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Investigator_______________

Grantilocyte Macrophage-Colony Forming Unit GM-CFU Assay

Experiment source of Irradiation__________

Mice Age Se Strain .5 Date In irradiatot _____________

Type of Irradiation Acute Date Out Irradiator___________

Animals per group .3 Date Sacrificed
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CFU .Owt4/IYt ac
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Brief Froeedure

Irradiate the mice acutely
with desired doses

Sacrifice each mwse by cervical dislocation and sterilize usIng 70% Et OH and maIt Into laminar

flow hood
Remove both femurs

carefully usingsterile 1nstnments and clean the attached flesh thoroughly
Flush the boremarrowwtth 2% Horse Semmin LXilbeccds Modified Eagles Medium 2% HS-DMEM
tsing 21 needle and syringe

Separate the mononucle cells by density gradient pmcedures using 1-listopaque

Plate the desired number of cel1s4i ci.uspension in mixtureof 60% HS-DMEM and

06% bactoagir solution in the pisenceot.U GM-CFS iiv sj2fr Ce
Keep the plate5 etridres for 20 miii in laminar flow hocd and move them into Incubator with 5%

CO2 and 95% air at 37C
Count the granulocyte macrophage colonies cii 7th day
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Preparing Media and Agar

Culture Medium Double Strength 13.37g pack of D-MEM powder Gibco Cat

121 00-04 490 ml deionized water 16 j.tI of L-asparagine Gibco Cat 12416-012

concentration of ijt1 150.4 tl of DEAE dextranmol wt 2x106 intrinsic

viscosity 1.7 at concentration of i.tgf .i1 Sigma Cat D-9885 IL ml of

penstrep Gibco Cat 600-5070 5000 units ml pen 5000 g/ ml streptomyCin 3.7

of NaHCO3 Gibco Cat 1181 0-025

1iIu.-.i ffi6 cij-iWc7 2.z DUSk JI44 b4iz tc
Wash Medium Mix equal amounts of culture medium and sterile deionized water

ii Add 2% HS t4 JutJz-

Agar Prepare 0.6% agar by adding 0.6 Difco Bacto agar Difco Cat 0140-15-4 to 100 ml

boiling deionized water Autoclave on liquid cycle for 20 mi

Comments If any

Flushing Bone marrow
Remove both femurs and tibias from each mouse and place them in test tube

containing wash medium kept in ice if the femur can not be flushed immediately
Flush the marrow from each femur by aspirating3 ml of Wash Medium through
the femur 10 times with 21G needlef ml syringe in 50 ml conical centrifuge

tube Follow with two flushes with 0.5 ml of fresh Wash Medium

Spin the cells at 1200 rpm for minutes at 4C decant break up pellet resuspend

the cells in ml of cold Wash Medium and vortex the cell suspension

Comnienislfany
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Fage3U________

Counting the Cells

Add l0il of cell suspension to 20 ml of Isotone Ii in coulter cup and count the

cells using coulter counter Calculate total of cells in each group

Coulter Counter larameteis

CurrentI50 J.LA

Full Scale

TL2.7
99.9

Manometer Select 500
j.il

Attenuation

Alarm Threshold off

Preset Gain

Stirrer control off

MuJ4piYctfon Factorfo get totalotcellsin 5m127IUJx Caulter count

Qoç Coulter Count Avg Total Coulter Count Avg Total

without ZG of cells with diops ZG of cells

Cl

feL.foJv
p4

Comnienislfany

Separating Mononuclear cells and washing the cells

Transfer 3.5 ml of Histopaque Sigma Cat H8889 into fresh 15 ml tubes tube

per group
Iayer the cell suspension carefully on top of Histopaque and centrifuge at

1300 rpm 4C for 30 minutes

Using Pasteur pipette transfer the mononuclear cells into fresh tubes

Dilute the cell suspension to 15 ml by adding cold Wash Medium into each tube

and spin them at 1200 rpm 4C for mm
Decant the supernatant break the pellet and add 15 ml cold Wash Medium and

spin them again at 1200 rpm 4C for miii Repeat this procedure more times

After 3rd wash break the pellet and resuspend in ml Culture medium 2x
DMEM with 60% HS and keep the tubes in dry bath at 37C

Add i.tl of cell suspension to 20 ml of Isotone II in coulter cup and determine

total of cells in each group using coulter counter
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Muf/ipJfcation FadcrIo1 afcefc4 JJ-CaufterQwzE itof Cedis/.4 2000

c04W Co
Coulter Count Avg

___ without ZG ___ _____ _____________ ___ _____
Cl Wo Jf5iD 21 191333 I43 V7

Avg it cells

perpi

Coulter Count

with2dropsZG

2.2 2.116 2..2o5
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Exp
Plating the Cells

Culture Medium Maintain four 13mm tubes each containing 4.5 nil of Culture

medium in thy bath at 37C

rn-ta esetui ILIiL li 4iF-afttorsc SC1u111Td1yrC
-k4aintain five 16mm tubes each containing 6.5 ml of Agarin thy bath at 37C

WLW
Warm up dilution tubes one per group to 37C in thy bath

Warm up Agar DMEM 3l in separate tubes to 37ç tM-$
Mark the.e ffLdihprirrriforeach dilution eo-23J
Mixl.7m1 agarxml of2xDMEMwith 60% HSyml cell suspension 468 ml

GMCSF ml in dilution tube

Add ml of mixture to each mix properly and let it gel for about 15

minutes

Repeat steps and for each group L4.2wow
Repeat steps Ito ft for each d-ilu-tion

Incubate the cells in an incubator at 37C and 5% 022 95% air for days

On 8th day of incubation count colonies and determine the survival fractions

Commentc Ifany bô

u4 OcUVYIob

t4Jto c9ct42

Counting the Colonies Inverted at 40X or dissecting at 35X
qs/9g
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