


Importance of Animal Cell Culture

Study biochemical, physiological and
morphological question

Production of biopharmaceuticals
Cell therapy

Screening of bioactive compounds
Alternative safety assay

Alternative functional assay
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Penicillium, Aspergillus and Candida
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37°C Aerobic 14
Blood agar plate / 37°C Anaerobic 14
Thioglycollate 37°C | Anaerobic 14
broth 26 OC 14
Tryticase soy 37°C . 14
broth ogoc | Aerobic 14
Brain heart 37°C Aerobic 14
infusion broth 26°C 14

37°C 21
Sabouraud broth / 26°C Aerobic 21

37°C _ 21
YM broth / 26°C Aerobic 21
Nutrient broth w/ / / 37°C . 21
2% yeast extract 26°C Aerobic 21
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CCRCBEO145




USA--FDA 15 1993(past 30 yr)
USA--ATCC 15-20 1992
Japan—(IFO, 80 1981

RIKEN, JCRB) ~30 1987-1993
22 1998

Germany--DSM 36 1990-1994
Argentina 65 1987

|srael 32 1986-1993
China 95 1990
Taiwan 44 2001
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1999- 2001 contamination test

Number %
Clean 84 55.6
Mycoplasma (+) 67 414.4
Total 151 100
CCRC 09/2001
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I\/Ilcroblologlcal Culture Method

Broth culture . =8
supplements: enrichment |}

60% Difco PPLO broth 37 M

20% horse serum (heat) | 1~2weeks |V

1.5% Yeast extract
L-Arginine.HCI: 1 g/L
Dextrose: 5 g/L
phenol red Anaerobic

Positive Negative 37
Agar culture

supplements O 3 weeks
1.5% agar \J

0./
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Hoechst DNA Staining

blsben2|mlce, Hoechst #33258: bind A-T rich DNA

- + Test Sample
vay - Vero =

Indicator cell : Vero
10(4) / well 37 ,5% CO:
Culture 5 days

Day 6 \ 4
Fluorescent microscope

- UV 330~380 nm
- Fixation =g Stain - blue color
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PCR method

FICURE 1

Polymerase Chain s et scogor o o s

P-:|1 it E|; Camn I:I untered

ReaCtIOn Mycoplasma and A Laldtowl q:qn

Nested PCR : two-stage §
PCR 3
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cytopathic effect (CPE, ): cell

rounding, syncitium formation, vacuolation

no cytopathic effect ( ):

CPE observation - RT assays

Hemadsorption - PCR

Co-cultivation - EM fine structure
BHK-21, WI-38, Hela, Vero, MDCK S
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Reported Cultures
cell species received Interspecies | Intraspecies % Totd
Human 160 40(25%) 18(11%) 36
Mouse 27 2 - 8
Cat 24 1 - 4
Others 64 35 - o4
Total 275 /8 18 35

from: Eucaryotic cell culture, basics and applications (New Y ork: Plenum Press)

ppl3-31 (1984)
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Hel a

¢~ | HELA CONTAMINATION -
Faxeage " AN OLD PROBLEM THAT HAS NOT GONE AWAY!

Matipeal Colture Collections such as ECACT I'.m-l]l aithenticated cel nrrgsrties and imitatiors Wikl

§ . lines. for use in research and commercial applicatiess. A comman &, ot hest the ol kng wil prerate
definition of the word "suthenticate” is 'to establish the truth of; to rroomdiicibin datn; ab wnrnt ohes

I N THIE makn walid', AN eputahle culture celfections employ methods to confirm data wil bn ke |pading to
WL lWast tho entity and origing of the stress they distnbute. mMErEmretannn nnl anssad

IEscIIeE. resaaes yng i ennfem thim ©



Datafrom ATCC web.

HelLa-contaminated cells

Chang Liver (liver)
KB (oral, epidermoid carcinoma)
ntestine 407 (embryonic intestine)
HEp-2 (larynx, epidermoid carcinoma)
WISH (amnion)
L-132 (embryonic lung)

still available, noted by HeLa marker

-----
. .
. .
0y LN



(I I) Datafrom ATCC web.

Inappropriated Y
OV-1063 CRL-2183
CHP-234 CRL-2272

NCI-H738 CRL-5839

NCI-H1514 CRL-5873

NCI-H1622 CRL-5880

HBL-100 HTB-124

Stop distribution
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Datafrom ATCC web.

ldentities in question
ECV 304 (=T24) endothelium _—, bladder
KSY-1 (=T24) Kaposi's sarcoma___ bladder
U-373 MG (=U251) glioblastoma
U-118 MG (=U138 MG) glioblastoma
SNB-19 (=U251) glioblastoma

Stop distribution, except KSY-1 under
patent law
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1. (isozyme analysis)
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Isozyme analysis

mmm" System Cell Identification

O IMNONARTIVE -
Call Lines Tested
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2. (chromosome karyotype)

(colchicine/colcemid)

(banding)
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Slmple Giemsa staining
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G- bandlng
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Marker chromosomes




3. DNA (DNA fingerprint)
@ = = s e e R R R A R AR AR R AR R AR R R R AR R R R AR AR R R R
DNA
nylon
membrane 32p
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Jeffrey S probes
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STR (short tandem repeats)
PCR
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JCRBO0403 : HuH-7 (021296)

Platz - HuH-T
Licanssd o YORD, TAKADS, JORB CELL BANK

HIZE00 AM Fri Sep 24 1355
Genatypar® 2.1
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STR PCR anaIySIS (”) Fig. from JCRB web.

JCRB0403 : HuH-7 (040396)

Pioks - Hubd-T 30417 PW Fr, Age 16, 15995
Lissmsad o YORO, TAKADA JCAS CELL BANK Ganctypan® 2.1
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HelLa STR-PCR analysis
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Thanks for your attention
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