APPENDIX C HEMACYTOMETER CALCULATION
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IMPROVED NEUBAUER RULING

Figure 21 Hemacytometer counting chamber (yeast cells) Areas marked A, B, C,

and D are used to count yeast cells

(1) Cover the coglass on to the counting chamber.

(2) Place the forefinger over the top (short end) of the pipet, hold the pipet at a 450
angle, and touch the pipet tip to the junction of the cover glass and the counting
chamber.

(3) Allow the yeast suspension to flow under the cover glass until the chamber is
completely charged. Similarly, fill the opposite chamber of the hemacytometer.

(4) Count the yeast cells in the four 1 sg mm corner areas corresponding to those
marked A, B, C, and D of Figure 25 in each of two chambers.

(5) Count all the yeast cells lying within the square and those touching the upper and
right-hand center lines. The yeast cells that touch the left-hand and bottom lines are
not to be counted. In each of the four areas, conduct the count as indicated by the
"snake-like" line in figure 25. A variation of more than 10 cells between any of the
four areas counted or a variation of more than 20 cells between sides of the
hemacytometer indicate uneven distribution and require that the procedure be
repeated.
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Calculation

(1) The depth of the counting chamber is 0.1 mm and the area counted is 4 sqg mm (4
squares are counted, each with an area of 1.0 sq mm therefore, 4 x 1.0 sq mm = a total
of 4 sg mm). The volume counted is: area x depth = volume. Four sg mm x 0.1 mm =
0.4 cu mm.

(2) The formula is as follows:

Average number of chambers (2)yeast counted x dilution factor

Yeast cells (cells/mL) = Volume (0.4)




