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e Laminar air flow/flow hood

Saat kapan dapat menggunakan
1. Horizontal hood

2. Vertical hood (Biological safety cabinet)

LAMINAR AIR FLOW BENCH
CHEM[ETRON

Peralatan utama untuk kultur sel hewan a.l:
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Confluency

* How “covered” the growing
surface appears

* Optimal confluency for
moving cells to a new dish is
70-80%

— too low, cells will be in lag
phase and won’t proliferate

— Too high and cells may undergo
unfavorable changes and will
be difficult to remove from
plate.

Understanding Cell Behavior
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Cryopreservation of Cell Cultures ’

* The aim of cryopreservation is to enable stocks of
cells to be stored to prevent the need to have all cell
lines in culture at all times = important with cells of
limited life span.

* Advantages:

— Reduced risk of microbial and cross
contamination.

— Reduced risk of genetic drift and morphological
changes

— Reduced costs
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Cryopreservation of Cell Cultures ’

* Cryoprotectant such as DMSO (Dimethylsulfoxide)
should be used to protect cells from rupture by the
formation of ice crystals.
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Cryopreservation of Cell Cultures ’

v

* Principleis slow freezing and quick thaw.

* Cells are cooled at a rate of 1 to -3 °C per minute and
thawed quickly by incubation in a 37 °C waterbath
for 3-5 minutes.

* Cultures should be healthy with no signs of microbial
contamination.
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Chromosome content

Fix in suspension

& with cold acetic

3 ¥

Add colchicine, Drop suspension
colcemid or

vinblastine to block
mitosis in metafase

® 2

Trypsinize
p.262
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Phagocytosis activity (Latex beads in
Macrophages)

Fig. 7. Fluorescence microscopy shows that A
lipid bodies associate with phagocytosed
latex beads in live and fixed RAW 264.7
macrophages. (A and C) Overlay confocal
fluorescence images (21.1 x 21.1 mm?) of a
fixed (A) and live (C) macrophage with
ingested beads. Latex beads are shown in
red (one-photon excitation at 543 nm; fixed cell
emission detected with a 560-nm longpass
filter), and lipid bodies labeled with 1-
pyrenedodecanoic acid are shown in green
(two-photon excitation at 720 nm;
emission detected at 390-465 nm). (B and
D) Overlay of fluorescence images A and C
with the corresponding white-light
transmission images.
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zat/ substansi yang dapat

mempengaruhi sistem

imun:

- menekan RI
(immunosupresan)

- meningkatkan Rl
(immunostimulan)

- menyebabkan jaringan
menjadi tidak responsif
terhadap suatu antigen
(tolerogen).
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Apoptosis assay ‘

* The characteristic breakdown of the nucleus during
apoptosis comprises collapse and fragmentation of
the chromatin, degradation of the nuclear envelope,
resulting in the formation of micronuclei.

* Nucleic acid stains can be useful tools for identifying
even low numbers of apoptotic cells in cell
populations.

* Results can be detected by fluorescence microscope
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Assays for Apoptosis
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Hanging drop method
Video https://www.youtube.com/watch?v=hy32BiAB15U

merupakan metode sederhana dengan mengkultur sel,
meletakkan kultur sel tergantung dan diinkubasi dalam kondisi
fisiologis hingga membentuk sferoid 3D; sel akan kontak
langsung dan membentuk komponen matriks ekstrasel. —
aggregation.

Secara kontras, sel kanker saat metastasis tidak mempunyai
sifat adhesi pd matriks ekstraselular, dan dpt bebas pindah
ke bagian tubuh yang lain karena tidak melekat ke protein
matriks ekstraselular.

Reaksi antara fibrinogen dan platelet membentuk
agregasi pada proses pembekuan darah
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https://www.youtube.com/watch?v=hy32BiAB15U
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Hanging drop method

B -
pes 8. T o 2
-
(Phospat + 4 + Bigét
Buffered - Sel
Saline) — Pipet -
idish | ambil 17ml PBS dan tuang ambil 2ml sel dan e
L) pada petri dish yang bagian tuang pada petri petri dish
bawah dish yang satunya

‘ ‘ i
tutup dari atas
secara terbalik

pipet secara
perlahan dan

Technigue for Tissue Culture

hati-hati
kchnique for Tissue Culture "?,ig'iiﬁ"l?:w":é“ ‘
(,1. At37C~1h

jangan lupa dilebel

I ! dan di inkubasi /Lef

Keterangan ’ Bt
Pastikan alat yang digunakan steril terlebih dahulu agar tidak f 1 Regtn fide
, Globally Respe! terjadi kontaminasi, kemudian kerjakan dengan hai-hati dan teliti - "
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Wound Healing method

Wound Healing method

Video

Sel migration assay ‘ ' - [ y

Scratch Assay Starter Kit for Wound Healing and Cell

|

buatlah pengenceran sel lakukan dengan hati-hati inkubasi overnight buang serum media dengan
Pkl A L agar menghinda Fomgan mmemyamtun dasar well piate]
. . lan tambahkan 2ml kedalam i &
Migration Assays I e 7 » dantambohicn 2 kontaminasi
https://www.youtube.com/watch?v=6KdeQQYbryk ‘
- 4
https://www.youtube.com/watch?v=6SON7VAA5-k ll.'
Wound healing —migration > i "
. <= <= ’%
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This is also called a scratch assay because it is L ) »
done by making a scratch on a

B
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cell monolayer and capturing images at regular
intervals by time lapse microscope
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https://www.youtube.com/watch?v=6KdeQQYbryk
https://www.youtube.com/watch?v=6KdeQQYbryk
https://www.youtube.com/watch?v=6SON7VAA5-k
https://en.wikipedia.org/wiki/Monolayer

Isolasi Human Leucocyte

Tourniquet—___|

¥ |

tambahkan ficoll paque

dengan tourniquet, jarum suntik  encerkan WBC dengan ditambahkan SR TTE (RO B

dan tube digunakan untuk balanced salt solution 1. campur
mengambil dan menampung dengan baik menggunakan pipetting g bard 4an masukan
darah dari vena P ‘

plasma and platelets

<
/ - | mononuclear cells —
ficoll paque Premium —
e <= + <= + <=
l granulocytes, erythocytes — @

pipet dan pisahkan mononuclear

disimpan pada culture flask

Pt buang balanced salt solution ~ dan letakan pada tube baru
ﬂar‘: da:al diamati dengan yang ada pada tube dan tambahkan balanced salt solution
mikroskop tambahkan kultur media dan sentrifugasi selama 10 menit
https://www.youtube.com/watch?v=Ee3hu4PoBV{
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