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TONSIL CELL SYSTEM INNOPROFILETM

HUMAN TONSIL EPITHELIAL CELLS

Product Type:

Cryo-preserved Epithelial Cells

Catalog Number:

P10887

Source:

Human Tonsil

Number of Cells:

5 x 105 Cells / vial (1ml)

Storage:

Liquid Nitrogen

Human Tonsil Epithleial Cells (HTonEpiC)

RecommendedMedium

provided by Innoprot are isolated from

x

human tonsil. HTonEpiC are cryopreserved
at passage one and
HTonEpiC
for

15

delivered

TonsilEpithelialCellMedium
(Reference:P60149)

frozen. 

are guaranteed to further expand
population

doublings

under

the

conditions providedinthetechnicalsheet.
Tonsilepitheliumisaheterogeneouslymphoid
organcontainingtwodifferenttypesofactively
differentiating epithelia, the lining stratified
squamousepitheliumandthereticulatedcrypt,
or lymphoepithelium. The tonsil crypts
represent

a

specialized

compartment,

ProductCharacterization
Immunofluorescentmethod

important in the immunological functions of

o

CytokeratinͲ18

the tonsil because of the immediate proximity

o

CytokeratinͲ19

of the epithelial and lymphoid tissues. In Situ

The cells test negative for HIVͲ1, HBV, HCV,

staining of tonsil epithelium suggests that

mycoplasma,bacteria,yeastandfungi

expressionofthesimpleepithelialkeratinsK8,
K18 and K19 is located to the crypt epithelial
cells.Cellcultureoftonsilepitheliumproduces
heterogeneous squamous epithelial culture in
which differentiation appears to be ongoing
and keratin expression patterns are consistent
withthosefoundintonsilepithelialcellsinsitu.
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ProductUse
THESE PRODUCTS ARE FOR RESEARCH USE
ONLY. Not approved for human or veterinary
use, for application to humans or animals, or
foruseinvitrodiagnosticorclinicalprocedures


INSTRUCTIONSFORCULTURINGCELLS

IMPORTANT:Cryopreservedcellsareverydelicate.Thawthevialina37ºCwaterbath
andreturnthemtocultureasquicklyaspossiblewithminimalhandling!

Setupcultureafterreceivingtheorder:
1. Prepare a polyͲLͲlysine coated flask (2
ʅg/cm2, TͲ75 flask is recommended).
Add 10 ml of sterile water to a TͲ75
flask and then add 150 ʅl of polyͲLͲ
lysine stock solution (1 mg/ml). Leave
the flask in incubator overnight
(minimum one hour at 37ºC
incubator).
2.

Prepare
complete
medium.
Decontaminate the external surfaces
of medium bottle and medium
supplements with 70% ethanol and
transfer them to sterile field.
Asepticallytransfersupplementtothe
basalmediumwithapipette.Rinsethe
tube with medium to recover the
entirevolume.

3. Rinse the polyͲLͲlysine coated vessel
with sterile water twice and then add
15mlofcompletemedium.Leavethe
vessel in the sterile field and proceed
tothawthecryopreservedcells.
4. Place the frozen vial in a 37ºC water
bath. Hold and rotate the vial gently
until the contents completely thaw.
Remove the vial from the water bath
promptly, wipe it down with 70%
ethanol and transfer it to a sterile
field.
5. Remove the cap carefully without
touching the interior threads. Gently
resuspend and dispense the contents
ofthevialintotheequilibrated,polyͲLͲ
lysinecoatedculturevessel.Aseeding
density of 5,000 cells/cm2 is
recommended.
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Note: Dilution and centrifugation of cells
after thawing are not recommended
since these actions are more harmful
to the cells than the effect of DMSO
residue in the culture. It is also
importantthatHTonEpiCareplatedin
polyͲLͲlysine coated flask that
promotescellattachmentandgrowth.
6. Replace the cap or cover, and gently
rock the vessel to distribute the cells
evenly. Loosen cap if necessary to
permitgasexchange.
7. Return the culture vessels to the
incubator.
8. For the best result, do not disturb the
culture for at least 16 hours after the
culture has been initiated. Refresh
culture medium the next day to
remove the residual DMSO and
unattachedcells,theneveryotherday
thereafter.

MaintenanceofCulture:
1.

Change the medium to fresh
supplemented medium the next
morning after establishing a culture
fromcryopreservedcells.

2. Change the medium every three days
thereafter, until the culture is
approximately70%confluent.
3.

Once the culture reaches 70%
confluence, change medium every
other day until the culture is
approximately90%confluent




Subculture:

1. Subculture when the culture reaches
90%confluencyorabove.

2. Prepare polyͲLͲlysineͲcoated culture
vessels (2 ʅg/cm2) one day before
subculture.

3. Warm complete medium, trypsin/EDTA
solution,
Trypsin
Neutralization
Solution, and DPBS (Ref: P60305 Ͳ
PrimaryCellsSubculturingKit)toroom
temperature. We do not recommend
warming reagents and medium in a
37ºCwaterbathpriortouse.

4.RinsethecellswithDPBS.

5. Add 8 ml of DPBS and then 2 ml of T/E
solution into flask (in the case of a TͲ
75 flask). Gently rock the flask to
ensure complete coverage of cells by
T/E solution. Incubate the flask in a
37ºC incubator for 1 to 2 minutes or
until cells completely roundup. Use a
microscope to monitor the change in
cellmorphology.

6. During incubation, prepare a 50 ml
conical centrifuge tube with 5 ml of
fetalbovineserum(FBS,Cat.#0500).

7. Transfer T/E solution from the flask to
the 50 ml centrifuge tube (a small
percent of cells may detach) and
continuetoincubatetheflaskat37ºC
foranother1to2minutes(nosolution
intheflaskatthismoment).

8.Attheendofincubation,gentlytapthe
sideoftheflasktodislodgecellsfrom
thesurface.Checkunderamicroscope
tomakesurethatallcellsdetach.

9.Add5mlofTNSsolutiontotheflaskand
transfer detached cells to the 50 ml
centrifuge tube. Rinse the flask with
another 5 ml of TNS to collect the
residualcells.
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10. Examine the flask under a microscope
forasuccessfulcellharvestbylooking
at the number of cells being left
behind;thereshouldbelessthan5%.

11.Centrifugethe50mlcentrifugetubeat
1000 rpm for 5 minutes. Resuspend
cellsinculturemedium.

12. Count and plate cells in a new polyͲLͲ
lysineͲcoated culture vessel with the
recommendedcelldensity.




Caution: Handling human derived products is
potentially bioharzadous. Although each cell
strain testes negative for HIV, HBV and HCV
DNA,diagnostictestsarenotnecessarily100%
accurate, therefore, proper precautions mush
betakentoavoidinadvertentexposure.Always
wear gloves and safety glasses when working
these materials. Never mouth pipette. We
recommend following the universal procedures
for handling products of human origin as the
minimumprecautionagainstcontamination[1].


[1]. Grizzle, W. E., and Polt, S. S. (1988)
Guidelines to avoid personal
contamination by infective agents in
research laboratories that use human
tissues. J Tissue Culture Methods.
11(4).


