04 ± 0.2 
4 85    5.5 ± 0.2 10.71 ± 0.3 
5 65   5.3 ± 0.4  8.95 ± 0.5 

1Regeneration rate (%) = No. of explants with root differentiation/All explants  100 
* From a total of 100 stem explants 
*Values represent the mean ± standard deviation of 50 roots 
 

The root development performance of the other 
sucrose strengths was higher compared to the control. 
It was observed that root development increased with 
increasing sucrose concentrations in the medium, i.e., 
from 0.5% to 3%. However, there was a gradual 
decline in root growth above a concentration of 3% 
sucrose. The osmotic contribution of the carbon 
source has an inverse relationship with carbon source 
concentration. Consequently, this relationship causes 
an initial increase followed by a reduction in the 
values of the assessed parameter. This reduction can 
be caused by an excessive osmotic contribution or by 
the toxicity of the carbohydrate (Slesak et al., 2004). 
Therefore, it is important to determine the optimum 
carbon source concentration when developing plant 
regeneration techniques. 

Our experiment determined the suitable type of 
carbon source and concentration for use in the 
rooting medium of R. glutinosa. These results, 
together with an efficient protocol for root 
regeneration, provide information for the 
development of different carbohydrate supplements 
used in culture media.  

 

Acknowledgements: This research was carried out 
with the support of "Cooperative Research Program 
for Agriculture Science & Technology Development 
(Project No. PJ906938)" Rural Development 
Administration, Republic of Korea.  
 
Corresponding Authors: 
Dr. Sun-Ok Chung 
Department of Biosystems Machinery Engineering, 
Chungnam National University, 99 Daehak-ro, 
Yuseong-gu, Daejeon 305-764, Korea. E-mail: 
sochung@cnu.ac.kr 
 
Dr. Sang Un Park 
Department of Crop Science, Chungnam National 
University, 99 Daehak-ro, Yuseong-gu, Daejeon, 
305-764, Korea; E-mail: supark@cnu.ac.kr 
 
References 
1. Haberlandt G. Culturversuche mit isolierten 

Pflanzenzellen. Sitz-Ber Math-Nat Kl KaisAkad 
Wiss Wien 1902;111:69-92. 

2. Kothari SL, Joshi A, Kachhwaha V, Ochoa-
Alejo N.  Chilli peppers — A review on tissue 



Life Science Journal 2013;10(3)                                                          http://www.lifesciencesite.com 

 

http://www.lifesciencesite.com             lifesciencej@gmail.com  582

culture and transgenesis. Biotechnology 
Advances 2010; 28:35-48. 

3. Wen XS, Yang SL, Wei JH, Zheng JH. Textual 
research on planting history of Rehmannia 
glutinosa and its cultivated varieties. Chinese 
Traditional and Herbal Drugs 2002;33(10):946-
949. 

4. Bi J, Wang X-b, Chen L, Hao S, An L-j, Jiang B, 
Guo L. Catalpol protects mesencephalic 
neuronsagainst MPTP induced neurotoxicity via 
attenuation of mitochondrial dysfunction and 
MAO-B activity. Toxicology in Vitro  2008;22: 
1883-1889. 

5. Hasegawa T, Koike K, Takahashi S, Ariyoshi U. 
Constituents of leaves and roots of Kailei Jio 
(Rehmammia glutinosa Libosch. Forma 
hueichingensis Hsiao). Shoyakugaku Zasshi  
1982;36: 1-5. 

6. Liu H-R, Tang X-Y, Dai D-Z, Dai Y. Ethanol 
extracts of Rehmannia complex (Di Huang) 
containing no Corni fructus improve early 
diabetic nephropathy by combining suppression 
on the ET-ROS axis with modulate 
hypoglycemic effect in rats. Journal of 
Ethnopharmacology  2008;118: 466-472. 

7. Zhang R-X, Li M-X, Jia Z-P. Rehmannia 
glutinosa: Review of botany, chemistry and 
pharmacology. Journal of Ethnopharmacology  
2008;117: 199-214. 

8. Karhu, ST. Sugar use in relation to shoot 
induction by sorbitol and cytokinin in apple. J. 
Am. Soc. Hort. Sci. 1997;122: 476-480. 

9. Al-Khateeb AA. Regulation of in vitro bud 
formation of date palm (Phoenix dactylifera L.) 

cv. Khanezi by different carbon sources. 
Bioresource Technol 2008;99(14):6550-6555. 

10. Thompson MR, Thorpe TA. Metabolic and 
nonmetabolic roles of carbohydrates. In: Bonga 
JM and Durzan DJ (eds) Cell and Tissue Culture 
in Forestry, General Principles and 
Biotechnology, Dordrecht: Martinus Nijhoff 
Publishers  1987; 1: 89-112. 

11. Romano A, Noronha C, Martins-Louçao MA. 
Role of carbohydrates in micropropagation of 
cork oak. Plant Cell. Tissue Org. Cult., 
1995;40:159-167. 

12. Murashige T, Skoog F A revised medium for 
rapid growth and bioassays with tobacco tissue 
cultures. Physiol Plant 1962;15: 473-497. 

13. Schenk RU, Hildebrandt AC. Medium and 
techniques for induction and growth of 
monocotyledons and dicotyledonous plant cell 
cultures. Can J Bot  1972;50:199-204. 

14. George EF. Plant Propagation by Tissue Culture. 
Part 1. The Technology, 2nd ed. Exegetics Ltd. 
1993; Edington. 

15. Paiva Neto VB, Otoni WC. Carbon sources and 
their osmotic potential in plant tissue culture: 
does it matter? Scientia Horticulturae 97, 2003; 
193-202. 

16. Owen HR, Wengerd D, Miller AR. Culture 
medium pH influenced by basal medium, 
carbohydrate source, gelling agent, activated 
charcoal, and medium storage methods. Plant 
Cell Rep. 1991;10:583-586. 

17. Slesak H, Skoczowski A, Przywara L. 
Exogenous carbohydrate utilisation by explants 
of Brassica napus cultured in vitro. Plant Cell. 
Tissue Org. Cult. 2004;79: 45-51. 

 
 
7/15/2013 

 


