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e B OMEE (F£30) @ The invention of new therapeutic approaches against HNSCC were eagerly
anticipated. In this study, we first transduced Head and Neck Cancer cell lines using a recombinant
adeno-associated virus serotype 2 (rAAV2)-GFP vector and confirmed a high GFP expression rate in
HNSCC lines at the standard vector dose. Next, we demonstrated that GALR1 stable expression in the
presence of galanin observed the killing effect cell, but not transient transfection because GALR1
induced cell proliferation but not apoptosis. Galanin/GALR1 system is expected to augment the killing
effect by the cell cycle independent chemotherapeutics.
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Endogenous galanin and it's receptors mRNA expression
by RT-quantitative PCR analysis
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Figuret

The mRNA expression of galanin and GALRs in various carcinoma cell-ines. Real-time PCR quantification was

Performed for detection of mRNA levels of galanin and it's receptors. The amount of target gene was normal

GAPDH. The relative increase was equal to 2~ A(CTiwget- ACTeones) STC.1 cell was used as control sample.
Efficacy of rAAV mediated GFP protein expression

Vector: rAAV2-EGFPvector FACS shiyele

Infection: for 48 hours HeLa 1

3x104 1%10° Ix10°
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Figure 2
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We examined efficacy of rAAV mediated gene expression in each our used cell-ines, cervical cancer cell-ine, HeLa and

HNSCC lines HEp-2, KB, by using rAAV2-EGFP vector. We decided 1 10°vg/cell as appropriated Infection titer.
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Figure 3

To confirm the transductional efficiency of rAAV-mediated GALRs gene, we examined the expression of GALI
at mRNA and protein level by RT-quantitative PCR(AACTmethod) and western blotting. Each celline was
infected respective rAAV for 48Hr, then RNA and whole cell lysate was collected for using these assay.
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WST-1 assay
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Figure 4
To examine the effect of AAV mediated GALR transduction against cell viability, we used WST-1 assay.

Cell was plated on 96 well pate, vector at a vari i added.
After incubated for 48Hr, wst-1 reagent der.

AnnexinV assay HelLa cell
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ion of apoptosis by GALR1 g Vassay using flow
. In addition to measure AnnexinV positive cell population, we checked GFP positive cel rate.
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