i _ELLBaO

in service of your CELL

Datasheet

Trypsin 2.5% Solution 10X

2.5% Trypsin in Hank’s Balanced Salt Solution 10X

Without Phenol red
Product Code: TCL008

Product Description:
Trypsin

Molecular Weight: 23.4kDA
CAS No: 9002-07-07
ECNo: 34.214

Trypsin is a serine protease derived from porcine
pancreas. It is a single chain polypeptide of 223
amino acid residue with substrate specificity based on
positively charged Lysine and Arginine side chains.
Trypsin predominantly cleaves peptide chains at the
carboxyl sides of Lysine and Arginine, except when
either is followed by Proline. It is most commonly used for
dissociation and disaggregation of adherent cells.

TCLO08 is 25% Trypsin in Hank’s balanced salt
solution.
Activity:
One BAEE unit will produce a r A253nm of 0.001 per
minute with BAEE as substrate at pH 7.6 a 25°C in a
reaction volume of 32ml (lcm light path).

One TAME unit hydrolyzes 1pmole of p-
toluene-sulfonyl-L-arginine methyl ester (TAME) per
minute at 25°C, pH 8.2, in the presence of 0.001M calcium
ion.

One USP trypsin unit is the activity causing a change in
absorbance of 0.003 per minute under the
conditions specified.

Activity Conversion: 1 TAME unit = 19.2 USP or NF units
=57.5 BAEE Units

Directions:

Dilution of 10X solution to 1X solution

1. Thaw frozen Trypsin / Trypsin-EDTA solution in 37°C
water bath or overnight at 2-8°C.

2. Aseptically transfer 100ml of 10X Trypsin / Trypsin-
EDTA solution to a sterile 1 litre container.

3. Add 800ml sterile calcium magnesium free balanced salt
solution. Following sat solutions can be used:
TL1006 - Dulbecco's Phosphate Buffered Sdline
TL1034 - Hank's Balanced Salt Solution (With Phenol red)
TL1098 - Hank's Balanced Salt Solution (Without Phenol
red)

4. Mix well. Aspirate small quantity of the solution and take

pH. If necessary, adjust the pH to 7.0 - 7.6 with sterile IN
NaOH or 1N HCI.

5. Make up thevolumeto  litre.

6. Filter sterilize the solution into appropriate containers.
Dissociation of cellsfrom culture vessel

1. Remove the spent medium from the culture vessel by
aspiration.

2. Wash the monolayer by adding balanced salt solution
without calcium and magnesium to the side of the flask
opposite the cells.

3. Rinsethe cell sheet by rocking the flask for 1 to 2 minutes
and discard the wash solution.

4. Add Trypsin or Trypsin EDTA solution to the side of
the flask opposite the cells. The volume should be sufficient
enough to completely cover the monolayer of the cells.

5. Rock the flask to ensure that the dissociation solution
coversthe cell sheet.

6. Incubate the flask at 37°C for 2 to 3 minutes. Monitor the
process by observing the flask under inverted microscope.
When dissociationiscomplete, thecellswill bein suspension
and appear rounded. In addition to rocking gently, flasks of
cell lines that are characteristically difficult to remove from
substratum may be tapped to expedite removal.

Note:- The exact time needed to dissociate cells will vary
according to the cell line. The dissociation process should be
monitored closely to avoid cell damage.

7.Once the cell dissociation is complete add serum
containing complete medium to the flask to inhibit thetryptic
activity which may further damage the cells.

8. Dispersethe cellsinto asingle cell suspension by pipetting
repeatedly.

9. Count and subculture the cells.

Note:-

1. Concentration of Trypsin or Trypsin EDTA solution
used for dissociation should be determined empirically for
individual cell lines.

2. Time required for dissociation of cells from surface
depends on cell type, cell density, potency of trypsin,
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serum concentration in growth medium and time since
last subculture.

3. For serum free media, use Soybean Trypsin inhibitor
(TCLO068) 1:1 to neutralize the action of trypsin.

Quality Control:

Appearance

Colorless, clear solution

pH (at 1X)

7.00-7.60

Sterility

No bacterial or fungal growth is observed after 14 days of
incubation, as per USP specification.

Cell Dissociation Test

Passes

Storage and Shelf Life:

Shelf life of the product is 24 months.

Upon receipt store at -30°C to -10°C in a freezer that
is non-self defrosting. Once thawed the product is stable
about 2 weeksat 2 - 8°C.

Repeated freezing and thawing reduces enzymatic activity
and should be avoided. Once thawed, the solution can be
aliquoted in smaller volumes and frozen for future use. Use
before expiry date given on the product label.
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User must ensure suitability of the product(s) in their application prior to use. Products conform solely to the information contained in this and other
related HiMedia™ publications. The information contained in this publication is based on our research and development work and is to the best
of our knowledge true and accurate. HiMedia™ Laboratories Pvt Ltd reserves the right to make changes to specifications and information related
to the products at any time. Products are not intended for human or animal or therapeutic use but for laboratory, diagnostic , research or further
manufacturing use only, unless otherwise specified. Statements contained herein should not be considered as a warranty of any kind, expressed

or implied, and no liability is accepted for infringement of any patents.
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