MRt REEZER L CMROBZ T

2021.6.1 updated (eng. ver was added) by AM

1) NUTV VR, gz T 1 v Y ahs5iEhd,

2024.4.1 updated by AM

2) MFEE 15 mL H2WE50mL DIA=AINF a2 —TICEINT %,

==

3) 3=/ 1000 rpm. 3 mine
4) LBEZREIBRET %o

5) BEERICERE, FZIE 80-90%> 7L 60 mmdish f£o7c5 5 mL ZEDEE

RICREUVEREE £S5 E0WWhb,

6) MRERERENS 20uL ZE D, 60 L D MUY TIL—BRERE. MBS ®R 10 uL +
NUIRYTIL—30puL THR W, *C DR R TITOMEBERD 4 FHRICR>TWS,

7)6)k D 10 L Z & D, MIRFTERICAN S,
8) MIEENLL £ T 1~2 DT Do

9) BEMIET CilazhDU Y kL. UTESEICHBEOKZTE. NIV TIL—TECERF

> felifg T EZ RN,

Cell Counting Part
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Count the live cells in one set of 16 squares (1 X1 mm
square area; the blue area). You should set a counting rule.

For example, count the cells
on the top and left lines of a
square (marked by the green
line), but do not count the
cells on the bottom and rights
lines of a square (marked by
the red line).
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The depth of the sample is typically 0.1 mm

Sum up the number of live cells in 4 sets of 16 squares
(area 1~4) and calculate the number of cells in 1 mL cell

suspension as follows. o
P Dilution factor

{(The numbergscells in 1~4 area) / 4} x;t’x }04 cells / mL

The average of 1~4 areas  The volume of one blue square is 1 mm x
1Tmmx0.1mm=1x10""m3=1x 10
mL, so multiply the value by 10 to get the
value per 1 mL.



Counting Cells in a Hemocytometer
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1) Harvest cells by trypsinization.

2) Collect the cells into a conical tube (15 mL or 50 mL conical tube).

3) Centrifuge the cells at 1000 rpm for 3 min (approx. 500~700 x g).

4) Aspirate the supernatant without disturbing the cell pellets.

5) Add fresh medium to the tube and resuspend the cells by gentle pipetting. (the cells with 80~90%
confluency in a 60 mm dish — 5 ml medium to be added)

6) Mix a 20-uL cell suspension with a 60 uL. Trypan Blue solution. (Cell suspension 10 uL + Trypan
Blue solution 40 pL is OK too) *4 times dilution.

7) Add 10 uL of the (6) suspension into the well of the hemocytometer. Do not overfill.

8) Wait for 1-2 min to let the cells settle down in the well.

9) Count the cells and determine the cell concentration. Do not count blue cells (dead cells are stained
with Trypan Blue).
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