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phenyl - - -nitrophenyl - - , -disulfophenyl - -tetra-

MTT - , -Dimethyl- -thiazolyl)- , -diphenyl- -tetrazolium bro-

mide :

FBS MTT

FBS

: MTT WST-

.

MTT - , -Dimethyl- -thiazolyl - , -diphenyl- -

tetrazolium bromide

MTT -( , -Dimethyl- -thiazolyl)- , -diphenyl- -
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DMSO

MTT C KATO-III

MTT FBS Gibco

Sigma RPMI- DMEM Ham
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MTT

. nm

mg ml

max nm

MTT DMSO

nm

nm

Fig. . A Calibration Curve of C Cells

Eppendorf tubes were used.
MTT

Each l sample contained

C cells/ml and FBS.
Fig. ,

After adding l of MTT ( . mg/
nm

ml) the samples were left at for

cells ml hours.

Centrifugation of the MTT reactant

was then carried out at , rpm

and the residue was dissolved in

l of DMSO.

Absorbance was measured using

l of the solution and a plate reader.

Fig. . E ect of Cell Number and Measuring Wavelength

Absorbance was measured using l of the solution and a

plate reader ( nm and nm).

The other procedures were conducted as indicated in the

legend of Fig. .
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MTT

Fig. MTT

MTT MTT

Fig.

nm .

mg/ml

nm . mg ml

C

KATO-III

Fig. MTT MTT

C Fig.

Fig. . mg ml

.

Fig. MTT

. .

FBS

.

. PBS MTT

MTT

FBS

MTT

MTT MTT

Fig. . E ect of Reaction Time

Regression curve of each reaction time ( . or hours) and relatation

coe cient of these curves were shown on the right side.

The other procedures were conducted as indicated in the legend of Fig. .
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Fig. . E ect of MTT Concentration

After adding l of MTT ( . mg/ml), the samples

were left at for several times ( or hours).

The other procedures were conducted as indicated in

the legend of Fig. .

Fig. . E ect of Medium

Each l sample contained C cells/ml of various media.

Regression curve of each medium was shown at the right side.

The other procedures were conducted as indicated in the legend of Fig. .

Fig.

MTT FBS

FBS FBS

Fig. FBS MTT

MTT

FBS

MTT
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PBS FBS

FBS
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Fig. . E ect of FBS Concentration

Two media (RPMI/HEPES and PBS) with various FBS concentrations

were tested.

The other procedures were conducted as indicated in the legend of Fig. .

Fig. . E ect of Cell Kinds

Experiments were performed by various reaction times and using two cells.

Regression curve of each medium and relatation coe cient of these curves

were shown at the right side.

The other procedures were conducted as indicated in the legend of Fig. .

MTT

Fig. C MTT

KATO-III

FBS

MTT MTT

MTT FBS
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Fig. . E ect of Storage on Mixture of FBS and MTT Reagent

Each sample contained l of MTT ( . mg/ml)and l of FBS.

They were left in a refrigerator ( ) incubator ( ) or at room

temperature in the laboratory.

After adding l of C cells/ml the reactant was left at

for hours.

The other procedures were conducted as in dicated in the legend of

Fig. .

Fig. MTT Fig.

FBS FBS MTT B . ml
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Fig. A. E ect of Adhesion on Dish

Ten cm dishes(for culture and not for)were used.

After a ml C cells suspension was added into the dish MTT

assay ( . mg/ml MTT) was performed immidiately or difinited times

( or hours ; shown at the right side).

The supenatanant was removed and the residue was dissolved in .

ml of DMSO.

The other procedures were conducted as indicated in the legend of

Fig. .

Fig. B. E ect of Adhesion on Eppendorf Tube

Each l sample contained or C cells/ml and FBS.

After a C cells suspension or the culture medium were added in the

tubes MTT assay ( . mg/ml MTT) were performed immidiately or

difinited times ( hours).

The other procedures were conducted as indicated in the legend of Fig. .
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Table . Typical E ect of Metals on MTT Assay

Fig. . E ect of Ethanol

Twenty four-wells plates were used.

After C cells were attached on each well of the plates MTT assay

was performed with or without ethanol and cells.

Ethanol was added into each well before or after MTT reaction ( . mg/ml).

Centrifugation of the MTT reactant was then carried out at , rpm and

the residue was dissolved in l of DMSO.

The other procedures were conducted as indicated in the legend of Fig. .

* : Di erences of absorbance in time were seen statistically.
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.

ml

MTT

WST- MTT

DMSO MTT WST-

-Methoxy PMS

WST-

MTT

MTT

MTT Fig.

MTT DMSO

WST-

DMSO -

Methoxy PMS

MTT

MTT WST-

Fig. DMSO MTT

MTT

MTT

DMSO MTT

MTT

DMSO

WST- H- DNA

Fig. . E ect of Time Progress on MTT Product

MTT reaction was performed in cm dish by using with C

cells and . mg/ml MTT.

After the reaction left at for hours MTT product was dissolved

into . ml DMSO and the absorbance was measured by a plate reader.

These absorbances were remeasured after - days.

Leaving was performed at room temperature and not prevented light.

WST-

3

-

+*

0

+ /

+

+

+

+

++

+

+ +

-

+

+,

,

+

++ #

+* * +* 2/*/

* .

-1 ,

, /

* +.

+



�

�

� �

�

� �
� � �

� �
� �

��
� �

� �
�

�

� �
��

�
�

�
�

� �
�

�
� �

�

�

�
�

��	 
���� � � �

�� ������ ���� �� !"#$%&� '()*+,-�./ 0 �12 ."��3456�
 �789 :;8<=�>?�#$ @ ABCD8 �E F GHI8JKBLMNOP�
7Q RR�#$S T U E V &� P�WX

E YZ[EACD�
\ 8O� ]^ _`a� #E � bcd
e� "� 8fg"� ����hi� "j
klmnopqr sO�t t�� "� %
&� #E ] E@ ACD87Q RRB u
7Q%E@ vwSxy$"z� {�|}~q��#$
�%/("

�� �� ��� 0 �	@ ���89 O
g"�(R%	����S {8�"g G �E��

���g �O� 0 ��%8 `ag�
B �E�8�"g�E�"](�9 `ag"
�� &� ��E��O�K�(��q8��O��
]� R(":YS �`ag �� � &�#$�
�E�"�&�]EE  %/(" #a¡� ¢ &
�"��]�]�EK�(#$E(" {£�¤¥¦§�
�#$ ¨©Eª«8K¡j ¬$��®(¯°�
�#$8± B �8 ²³$´µ¡a  �E
¨¶?$(�#$�[·��

�¸¹8&�B @ �º2 ./PO
�» ��¼ ��½Y�;8�M"�OP� P�¬

�� � �

� �� 	 

� � � 

� � � �

� �� � ��
� �� � �

� � ��
�� �
� �

	 � �
�� �

�� � � 	 ��
� �

� � � �
� �  

�
! "

# $ �%&

� '( � 

) *

� � � �

� �

�

�

�

�

�

�

48

LATER AWYER TRAULI

OSMANN

CUDIERO HOEMAKER AULL

ONKS IERNEY OFZIGER URENS

ENIFF OYD

SHIYAMA HIGA AKAMOTO IZOGUCHI

E IN ANG

OIGT ULANKIN ULLER CHOEBER

ROTHEY OANG U CHMOLL

Fig. . E ect of Solvent

Twenty four-wells plates were used.

Each l sample contained . C cells.

Centrifugation of the MTT reactant was then carried out at , rpm and

the residue was dissolved in l of solvent (methanol or DMSO)

The other procedures were conducted as indicated in the legend of Fig. .

* : Solvent (Methanol) volume was reduced for standing several hours.

@ : The residue was redissolved in methanol and the absorbance was remea-

sured.
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ONTORO EMUS CHEMENDIA ARTIN

ORTAELS ALOMINO

ASSART OIRIER ERGELOT ARDEL

IBASSIER

TOH TOH IZUTANI UJISHIRO RSECULERATNE TAPATTU

URUICHI OMIYA IBASAMI

ETIN ULLERMAN

HYAMA KAIKE MAI OYODA

IROBE ESSHO UTTA ANDYOPADHYAY ANDAL

HATTERJEE

OGUCHI WAHASHI ANI AKAMURA

AKAMORI AKATANI EDA SHIDA

RANDI CHIAVANO AFFARONI AKA JIMA OTTA IZOBATA

ARCO AIARDINI ERVASI AGNANI AMAUE
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