ACCUMAX

Accumax is a solution of proteolytic and collagenolytic enzymes formulated at a concentration ideal for the following applications: Creating single
cell suspensions from clumped cell cultures for accurate cell counting, dissociation of spheroids into single cell suspensions, extension of sort times of
clumpy cell samples on a fluorescence activated cell sorter, removal of cells from primary tissue and the routine detachment of sticky cells from standard
tissue culture plasticware and adhesion coated plasticware. . Cell lines tested for Accumax applications includes fibroblasts, keratinocytes, vascular
endothelial cells, hepatocytes, vascular smooth muscle cells, hepatocyte progenitors, primary chick embryo neuronal cells, bone marrow stem cells,
adherent CHO and BHK cells, macrophages, 293 cells, L929 cells, immortalized mouse testicular germ cells, MRC5, 3T3, Vero, COS, HelLa, NT2,
MG63, M24 and A375 metastatic melanoma, gliomas U251, D54, HT1080 fibrosarcoma cells, Sf9 insect cells, human embryonic stem cells, human
mesenchymal stem cells and human neural stem cells. ACCUMAX does not contain mammalian or bacterial derived products.

Intended Use

Accumax is direct replacement for a collagenase solution or a trypsin
cell detachment solution.

For research use only. CAUTION: Not intended for human or animal
diagnostic or therapeutic uses.

Precautions

Do not store Accumax at room temperature. Accumax is stable when
stored at 2 to 8C for 2 months. It is recommended to thaw Accumax at
4°C overnight or in a bath of cool water. Do not thaw at 37C.

Storage & Shelf Life
Store at -20C frozen, 2-8C defrosted. 24 month shelf life frozen.

Formulation: 1X ACCUMAX enzymes in Dulbecco’s PBS (0.2 g/L
KCI, 0.2 g/L KH,PO,, 8 g/L NaCl, and 1.15 g/L Na,HPO,) containing
0.5 mM EDTAe4Na.

Use:
Cell Counting:
When counting cells with either a manual or automated method, the
accuracy of the counts will be increased if the cells are not clumped
together. By adding Accumax to a sample before counting, this result
will be accomplished.
1. Harvest a representative sample of clumped cells, 0.5 or 1.0
ml, and place in a 12x75 mm tube.
2. Add an equal volume of ACCUMAX to the sample of cells,
and incubate for 5 to 10 minutes at room temperature.
3. Count the cells by your normal procedure. Note that the cells
have been diluted an extra 2 fold.

Flow Cytometric Analysis of Clumpy Cells:

Accumax will not declump cells if the cells are already fixed. Cells can
be fixed after the addition of Accumax, but clumping may occur.
Accumax can be added to unfixed cells before or after immunological
staining. Whether a cell surface protein is negatively affected by the
addition of Accumay, is strictly a function of the protein being
measured. In general, cell surface proteins are not affected, but each
should be tested empirically. Often Accumax is added after trypsin is
used to detach the cells. Better results will be achieved if Accutase®,
our cell detachment product, is used first instead of trypsin and then
Accumax is used post detachment. Accumax may be added to a
washed cell suspension to remove cellular debris.

Any serum in the cell suspension will inactivate the Accumax.

The recommended procedure for preventing clumping of cells prior to
flow cytometry analysis is to:

1. Ascertain that the cells are at a concentration of 1x10°
to 1x107 per ml of PBS.

2. Add an equal volume of cold Accumax relative to cell
suspension volume to the cells after they have been
stained. This concentration can be adjusted as needed.

Flow Cytometric Analysis of Clumpy Cells continued
3. Gently mix.
4.  Store tubes on ice until running on flow cytometer
5.  Run samples on flow cytometer as soon as possible.

Extending the Sort Time of Clumpy Cells on a Fluorescence
Activated Cell Sorter

Accumax has the ability to prevent/postpone adherent cells in
suspension in a test tube from clumping together. The Accumax
should be added at a 1:1 ratio to the sample immediately after
completion of immunological staining and the sample placed on ice.
Place the sample on the sorter as soon as possible after staining has
been completed.

Note: Whether a fluorescently labeled cell surface protein is negatively
affected by the addition of Accumax, is strictly a function of the protein

being measured. In general, cell surface proteins are not affected, but
each should be tested empirically.

Dissociation of Spheroids

Spheroids are characterized by high cell-density and a closely packed,
3-D tumor like structure. Typically a 1 week old spheroid contains
about 1000 cells. Spheroids can be loosely attached or free floating.
The media must be removed from the spheroids before Accumax can
be used to dissociate them.

1. If the spheroids are attached to the tissue culture flask, the
media should be poured off and a quantity of cold Accumax
added to the flask to just cover the attachment layer. Wait a
few minutes for the spheroids to detach. Then proceed to
step 3.

2. Free floating spheroids should be poured off into a 50 cc
centrifuge tube. The media should be carefully aspirated
from the tube.

3. Add 15-20 mls.of cold Accumax into the 50cc tube. It is hard
to specify the required volume of Accumax without knowing
the size and quantities of spheroids in the tube. This must
be determined empirically. There should be enough
Accumax that the spheroids can freely float around and are
not all packed in the bottom of the tube.

4.  Gently rock the tube back and forth on a tube rocker and
observe the structure of the floating spheroids over time,
checking every 5 minutes. This does not need to be done at
37C but at room temp.

5. The structure of the spheroids should start to break down
with them looking like flaps of tissue. At this point, try gently
pipetting the flaps up and down several times to see if this
causes them to fall apart. Repeat this process every few
minutes until the spheroids have dissolved.

Dissociation of Tissue
Protocol available on request-info@innovativecelltech.com
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Certificate of Analysis

Accumaxe

Sterile, Cell Detachment Solution

Test Specification This Lot
pH 6.8-7.8 7.3
Sterility Sterile Sterile
(USP 32 <71>)
Performance Cell Detachment Pass
Cell Culture
Tested
Activity* 1200-2000 Units 1975
per mi
Endotoxins, <1EU/mI <0.03
USP <85>
*Activity Definition: One Unit will release one micromole pNA from SUCR-pNA per minute at 37C
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FOR RESEARCH USE ONLY — NOT TO BE USED AS A DIAGNOSTIC OR FOR HUMAN
CONSUMPTION. NO WARRANTY OF THIS PRODUCT IS MADE, EXPRESSED OR IMPLIED,
INCLUDING BUT NOT LIMITED TO THE WARRANTIES OF MERCHANTABILITY AND
FITNESS FOR A PARTICULAR PURPOSE.




