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Abstract Cholesterol-lowering effect of lactic acid bacteria is

well-known. In the present study, nine cholesterol-lowering

Lactobacillus strains from Chinese traditional cheese, pickle, and

yoghurt were screened and characterized for their potential use.

The microbial contents of all strains significantly decreased at pH

1.5; however, the residual counts of Lactobacillus casei subsp.

casei GL-03, L. plantarum ZP-Z, L. plantarum ZP-05, and L.

brevis ZP-04 were more than 107 CFU/mL after incubation for 6

h. All nine strains of Lactobacillus indicated good tolerance to bile

at concentration less than 0.2% after incubation for 2 to 6 h. L.

plantarum ZP-W had maximum hydrophobicity towards xylene,

whereas GL-03 strain possessed maximum hydrophobicity for

both hexadecane and octane. ZP-05 strain had more effective

inhibitory activity against both Staphylococcus aureus and Bacillus

subtilis than other eight strains. Furthermore, GL-03 strain

significantly reduced cholesterol TC and TG levels in hyperlipidemia

mice fed high-cholesterol diet. The growth of GL-03 strain was

promoted by five kinds of Chinese herbal medicines, and the

Chinese hawthorn at concentration of 0.0125% showed the

highest promoting effect. These results suggest that L. casei subsp.

casei GL-03 may be effective as a probiotic with cholesterol-

lowing activities.
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Introduction

Probiotics are defined as living microorganisms. When administered

in adequate amounts, they confer health beneficial effects on the

host (Reid et al., 2003). The characteristics of a successful

probiotic are acid and bile tolerance, antimicrobial activity against

intestinal pathogens and ability to adhere and colonize the

intestinal tract (Mishra and Prasad, 2005).

Lactic acid bacteria (LAB) strains are normal intestinal microflora

in humans and animals. The ability of the LAB strains to survive

from gastric and bile conditions and to adhere to the intestinal

epithelium may confer a competitive advantage and is important

for bacterial maintenance in the human gastrointestinal tract

(Naidu et al., 1999).

Some LAB strains can be used as probiotics for human and

animals (Chou and Bart, 1999), in which Lactobacillus and

Bifidobacterium spp., in particular, have the ability to metabolize

cholesterol (De Smet et al., 1995). It has been reported that

Lactobacillus strains reduces blood cholesterol by direct breakdown

of cholesterol and deconjugation of bile salt (Gilliland et al.,

1985). The deconjugation of bile salts by Lactobacillus strains

may attribute to the production of bile salt hydrolase (BSH)

(Taranto et al., 1997).

In order to improve the growth of LAB, attempt is made by

addition of prebiotics, such as non-absorbable starch (Topping et

al., 2003), oligosaccharide (Van Loo et al., 1999), and other

metabolizable sugars (Corcoran et al., 2005). The importance of

the interaction between these indigestible dietary carbohydrates

and the large-bowel microflora has been well recognized (Gibson

and Roberfroid, 1995). Moreover, it was found that octadecenoic

acid and Trans fatty acids have strong promotional activities for

the Lactobacillus growth due to their incorporation into membrane

lipids (Endo et al., 2006). However, the effect of Chinese medicinal

herbs used as prebiotics has rarely been reported.

In the present study, we evaluated nine Lactobacillus strains

from Chinese traditional cheese, pickle, and yoghurt by in vitro
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assessment, and investigated their characteristics including cholesterol

reduction, acid and bile tolerance, cell surface hydrophobicity, and

antimicrobial effect on common pathogens. The promotional

effects of five kinds of Chinese herbal medicine extracts on the

growth of Lactobacillus casei subsp. casei GL-03 were further

investigated.

Materials and Methods

Strains. Lactobacillus strains (GL-03, GL-AA, GL-02, ZP-W,

ZP-05, ZP-Z, ZP-04, YS-09, and YS-11) were isolated from

cheese, pickle, and yoghurt in our laboratory, characterized by

physiological features, and identified to species level. The stock

culture collection was maintained at −80oC in MRS broth with

40% glycerol. Prior to assays, strains were transferred at least

three times at 37oC for 24 h in Lactobacilli MRS broth. The

indicator strains including Escherichia coli, Staphylococcus aureus,

Bacillus subtilis, and Shigella dysenteriae were obtained from the

Microbiology Laboratory (Dalian Polytechnic University, China).

In vitro cholesterol-lowering test. MRS broth containing 100

µg/mL cholesterol (AoBoXing Bio-tech CO., LTD, China) was

distributed in test tubes. The inoculation volume of probiotic

bacterial culture was 2% of cholesterol-MRS broth. After the

tubes were incubated at 37oC for 48 h, the strains were centrifuged

(10,000×g, 15 min). Uninoculated MRS broth was also incubated

at 37oC for 48 h as the control. The cholesterol content assay was

performed according to Rudel and Morris (1973) with modification.

To measure the amount of cholesterol, the dye layer was observed

at 560 nm. The observations were compared with a standard curve

prepared by using appropriate concentrations of cholesterol, read

at 560 nm, and reduction percent was determined in the spent

broth by comparison with the uninoculated control.

Acid tolerance. The acid tolerance of Lactobacillus strains were

assessed in MRS broth with different pH, which were prepared by

adjusting the hydrochloric acid (HCl) solution to pH levels of 1.5,

2.5, 3.5, and 4.5. The cultures were inoculated (2%, v/v) into

MRS broth at different pH values of 1.5, 2.5, 3.5, and 4.5 and

incubated at 37oC for 0, 2, and 6 h,. The samples at each interval

were serially diluted with double distilled water. Appropriate

dilutions were plated in MRS agar and incubated aerobically at

37oC for 48 h.

Bile tolerance. The bile tolerance of lactic acid bacteria strains

were studied in MRS broth containing 0.1–0.4% (w/v) oxgall.

MRS broth was sterilized at 121oC for 15 min and stored at 4 until

use. Over-night culture was inoculated (2%, v/v) into MRS broth

containing different oxgall and incubated at 37oC for 0, 2, and 6 h.

The samples at each interval were serially diluted with double

distilled water. Appropriate dilutions were plated in MRS agar and

incubated aerobically at 37oC for 48 h.

Cell surface hydrophobicity. The test for bacterial adhesion to

hydrocarbons was adopted to screen lactobacilli for cell surface

hydrophobicity. Hydrophobicity was determined by the method of

Mishra and Prasad (2005) with modification. Briefly, the cultures

were grown in MRS broth under aerobic conditions for 16–8 h at

37oC. Cultures were harvested after growth by centrifugation for

15 min at 5,000 rpm, washed twice in PBM buffer, and finally

suspended in the same buffer. The initial absorbance (A) of the

suspension at 600 nm was adjusted to 0.2–0.7. Five milliliters of

cell suspension in PUM buffer (pH 7.1, 97.6 K2HPO4, 53.6

KH2PO4, 30 urea, and 0.81 mM MgSO4) was taken in clean and

dry round bottomed test tubes, and in the tubes, 1 mL of different

hydrocarbon, including xylene, hexadecane, and octane was

added and mixed by vortexing at 2,500 rpm for 2 min. The tubes

were left undisturbed for 1 h at 37oC to allow the phase separation.

The lower aqueous phase was carefully removed, and final absorbance

(A0) was recorded at 600 nm. The decreased absorbance in aqueous

phase was taken as measure of cell surface hydrophobicity (H%),

calculated using following equation:

H%= ×100%

where, A= initial absorbance at 600 nm, and; A0= final absorbance.

Antimicrobial activity. To check the antimicrobial activity, the

MRS agar plates were overlaid with soft MRS agar inoculated

overnight with active culture of indicator strains (10−2 dilution).

All wells were filled with 100 µL cell-free MRS broth cultures

obtained by centrifuging at 2,400×g for 5 min. After incubation at

37oC for 36 h, the zone diameter of inhibition was measured.

In vivo cholesterol-lowering test. Lactobacillus strains GL-03

were grown in MRS broth for 20 h at 37oC to reach cell numbers

of 109 CFU/mL. The cells were pelleted by centrifugation at

10,000 rpm for 5 min, washed twice with sterile saline, then were

resuspended in 0.9% NaCl to obtain numbers of approximately

107 CFU/25 µL. The suspension was prepared daily for feeding to

mice.

A total of 30 male mice were randomly assigned to three

groups (n=10). The mice were fed a normal commercial diet as

control group, and a high-cholesterol diet containing 12% fat, 1%

cholesterol and 0.5% bile salt as hyperlipidemia group. To

Lactobacillus strains (0.8mL) GL-03 solution was orally administered

to the hyperlipidemia mice once each day as GL-03 group. The

mice of the former two groups were also orally administered with

0.8 mL of 0.9% NaCl. After administration of bacteria for 30 days

and 12 h fasting, the mice were euthanized with ether. Blood was

obtained from the retro orbital, and serum samples were analyzed

for total cholesterol and triglycerides using an Express Plus

analyzer (Chiron Diagnostics, USA). A p value of <0.05 was

considered to be statistically significant by student’s t-test.

Chinese herbal medicine extracts treatment. Fifty grams of

each Chinese herbal medicinal plants (Chinese hawthorn, gambir

plant, glossy privet fruit, Acanthopanacis Senticosi, and Codonopsis)

were cut into small pieces and soaked in 200–50 mL water for 2 h,

followed by boiling for 20–30 min. Each extract was filtered, and

the residue was extracted two times. All extracts were concentrated

to 100 mL and was centrifuged at 8,300×g for 15 min. The
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supernatant was sterilized at 115oC for 15 min. Over-night cultures

of GL-03 were inoculated (2%, v/v) into MRS broth containing

0.10, 0.05, 0.025, and 0.0125% (w/v) of Chinese herbal medicine

extracts. After incubation at 37oC for 36 h, the OD value was

measured at 620 nm.

Results

Screening and identification of Lactobacillus. A total of 50

cholesterol-lowering Lactobacillus strains were isolated from

cheese, pickle, and yoghurt by determination of cholesterol

content in vitro. Nine strains showed cholesterol reduction rate

higher than 40%. According to the results of carbohydrates

fermentation to produce acid in combination with physiological

and biochemical tests, the species of nine strains were also

identified, namely L. casei subsp. casei (GL-03), L. murinus (GL-

AA and GL-02), L. plantarum (ZP-W, ZP-05, and ZP-Z), L.

brevis (ZP-04) and L. acidlophilus (YS-09 and YS-11) (Table 1).

ZP-05 showed lowest cholesterol reduction rate among the nine

strains. There were no significant differences among GL-03, GL-

AA, ZP-W, ZP-Z, ZP-04, and YS-09 with cholesterol reduction

rate higher than 50% (p >0.05).

Acid and bile tolerance of cholesterol-lowering Lactobacillus.

The survival of Lactobacillus strains at pH 1.5, 2.5, 3.5, and 4.5

was observed for 0, 2, and 6 h (Table 2). The microbial contents

of all strains were significantly decreased at pH 1.5 after incubation

for 2 h (p <0.05), and strains including GL-03, ZP-Z, ZP-05, and

ZP-04 were relatively acid insensitive with the residual counts of

more than 107 CFU/mL. All strains showed acid tolerance without

losing viability at pH 2.5 and 3.5 after incubation for 2 h

(p >0.05); however, all of the viabilities were significantly

decreased at pH 2.5 up to 6 h (p <0.05). GL-02 and ZP-W were

the most acid-sensitive of all strains tested with less than 107 and

109 CFU/mL at pH 2.5 and 3.5, respectively, after incubation for

6 h. All strains were tolerant in pH 4.5, retaining around 100%

viability or a little growth up to 6 h.

The results of bile salt tolerance are shown in Table 3. All nine

Lactobacillus strains indicated good tolerance to bile at concentration

less than 0.2% without losing viability after incubation for 2 to 6 h

(p >0.05). The strains except GL-AA and YS-09 were significantly

decreased by 0.3% bile after incubation for 2 h (p <0.05). All

residual counts of strains were significantly decreased during

incubation with 0.4% bile (p <0.05), and the reduction degree

became greater as time progressed.

Hydrophobicity of Lactobacillus strains. The hydrophobicity of

selected Lactobacillus strains was also investigated (Table 4).

Among the nine strains, ZP-W had maximum hydrophobicity

towards xylene, whereas GL-03 possessed maximum hydrophobicity

for both hexadecane and octane. Strains ZP-Z, ZP-04, and YS-09

showed similar levels of hydrophobicity towards xylene (p >0.05),

as did the strains GL-AA, GL-02, and ZP-Z towards both hexadecane

and octane (p >0.05). Compared comprehensively, YS-11 had

relatively lower hydrophobicity towards xylene, hexadecane, and

octane. The maximum hydrophobicity was observed for GL-03

against octane with a value of 52.00±3.56 %.

Antimicrobial activity of Lactobacillus strains. The inhibitory

activities of the selected Lactobacillus strains against common

pathogens are shown in Table 5. The results indicated that all

strains showed inhibitory activity against the tested pathogens

with the zones of diameter greater than 16.0 mm. Strain ZP-Z

produced maximum zone of inhibition against Escherichia coli,

and similar effects were found in ZP-W, ZP-04, YS-09, and YS-

11 (p >0.05). Strain ZP-05 had more effectively inhibitory effect

than the other strains against both Staphylococcus aureus and

Bacillus subtilis. Moreover, strains GL-AA, GL-02, and ZP-04

had relatively higher inhibitory effect than the other strains against

Shigella dysenteriae.

Cholesterol reduction of L. casei subsp. casei GL-03. Among

the nine selected Lactobacillus strains, the L. casei subsp. casei

GL-03 showed the highest cholesterol reduction activity and

hydrophobicity, and also possessed relative higher acid and bile

tolerance and antimicrobial abilities. Therefore, we further studied

the cholesterol reduction activity of L. casei subsp. casei GL-03 in

vivo. Fig. 1 showed changes in mice serum lipids after the 4-week

feeding period. The mice serum total cholesterol (TC) and

triglyceride (TG) concentrations of the control group were 1.93

and 1.33mmol/L, respectively, whereas those of the high-cholesterol

diet group had significantly increased to 2.88 and 1.78 mmol/L

(p <0.05), respectively. This indicated that the 12% fat, 1%

cholesterol, and 0.5% bile salt diets successfully induced

hyperlipidemia in the control mice. The hyperlipidemia groups

treated with GL-03 showed significant differences (p <0.05) in

both TC and TG levels as compared to the high-cholesterol diet

group.

Growth-promoting effect of Chinese herbal medicines on L.

casei subsp. casei GL-03. We selected fourteen kinds of potential

cholesterol-reducing Chinese herbal medicines, and investigated

their growth-promoting effects on GL-03 strain. The growth of

GL-03 strain was promoted by five kinds of Chinese herbal

Table 1 Cholesterol reduction by different Lactobacillus strains

Strains No. 
Cholesterol reduction

rate (%) 
Species Source 

GL-03 56.11±3.58a L. casei subsp. casei Cheese 

GL-AA 55.85±5.06a L.murinus Cheese 

GL-02 48.79±3.91ac L.murinus Cheese 

ZP-W 54.64±4.60a L. plantarum Pickle 

ZP-05 42.30±2.13bc L. plantarum Pickle 

ZP-Z 56.17±5.18a L. plantarum Pickle 

ZP-04 54.26±5.52a L. brevis Pickle 

YS-09 53.88±2.71a L. acidlophilus Yoghurt

YS-11 47.58±4.23ac L. acidlophilus Yoghurt 

Data are expressed as means ± SD from triplicate determinations. For
each cholesterol reduction rate (%), different lowercase letters indicate
significant differences (p <0.05).
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medicines, including Chinese hawthorn, gambir plant, glossy

privet fruit, Acanthopanacis Senticosi and Codonopsis (Fig. 2).

The Chinese hawthorn at 0.0125% showed the highest promoting

effect on the growth of GL-03 strain.

Discussion

Recent studies have demonstrated that Lactobacillus strains

exhibit the beneficial effects of removal and reduction of cholesterol.

This is important, because a small reduction in serum cholesterol

of 1% could reduce the risk of coronary heart disease by 2–3%

(Liong and Shah, 2005). It was found that hypercholesterolaemic

rats fed with L. acidophilus ATCC 43121 reduced total serum

cholesterol after 21 days of supplementation (Park et al., 2007). In

addition, the consumption of yoghurt containing L. acidophilus

has also been reported to decrease serum total cholesterol levels in

mildly to moderately hypercholesterolaemic subjects with two

treatment periods each lasting 6 weeks (Ataie-Jafari et al., 2009).

Our results demonstrated that L. casei subsp. casei GL-03 reduced

not only total serum cholesterol but also triglyceride after 4 weeks,

suggesting this strain could be applied as a potential probiotic.

Although hypocholesterolaemic properties of Lactobacillus

strains have been reported, the exact mechanisms involved in this

effect remain unclear. Lactobacillus strains could remove

cholesterol in vitro via various mechanisms, and may exert such

hypocholesterolaemic effects in vivo (Lye et al., 2010). It has been

suggested that LAB could assimilate cholesterol from media

during growth due to the binding of cholesterol with the bacterial

cell wall. The assimilation of cholesterol by growing cells could

reduce the amount of cholesterol available for absorption from the

intestine (Pigeon et al., 2002). Lactobacillus strains with BSH

activity may effectively reduce serum cholesterol by enhancing

the excretion of bile salts, consequently increasing in the synthesis

Table 2 Acid tolerance of different  Lactobacillus strains (log cfu/mL)

Strains No. Time (h) 

Acid tolerance 

pH

1.5 2.5 3.5 4.5

GL-03

0 10.17±0.03a 10.17±0.03a 10.17±0.03a 10.17±0.03a 

2 09.00±0.08b 10.12±0.10a 10.18±0.03a 10.19±0.04a 

6 07.06±0.06c 08.04±0.04d 010.28±0.08ae 10.36±0.09e 

GL-AA

0 10.18±0.04a 10.18±0.04a 10.18±0.04a 10.18±0.04a 

2 09.05±0.10b 10.15±0.07a 10.19±0.06a 10.18±0.07a 

6 06.33±0.18c 08.08±0.13d 010.34±0.18ae 10.52±0.21e 

GL-02

0 10.18±0.03a 10.18±0.03a 10.18±0.03a 10.18±0.03a 

2 09.14±0.10b 10.15±0.08a 10.07±0.09a 10.18±0.00a 

6 05.28±0.12c 05.75±0.06d 08.50±0.10e 10.23±0.13a 

ZP-W

0 10.17±0.01a 10.17±0.01a 10.17±0.01a 10.17±0.01a 

2 09.12±0.05b 10.27±0.09a 10.12±0.13a 10.18±0.01a 

6 05.40±0.22c 06.05±0.14d 07.14±0.14e 10.33±0.11a 

ZP-05

0 10.18±0.03a 10.18±0.03a 10.18±0.03a 10.18±0.03a 

2 09.17±0.10b 10.15±0.12a 10.17±0.05a 10.18±0.08a 

6 07.55±0.12c 08.33±0.12d 10.19±0.09a 10.46±0.12e 

ZP-Z

0 10.18±0.03a 10.18±0.03a 10.18±0.03a 10.18±0.03a 

2 09.25±0.19b 10.14±0.10a 10.17±0.03a 10.18±0.09a 

6 07.55±0.11c 08.12±0.14d 10.20±0.05a 10.34±0.14a 

ZP-04 

0 10.18±0.06a 10.18±0.06a 10.18±0.06a 10.18±0.06a 

2 09.39±0.10b 10.12±0.10a 10.18±0.02a 10.19±0.04a 

6 07.51±0.08c 08.30±0.08d 010.22±0.05ae 10.29±0.03e 

YS-09 

0 10.18±0.07a 10.18±0.07a 10.18±0.07a 10.18±0.07a 

2 09.16±0.07b 010.17±0.12ae 10.18±0.03a 10.18±0.02a 

6 06.44±0.04c 08.32±0.09d 010.23±0.04ae 10.28±0.04e 

YS-11 

0 10.18±0.03a 10.18±0.03a 10.18±0.03a 10.18±0.03a 

2 09.12±0.04b 10.14±0.07a 10.18±0.04a 10.18±0.01a 

6 06.19±0.07c 08.13±0.04d 10.21±0.03a 10.28±0.03e 

Data are expressed as means ± SD from triplicate determinations. For each Lactobacillus strain, different lowercase letters indicate significant differ-
ences (p <0.05).
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of bile salts from serum cholesterol or decreasing the solubility of

cholesterol.

Characterization of nine Lactobacillus strains including L. casei

subsp. casei, L. murinus, L. plantarum, L. brevis, and L. acidlophilus

showed that they were bile- and acid-tolerant, and possessed cell

surface hydrophobicity. These characteristics are important in

potential probiotics. The bile- and acid-tolerant characteristics are

required for survival in the small intestine (Lee and Salminen,

1995) and passage through the stomach (Henriksson et al., 1999).

The cell surface of hydrophobicity for microorganisms is related

to the attachment of bacteria to host tissue in some cases

(Schillinger et al., 2005), although Conway and Adams (1989)

reported lack of correlation between the capacity for adhesion and

hydrophobicity.

It has been demonstrated that binding of dietary cholesterol by

Table 3 Bile salt tolerance of different  Lactobacillus strains (log cfu/mL)

Strains No. Time (h) 

Bile tolerance 

Bile Concentration (%) 

0.10 0.20 0.30 0.40

GL-03

0 9.10±0.02a 9.10±0.02a 9.10±0.02a 9.10±0.02a 

2 9.11±0.08a 9.10±0.07a 8.01±0.02b 7.46±0.12c 

6 9.32±0.17a 9.27±0.14a 6.55±0.19d 5.92±0.18e 

GL-AA

0 9.08±0.06a 9.08±0.06a 9.08±0.06a 9.08±0.06a 

2 9.08±0.04a 9.07±0.07a 8.98±0.21a 7.94±0.24b 

6 9.11±0.08a 9.10±0.05a 6.86±0.08c 5.81±0.13d 

GL-02

0 9.09±0.05a 9.09±0.05a 9.09±0.05a 9.09±0.05a 

2 9.09±0.06a 9.08±0.04a 8.14±0.03b 7.00±0.23c 

6 9.12±0.04a 9.11±0.03a 6.76±0.06c 5.76±0.19d 

ZP-W

0 9.11±0.05a 9.11±0.05a 9.11±0.05a 9.11±0.05a 

2 9.12±0.08a 9.11±0.05a 8.58±0.21b 7.63±0.15c 

6 9.13±0.03a 9.12±0.02a 6.30±0.09d 5.41±0.16e 

ZP-05

0 9.12±0.01a 9.12±0.01a 9.12±0.01a 9.12±0.01a 

2 9.12±0.06a 9.11±0.05a 8.41±0.04b 7.26±0.08c 

6 9.13±0.05a 9.13±0.04a 6.41±0.09d 5.45±0.09e 

ZP-Z

0 9.12±0.04a 9.12±0.04a 9.12±0.04a 9.12±0.04a 

2 9.11±0.05a 9.11±0.06a 8.73±0.10b 7.89±0.18c 

6 9.14±0.03a 9.13±0.04a 6.93±0.11d 5.89±0.04e 

ZP-04

0 9.10±0.07a 9.10±0.07a 9.10±0.07a 9.10±0.07a 

2 9.11±0.06a 9.10±0.02a 8.74±0.10b 7.98±0.15c 

6 9.12±0.07a 9.12±0.06a 6.72±0.02d 5.65±0.18e 

YS-09

0 09.07±0.12ab 09.07±0.12ab 09.07±0.12ab 09.07±0.12ab 

2 9.08±0.07a 9.07±0.05a 8.88±0.06b 7.83±0.08c 

6 09.09±0.05ab 09.08±0.09ab 6.75±0.12d 5.89±0.09e 

YS-11

0 9.08±0.03a 9.08±0.03a 9.08±0.03a 9.08±0.03a 

2 9.09±0.06a 9.08±0.09a 8.93±0.02b 7.98±0.11c 

6 9.10±0.04a 9.09±0.08a 6.80±0.14d 5.88±0.11e 

Data are expressed as means ± SD from triplicate determinations. For each Lactobacillus strain, different lowercase letters indicate significant differ-
ences (p <0.05).

Table 4 Cell surface hydrophobicity of different  Lactobacillus strains  

Strains No.
Cell surface hydrophobicity (%)

Xylene Hexadecane Octane

GL-03 20.23±3.42a 36.12±2.91a 52.00±3.56a 

GL-AA 16.35±1.74ab 17.90±2.47bc 28.56±2.80b 

GL-02 12.20±2.45bd 20.32±2.42bd 30.12±3.09b 

ZP-W 42.30±1.89c 18.50±2.24bc 22.00±2.53c 

ZP-05 07.95±1.79df 18.52±2.22bc 14.32±1.46d 

ZP-Z 30.32±2.59e 17.52±2.01bc 32.20±2.08b 

ZP-04 31.20±2.24e 24.50±1.72d 17.52±3.22cd 

YS-09 31.20±1.58e 14.30±2.05c 09.02±1.85e 

YS-11 05.60±1.95f 04.52±0.60f 10.26±3.17de 

Data are expressed as means ± SD from triplicate determinations. For
each hydrocarbon, different lowercase letters indicate significant differ-
ences among different Lactobacillus strain (p <0.05).
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LAB cells in different fermented milk products varies among

strains and species (Hosono and Tono-oka, 1995). We selected

nine Lactobacillus strains including L. casei subsp. casei, L.

murinus, L. plantarum, L. brevis, and L. acidlophilus with similar

cholesterol-reducing abilities (42–56%) from 50 strains in the

present study. The results also showed that they had similar bile-

and acid-tolerance, but with obvious variations in cell surface

hydrophobicity and antimicrobial activity. L. casei subsp. casei

GL-03 has the highest reduction of cholesterol reducing activity,

which is in agreement with earlier studies on L. casei that

demonstrated it possessed high cholesterol-reducing as well as

other abilities (Mishra and Prasad, 2005; Jain et al., 2009). The

cell surface hydrophobicity of L. casei subsp. casei GL-03 is

similar with those of other L. casei strains (Mishra and Prasad,

2005), but lower than other Lactobacillus spp. (Mathara et al.,

2008). L. casei subsp. casei GL-03 possesses higher antimicrobial

activity against the common pathogens as compared with other L.

casei strains (Mishra and Prasad, 2005). The organic acids,

hydrogen peroxide, and bacteriocins as antimicrobial substances

produced by GL-03 may contributed to this effect.

Moreover, among five kinds of Chinese herbal medicine extracts,

Chinese hawthorn showed the strongest effect on promotion of

GL-03 growth. It has been reported that fructose, glucose, and

sucrose were detected in Chinese hawthorn (Liu et al., 2010).

These sugars may accelerate the growth of microorganism.

Because the studies on Chinese hawthorn are limited, it is also

indicates that other functional compositions may be attributed to

this promotion effect. Further studies will be required to

investigate the mechanism underlying the growth promotion of

Chinese hawthorn on GL-03, and will also be necessary to study

the application of GL-03 combining with Chinese hawthorn to

cholesterol-lowering foods.

Table 5 Antimicrobial activity of different Lactobacillus strains against common pathogens

Strains No. 
Zone diameter (mm) 

Escherichia coli Staphylococcus aureus Bacillus subtilis Shigella dysenteriae 

GL-03 16.7±1.2a 27.8±1.5ae 22.0±1.7a 22.5±1.0ac 

GL-AA 18.1±0.6ab 29.4±1.2ad 18.6±1.1cd 25.0±1.4ad 

GL-02 17.0±1.7ab 26.0±2.0ace 31.0±0.9b 24.1±1.1ad 

ZP-W 21.0±1.0df 23.0±1.6c 29.6±1.2b 16.4±1.3b 

ZP-05 23.1±1.6de 30.9±0.7d 30.9±1.8b 20.9±1.2cef 

ZP-Z 27.4±1.3c 16.0±0.9b 19.0±1.0acd 20.1±1.2ce 

ZP-04 19.0±1.9af 28.0±1.2ae 28.5±1.6b 26.4±1.7d 

YS-09 19.4±0.7bf 18.5±1.4b 17.4±1.2d 18.5±1.2be 

YS-11 19.6±2.4aef 25.6±1.2ce 20.3±0.9ac 22.5±1.1acf 

Data are expressed as means ± SD from triplicate determinations. For each pathogen, different lowercase letters indicate significant differences among
different Lactobacillus strain (p <0.05).

Fig. 1 Cholesterol-reduction effect of L. casei subsp. casei GL-03 in vivo.
A total of 30 male mice were randomly assigned to three groups (n=10).
The mice were fed a normal commercial diet as control group, a high-
cholesterol diet containing 12% fat, 1% cholesterol, and 0.5% bile salt as
hyperlipidemia group. To 0.8 mL of Lactobacillus strains GL-03 solution
(approximately 107 CFU/25 µL in 0.9% NaCl) was orally administered to
the hyperlipidemia mice once a day as GL-03 group. The mice of the
former two groups were orally administered with 0.9% NaCl. After
administration of bacteria for 30 days and 12 h fast, the serum samples
were analyzed for total cholesterol and triglycerides. *p <0.05 as
compared with control group. ¶p <0.05 as compared with hyperlipidemia
group.

Fig. 2 Growth-promoting effect of Chinese herbal medicines on L. casei
subsp. casei GL-03. Over-night cultures of GL-03 were inoculated (2%,
v/v) into MRS broth containing 0.10, 0.05, 0.025, and 0.0125% (w/v) of
Chinese herbal medicine extracts. After incubation at 37oC for 36 h, the
OD value was measured at 620 nm.



J Korean Soc Appl Biol Chem (2014) 57(5), 597−603  603

Acknowledgment This work was financially supported by “Liaoning

Provincial Natural Science Foundation of China (No. 2014026014)”.

References

Ataie-Jafari A, Larijani B, Alavi Majd H, and Tahbaz F (2009) Cholesterol-

lowering effect of probiotic yogurt in comparison with ordinary yogurt in

mildly to moderately hypercholesterolemic subjects. Ann nutr metab 54,

22–7. 

Chou LS and Bart W (1999) Isolation and characterization of acid- and bile-

tolerant isolates from strains of lactobacillus acidophilus. J Dairy Sci 82,

23–31. 

Conway PL and Adams RF (1989) Role of erythrosine in the inhibition of

adhesion of Lactobacillus fermentum strain 737 to mouse stomach tissue.

J gen microbiol 135, 1167–73. 

Corcoran BM, Stanton C, Fitzgerald GF, and Ross RP (2005) Survival of

probiotic Lactobacilli in acidic environments is enhanced in the presence

of metabolizable sugars. Appl environ microb 71, 3060–7. 

De Smet I, Van Hoorde L, Vande Woestyne M, Christiaens H, and Verstraete

W (1995) Significance of bile-salt hydrolytic activities of lactobacilli. J

Appl Bacteriol 79, 292–301.

Endo Y, Kamisada S, Fujimoto K, and Saito T (2006) Trans fatty acids

promote the growth of some Lactobacillus strains. J gen appl microbiol

52, 29–35.

Gibson GR and Roberfroid MB (1995) Dietary modulation of the human

colonic microbiota: introducing the concept of prebiotics. J nutr 125,

1401–12.

Gilliland SE, Nelson CR, and Maxwell C (1985) Assimilation of cholesterol

by Lactobacillus acidophilus. Appl environ microb 49, 377–81.

Henriksson R, Bergström P, Franzén L, Lewin F, and Wagenius G (1999)

Aspects on reducing gastrointestinal adverse effects associated with

radiotherapy. Acta Oncol 38, 159–64.

Hosono A and Tono-oka T (1995) Binding of cholesterol with lactic acid

bacteria cells. Milchwissenschaft 50, 556–60.

Jain S, Yadav H, and Sinha PR (2009) Antioxidant and cholesterol

assimilation activities of selected lactobacilli and lactococci cultures. J

Dairy Res 76, 385–91.

Lee YK and Salminen S (1995) The coming age of probiotics. Trends Food

Sci Tech 6, 241–5.

Liong MT and Shah NP (2005). Acid and bile tolerance and cholesterol

removal ability of lactobacilli strains. J dairy Sci 88, 55–66.

Liu P, Kallio H, Lü D, Zhou C, Ou S, and Yang B (2010) Acids, sugars, and

sugar alcohols in Chinese hawthorn (Crataegus spp.) fruits. J Agric Food

Chem 58, 1012–9.

Lye HS, Rusul G, and Liong MT (2010) Mechanisms of cholesterol removal

by Lactoballi under conditions that mimic the human gastrointestinal

tract. Inter Dairy J 20, 169–75. 

Mathara JM, Schillinger U, Guigas C, Franz C, Kutima PM, Mbugua SK,

Shin HK, and Holzapfel WH (2008) Functional characteristics of

Lactobacillus spp. from traditional Maasai fermented milk products in

Kenya. Int J Food microbiol 126, 57–64.

Mishra V and Prasad DN (2005) Application of in vitro methods for selection

of Lactobacillus casei strains as potential probiotics. Int J Food

microbiol 103, 109–15.

Naidu AS, Bidlack WR, and Clemens RA (1999) Probiotic spectra of lactic

acid bacteria (LAB). Crit Rev Food Sci Nutr 39, 13–126.

Park YH, Kim JG, Shin YW, Kim SH, and Whang KY (2007) Effect of

dietary inclusion of Lactobacillus acidophilus ATCC 43121 on

cholesterol metabolism in rats. J microbial biotechn 17, 655–62.

Pigeon RM, Cuesta EP, and Gililliand SE (2002) Binding of free bile acids by

cells of yogurt starter culture bacteria. J dairy Sci 85, 2705–10.

Reid G, Jass J, Sebulsky MT, and McCormick JK (2003) Potential uses of

probiotics in clinical practice. Clin Microbiol Rev 16, 658–72.

Rudel LL and Morris MD (1973) Determination of cholesterol using o-

phthalaldehyde. J Lipid Res 14, 364–6.

Schillinger U, Guigas C, and Holzapfel WH (2005) In vitro adherence and

other properties of lactobacilli used in probiotic yoghurt like products.

Inter Dairy J 15, 1289–97.

Taranto MP, Sesma F, Holdago APR, and Valdez GF (1997) Bile salts

hydrolase plays a key role on cholesterol removal by Lactobacillus casei.

Biotechnol Lett 19, 845–7.

Topping DL, Fukushima M, and Bird AR (2003) Resistant starch as a

prebiotic and synbiotic: State of the art. P Nutr Soc 62, 171–6.

Van Loo J, Cummings J, Delzenne N, Englyst H, Franck A, Hopkins M, Kok

N, Macfarlane G, Newton D, Quigley M, Roberfroid M, van Vliet T, van

den Heuvel E (1999) Functional food properties of non-digestible

oligosaccharides: a consensus report from the ENDO project (DGXII

AIRII-CT94-1095). Br J Nutr 81, 121–32.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /ACaslonPro-Bold
    /ACaslonPro-BoldItalic
    /ACaslonPro-Italic
    /ACaslonPro-Regular
    /ACaslonPro-Semibold
    /ACaslonPro-SemiboldItalic
    /AGaramondPro-Bold
    /AGaramondPro-BoldItalic
    /AGaramondPro-Italic
    /AGaramondPro-Regular
    /AgencyFB-Bold
    /AgencyFB-Reg
    /ahn2006-B
    /ahn2006-L
    /ahn2006-M
    /AmiR-HM
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArnoPro-Bold
    /ArnoPro-BoldCaption
    /ArnoPro-BoldDisplay
    /ArnoPro-BoldItalic
    /ArnoPro-BoldItalicCaption
    /ArnoPro-BoldItalicDisplay
    /ArnoPro-BoldItalicSmText
    /ArnoPro-BoldItalicSubhead
    /ArnoPro-BoldSmText
    /ArnoPro-BoldSubhead
    /ArnoPro-Caption
    /ArnoPro-Display
    /ArnoPro-Italic
    /ArnoPro-ItalicCaption
    /ArnoPro-ItalicDisplay
    /ArnoPro-ItalicSmText
    /ArnoPro-ItalicSubhead
    /ArnoPro-LightDisplay
    /ArnoPro-LightItalicDisplay
    /ArnoPro-Regular
    /ArnoPro-Smbd
    /ArnoPro-SmbdCaption
    /ArnoPro-SmbdDisplay
    /ArnoPro-SmbdItalic
    /ArnoPro-SmbdItalicCaption
    /ArnoPro-SmbdItalicDisplay
    /ArnoPro-SmbdItalicSmText
    /ArnoPro-SmbdItalicSubhead
    /ArnoPro-SmbdSmText
    /ArnoPro-SmbdSubhead
    /ArnoPro-SmText
    /ArnoPro-Subhead
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /Batang
    /BatangChe
    /BauhausITCbyBT-Bold
    /BauhausLight
    /BauhausMedium
    /BellGothicStd-Black
    /BellGothicStd-Bold
    /BelweBT-Bold
    /BelweBT-Light
    /BelweBT-Medium
    /BelweBT-RomanCondensed
    /BenguiatITCbyBT-Bold
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BickhamScriptPro-Bold
    /BickhamScriptPro-Regular
    /BickhamScriptPro-Semibold
    /BirchStd
    /BlackadderITC-Regular
    /BlackoakStd
    /BodoniMT
    /BodoniMTBlack
    /BodoniMTBlack-Italic
    /BodoniMT-Bold
    /BodoniMT-BoldItalic
    /BodoniMTCondensed
    /BodoniMTCondensed-Bold
    /BodoniMTCondensed-BoldItalic
    /BodoniMTCondensed-Italic
    /BodoniMT-Italic
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanITCbyBT-Demi
    /BookmanITCbyBT-DemiItalic
    /BookmanITCbyBT-Light
    /BookmanITCbyBT-LightItalic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolSeven
    /BradleyHandITC
    /BremenBT-Bold
    /BrushScriptStd
    /CalisMTBol
    /CalistoMT
    /CalistoMT-BoldItalic
    /CalistoMT-Italic
    /Candice
    /Castellar
    /Century
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldstyleBT-Bold
    /CenturyOldstyleBT-Italic
    /CenturyOldstyleBT-Roman
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbookBT-Bold
    /CenturySchoolbookBT-BoldCond
    /CenturySchoolbookBT-BoldItalic
    /CenturySchoolbookBT-Italic
    /CenturySchoolbookBT-Monospace
    /CenturySchoolbookBT-Roman
    /CenturySchoolbook-Italic
    /CGOmega
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGTimes
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /ChaparralPro-Bold
    /ChaparralPro-BoldIt
    /ChaparralPro-Italic
    /ChaparralPro-Regular
    /CharlemagneStd-Bold
    /CharlesworthBold
    /ChollaUnicase
    /Clarendon-Condensed-Bold
    /ComicSansMS
    /ComicSansMS-Bold
    /CooperBlackStd
    /CooperBlackStd-Italic
    /CopperplateGothic-Bold
    /CopperplateGothicBT-Bold
    /CopperplateGothic-Light
    /Coronet
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CurlzMT
    /CwritB
    /CwritL
    /CwritM
    /CwritUL
    /DauphinPlain
    /Dinbla
    /Dinbol
    /Dinlig
    /Dinmed
    /Dotum
    /DotumChe
    /DragonwickPlain001001
    /EccentricStd
    /EdwardianScriptITC
    /Elephant-Italic
    /Elephant-Regular
    /English111VivaceBT-Regular
    /EngraverFontExtras
    /EngraverFontSet
    /EngraversMT
    /EngraverTextH
    /EngraverTextNCS
    /EngraverTextT
    /EngraverTime
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /EstrangeloEdessa
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /ExpoM-HM
    /FelixTitlingMT
    /FencesPlain
    /FormalScript421BT-Regular
    /ForteMT
    /FranklinGothic-Book
    /FranklinGothic-BookItalic
    /FranklinGothic-Demi
    /FranklinGothic-DemiCond
    /FranklinGothic-DemiItalic
    /FranklinGothic-Heavy
    /FranklinGothic-HeavyItalic
    /FranklinGothic-Medium
    /FranklinGothic-MediumCond
    /FranklinGothic-MediumItalic
    /FrenchScriptMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-Heavy
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FZSY--SURROGATE-0
    /Gaeul
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Bold
    /Garamond-Italic
    /Garamond-KursivHalbfett
    /GaramondPremrPro
    /GaramondPremrPro-It
    /GaramondPremrPro-Smbd
    /GaramondPremrPro-SmbdIt
    /Gautami
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /GiddyupStd
    /Gigi-Regular
    /GillSansMT
    /GillSansMT-Bold
    /GillSansMT-BoldItalic
    /GillSansMT-Condensed
    /GillSansMT-ExtraCondensedBold
    /GillSansMT-Italic
    /GillSans-UltraBold
    /GillSans-UltraBoldCondensed
    /GloucesterMT-ExtraCondensed
    /GothicL-HM
    /GoudyHandtooledBT-Regular
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleT-Bold
    /GoudyOldStyleT-Italic
    /GoudyOldStyleT-Regular
    /GoudyStout
    /Gulim
    /GulimChe
    /Gungsuh
    /GungsuhChe
    /H2gprM
    /H2gsrB
    /H2gtrM
    /H2hdrM
    /H2mjsM
    /H2mkpB
    /H2porL
    /H2sa1M
    /HaansoftBatang
    /HaansoftDotum
    /Haettenschweiler
    /HeadG
    /HeadlineR-HM
    /HoboStd
    /Humanist521BT-Bold
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Roman
    /HYbdaL
    /HYbdaM
    /HYbsrB
    /HYBuDle-Medium
    /HYcysM
    /HYdnkB
    /HYdnkM
    /HYGoThic-Bold
    /HYGoThic-Light
    /HYgprM
    /HYGraPhic-Bold
    /HYgsrB
    /HYgtrE
    /HYhaeseo
    /HYHaeSo-Medium
    /HYHeadLine-Bold
    /HyhwpEQ
    /HYkanB
    /HYkanM
    /HYKHeadLine-Bold
    /HYKHeadLine-Medium
    /HYLongSamul-Bold
    /HYLongSamul-Light
    /HYLongSamul-Medium
    /HYmjrE
    /HYMokGak-Bold
    /HYMokPan-Bold
    /HYmprL
    /HYMyeongJo-Bold
    /HYMyeongJo-Light
    /HYMyeongJo-Medium
    /HYMyeongJo-Ultra
    /HYnamB
    /HYnamL
    /HYnamM
    /HYPillGi-Light
    /HYPMokPan-Bold
    /HYPMokPan-Light
    /HYporM
    /HYPost-Bold
    /HYRGoThic-Bold
    /HYRGoThic-Medium
    /HYsanB
    /HYSeNse-Bold
    /HYShortSamul-Bold
    /HYShortSamul-Light
    /HYSinGraPhic-Medium
    /HYSinMun-MyeongJo
    /HYSinMyeongJo-Bold
    /HYsnrL
    /HYSooN-MyeongJo
    /HYsupB
    /HYsupM
    /HYSymbolA
    /HYSymbolB
    /HYSymbolC
    /HYSymbolD
    /HYSymbolE
    /HYSymbolF
    /HYSymbolG
    /HYSymbolH
    /HYTaJa-Bold
    /HYTaJaFull-Bold
    /HYTaJaFull-Light
    /HYTaJaFull-Medium
    /HYTaJa-Light
    /HYTaJa-Medium
    /HYtbrB
    /HYwulB
    /HYwulM
    /HYYeasoL-Bold
    /HYYeaSo-Medium
    /HYYeatGul-Bold
    /HYYeatGul-Medium
    /Impact
    /ImprintMT-Shadow
    /KabelITCbyBT-Book
    /KabelITCbyBT-Demi
    /KabelITCbyBT-Medium
    /KabelITCbyBT-Ultra
    /Kartika
    /KozGoPro-Bold
    /KozGoPro-ExtraLight
    /KozGoPro-Heavy
    /KozGoPro-Light
    /KozGoPro-Medium
    /KozGoPro-Regular
    /KozMinPro-Bold
    /KozMinPro-ExtraLight
    /KozMinPro-Heavy
    /KozMinPro-Light
    /KozMinPro-Medium
    /KozMinPro-Regular
    /Latha
    /LetterGothic
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothicStd
    /LetterGothicStd-Bold
    /LetterGothicStd-BoldSlanted
    /LetterGothicStd-Slanted
    /Lithograph-Bold
    /LithographLight
    /LithosPro-Black
    /LithosPro-Regular
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSans-TypewriterBoldOblique
    /LucidaSans-TypewriterOblique
    /LucidaSansUnicode
    /MagicR-HM
    /MaiandraGD-Regular
    /MalgunGothicBold
    /MalgunGothicRegular
    /Mangal-Regular
    /Marigold
    /Mdam
    /MesquiteStd
    /MetaPlusBoldRoman
    /MetaPlusMediumRoman
    /Mforgem
    /MicrosoftSansSerif
    /MingLiU
    /MinionPro-Bold
    /MinionPro-BoldCn
    /MinionPro-BoldCnIt
    /MinionPro-BoldIt
    /MinionPro-It
    /MinionPro-Medium
    /MinionPro-MediumIt
    /MinionPro-Regular
    /MinionPro-Semibold
    /MinionPro-SemiboldIt
    /MoeumTR-HM
    /MonotypeCorsiva
    /MonotypeSorts
    /MS-Gothic
    /MSHei
    /MS-Mincho
    /MSOutlook
    /MS-PGothic
    /MS-PMincho
    /MSReferenceSansSerif
    /MSReferenceSpecialty
    /MSSong
    /MS-UIGothic
    /MT-Extra
    /MurrayHillBT-Bold
    /MVBoli
    /MyriadPro-Bold
    /MyriadPro-BoldCond
    /MyriadPro-BoldCondIt
    /MyriadPro-BoldIt
    /MyriadPro-Cond
    /MyriadPro-CondIt
    /MyriadPro-It
    /MyriadPro-Regular
    /MyriadPro-Semibold
    /MyriadPro-SemiboldIt
    /MyungjoL-HM
    /NewGulim
    /NimbusRomDGR-Bold
    /NimbusRomDGR-BoldItal
    /NimbusRomDGR-Regu
    /NimbusRomDGR-ReguItal
    /NSimSun
    /NuevaStd-BoldCond
    /NuevaStd-BoldCondItalic
    /NuevaStd-Cond
    /NuevaStd-CondItalic
    /OCRAExtended
    /OCRAStd
    /OilOnTheWater
    /Oliver
    /OratorStd
    /OratorStd-Slanted
    /OzHandicraftBT-Roman
    /PalaceScriptMT
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /Papyrus-Regular
    /Perpetua
    /Perpetua-Bold
    /Perpetua-BoldItalic
    /Perpetua-Italic
    /PerpetuaTitlingMT-Bold
    /PerpetuaTitlingMT-Light
    /PianoB
    /PianoL
    /PianoM
    /Pleasantly-Plump
    /PMingLiU
    /PoplarStd
    /PostB
    /PosterBodoniBT-Roman
    /PostL
    /PostM
    /PrestigeEliteStd-Bd
    /Pristina-Regular
    /PyunjiR-HM
    /Raavi
    /RageItalic
    /Rockwell
    /Rockwell-Bold
    /Rockwell-BoldItalic
    /Rockwell-Condensed
    /Rockwell-CondensedBold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RosewoodStd-Regular
    /SaenaegiR-HM
    /ScriptMTBold
    /SegoeUI
    /SegoeUI-Bold
    /SegoeUI-BoldItalic
    /SegoeUI-Italic
    /SeoulHangangM
    /SeoulNamsanEB
    /SeoulNamsanM
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /ShelleyAllegroBT-Regular
    /Shruti
    /SimHei
    /SimSun
    /SimSun-PUA
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /Staccato222BT-Regular
    /StencilStd
    /Swiss911BT-ExtraCompressed
    /SwitzerlandNarrowBold
    /SwitzerlandNarrowBoldItalic
    /SwitzerlandNarrowItalic
    /SwitzerlandNarrowPlain
    /Sylfaen
    /Symbol
    /SymbolMT
    /Tahoma
    /Tahoma-Bold
    /TektonPro-Bold
    /TektonPro-BoldCond
    /TektonPro-BoldExt
    /TektonPro-BoldObl
    /TeXplusEF
    /TeXplusEF-Bold
    /TeXplusEM
    /TeXplusEM-BoldItalic
    /TeXplusEM-Italic
    /TeXplusEX
    /TeXplusMI
    /TeXplusMI-Bold
    /TeXplusRM
    /TeXplusRM-Bold
    /TeXplusRM-BoldItalic
    /TeXplusRM-Italic
    /TeXplusSA
    /TeXplusSB
    /TeXplusSY
    /TeXplusSY-Bold
    /TeXplusTE
    /TiffanyITCbyBT-Demi
    /TiffanyITCbyBT-DemiItalic
    /TiffanyITCbyBT-Heavy
    /TiffanyITCbyBT-HeavyItalic
    /TiffanyITCbyBT-Light
    /TiffanyITCbyBT-LightItalic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /TrajanPro-Bold
    /TrajanPro-Regular
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /Tunga-Regular
    /TwCenMT-Bold
    /TwCenMT-BoldItalic
    /TwCenMT-Condensed
    /TwCenMT-CondensedBold
    /TwCenMT-CondensedExtraBold
    /TwCenMT-Italic
    /TwCenMT-Regular
    /TypoUprightBT-Regular
    /Univers
    /Univers-Bold
    /Univers-BoldExt
    /Univers-BoldExtObl
    /Univers-BoldItalic
    /Univers-BoldOblique
    /Univers-Condensed
    /Univers-CondensedBold
    /Univers-Condensed-Bold
    /Univers-Condensed-BoldItalic
    /Univers-CondensedBoldOblique
    /Univers-Condensed-Medium
    /Univers-Condensed-MediumItalic
    /Univers-CondensedOblique
    /Univers-Extended
    /Univers-ExtendedObl
    /Univers-Light
    /Univers-LightOblique
    /Univers-Medium
    /Univers-MediumItalic
    /Univers-Oblique
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /Vrinda
    /Webdings
    /Wingdings2
    /Wingdings3
    /Wingdings-Regular
    /WP-ArabicScriptSihafa
    /WP-ArabicSihafa
    /WP-BoxDrawing
    /WP-CyrillicA
    /WP-CyrillicB
    /WP-GreekCentury
    /WP-GreekCourier
    /WP-GreekHelve
    /WP-HebrewDavid
    /WP-IconicSymbolsA
    /WP-IconicSymbolsB
    /WP-Japanese
    /WP-MathA
    /WP-MathB
    /WP-MathExtendedA
    /WP-MathExtendedB
    /WP-MultinationalAHelve
    /WP-MultinationalARoman
    /WP-MultinationalBCourier
    /WP-MultinationalBHelve
    /WP-MultinationalBRoman
    /WP-MultinationalCourier
    /WP-Phonetic
    /WPTypographicSymbols
    /YDI2002
    /YDIAsphaltB
    /YDIAsphaltL
    /YDIBirdL
    /YDIBirdM
    /YDIChbinB
    /YDIChbinL
    /YDIChbinM
    /YDIChunB
    /YDIChunL
    /YDIChunM
    /YDIDanB
    /YDIDanL
    /YDIDanM
    /YDIGoldB
    /YDIGoldL
    /YDIGoldM
    /YDIGukB
    /YDIGukL
    /YDIGukM
    /YDIHoopM-KSCpc-EUC-H
    /YDIJininB
    /YDIJininL
    /YDIJininM
    /YDIManB
    /YDIManL
    /YDIManM
    /YDIMatrix01
    /YDIMatrix02
    /YDIMatrix03
    /YDIMatrix04
    /YDIMatrix05
    /YDIMatrix06
    /YDIMatrix07
    /YDIMatrix08
    /YDINeoulB
    /YDINeoulL
    /YDINeoulM
    /YDIPaintB
    /YDIPaintL
    /YDIPaintM
    /YDISapphIIB-KSCpc-EUC-H
    /YDISapphIIL-KSCpc-EUC-H
    /YDISapphIIM-KSCpc-EUC-H
    /YDISolM-KSCpc-EUC-H
    /YDISongB
    /YDISongL
    /YDISongM
    /YDIWebBatan
    /YDIWebDotum
    /YDIWindM-KSCpc-EUC-H
    /YDIYahwaB
    /YDIYahwaL
    /YDIYahwaM
    /YDIYGO110-KSCpc-EUC-H
    /YDIYGO120-KSCpc-EUC-H
    /YDIYGO130-KSCpc-EUC-H
    /YDIYGO140-KSCpc-EUC-H
    /YDIYGO150-KSCpc-EUC-H
    /YDIYGO160-KSCpc-EUC-H
    /YDIYMjO110-KSCpc-EUC-H
    /YDIYMjO120-KSCpc-EUC-H
    /YDIYMjO130-KSCpc-EUC-H
    /YDIYMjO140-KSCpc-EUC-H
    /YDIYMjO150-KSCpc-EUC-H
    /YDIYMjO160-KSCpc-EUC-H
    /YDIYMjO240
    /YDIYuroB
    /YDIYuroL
    /YDIYuroM
    /YDSAH
    /YDSDJ
    /YDSHO
    /YDSHS
    /YDSJH
    /YDSJY
    /YDSMJ
    /YDSSH
    /YetR-HM
    /Ymjo420
    /Ymjo440
    /Ymjo450
    /ZapfCalligraphic801BT-Bold
    /ZapfCalligraphic801BT-BoldItal
    /ZapfCalligraphic801BT-Italic
    /ZapfCalligraphic801BT-Roman
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Demi
    /ZapfHumanist601BT-DemiItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZapfHumanist601BT-Ultra
    /ZapfHumanist601BT-UltraItalic
    /ZurichBT-BlackExtended
    /ZurichBT-Light
    /ZurichBT-RomanExtended
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


