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Product Description

The test plate containing dsRNAs for the Drosophila dsRNA library is represented by a total of 8
genes with well-known and easily identifiable RNAi phenotypes as well as the non-silencing
control. Each dsRNA is provided in nuclease-free buffer (10mM Tris pH 7.0, 1mM EDTA) at
concentration 0.45ug/ul. Each well contains 12pl +/-1ul of the RNA solution.

Genes represented in the test plate

Gene Location | RNAI
name CG# | inthe phenotype
library

DIAP1 12284 62- A12 Cell death

RpL1 5502 23-F7 Low cell number

RpS18 8900 44- C9 Low cell number

SCAR 4636 18- D9 Loss of actin from
cellular cortex

Polo 12306 62-B11 Accumulation of
metaphases

Pavarotti 1258 1- H11 Bi-nuclear cells

Pebble 8114 39- E7 Bi-nuclear cells

RacGAP50C 13345 64- D12 Bi-nuclear cells
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Figure 1. Gel images of DNA and dsRNA

DNA constructs from the Drosophila RNAI
-- test plate
il L el Molecular weight ladder (L), DIAP1(1),
.o - RpL1 (2), RpS18 (3), SCAR (4), pav (5),
- pebble (6), racGAP50C (7), polo (8) and
NS control (9) dsDNA and dsRNA
separated on 2% non-denaturing TBE
— agarose gel. Note the majority of RNA is
i s Bt i et ol e present in a double-stranded form. When
8- polo, 9-non silencing conrol more than two strands of RNA anneal
together, they form ladder-like smear in a
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—p— dsRNA these forms of RNA in the dsRNA
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preparations does not adversely affect
their silencing ability.

Approximately 150ng of RNA was loaded
into each well. RNA is visualized by
SybrGreenl staining.
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RNAIi phenotypes using dsRNA constructs from the test plate

‘

Figure 2. RNA inhibition in Drosophila S2 cells 72 hours after the addition of dSRNA. For RNAi 2.5ul
of dsRNA stock were used per well in 96-well plate, which is equivalent to 26ug/ml concentration of
dsRNA during bathing. As a control, buffer and dsRNA (26 ug/ml) to the intron of the white gene
(NS, non silencing control) were added. Inhibition of gene DIAP1 leads to cell apoptosis.
Characteristic of racGap50C knock-down phenotype is the accumulation of large multi-nucleated
cells, similar to that of RNAI of pavarotti and the pebble (not shown). SCAR phenotype displays loss
of actin philaments from cell periphery. Top panel shows cells in a plastic tissue culture plate imaged
in phase contrast through the bottom of well. Middle and bottom panels (high magnification) cells
were stained to visualize cellular morphology. DNA was stained with DAPI (blue), filamentous actin
with phalloidin (red), in the middle panel green is the nuclear envelope stained with wheat germ
agglutinin, in the bottom panel green shows a-tubulin stained with anti-tubulin antibody. Images are
taken on Leica DM IRB inverted fluorescence microscope.

Recommended RNAI procedures

Methodological Papers:

Carolyn A. Worby, Nancy Simonson-Leff, and Jack E. Dixon (2001) RNA Interference of
Gene Expression (RNAI) in Cultured Drosophila Cells. Sci. STKE (95), pl1. [DOI:
10.1126/stke.2001.95.pl1]

Armknecht S, Boutros M, Kiger A, Nybakken K, Mathey-Prevot B, Perrimon N. (2005)
High-throughput RNA interference screens in Drosophila tissue culture cells. Methods
Enzymol.; 392: 55-73
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http://www.flyrnai.org/methodical_papers.html#Susan
http://www.flyrnai.org/methodical_papers.html#Susan
http://www.flyrnai.org/methodical_papers.html#Susan

Christophe J. Echeverri and Norbert Perrimon.(2006) High-throughput RNAI screening
in cultured cells: a user's guide. Nature Reviews Genetics 7, 373-384.

Please see guidelines below for setting up your RNAi experiments using the dsRNA
library:

COMPONENT _|96-WELL|384-WELL| For aliquoting convenience the RNA stock can be
dsRNA 2-3ul_|0.5-0.75ul| diluted. To dilute the RNA, add equal amount of
Media with cells| 40 ul 10 ul DEPC-treated water to all the wells in a plate, mix
Media/10%FBS | 80 ul 20 ul thoroughly and aliquot for your experiment.

RNA can be added to a sterile tissue culture plate first, followed by addition of cells
resuspended in the media without serum.

Incubate cells with dsRNA for 30-40 minutes prior to addition of media with serum. It is generally
recommended to examine RNAIi phenotype after 72hours.

Useful websites

Flybase: A database of the Drosophila Genome http://flybase.bio.indiana.edu

The Berkeley Drosophila Genome Project http://www.fruitfly.org

FLIGHT database of data from high-throughput experiments carried out in Drosophila cell
culture. http://www.flight.licr.org/

Drosophila RNAi Screening Center http://www.flyrnai.org
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Limited Label License: Benitec

This product is sold solely for use for research purposes in fields other than plants. This product
is not transferable. If the purchaser is not willing to accept the conditions of this label license,
supplier is willing to accept the return of the unopened product and provide the purchaser with a
full refund. However, if the product is opened, then the purchaser agrees to be bound by the
conditions of this limited use statement. This product is sold by supplier under license from
Benitec Australia Ltd and CSIRO as co-owners of U.S. Patent No. 6,573,099 and foreign
counterparts. For information regarding licenses to these patents for use of ddRNAi as a
therapeutic agent or as a method to treat/prevent human disease, please contact Benitec at
licensing@benitec.com. For the use of ddRNAI in other fields, please contact CSIRO at
www.pi.csiro.au/RNAI.
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