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A Calibration Curve of 8505C Cells
Eppendorf tubes were used.

Each 5001 sample contained 0-1X10°
8505C cells/ml and 10% FBS.

After adding 50u1 of MTT (0.4mg/
ml), the samples were left at 37°C for
2 hours.

Centrifugation of the MTT reactant
was then carried out at 15,000 rpm
and the residue was dissolved in 250
1l of DMSO.

Absorbance was measured using 200
1l of the solution and a plate reader.

—O— S550nmm

---®-- &20nmm

Fig. 2. Effect of Cell Number and Measuring Wavelength

Absorbance was measured using 200xl of the solution and a

plate reader (5650 nm and 620 nm).

The other procedures were conducted as indicated in the

legend of Fig. 1.



MTT % O 7 ARG R I8 2 5.2 I ic>W0nWT 41

FRETH B0 —F, MTT 134T % F b=+ v s7KiT R
BThHs, TOTEFIBRHALICIEM S BREELEET ST
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Fig. 3. Effect of Reaction Time

Regression curve of each reaction time (0.5, 1,

MTT ;2R
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. 05h w=0.118x+0.309 r=01985
O 1h w=0.290x+ 0.304 r=0.996
F Zh w=0.555x+0.325 r=10.999
i Zh w=0657x+0.399 r=10.995
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2, 3 or 4 hours) and relatation

coefficient of these curves were shown on the right side.
The other procedures were conducted as indicated in the legend of Fig. 1.
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Fig. 4. Effect of MTT Concentration
After adding 50ul of MTT (0-0.5mg/ml), the samples
were left at 37°C for several times (1, 2 or 4 hours).
The other procedures were conducted as indicated in
the legend of Fig. 1.
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Fig. 5. Effect of Medium
Each 5001 sample contained 0-1X10° 8505C 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. 1.
FBS iBE DEOVERROEE &5 < 15 - TW 5B, Fig. 5 ThE& I

AIOIAT, MTT RIGEITHE 5 R DRI 2 W TiRE
L7zhs, 2D 5 5 FBS IO W CEEICHRET L 72, F55
% Fig. 6 IR T, FBS O, RN 72 5 & i
MOMEXNEDL 5D IRIOFRER LFRTH 5, @HF, Hfd
HRICHOVWON AR WS &, FBS A -> TLELH

(0%) A->TWwahridmEiffic KEEELFZ, Thid
EXxICENBD, FBSEFEICIZIZEAEEEINE O, il

J7 PBS Z 8 E L CTHRIH 9 5 & IREEIRIFRYIC FBS OJREE

SWTRLEEL DT, FU FBSIEETH T OWOLE 35
HMOMEMHIC L > TR B, TDI &3 FBS EIEHIE S @
WA MTT RGNS EE2 52 298 W23, £Be7
I BEAELTOVBE I EARLTW S, @ MTT X
JEZITIE S 54, BEHIHINE O & IS0 B W\ b s
BIREN B 72, I MTT KGO &I T Nt d %
TEEImHTH L WS, TNEM O T FBS IBEALE
45 & TREORHEINTE BAREEARIBEN TV S &



MTT % O 72 ARTEEG HAR I 82 5.2 I8 ic>W\WT 43

2.0 —— 0% (RPMI-1640/HEPES)
T % -------- L 1% (RPMI-1640/HEPES)
5 1.5 LT 0o 2% (RPMI-1640/HERES)
Ly -
2 ---¥--- 10% (RPMI-1640/HEPES)
§ 1.0 e ----W-- 0% (PBS)
© A
'E AT e --—#--- 1% (PES)
4] i -
S 0.5 -- .
- 2% (PBS)
TR CA— 5% (PEE)
0.0 - , | > 10% (PES)
0 0.5 1
Cells (X 109)
Fig. 6. Effect 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. 1.

—— 2s505c(05h) ¥=0.118x+0.309 r=0.985

-------- Q- 9SOSCCIRY = 0.290x+ 0,304 r=0.996
---f--- @SOSC(4h)  y=0.771x+ 0408 r=0.993
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=& KATO-lI(4h) y=0926x+0.320 r=0.998

Experiments were performed by various reaction times and using two cells.
Regression curve of each medium and relatation coefficient of these curves

The other procedures were conducted as indicated in the legend of Fig. 1.
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Fig. 7. Effect of Cell Kinds
were shown at the right side.
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Fig. 8. Effect of Storage on Mixture of FBS and MTT Reagent
Each sample contained 5041 of MTT (0.4mg/ml)and 25ul of FBS.
They were left in a refrigerator (4°C), incubator (37°C) or at room

temperature in the laboratory.

After adding 5001 of 1X10° 8505C cells/ml, the reactant was left at

37°C for 2 hours.

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

Fig. 1.
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Fig. 9A. Effect of Adhesion on Dish
Ten cm dishes(for culture and not for)were used.
After a 10ml 8505C cells suspension was added into the dish, MTT
assay (0.4mg/ml MTT) was performed immidiately or difinited times
(1 or 2 hours ; shown at the right side).
The supenatanant was removed and the residue was dissolved in 2.5

ml of DMSO.
The other procedures were conducted as indicated in the legend of
Fig. 1.
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Fig. 9B. Effect of Adhesion on Eppendorf Tube
Each 500u1 sample contained 0 or 510" 8505C cells/ml and 10% FBS.
After a 8505C cells suspension or the culture medium were added in the
tubes, MTT assay (0.4mg/ml MTT) were performed immidiately or
difinited times (1-4 hours).
The other procedures were conducted as indicated in the legend of Fig. 1.
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Table 1. Typical Effect of Metals on MTT Assay
4 . . Color Absorbance  Peaks (Wavelength and Absorbance)
Metals Noor 10" cells  Metal Addition Color (Medium reacted) (MTT product in DMSO) (550 nm)
N 0.203
one 5557(1.358)
377 (0.245), 548 (0.061), 655 (0.017)
Caleium 539), 530 (0.710)
306.5 0.560 , 549.5 0.808
. 378.5 (0.482), 655 (0.126)
Cadminm | After .. Blue _......Ble 0.106___3765(0.574).648(0244)
Pos Before Blue Blue 0.089 378 (0.541), 654.5 (0.201)
After Blue Blue 0.381 329.5 0.994 , 646 1.304
Before Yellow Light Brown 0050  80-5(0817), 584 (0.047),
Neg 659 (0.041)
: . 307.5 (0.569), 381.5 (0.785),
Alminm | After Yellow Light Brown 0.069 450028
Before Yellow Light Brown .798), 669 (0.027)
Pos. . 306.5 (0.900), 380.5 (0.826),
After Yellow Light Brown 0.433 507.5 0.533
307.5 (0.341), 378.5 (0.375),
Before Red 0.080 548 (0.080), 619.5 (0.070),
Neg. 659.5 (0.071)
376.5 (0.359), 483 (0.090),
Manganese | A R e 008 .. 535(0.089), 583 (0.089). 656 (0.088)
306.5(0.793), 364.5 (0.763),
Pos Before Dark Red 0.242 518.5(0.248), 586.5 (0.253)
After Dark Red 0238 307 (0.910), 522 (0.240),

586 (0.250). 656 (0.210)

Experiments were performed by using with 24-wells plates.

After 10* 8505C cells were attached on each well of the plates, MTT assay was performed with or without each metal and cells.
A 0.1 mol/l metal was added into each well before or after MTT reaction (0.4 mg/ml).

Centrifugation of the MTT reactant was then carried out at 2,000 rpm and the residue was dissolved in 250 pul of DMSO.
Absorbance spectrum was measured using a spectrophotometer.

The other procedures were conducted as indicated in the legend of Fig. 1.
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Fig. 10. Effect of Ethanol

Twenty four-wells plates were used.

After 10* 8505C 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 (0.4 mg/ml).
Centrifugation of the MTT reactant was then carried out at 2,000 rpm and
the residue was dissolved in 250 ¢l of DMSO.

The other procedures were conducted as indicated in the legend of Fig. 1.

* . Differences of absorbance in time were seen statistically.
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Effect of Time Progress on MTT Product

MTT reaction was performed in 10cm dish by using with 0-10° 8505C

cells and 0.4mg/ml MTT.

After the reaction left at 37°C for 2 hours, MTT product was dissolved
into 2.5 ml DMSO and the absorbance was measured by a plate reader.
These absorbances were remeasured after 0-14 days.

Leaving was performed at room temperature and not prevented light.
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Twenty four-wells plates were used.

Each 500u1 sample contained 0-2.5 X 10* 8505C cells.

Centrifugation of the MTT reactant was then carried out at 15,000 rpm and
the residue was dissolved in 250ul of solvent (methanol or DMSO)

The other procedures were conducted as indicated in the legend of Fig. 1.

*: 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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