A=

I - e L RP RS g Tt NI e = Ot -
: — i ST S . i oy . ! 2 o R s \ I =
. AIRLANGGA GLOBAL ENGAGEMENT

RiIsTEKDIKTI  UNIVERSITAS AIRLANGGA

st 48 AT
B ]

D aquO SC
ASEAN Network
o APy y . ]

CERTIFICATE FOR ATTENDANCE

This certificate is awarded to

Dessy Arisanty
Who has participated in the 23" Seminar of Indonesian Society for Biochemistry and Molecular Biology as
Oral Presenter
Held at Universitas Airlangga, Campus C Surabaya, Indonesia, October 11* - 12* October 2018

Surabaya, Oc
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Dr. Rahmawati Ridwan, Apt., MS. Prof. Dr. Nyoman Tri Puspaningsih, M.Si.
President of ISBMB Chairman of 12% Congress and 23™ Seminar of ISBMB
AnMicro and Marine Workshop
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1.RNA extraction

Total RNA was extracted from 30 samples of frozen breast cancer tissues
and 10 samples of frozen FAM tissues, using TRizol Reagent with the
PuraLink® RNA Mini Kit (Ambion, Lile Technologles) according to the
manulacturer's Instructions. Total RNA :onuntrallol\ and purify wos
quantified in duplicate using NanaDrop spectroph . RNA
ware stored at -80°C.
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2. cDNA synthesis

1ug total RNA was used for cDNA conversion using iScript cDNA
synthesis kit (Bio-Rad, catalog number 1708890). The total
volume reaction 20 ul was incubated according to the
manufacturer's instruction. The converted cDNA was stored at
-20°C.

3.Primer Design

Quantitative reverse-transcription PCR primers were designed
to span an exon-exon junction to reduce the risk of false
positives

4. Construction of standard for absolute quantitative PCR
[Pt GramentGanTarguirurn |
Ry |

By B gy

‘ Standaruntuk g PCR |

Pembuatan Kurva Standar qPCR (Wheland efal, 2003)

Sebelum membuat kurva standar, terlebih dahulu dihitung massa molekul
plasmid tunggal dengan rumus di bawah ini

e all feselng | where: a & plysmid sire fbp)
Lot b mema
w2t B anp"

Marte Ll Hw o of e erdve plasmid fptasmsd o i) n fhe coloutaton alove
nsnaad ol B wune of e v adore

Hitung massa plasmid yang mengandung copy#s of inferest misalnya
300.000 copy number sampai dengan 30 copy number dengan rumus barikut

Copy 2o reest - e cfyege e = o of P A e

5. Realtime absolute quantitative PCR

Real time PCR were perfomed in optical strip PCR tubes in
duplicate which contained 500 nM TIMP2 -Forward and 500 nM
TIMP2-Reverse (synthesized by Integrated DNA Technologies.
Singapore), 1x Sso Evagreen Supermix (Bio-Rad, catalog
number 172-5200). and 2 pl template (cDNA or TIMP2 plasmid
standard) in a final velume 20 pl. The cycling conditions were
enzyme activation at 95°C for 30 seconds followed by 40 cycles

of denaturation . kst Plasmid Rekombinan
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‘I'INPzgcne uxpresslon was detem\lned by uslng nbsolutc
quantlﬂeatlon.

Necd to pretimeinary study to choose housekeeping. gene
wh!;h suitable for gene expmslon related to motaqtase.s
pal way

smmnkwi: 1(2000) Matsix mmucpmulnaus lnwmcr lmmlan
cnd moums&s. Somhars incancor blotow 10: 615433




