Brief Sumuwmary of the + Moleaular Biology Projects (from lad- wmanual)

Experiment # 1: G Clovimng amnd Profen Expression
(using tfotal RNA from wouse fissue wn Experiment #3)

CONA clovimng of the moust GAPIH gue wn a plaswid expression vector
(pMAL).

Forst amd second stromal cONA synttesis amdl PCR fo syuthesize the
GAPIH gume.

Ligaition of the GAPOH cONA indo the plaswid expression vector pMAL.
Tramsformation of €. coli, section of recombimant clowes amd INA st~
Expression amnd purdfication of the GAPOH fusion profum i €. Col.
Measurament of protemn concundration amd ruwmng on PAGE profein
ges.

Westerm Glot 1o specitically detect T GAPOH fusion profen.

Experiment #2.: Gumowe Analysis

Jsolate and purify guowic woust INA from liver fissue.

Awpldty the framsthyreton (Tfr) gune using PCR.

Aunadysis of The wethylation state of Tir amd Rut gemes ian wouse guowmdic
INA.

Experiment #3: Gune Expression Analysis

Preparation of fofal RNA from wouse Wotr fssue.

Awyplification of Tir wmRNA by reerse framscrgptase PCR (RT-PCR).
Quamtitatire RT-PCR using real-fome amalysis (Sybr and TagMan sys-
fans).



Experiment #4. Next-Gumeration Sequoncing

Using fotal RNA from wouse fissue (Exptriment #3) prepare o mext-gum
cONA Ubrary.

Sequence the Whrary on the mext-gun Jluwmana MiSeg INA Sequencer.
Biowformartics fo amalyze wilions of INA sequemce reads.

Experiment #5: (RISPR/cas9 Geme Edifung an Yeast

desigun a CRISPR/cas9 g edifing plaswmidd for yeast amd aumplity an
€. coli.

Jsolation amd purification of the pCAS/AIER sgRNA plaswid.
Comstruct a barcode/tditimg INA fraquuemt using PCR.

Co-framsforme yeast with e pCAS plaswid amd the barcode/editing
INA fraquuend.

dumounstraty successful gumowe editing by phemotype amnd, gumotype.

Experiment #6: RNA Juterfarence (RNAD) an C. degams

Grow- C. tegams amd isolate ama purdfy eggs fo produce a symchromous
culture.

RNA dutferference by freding C. degans on €. cold contaiming Bl INA.
Obstrve the RNA tnderference Bl phenotype on adult C. degaus.

Experiment # 4. Human INA/Gunetic Analysis
Jsolation of your owwm INA from cheek cells frome your wouth.

PCR awplification of your oww INA for INA fiumgerpront amalyscs.
PCR awplificadton of your taster gume: compart phemotype amnd gumotype.





