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| - INTRODUCTION 11l - Results C — Deletion construction: (DrosDel)

(http://www.drosdel.org.uk)

The deletion was constructed using RS P-element (Golic and Golic, 1996)

Deletion Deletion
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obtained » Choosen conditions of injection: SEitsy CveG :
Pupae = | RNA = 0.25mg/m! ycG region
« We have got different strains allowing Cyclin G obtained DNA donor = 0.6mg/ml
(CycG) overexpression (S. Bloyer, unpublished), S
or inactivation by RNAI (Salvaing et al., 2008) but e
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- Individual crosses with a double-balanced strain
TM2,Ubx/TM6 Sb) were performed and one potential

sites In proper position within the CycG gene:

 Carlos Barbas'lab = htip://zincfingertools.org
» ZIFDB = http://bindr.gdcb.iastate.edu/ZIFDB

Screen of offspring for red eyes: no insertion of
the donor DNA was obtained on 1154 injected

. . embryos. .
Genomic map of the CycG region Y mutant Df(SR)ED13109 was obtained.
. e
e | * Testing Df(SR)ED13109 by genomic PCR:
b i i = B — Non-Homologous End-Joining (NHEJ) Hoser
EHC-G_IRE—DDEI-I:] | confirmation
& —emoe e - RNA (ZFN1+ZFN2) were injected into w118
—iSie: e Drosophila embryos Twostep
r ¢ sertion site fBaC{NHPZC;;G;}F;:iT;]E:;Eziiijt;z:001‘:';;::11}EHCG[HBOBSE o I nj e Cti O n C O n d iti O n S :

Target site

Concentration Embryons . ©
l " " /ml One ste N ™ Q,“’Qo’ Y?,Q
Results for Cyclin G (Zinc finger Tools ) BN Onesiep £ ¢ & N
Spans&rre?;’tii(\j/gii top strand) I\H/I?)lflssétc?\?eerlrzgr%cl)i(r:i zﬁ?;ﬁ)rllgtefor profile 0.25 152 e — T A
. , 0.5 147 Primer ;
% 00 | 3o AGACGACGG CGG CTTS 0.6 123 A
| | _ o  Testing Df(SR)ED13109 by genetics:
Results for Cyclin G (ZiFDB) *_Genetic screen of offspring: - Cross Df(3R)ED13109 individuals with a mutant
35 aCGC TAC TCC TCTGCT t 60 Right GNN 3c§re: 0.59 : : allele of Medea’ an essential gene which is Supposed
35 1 AGACGA CGG CGG CTTa 60 Left GNN Score: 0.59 - Adults were crossed with a double-balanced strain to be contained in the deficiency.
A score of 0.59, suggests that the protein has a 59% likelihood of recognizing its target (Ramirez et al. Nature Methods 2008 ) (TM21UbX/TM6C1Sb) - Check for absence Of Medea-/ Df(3R)ED13109 ﬂleS
_ _ o _ among the offspring.
Check by BLAST that this sequence does not exist - Individuals were crossed with
elsewhere in the Drosophila genome. Df(SR)ED13109)/TM6,Sb, a deficiency that uncovers
_ _ the CycG gene (see part #C).
2) Amino-acid sequences of the ZFNs |V _ FU t ure

- Phenotype analysis of the offspring:
ZFN1 : GAA GCC GCC ,

proteic sequence:

LEPGEIEPR\(TIT::TZEECK%ﬁFCSP ECGKSFSHQRTHTGEHKCI;II'I[(I-(I:'II?(.EIZSTI;SFS « Complete the analysis of potential NHEJ mutants
with Surveyor nuclease and sequencing.
ZFN2: GCG GTA GGA
proteic sequence: P : . - -
 EPGEKPYKCPECGKSES HORTHTGEKPYKCPECGKSES Similar cutlcle_def_ects Obtain a CycG_ mutant by replacement using the K10
HORTHTGEKPYKCPECGKSFS HORTHTGKKTS are observed In flies Donor construction.

where CycG has been

Inactivated by RNAI.
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http://www.drosdel.org.uk/search2_allb_release5.php?name=CB-6097-3
http://www.drosdel.org.uk/search2_allb_release5.php?name=5-HA-3085
http://www.scripps.edu/mb/barbas/zfdesign/elisa.php?triplet=GCC','GCC
http://www.scripps.edu/mb/barbas/zfdesign/elisa.php?triplet=GCC','GCC
http://www.scripps.edu/mb/barbas/zfdesign/elisa.php?triplet=GAA','GAA
http://www.scripps.edu/mb/barbas/zfdesign/elisa.php?triplet=GCG','GCG
http://www.scripps.edu/mb/barbas/zfdesign/elisa.php?triplet=GTA','GTA
http://www.scripps.edu/mb/barbas/zfdesign/elisa.php?triplet=GGA','GGA
http://www.scripps.edu/mb/barbas/zfdesign/explanations.php#score
http://bindr.gdcb.iastate.edu:8080/ZiFDB/controller/searchArray?site=GAAGCCGCC
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