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thermophilus
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Amorphophallus Konjac K. Koch



100
[31 [6]
[16] [17]1 [23]
105 105
105 3
30 105 1 30
SDS( ) 50 MTris-HCI buffer (pH7.5)
100ml 400mg 4 12 15,600x g 10
80
27,000x g 10
Viskase Sales Corporation Dialysis membrane, Size20 ( Wako ) 50mM
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BCA 562nm BSA

[€]
29 2 1
50ml 65 1
Glass
micro-fiber filter
15¢ 1000x g 5
105
30
29 95% v/v 2ml
HC1 HCI25ml 11iml 10ml 70 80
40 10ml
25ml 30
25ml 30
1
1 1 10ml
1
3
105 1



29

30
30

0.2ml 5
20

550
500 1

20mg
0.2ml Iml
490nm

200

100ml



)
[41 [10]
0.25 0.5 1 2Mm
Somogyi-Nelson 0.5M 2 30 M 1
MILLEX- GS0.22p mFilter HPLC -
0.5nmol 10nmol 50u 1
2 TaKaRa
15 30 10
50u 1 2u 1 15
50u 1 2u 1 30 N-
PALSTATION model4000 TaKaRa
PALSTATION Pyridylamination Reagent Kit
TaKaRa 2-aminopyridine
PALPAK Type A, TaKaRa
HPLC 1 RF-10AXL, SHIMADZU

PA-Monosaccharide Mixture, TaKaRa



10

HPLC

Column PALPAK Type A 4.6 mme x 150 mm

Solvent CHCN 0.7 M H3BO;-KOH pH9.0 =1 : 9

Flow rate 0.3 ml/min

Detection Fluorescence Ex 310 nm, Em 380 nm

Column Temp 65

Injection 10 pmol
1mg/ml 4 10

1 - 1 ”
[8] pp-121-128

1g  500ml 15,600x g 10

50
50ml
10
100

[26]

50



Megazyme
AACC 76-12
100mg 80 0.2ml a -
3.0ml 6
0.1ml 50 30
100ml 3000rpm 10 0.1ml
3.0ml 50 20 510nm
a - MOPS 3.0ml 300Units
MOPS 3-(N-morpholino) propanesulfonic acid (C;H;sNO,S) 50 M pH7.0
Na 200mM  pH4.5
0.1ml 20Units
GOPOD Glucose-oxidase peroxidase

Glucose oxidase, Peroxidase,

15,600x g 10
50mg

0.2M Lol

15

Total starch assay kit

4-Aminoantipyrine

“ 2

150Units

15

15,600x g 10

37

MOPS
4.0ml

GOPOD

15



[18] [27]

37 pH5.0 0.2M

14 . 1ml

Cellulase

from Tricoderma viride

pH5.0 37

5.9ml

0.2M



2 [1 [21 [51 (71 [°1 [11] [15] [21] [22]

Lactococcus lactis subsp.

helveticus  Streptococcus thermophilus

mol 2mol ATP

subsp. [Jactis Streptococcus thermophilus L-

Lactobacillus helveticus D-
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[25] [28]

lactis Lactobacillus

Lactococcus lactis



2 [22]

(Organism name) (NRIC No.) (Medium) (Temp.)

Lactococcus lactis subsp. [lactis No.1149 Type strain GYP-CaCO; 30

Lactobacillus helveticus No.1545 Type strain MRS-CaCo0, 37
Streptococcus thermophilus No.0256 Type strain BHI-CaCoO,4 37
(NRIC)
GYP-CaCOs MRS-CaCOs
— glucose 1.0 g ™ Lactobacilli MRS broth (Difco) 55 g
peptone 0.5 ¢ [ CaCOs 1.0 g
Na-acetate 01 g | agar 12 g
salts solution 0.5 ml
~ water 100ml
BHI-CaCOs
— CaCOs 10 g - - - -
Brain heart infusion broth Eiken 3.7 ¢
L agar 1.2 ¢
water 100 ml
|:CaC03 1.0 g
Salts solution er 1 ml
(p ) agar 1.2 g
MgSOs 7H20 40 mg
MnSOs4 7H20 2 mg
FeSOs4 7H20 2mg
NaCl 2 mg Procedure : add to
Sterilization 1121 , 15min

Add a drop of 12N HCI to 500ml

Agar medium  : Stab
of the salts solution.
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-1-1

BCP BCP
BCP
pH 6.8 5.2
yeast extract
1.0 2.0g
100ml 1.0g 0 0.25 0.5 1.0g
BCP 121 15
3 4 2
4 3

stationary phase
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BCP

100ml

0

pH

0.5



3 BCP [25]pp.378

per 1000 ml
Yeast extract 2.5 ¢
Peptone 5 g
Glucose 1 g
Tween 80 1 g
L-cystein 0.1 g

BCP(Bromocresol purple) 0.04 g
Agar 15 ¢

pH 6.8 pH 5.2

BCP pH
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-1-2

BCP
100mI 0.5¢
121 15
Iml
3 4
PEGASIL ODS SENSHUPAK  SSC HPLC
4 Minisart RC 4 0.20p m Filter
0.1N pH
0.1
24
[14]pp-384-663 [24]pp-133-136
4 HPLC
Column PEGASIL 0DS 3mme x 200 mm
SENSHUPAK  SSC
Solvent CH,CN  0.1% HsPO, = 2 - 98
Flow rate 0.5 ml/min
Detection Uv 210nm
Column Temp room temp.
Injection 3u 1
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3 Lactococcus
lactis subsp. lactis
“ _1_2 ”
[18] [27]
0.59/ 100ml 7.1
amyloglucosidase a -amylase 1.0g 100ml
10 40
0.25 0.5 1.0M 1.0g 50ml
100 50ml
pH 0.25M 4 0.5M 2 30
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pH

L _1_2
0.25 0.5 1M

Lactococcus lactis subsp. lactis
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-1-2

BCP



60 65
40 42

4.7
2.5 5.5
20 23

4.0 %
17.0 %

2.5 %
5.5 %
8.5 %
60.0 65.0 %
20.0 23.0%
40.0 42.0 %

17.0

100 %
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HPLC

30 1 2

glucose mannose

\

4 1

glucose mannose glucose mannose

\| \

2 HPLC
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HPLC

alucose mannose

glucose mannose
| i
\ ] / 1

\ | /
|| |

———

|| ] | I|| II Illl | | ||I
I""I'l‘-.-\\_.I H?_'_ '_ll .-.IH'__" m"_l'r""._,_,ll '-_r—r. = J_-h""ﬁ. _
1 1 1 1
3 HPLC
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100 66 70
50 52 10 12 6

30% 66 70%

10 12% 50 52%
4 100
-4

60

40 23 « 3

12 15
11 HPLC 18.6
4.6 39.6 42
30 31.2 6 7.2 3.6
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60% 40%
18% 17%

12~15%
HPLC 18.4%
31.2%
8~11%
HPLC 4.6%
5
[ ]
-1
-1-1
65
24
3 Lactococcus lactis subsp. lactis

Streptococcus thermophilus

Lactobacillus helveticus
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Lactococcus lactis subsp. lactis

Streptococcus thermophilus

Lactobacillus helveticus

1.0g/100ml
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-1-2

HPLC
7 96
1.0g Lactococcus lactis subsp. lactis 25
Lactobacillus helveticus 14 Streptococcus thermophilus
1.0g Lactococcus lactis subsp. lactis 25 Lactobacillus
helveticus 10 Streptococcus thermophilus 2
0.5¢g Lactococcus lactis subsp. lactis 7.1  Lactobacillus helveticus
7.2 Streptococcus thermophilus 4 8
Lactobacillus helveticus 3
Lactococcus lactis subsp. lactis
4 BCP (w/vh)
(W/v%)

Lc. lactis Lb. helve Sc. thermo
1.0g 25 0.250¢ 14 0.140g 7 0.070g
1.0g 25 0.250¢g 10 0.100g 2 0.020g
0.5g 7.1 0.035¢g 7.2 0.036g 5 0.025¢g

Lc. lactis ; Lactococcus lactis subsp. lactis
Lb. helve ; Lactobacillus helveticus

Sc. thermo ; Streptococcus thermophilus

(w/v%) 1.0g/100ml

0.5g/100ml
-23-



Lactococcus lactis subsp. lactis  Lactobacillus helveticus Streptococcus thermophilus

1.0g/100ml
.“J n\ :
i mJ\J\_M _ W M«._/\JLJ\__,“_ \U’LJ«L_I\_,J_
i 5 fi ) ; i 3 ; I
1.0g/100ml

3.014

0.5g/100ml

HPLC
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1.0g/100ml

0 20 40 60 80 100
( hour)

1.0g/100ml

hour)
0.5g/100ml
025
02 r
<
=015 -
01 r
005 - . z ]
O 1 1 |
0 20 40 60 80 100
hour

Lactococcus lactis subsp. lactis

Lactobacillus helveticus

Streptococcus thermophilus
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-2-1 Lactococcus lactis subsp. lactis

Lactococcus
lactis subsp. lactis
2
HPLC
9 96 1.0g 650mg
amyloglucosidase 47mg 6 o -amylase
115mg 12.5 0.25M 650mg 33
0.5M 25 M 3.5 5 10
5 Lactococcus lactis subsp. /actis (W/v%)
(mg) (wiv )
amyloglucosidase 47 6 0.060g
o -amylase 115 12.5 0.125¢g
0.25 M HCI 650 33 0.330g
0.5 M HCI 650 25 0.250g
1.0 M HCI 650 3.5 0.035¢g
w/v 1.0g 650mg /100ml
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ame

I did

a -amylase

0.256M HC

[

134

amyloglucosidase

104

0.5M HC

w/v

0.5

0.25

1M HCI

HPLC

0.25 M HCI
0.5 M HCI

a -amylase

amyloglucosidase

10

(hour)
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100

1 M HCI



-2-2 Lactococcus lactis subsp. lactis

1.0M
11 0.25 0.5 1M 72
0.25 0.5M 96
0.25 0.5M
Lactococcus lactis subsp. lactis
0.25M 4
0.5M 2 30

0.5M
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1.0g/100ml

0.25
0.2

2

= 0.5
0.1

0.05

60 80 100
(hour)

1.0g/100ml

100

6
(hour)

(NaCl)

0.25 M
05 M
1.0 M

11
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65

Lactococcus lactis subsp. lactis
1.0 33 0.25M
0.5M

25 0.25M M 3.5

pH

M 0.25 0.5M

0.25 0.5MNaCl
0.5M
0.25M 4 0.5M

30 0.25 0.5M

0.25M 1.0g 650mg
51.2 “©-1-2 8
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