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Al ) s iall JLad) ALl
Bl Slea 8 Loy gaaas sy dgil JS ) Wash Buffe e 600pl 4ilal .9

Baaly A4y 3ol A48l 83y50 14000 e Micro Centrifuge sS4l
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GD 4usul Al imy Gyl e il yiley GGaailall Lall Candat oy lld a2y .10
sadl 48l 83)50 14000 4e puws (53Spall yhall lea (8 leaay o5 (ag B230a

<l I

Lsail IS G enliiill il A8 s (63l 3dall Sl (e a2 hal laasy S5y W11
.GD Column il e Ju e 1.5 <o panl dug) A aagig
bl les A gty ) ) Elution  Buffer o50pl 4zl aiy .12
aals 458 5aaly 4880 8 5)50 14000 dejuss (53S0l
bid g sl il A g Slead) (e Dliall Zhal S (63 al) ka6l aey W13
o8 Lainty Gls ) ol Ay e Jind o siad) Ll e dpglal) Cagpu)
RFPARESTR ETEN VL ISP EQ T

:Gel Electrophoresisgaliiuall Uall byg<l) Jaa il 3-2-2-3

& g sall Al piagiy Gsluad) Ghaall (A 5,V (e at ] s @Oled) pany L1
sl (magntic)iba AsuS e (g9ta 500Ml das my0w ala) 3y
coiot)) Alee £ 18 b sSal) ddle Lgia

anall JS 25 500ml Laje Lalay sl A hial s L) (0 450mM1 Ciliay .2
A dals)y gl Al 10X 358 TBE  Bufferdslas e S0mI ddlialy
Leans da)de dala) Agnl Aol 100mMI Jopdal) e 335 W 50MI Leaas
Al a5 3V e gstiag (g3 alasll Geall A caliays 100m
bt Cua 3566100 5))a Ay HotPlate 4003 jlea & 46 (15) 5o
lee ey el oLl gl (0shaladl) ssiall Gyslly 3sal datd
Cileli gl ;s Lela ila Lgd ¢3S ) Al ) Bl Jsay ol 203V
Llsd )

50_40 5ha dap ) @6 10 320 il Sl 5 .3
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sassll pasy Waays Ethidium bromide aseea (o 5 plddlal 2oy @1y 2y 4
Syt clelad Lﬁ‘ Cigaa c_'\d'éd,g.\_ﬁi 0l ?M\ L ?‘3 ?M‘ al aadll
il el 8 inl) Jead apall 8 (SEDl e pm e Lol (Lol

25 Bagagall Haall 3l el 4838 A8 HAay BERON| cﬁ) e.i,) ?M‘ claty o) any .5
@z.j LQJ.&..\FJ . X1 b4 TBE U d}lwy.nc REX) GELJJ@SS\ d_\ajﬂ\ JLGA ‘;3
lele aagy due JS1 salill 35 Ao Loading Dae Jueaill Zava e 2yl
ey Clsd 100 A8l yeS 3508y Hems Slea) lddl Jaag L Oked) 832 9a 54l
el Camt 3ad] Jisaill dalee

Sl DLl et Slen Ay Sl et 21y ol e a1 305 .6
coaliid) all s aga e D

:Electrophoresis solutio (lg<! Juajill 3 ddarical) Jullaall 4-2-2-3

@ s b e PGSl degll pads A dladl Gpas
(2001<Russel sSambrook)
:Tris-Boric acid-EDTA X155 (TBE)Jsise -1

gl sl e ¥sa 0.089 5 Tris—OH (e y¥5e 0.089 (g0 yoanill
8 ) PH Luca a5 ¢ yhaadl oWl e 5ilike 800 & Na2-EDTA (1 ¥5e 0.002 5
cllexivd (pal o 4 8 Jaing csaagally adedll wig ille 1000 I anall JLSI i
: 6x 348 Loading Buffer Jeadll Jglaa—2

L3l Jsidsagyll daa e ot 0.25 4030 4 53l 100 jasill a5
s rlSl e yiale 30 d8lal 55 Hhaidl) oLl (1 jile 50 4 ( Bromophenol blu)

10 03855 o35 asasaall auSs s aladinl 8 ) sy ued) oY) daaad dlee %4
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Cras (hsal) oLl e jilile 80 () asdgeall 0y (10 a2 40 Al jeasy)gle

:Ethidium Bromide agai¥) sagp dia—3

Laxy haiall clall (10 Jo 9 (A a2 dag s drua (0 a2 0.05 443k s
508 Jlg 385 Ao Jsaanll dal (e dlldy il elall (1o Jo 10 ) aaall Js
REAVELR
:Aglig LAl 3uS 8 uld 5-2-2-3
g ball e Spl W daiad) oLl (e 495plailial DA (e Lall 385 (uld 5
) Spectrophotometer Slea aladiul L wdill (358 4B Lill (aliaial 3¢))8
Aladinls siails 280260 Guagall Galshall 2ie (O.D) A pal) AL (bl padiy
Y Pl
Gslie X Lnall e MN260 asdl Johall Lnalaia¥) jlasa = (Mg\ml) Lall 585
vie dpalaiaV) 260 agell Jobll vie dpalaiadl = ¢ 5l Ll 50 X Cagal)
A5l g3 e Ll (adlat wl 5o LIS s e o Jat Al 03 s 280 asall Js bl
(198255415 Mainatis,)
:Single-Strand Conformation Polymorphism alai Judla3 6-2-2-3
DSl el e Baaly Ay Ay peall ye Clihll pe RIST axdig Al alall s
coldaadly YY) bl e Cadllly ikl e CadSl Ay Al caluil)
&) O yaal) el Al ciliall Amiadiial) goalgdl Alasind Alauds 25 Al
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3 BRCA2 5 BRCATL cilion cDUL elail psen o bl agisl Uiy

Mutation Selection 4wfall Laadieal) cfyilall jLad) 1-6-2-2-3

Omar 201558l F.Z. Francies «1998¢5,al5 Ford) 3)slaall glalily Jall

oo dbadlas & a Glayw papal Juiall el clyila e Bpde LAl S

.(2014GUJJAB

. BRCA2 5 BRCAL clisn; dalsll ciball (5) 3)yell —

:Primers Selection isalgdl sl 2-6-2-2-3

BRCA 25 BRCAL cliay dualdl) f5315(3-3) Jsan

Exon Sequence Size
Exon2F |GAAGTT GTCATT TTATAAACC 280
Exon2R | TGTCTTTTCTTCCCT CCTAGTATGT 280
Exon20F | ATATGA CGT GTC TGC TCC AC 350
Exon20R | GGG AAT CCA AAT TCA ACA GC 350
Exonll F | CCAAGG TGT ATG AAG TATGT 350
Exonll R | CAG CAT TCAGAT CTACC 350
Exon3 E | TCC TGA CAG AGC AGA CAT TTA 300
Exon3 R |TTGGATTTT CGT TCT CACTTA 300
Exon5 E | CTC TTAAGG GCAGTT GTC AC 280
Exon5 R | TTCCTACTGTGG TTACTTCC 280
Exon2 F |CTCATT TGT ATC TGA AGT GG 600
Exon2 R | GAG AGA TGA AGA GCAGCATC 600
Exond F |CTGTTT GCT CAC AGA AGG AG 600
Exon4d R | GAT TCAGGT ACCTCT GTC 600
Exonl F | AGT GAA TGT GAT TGA TGG TAC 400




37 Materials and Method Jaxd) gijyag a|gall

Exonl R |CAT GCT GCA GCC AAG ACC TCT 400
Exon3 F |AAG ATG TAT GTG CTT TAAATG 400
Exon3 R |CTC CTC TGC AAG AAC ATA AAC 400
Exon5 F | GCT CTC TGAACATAACAT TAAG 490
Exon5 R | CAT TAT GAC ATG AAG ATC AG 490

(2015¢ y5,a1sRozany M)

Single-Strand Conformation polymorphsim Jeli bl ciligfa 3-6-2-2-3
N 8ydhll g3 Crua aanadll Primer ¢salall Deionized  water 4iba) o

: Y (Primer)esaly JS e 4y 5i€all 43aSlly laiall Covea 8L g dushyall o ysal

Exon2 F
GAA GTT GTC ATT TTATAA ACCTTT
Deionized water (. 128.8pl 4ilal s
Exon2 R fully QIS

TGTCTTTTC TTC CCT AGT ATG
Deionized water (o 154.7ul lase 8Ly cad

10Ul 32 2y Glld axy i snlY) Al o cufiad) a8l a5 28LY) )
Deionized water (.« 90ul 4ile sliayy agyanl 440l I Wgidlials forward ¢

Vortex ) Sles aladiul las 35 100p] o)lads anal) mocall
dsla gyl gl ) A 10pl 38) 2 Leay) Reverse JV dually e el

Primer Stock s syuaas i () 22y Deionized water ¢ 90ul e

o 6ul 5 Primer Reverse (w 2ul s Primer forward 2ul s DNA (5 5ul sl
Master mix dmedyll Jdelal) hds Zyem) ) bepas agiilial sy <Deionized water
Lls e Aglal) (ol Camags s Jadall zhe oty Jeliil) 1ag) Lapad dacadl
Al Byl Aay cus mal ) dssg Thermocycler ohall syaldl jlea & Jelal)

.Temperature Anneling



38

Materials and Method Jaxd) gijyag a|gall

:Single-Strand Conformation Polymorphisim asuai ali malp 4-6-2-2-3

:BRCAL (i ¢ 11-20-2 @ligas™ (1) gelin (3)dsx

Step Temperature | Time N. of Cycles
(minute)

Initial 96 5 !

Denaturation

Denaturation 96 30

Anneling 57 30 35

Extention 72 1

Final extention ) 10 |

:BRCAL ¢pa (v 3 Qs (2) galin (4) s

Step Temperature Tim(minute) N. of Cycles
Initial 96 5 1
denaturation

Denaturation 96 30

Anneling 53 30 35
Extention 77 1

Final extention 77 10 1
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O (0 5 09as¥ls BRCAL (i (e 5 ciligus™ (3) by (5) Jsas
:BRCA2
Step Temperature | Time N. of Cycles

(minute)
Initial 96 5 1
denaturation
Denaturation 926 30
Anneling 58 30 35
Extention 72 10
Final extention 72 1 1

:BRCA2 cpa ¢ 3-1 ciligussld (4) galin (6) Jsoa

Step Temperature | Time N. of Cycles

(minute)

Initial 96 5 1

denaturation

Denaturation 96 30

Anneling 54 30 35
Extention 72 10

Final 79 | |

extention
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:BRCA2 g (0 2 (58S (5) gealine (7) Jsa
Step Temperature | Time N. of Cycles
(minute)
Initial 96 5 1
denaturation
Denaturation 96 30
Anneling 56 30 35
Extention 72 1
Final 72 10 |
extention
:BRCA ¢pa (v 4 (38U (6) zaline (8) Jsa
Step Temperature | Time N. of Cycles
(minute)
Initial 96 5 1
denaturation
Denaturation 96 30
Anneling 52 30 35
Extention 72 1
Final 72 10 |
extention

(2015¢ ys,alsRozany M)
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paduaail) w3l Jua i 5-6-2-2-5
Single—-Strand Conformation Polymorphism PCR-Products

sl Ohaar 4l any 5,V e a2 ] Allal WOl s L
Canals100ml aylsl) e 330 TBE Buffer o 50ml 4ilal 500ml
e (Ao pass Al Hlha daya Japlall Gaug )WY e (gslall (§)sall
= sl dagd o il 3y aaiags 403Y) i yal Hotplate — Stirrer
e g o) iled gl (e Al A JlaS) cpal 4100 3)ha Anjay Al
350 =40 3y da ‘_A\ Dyl Jaddal) el ({.'1 ¢adild

Al @yl asasadl Sl Ethidium bromide 4w (e Suldilal &0 .3
. ‘;1\).1 10 324 ‘L\L}M ).J:L\A]\ C)M &=

by 4S5 e i) pan aidd sys Al Gagall 3 Dl S @l aay 4

L8l e Bl e Badl

1x 'B)AJTBE BUffer d}lMuAMASJGjLD@ﬂ\ d.\..\a}ﬂ\ )L@A D s A= 5
e Je 450 L 1X 555 TBE BuUFfer Jslae cpe Jo 50 8Ll ca yoimadl
B Abing qanall (8 ) Lol ey gl (pe Lail gy el oL

(Sl el Slea (s ) D) Jay

Tul anayg 3ya¥) syaally Ml e (AN 5aall S DNA  Ladder pas: .6
il Gy Byia 8 die JS () dall A8 8 Gl Ciles o5 4l ajal

sanly J<U sl
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sadly il 100 538 Sens sl dimil) Slens el Ll Gkl Sl 5.7

. 438, 90

g o aximgy Bl Slea oo 2Dl 1) ab il dilee o JLSY) 22y .8
Gilasal) LIS 3 chilal) aa dgag e KB Dl jgeaiy paldll jypail) Slea
il
: DNA Sequencingliall i) Judedl) 6-6-2-2-3

PLA e prizmill 2l Jilsiy PCR Jlea o avimill Llee (o 2 LgiV) aay
Ol e JSI L su&Y) ada dgas e Sl PCR Productd! Jussil dgdec ¢ ya)
Sequencer Genetic lea dauls (andl U Ll Jee o3 BRCA2 s BRCAL
Jwe ayal Bioner—  koria 45,5 A PCR J) zb ) @luall Jlwy) 5 Analyzer

cliall el Julos

Biochemical Tests 4jgall duilasl) clagadll 3-2-3

Cobas  AlyeSt SIal Jodail) lea aladialy 4 s senSl) Ciliasadll Cuyjal

.interga 400plus system

Aagi 400 gl iy 3 bl g hatul b cddally deyadl Slead) 1aa lia
(1-3) dnall Sleall 3y5m aals el Pla
:Jaad) fasa

@A)SJ)#‘“:SJJJMG‘A)A\U‘?JX“—‘M ‘_DAUAQ_\LA)ASS\DM jaal "eﬁ
o AagN) 85y 14000 e sy 3Spal) ylal) Slea 3 canliVl oda auagis canlil b
Cobas interga 400plus Jle> & acasis coul¥) oda 2350 aay cajundl Joadyy

e dse JS pald 350 L) gy Sleal) 138 ae Lagipe (als JisnaS aags System

S leall il gy dlee o 1) Raulal) b 35U 10 (S (Gadd S Aala
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e dsanll aiy 1388y pd5e JSI apdal) Jazall aagy 3 SisnaSl 8 20U B8 G
Fomelll LALE e anye JSI bl
el Jaiuds 48k
g paldll 3Ll andtidll ol JA) Gg el jles 28 an 1
Ol ehuad Slalll ppen sl (A JUEEY Qs sl (re Dleal) ) by L2
cJeall dawid 3 e Sleall of I el 1hag
Aol Caaiy daall J 4830 Bl daps (8 @bty Spll e Gl yas @lld 22y 3
il I el oy i
Jualsall o pangis Aol Gy Lia Juen) (18 42000 e i<l 2525 .4
Sy s sl 8 L aasd) el Jaass CadlsSl) Jead dalal)
AUl e lgag a8 skl
Ll Liagly 4 aally dalad) oV lealSll aas ) Jaleall (Sue .5
Ol aal) 8 agaall olaily oY aoa sl 380 Ble lyall pe Jg i sSIL Aalal)
O g (e bl aae slebe ae cuilall (e IS (e @)3Y) Jap ) 35 0y
Ol Gl e Al g 4383 3) seay Jazuall 2y o Baaly A (e anlsY)
OK &3 A5l () e System Laal Jeall daainls Sleadl o) (e St slele .6
ol (g Order b e haaallis Sample  rack lial jleall daap 5 L7
Gliall Aaldll SV st 2y Julad) a8y @lld ay JAns New Je Lzl
NSPPTNI

Sy ol ey 530 ) RIS Gy alall Jg S alastiad By ol .8

. Lot number i\l
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Glial) aaea JAa) 2y e amgy Jaall 48)5 8 5iSa o8 Lo s Glial) daa
AL Jiud sale asage 05Sy oA adall Slay) e daraall S5y g5l

e OLERY) Gatid Lere apaa Jg 35555 3200 Clne Adlil 5 (o)) Sy Ll
LOluaell Jals

Centrifuge 4 iy gAY sbsaals Vortex 4 las cliall zpa clly sy
i Jaany o) 0Sae 31 gl Laia e Uil (o cihlad (o) A1 Jal (g iy JAY
aren () (e 2SE e L Aaiadall V) 3 Sleadl 8 Glisll auag ey
B By geay Clial)

e (35 1050 poias iy S Sleall Aalall 45l Jalhy Glinll aash
Lis i dal e Lapdlll Jals bl ey lsh HUAY) ae 3008 dliag Al
il Slea lpuabyy Cogus Al (8 (i (o) Jgean Alla 8 Y o5l

Y S alelsd g Gen iy Gluell Zhal sle e caag diladll Alae o Lgial 2y
- As) (@BUe) duy Slead) gy

Jalaill Slgad Al dadiall o dgpas Al () 25m pae Byg i I oL

Oliall a2y

Jeadly Jilail) Slea Tay G 55l (e Start Sl e sy il 2

9

.10

11

12

13

.14

15
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W

Cobas 4ugall Al cluagadll ALyt A3 Jdait) Slga (1-3) 39
integra 400 plus system

Complete Blood Count 4yl cibagadl) 1-3-2-3

4 ol Complete blood coun (C.B.C) aall Jelsll aall jlea alasinly iy
e Agglall anll Gl aladind 2iyy aall il Sl ALlS 3y pem plac] iy 3.(2-3) 3ypuall
(e @AY Al Sally anll DS aia Jrag pall dalad aiad g . iasll daslall EDTA 32k
A (e Jleall Al Glavas dagns daii elhel e aoluy Los Lpaiany ae gl
: Jand) )asa

1ofaa e Sleadl elsial

el LS Jalat ddaligy (oIS saned) (bl Sy e liand) aall LOA L ulsy 6V
48 o Lﬁj\ O 5S gargd) TS ) yaall eﬂ\ ALK Hu&S GJ\ S 3ale adalui g ¢)yeall

. Spectrophotometers 5 gall (ulill Slea ddalugs
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bl Ayl Aty 4y el milially o penl) adll Ul e (ulds 45Ul 5yaal) L
O 4 e dgele dsags Clinndll Aalaad G 5inhV) Jolaas adia SligS dis agas o
LSl HLall A daglie Al Leilh aall i €a aal g ye die gl aga 13 LS
Ll Sl 038 g 5e (e L ghall Aagliall 0l Sys Sl Candll & L)

o328 (s (3pdil) iy Al e Aaglial) sais 3ylall add) i sSa ana Caun
FENLPERA|
O350 40-20 (e dygell miliiall
050500 6040 (e elpeal) 2l il <
090500 60 (e e liandl aall @l <

e ¥ alas Ao sy Laalyy Lgaast by Lol 28 2000 L aay) L
Oleall

. (HCT) (shyasdl caly Sl eaS5) Hematocrit cuy S silased) (i

- (MCV) Mean Cellular Volume Jaw sl 2SI aas Jawiia (uld

Mean Cellular Hemoglobins! sesdl aall iS4 1 oIS sasgll Jass g el
.(MCH)
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Blood Count) d;seal) cilagadll il gl I3 Joladl) Slga (2-3) Jsd
Horiba diagnostics ABx (Complete

Hormone Tests <lisgaygdl yaad 2-3-2-3
(3-3) gl A Cpall ciligaygdl Jilait Cobas s
Ay palad) 35U pasivuall sl JB) Ay il Glea m L1
cdanll Sleadl axiny o) ) kg SisnaSl (e Slead) ) b axy L2
c Al sl ) ) A8al Bl dapa pagiy )50l (e Giliall zpa5 .3
Sleall L acadd) CuliVh Gl casig 2Dl (e Liay) il 235 .4
0K & Aalal Gy e System [Lal Jeall sis Sleall o) e St 3y L5

& ey Order calla Syl e il &5 e Sample rack sl Sleadl zan .6

cJs Sy cilipall SLal agans Sy @l a2y New e Lzl

S Gy i o) RS Gl Jan g JsS slaiid Blele cny .7
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Agyiad Al ) asay aae (e S ae Sleall A€ Jah Gl g o 2 .8
Al Slead) 48U e

Jandly Sleal) lay Sleall sl figunasll oo Start e e hiall aeyy .9

kel Alaiall el A3 o e 400 3) gy dagill Al

Cobas integra E 411 <ligapl! ALgSh A3 Julasl) Slea (3-3) Jsi
Statiastical Analysis Slaa¥) Julail)

f oY) el aladinly @llyy Slaal) Jiaill shal &

Ailaa¥) Aaial) malin 43 2 5uatally Statistical package for social sciences
lhas oy s gl Aageall il clyially alally 22 jlaal) (53 dpe Laal) aglall
alani il Lgias a8 Al Aapall b iy wiall A aallys 4y gl Aoaalls 2aall dayay
Aast Ly ey welaall (e Lo A3lad) i G Jaaall g)lnad) CalyaiVly Jaadl)

-(2007:Levesque) (sic saxa (s t-test jlasl
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Results and Discussion 4délially galili— 4

aadl Apaailly Auapal) i gana g 55 1-1-4

53.68)sill s Gy cilbbadl sl jee Jaugia oAbl o3 gl Cupell
52.12) slasad) degana o dasgia o cpn (3 (77-00-40.00) (e saall (830 +
b zomse LS5 0.21 A< ttest dag cialy 3) (6800-40.00) (e sl (8.13 £
p>0.05 xie dilas) AV (53 (srine (38 () 39ns pe Sl iy 3 (1-4) Jsaal
Aol 0l PA Ge 5 O Cos Walh pulaie 2 by pare s gl Gl
o2 ol e Afpadly Aslall Clleall 2aats agh A4S g degall Clileally (sl
e ool o b lesad QY Cudl) (el o gl Glaju ol 3 LclehaY)
o ol Jal e Adhsl Al il Jsa dpad) e QI salgn 3 Al slas)
(1995¢5asR0ohen ) aysl (e dilaia ) de sandll

Ol allall o) Sah Cigus allall olail puen b logud SSY) ga gl (laju

(2008¢ ¢,5,3)5 Ferlay J )2030 ale Jslas saa Ala sale e JiS) ) ol

saall A gial) Canddl) Caman Ayl S 9axa s (1-4) Jox

Std.
Age N Minimum | Maximum Mean
Deviation

Patients 50 40.00 77.00 53.6800 | 8.30893
Controls 50 40.00 68.00 52.1200 | 8.13318

Total 50

T 0.21
Sig. 0.34"°
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Al e ganal Ay glall queailly Ay panl) cLiil2—1-4
dese CailSy dan (40-70) i) Gy Gaye Shladl clall lee) Cangls
49-) Agpenll Bl o) i) chpelal 3 (2-4) Jpanll 8 daaa pall Lypend) i) G
il %48.0 Leisns iy A (59-50) dypanll Al Ll %30.0 Leisess iy dius (40
%4.0 il i (79-70) 5,8Y) Al L) %18.0 lgies il i (69-60) dypesl
O o b s Gl ayer libiadl) oLl desane o (e Baws Uagl s Al
de sanal Lowally Lol ALY sy culidl) oy eV &8l s L (59-50) dppendl 2l
daim gl dppeall U Cos dejse ClS 5 i (70-40) Gajles) Canslii 2 5kl
Oie sanall G Aglan] AN (53 (ssina (38 2pas pde gl cuin 3 (2-4) Jeaall
2012 (o5 AlElzaemy) e el Al Auhal) 25 ae 3855 mlll s2ay p>0.05 xe

e e Jandi (581 (U LD gpenll 2380 Aad o) o) Lindlisy 4l i 3 (

sardl 4 gial) Gl Conen Ayl a3 6 (2-4) o
Groups Total
Patients Control
Count 15 20 35
40-49
% 30.0% 40.0% 35.0%
50-59 Count 24 21 45
% 48.0% 42.0% 45.0%
Age
60-60 Count 9 9 18
% 18.0% 18.0% 18.0%
Count 2 0 2
70-79
% 4.0% 0.0% 2.0%
Count 50 50 100
Total
% 100.0% 100.0% 100.0%
Chi-square 2.91
Sig. 0.41 "

P>0.05 ddlial g5iua dic g5iaa (58 3939 axc N.S
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sl Ll o) lay Gy cilibaall 5Ll Ao gana g8 3-1-4
bl cwa Aedse i€y A (70-40) Japdl Gllad) clall jlee) Caagly
CulS i (49-40) Append) 45 s o) il Cpgla) 355 (3-4) Jsaall b daiasal)
(69-60) dpeall &l Wl %45.0 i <ulS daw (59-50) dpead) adlls %35.0
Cidie) Cum %2.0 g cilS &aw (79-70) dpeadl 2l W %18.0 cald dus

s Ayl il e Wagy) Al
dsay il iy Gia i (59-50) Al culS LAY Ay eV dpeall 2 Wl
senll Sun e A Glay (e Glladl) slaill degeane Gule laa e (ggina (38

(3-4) sl 8 daiase LSy p<0.001 e

LY Vs (50 70.0 ) conldl ) bl il ae ddilgie ) oda milH el
Uany A Al Sl e daall ang Cus W50 o vie ilS Al la g (e ye
il dpall Joall (any 8 L) (%60) Ghals (%71) Lads (%74) Slagad) Jia ool
Agrawad ).(2011¢ gssalsdemal ) Wiaa 4 %24 5 sl 4 %19 a5aay caail)
(2012<Ragderkar

) e a8l laga Gagey clilaal) o ludll ds gana U (3-4) Jsa

age period ( PATIENTS) N %
40-49 35 35.0%
50-59 45 45.0%
60-69 18 18.0%
70-79 2 2.0%
Chi-square 43.3
Sig. <0.001***

N= L;AA‘)AM Ae pSOOOIJ.\Q\J;&LQ Lﬁ):‘*‘&)é***
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sad! gial) ) a2l lap (e clbilaal) sludll dogara aigi 4-1-4
4l Al

ooy e bbaall ¢ Ll 4806l Aally paad) G Lo d8kall Ayl 528 Coaiyg
G b L (49-40) Aend) 38 o) 3 (4-4) Jsaall G munse s LS 5 gl
Ll Ahsll gl GUays %36.4 At 5 by sl Gl Gl %28.2 Gy Jsaal)
Oy eV Aty Sl G e e ) dgpanl) 23l oy L (59-50) dypenl) 4l
by ol Al Glayu %46.2 duwy s (3-4) Gilull Jsaall 8 muay LS il
(59-50) Zpyendl 2l ) Zuapall o3¢) il ity Sl g} GUay %54.5 A
OUa sy Al A1)l Aalilly HLadl Aypanl) Balil) (e i) (g L oY) L))
3 by sl i playw %20.5 Ay Joaall (b Cela din (69-60) Al Ll (ol
@) s %51 Aty el Aias (79-70) Ayl 238 o) s 555 Uy %9.1
Appandl Zalill e Ua gVl dgpenll 2581 ay Ay g Olaye %0.0 dusy Sy el
(4-4) Jsaall & Cela LSy (i) Gl pusy ALaD 4305500

o5 A (49-40) 2l lary 56 L (59-50) dppendl L) o) Gy (g iy
gyl asall ciyoe) ) daw (79-70) adl) 1yaly 4w (69-60) 4l 5

e gane On e Adlan) ANVD (63 (geime (3 A sag 2o duhall oda il iy
Lug el liall Glall Caagll (3) JSA Gans .p>0.05 Adldial (sgine de dufl
and) pe B8l Al Cas

iy A 2014¢5 5)Siegel ) e ela Al Al =0 ae (365 Y ALl 028
ain cpn 3 1/53 el 13 L) jhad il 449 jee sl o of 4ails
) g BuT0  yess diw 69-60 yeall 1/23 I piiyyg diw 59-50 ,eall /43 I
ALY hlia e ) Ay el

a8l Glaje A Lla¥) OV o) (2010605 A15TOT) bl iy

4 (50-40) on L bl 8 L el aall il Cua @hliall o b caliag el
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Al wa A% il Gl Blal) Jane o 3 Agyall Glald) 6 elld G e dypee
ezl

Aag a il GUapud ANl eV (e %90-80 ol 45l Alall Ll L
(2003<Vogel sVictor ). BRCA2 s BRCAL clua & chshll &igas

BRCAL (pa 3 JIAN Eipam Gaiis ga i

Al sl Adlaldly panll dpiall queadl) qua dall (0 pana g3 55 (4-4) Jya

Genetics
( PATIENTS) Total
No Yes
Count 11 4 15
40-49
% 28.2% 36.4% 30.0%
Count 18 6 24
50-59
% 46.2% 54.5% 48.0%
Age
Count 8 1 9
60-69
% 20.5% 9.1% 18.0%
Count 2 0 2
70-79
% 5.1% 0.0% 4.0%
Count 39 11 50
Total
% 100.0% 100.0% | 100.0%
Chi-square 1.51
Sig. 0.68 NS

P>0.05 xic N.S= (siea 38 2200 Y

b Adablae A28y Apial) ) Guoa ) i gara anjsi 5-1-4
lbaall ol de gena ¢(yic gena ) Lo 5 Aie (100) duhall 38 Culed

Sl Gl Al i) i) e gunay e (50) o lly s ol e
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Apaly) oy Gliall 38 aisi a3 ¢ Aie (50) Lyl s kg 3yhasn Ae gana yiie)
slmd ) Yeas Aginy bl (o It (5-4) Joanll 8 (e s WS o ddadladl
A Aasiny oLl b i) Glaje (e cllad)) oluall Lo of milil) cojelaly cpiila
slaiy %10.0 j50l elaady %10.0 sl cali pallal)l olead 3 W %64.0
Gualy $ylaud) Ao ganal donalls Wl %2.0 decall cald cpiild oload W) %14.0 4a)aid)
%2.0 ol plosd 8 Gad Uagly % 82.0%siny oLl 8 3ed LoV Lol

(s Aaginy oLl 8 il lal VI eI duall o duball oda il Cui g
iy A pala gLzl hdly joyal & ey pallad) eliad laxyy dpalaiall clad S
s die Aglan) AV (63 gyt (338 Y dgas Y ) (i 5 Aalial A JBY) o Liadll
CAhl e sana on Lo P>0.05 ddlas)

Ayoube)  Ji e Al Gels ol Lead Al Auhall sda aaa
Slo o il layu LLadU ddlpall adledl & CEAY) o) Gab (20145305
Ol e i) Lgias Ay uad) delsall o) Blall laaiy Adul) Cagpall 56 (s
e % Al dalgadl G ey Al adsall ¢ ol Lalial) ¢ paaill op LadDU (il
bl apysil Al Gapall 13 3858 8 cldlia) ) oy 5 el oy LlaY)

- Adhrall wdlsall Gy lladl)
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s Azl B 428U 4 pial) quadl) quaa Afyall o gana asi (5-4) Jsan

Groups
Total
Patients Control
Count 32 41 73
Baqubeh 73
% 64.0% 82.0%
73.0 %
Count 5 5 10
Alkhals
% 10.0% 10.0% | 10.0%
Residence Count 5 1 6
Baladrose
% 10.0% 2.0% 6.0%
Count 7 2 9
Almiqdaydiah
% 14.0% 4.0% 9.0%
Count 1 1 2
Khanaqin
% 2.0% 2.0% 2.0%
Count 50 50 100
Total
% 100.0% 100.0% | 100.0%
Chi-square 6.55
Sig. 0.16"°

P>0.05 xe Gsma (38 gy Y N.S

Loy Agsial) il qua g8 Gl paje chlad) slud) gis 6-1-4

A Adadla,

Grua T (2 lhajus (i yay Dlbbiad) o Laill de sans a3)s3 (4-6) Jsaall Cn

slaadll ga dusiay ol o) (5-4) @l Jsaall 8 e WS 5 Jbs dadladd 4y

Ry Apalaiall s liad 3l laoay %32.0 dais 58 Glaj (e BLaY) dudl oY)
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%1.0 iy ciils o liad 1yl %5.0 dedl) Gudty 555l 5 pallal) el 25 (a5 %7.0
Cun o Alsbladd ApadY) ssise o i) GUap (e Lladld Ua gV dudll 4y

) Ain Jalse iag dalse sae I 2903 Adhyaall Clagysill & LY o3 ()

ey Sl Talially dalall slal) Jaais o LadDU (i peilly Aiandl Jie Adly5 ) Jalsall

GEAY) e 55 lomaay anilin & (2014¢54) Ayoub) lein Al Jalgall (1
bl adlsall Casy (el Lliad) cluall ) 8

Ola s el Adhrall Gyl 4 clidial o A dalsal) Gn e Lal

S ally A1 00 dume dihie A OIS L) g b Jalse ol o a5

S e Gl i loen Aulat¥) dalall Loady Al Jelses Aipaped) dalsall

(1997« gsalsParkin ) @A) os0 ddhia A ()

MY\ e é.\ﬂ\ olh)u U s QL.\LAA.“ & Ll kw @Jﬂ (6—4) djéé

Al Adadlad
residence( PATIENTS) N %
Baqubeh 32 32.0%
Alkhals 5 5.0%
Baladrose 5 5.0%
Almiqdaydiah 7 7.0%
Khanagin 1 1.0%
Chi-square 43.21
Sig. <0.001***

P<0.001 laa e (gsina 3 ***
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LTS dladlaal Aty yeall Agiall Canadll Comen Al s i gi 7-1-4

Glladl slall oy L) bl Jegene on b Alie (7-4) Jeaadl cpy
Adlaal dpadyly yeall gl il Cuaa Hlasall degana pe gl Glajs (e
slad b A oY) caly 28 (49-40) dppead) L) dad o) oll) iy ua o
oalall el & (as %33, 3 Aty Lpolaiall ol lld any Sl %384 dawsy &y siny
hs %50.0 Ay G elad 2 Ges %16.7 dawsy Gl elady %20.0 Ay
Ll asills TLal) s Aali e i) oy Lo UagY) 223l

slidy %41.1 Asies oliadl il Cialid daw (59-50)ipenll 230 Zoilly Ll
Lol CilSE el pliad L) %83.34y jooal slmiy %50.0 Ay (allAl)
%0.0 desiy iila o Liais %55.6

slad L) %17.8 dysiny oladl Lol cuilKs L (69-60) Zyyenl) 2541 Ll
Al Cald dpaladdl sl Wl %0.0550h slad; %30.0 4wl cald allll)
3 A3 (79-70) sec 4 ag5yaY) 2l dualy L) %50.0 ciils cloads %11.1
Ll caly usila Aaaialy Gallally esal clad Wl %2.7 dgien eliadl culy
de sena g 8 Gl e lilad) oLl G L 25)E) i caill 038 (1.%0.0
(7-4) Jsaall b daum gl il iy 3 pand) g o Andlae (o ol JSI5)dal)
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Aggial) i) s ¢4l Gl Gasas clilaal) o ludll ds gana eUs (6-4) Joaa

ol Adlaal dpczily anl
( PATIENTS) and Residence Total
control Baqubeh | Alkhals Baladrose Almiqdaydiah Khanaqin
40- | N 28 2 1 3 1 35
49 | % | 38.4% | 20.0% 16.7% 33.3% 50.0% 35.0%
50- [N 30 5 5 5 0 45
59 |%| 41.1% | 50.0% 83.3% 55.6% 0.0% 45.0%
age 60— [N 13 3 0 1 1 18
69 |%| 17.8% 30.0% 0.0% 11.1% 50.0% 18.0%
70- | N 2 0 0 0 0 2
79 | % 2.7% 0.0% 0.0% 0.0% 0.0% 2.0%
Total N N 10 6 9 2 100
% % 100.0% 100.0% 100.0% 100.0% | 100.0%
Chi-square 8.97
Sig. 0.71"s

P>0.005 4dlaia) g 5iwa dic S 5ira ESLRITY) ass =NS

sardl & gial) candl) o (éﬂ\ Oy G allaal) sl A gasa s 8-1-4

s Adsblaal dycdy)

!l s Lgiﬁ\ Oy e Gllad)l Ll @Jjj (8—4) Jsanll au

M opiild olmd ) Ve Ayginy slind e lelal Jlo Aladlaad GuzadVy eell 3y 5idl)

2l W %30.0 o dsilae dymd) moend i (49-40) dypeall 250 I donail) izl

%18.0 A< dusl) cald Liu (69-60) Al Ll %48.0 calé 1(59-50) dpanl

3525 (8-4) Jsaad) (& Aamsall il iy %4.0 iy A (79-70) 581 2l L

43u(59-50) dppeall A8 o gl oda (i P=0.41 xie dflas) AN (53 (goina (B8

Aginy oLl (g Dbl G Lo i) Glayes G yey ALY Ay eV 4y peal) 45800 o

Basl) aaen O e @8 Ole Giper cllad) sluall balg L8V S s
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Apanl Gl Zal G (6-4) (5-4) ) Jylaal) 3 mpasill & LSy o ddsdlad]

oo il Ayl

dggial) i) s ¢4l Gl a s clilaal) o ludll ds gana U (8-4) Jya
(Al Adzdlaal AadY) aa sanll

Patients Residence Total
Baqubeh | Alkhals | Baladrose | Almiqdaydia | Khanaqin
h
Age | 40- N 10 2 0 3 0 15
49 % 31.3% | 40.0% 0.0% 42.9% 0.0% 30.0%
50- N 14 2 5 3 0 24
59 % 43.8% | 40.0% 100.0% 42.9% 0.0% 48.0%
60- N 6 1 0 1 1 9
69 % 18.8% 20.0% 0.0% 14.3% 100.0% 18.0%
70— N 2 0 0 0 0 2
79 % 6.3% 0.0% 0.0% 0.0% 0.0% 4.0%
Total N 32 5 5 7 1 50
% 100.0% | 100.0% | 100.0% 100.0% 100.0% | 100.0%
Chi-square 11.72
Sig. 0.41

p=0.41 xic (s5ia (33

Al gl Al G g8l Uy (aye cilibaall ldl) A gana aajsi 9-1-4

Zbeaal shall JBles Gl dli s Ja (g) &yl Alally aealys 4850 Allall & sial)
Gl s dl el U elaall o) Al 3gd il cui 3 Laags Y o) el

Lf'l-‘n ULL‘)“ U C'_u.u.\S\ ‘;'m ;Lu.\l\ L %110 M.uuj\ C'_ud.ﬁ 28 L;.iﬂ\ uUa‘).w UAJAS

Sl el Bl il ddlaial) bl (lp< 0.001 xie s e iglas)

sae I gagi sl il Gl s o 3 Giapall il sl SaxidU dpen) Lt
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by oS alall blaly bl (Blaal Lyl asell 455Ul Gliadl lgie Jalse
Oo GBladl sl slie o laall 0 Ladie dielias Calaal ) i) Gl ALY
Shwartz) gl dalal oyl JAhy s el ¥ a0 eladll e IV dasal
Ay ela (pall Bl gl eaal (DU e lual) o)) Wiy 305 g (200860555315
OShiay Y DU s Ll o) s el @il Glaje (e clladl sladll W %11.0
Gy Cua s s @b Oldaye IS el ) %39.0 Al Cela gl Dle sl
Olayn LLaY) <Y (e %30-10 4es o)( 2008¢Lakhani s Reis—Fitho)
IS Ay gl b Wy . papal) i (e el shall ()6 Letie g) Ay (55 (551
sladll o ) (1993¢y554)s Colditz) &= 5 ( 1997 os5als Scheuner ) cw
& 19-5 cialy (ampall Sy gy JLile 5 ge @l gl glajes (e Glladll
@3 oy < A gl (2002 ggoalsTereschenko ) duhy b8 cpd cps

11,0 cualy ) L) A (pa G Aaaill 038 o) D5 % 10-3 ey 5 sl

Ay gl Aad) s g 21l) Gy (agey cililaal) 5 ladll e gana ayigi (9-4) Jsia

Genetics( PATIENTS) N %
No 39 39.0%
Yes 11 11.0%
Chi-square 15.23
Sig. <0.001***

A yall S92l T3, T4, TSH a8l saall cligad (i@ 10-1-4
4)lea Lﬁl‘n oy (ape Glblad) Ll de gana &P (10—4) Jsandl
A ol 38 5330 T3 (papen Ty Adiall 508)) Glisesd s Byl e sane pe

feganal danill Wl (2.57% 0.75) il glaje (e bl sl ¢papel) 13
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Aflas) AND (03 gsine B 2smy il iy 3(1.7940.70) L) cials 5yl
lbaall ¢ luill de sanal dowll ul€a T4 (50l Gl Ll .P< 0.001 xie laa e
ciald sl desene W ( 111.59% 31.90 ) @il gl gaye
P< xie las ddle dglas) AVa (63 Lsiea By cllia oIS 3 (78.19411.29) il
oo ayer Clbiladll oLl de genal dauill CldTSH  (sajed Gty L) 0.001
Coelils (3.40% 1.38) dral) cuals 5ylapd) de gendl dnaly Wl (1.474 1.17) (s
o P 0.001 Lllaial (g5ine vie Aglas) AV (63 laa e s5ine (38 29ns ilitl
e ) s (e cilliaall o ludll 48,00 502l Cilisess Ajlie casi Ladie il
sa TSH (sam 8 0aliasly T4 5 T3 Sgap e IS ) dsay 8ylasll Ac gana
Ahulyy il Gy Cua (20056 5 Al Saraiva)  duhy mi s dlaie el il
b palidily il Glayu (ayer Slbad) Ll T4 5 T3 Ssasp (e JS gl 29a
O3 palias) o) Gn duas Bl de gene pe Apladl Cad Lexie TSH (5008 (555
Lahaal) CABEAY) ) agad Cauil) 038 8 DAY o) ilajd) )l sai 33ey TSH
oo beSe i Al Gl Qlajus aasll dilday Glaje Liagly (28 (Gl je CiY 22l

(20075415 Gulaboglum ) (2005¢5 4l Burns ) (Slasll alaall & agll Jslss

83l A sam Sl Alaill 8 agl) pals o) (19766 gsa)s Stade) s

sl (A Bl G (8 Ganadl Gl sl Gllajus 8 Glajes ALYl (a
Slisa gm Lo aadl ) oY) b L GLaY) (ajp e I 30 AUl b kil
om Lo A A ol 1986¢ 5 ,als Giani) cw Gus s3) Glajy 48, saal)
o Al saall Aplelall WDAN  ASE Apaldll U ag sl daaly Gl 52a)
Laaal) GawY) o)y Jladll Jaill plie dpalad sl 385 Guh e dndill il LA
el 4 Bale pSy Bagage 8 Al TSH sy e e ggias Al
Uans e aag il 5ol sl o Gabil & L (19945 alDavies ).yl
Cilide e s o Aime il sale bl ol iy s lacall a3l Ciljinal

335 pall CUiaall imay e Jeliil 2 o) (Saal) (g Liadly i yal) 3aall 3aliall SLuaY)
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Al saally gl sl clblal & e Wggadl A 058 (S g8l W e

-(1991<Maenhaute sDumont ).

Ayl 550 lisad s Aal) i gena 22355 (10-4) Jsaa

Std.
Std.
hormones Groups N Mean Error T Sig.
Deviation
Mean
Patients 50.00 2.57 0.75 0.11
T3 4.14 | <0.001***

Control 50.00 1.97 0.70 0.10

Patients 50.00 | 111.59 31.90 4.51
T4 -6.97 | <0.001***
Control 50.00 | 78.19 11.29 1.60

TSH Patients 50.00 1.47 1.17 0.17 750 | <0.001%%*
Control 50.00 3.40 1.38 0.20

Creatnine il Slly Urea «Ljysidls GlucosejsSsial  doas (wld 11-1-4
Luhall (e ganal
G Olays (ares lbilad) oLl de sena G b 4lae (11-4) Jsaall Gy
G e aye lbad) oLl degandd Sl Fans cialy 3 5ylad) de gena
il cuay 3 (6.1641.93) ) caalid 3ylasll de ganal Zanaly W (11.66+4.63)
@8 2sass @l Glaju aye Glbadl Ll de genal HSlall s5ine & g )l 25ay
Sy ayes libad) oLl ¢ L p< 0.001 xie las dulle dilanl A3 (53 (g5ine
Daya Slhladl oLl de geadd Gl il Lol Gasly L 3ylandl e senas (550
S G (3.9140.60) cily 38 5yl Aesene W (9.40+10.91) s oy
Galy 288 il KU daally WLp< 0.01 xe dle ddlaaa) AVS 53 (goiaa (38 lla
Sl e ganas (55.13428.57) il oy (iapes lbeaal o ludll de genal 4o

ve dglas) AN ) geme (3 ia aag Cua (44.91415.57) lowws <l
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o3¢l (53 U s (mper libiad) oLl degendd 3oSlal) A asalsll of . p=0.02
Lails (2008 ¢ (ys0als GOOdWin)  Jd (e cappal A0 duhall =35 e (38155 Al
sl e A58 el agas caluball A5 g 3 (20085558l Law ) Al gt
el and Gy asl daagill ) (g5 il o3a Loyl sai Jalse 5 g b
Ciyan sy 513l Jaal dlead DLl o) Ja) (e g3 GUaye Gaper lilad)
Anisimov) (e JS o can .(2000Josefson). el sVl (g5l
O (2009¢ 53l Jiralerspong) 5 ( 2006¢554)s Zakihani) 5 (20105415
JIay Lagly oyl alias (g8 halis aly bl #3le o (g)Sull aliaall (d)giall lae
sladll st e sy (pd)sasially Slall a8 e oWl (ajd Gusgy jhall (e
ki) ) g5 daipall HSIN s () L JlesSH 3l sl GUaje mper ililadl)
Alall oday Jlaill o Aalall i g A5n€Y) il Zoslial) Ayl yudl LAY & Lt
Oapual) yshaiy HSslall g linl G Lo ADLl W b Al Lsgbl Adaiy) sl i

-(2004. Garber)

sle Duaill W gam HSslall Bl () (1996¢5315 Dandona) ¢ Ll

sl (maall Juany 3 Calill st Ally syall Hsdall z il DA e Slayudl il
ol Ol sl Gameall FOla) Alee B ASHLEe sS l) @lai) Gl Ly,
el Aail e A8l sl DUl ae ) i aall Aygall ALl i)
Closlra lighany adll ¢S Cliagad ehal o) o) calsall (s (al ddee oL Jag Al
Sl gy SN Cwillay and o calad) liuhy of 13 2y S il e daga
Ay il pe A5 Cpla Aagill a3y anadl cxphll Jaxdl Gaa 815 Lysall (g5
Dbl b Lules €I ey Cia Gl Sl Jaead Ay WI(2015¢5405 Devi)
ol e i) o) Liahy (3 asal 1 g i) <5t cuy sl e SN il
G b ) s ) Sl 20 8 clEaY) ) Gl aseyy xadal)

il 8 (20150530 Devi) Leiw WS oaml <)
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AL il Cpdise Guua Auhal) o saxa aisi (11-4) Joa

Std.
Std.
parameters Groups N Mean Error t Sig.
Deviation
Mean

Patients 50.00 | 11.66 4.63 0.66
GLUCOSE 7.73 | <0.0071***
Control 50.00 | 6.16 1.93 0.27

Patients 50.00 [ 9.40 10.91 1.54
UREA 3.51 0.01**
Control 50.00 [ 3.91 0.60 0.09

Patients 50.00 | 55.13 | 28.57 4.04
CREATNINE 2.22 0.02*
Control 50.00 | 44.91 15.57| 2.20

P <0.001 xc lan Jle (gsina Ga***
p <0.05 xec S 3* P <0.01 xe Sle gyina §AE**

Al Ale  ggalle Cholestrol  Jgiwadssll  dawd  wl@  12-1-4
<LowDensityLipo protein 48t dihly ol (HighDensityLipo protein
) (i sanal TrriglyceridedE ¢ sl

Olay payes Slibiadl o luall de panal Jg il QU A o) (12-4) Jsaad) Cp

Ciy (5.3541.82) il s 3ylandl A genal daily Wl (4.2941.11) iy 5
G e paall Al L p< 0.01 i diloas) A2 (53 ggine (3 sy il
Wl (£.36 £0.51) s GUaj Giayer ilibaa) oluall de ganal 2l il s3(HDL)
dglan) AN (53 gsine (3 dpng bl iy (7.3620.84 )ciali syland) de gena
Ll Acsanal Apall cald(LDL) GESH Zkls opaall dadly W p=0.95 xc
G caaly 288 3yhad) A sanal Aanill Wl (2.63 £ 0.95) s (s (apar cililadll

L p=0.009 sic Zilanl A3 53 ssine & a5 os) (3 741.025) Ldsal Ina
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Olayes (e lbadll bl desans 3 L cald(TRI) LDEN Geaall dually
abil) cug (1.8341.01) cualy 38 5yhpul) de senel 4pilly L) (1.5040.75) (s
e Slbadll oLl de sane G Lo ADGN (saall Llasl AN (3 38 &Y 25a5 ¥
L) e gsaall (i i) dal &) .p>0.05 die 5yl de sanse 5 i) Uy
Sua o) 3 Ayl Adulal) ol Gliseped Al sy abil e WP Jls Cuas
Clsise & Gl Al bl g i) Aady Al yull AhV) Uil G L gl
G s L (1995¢ g5 Als Lane ). sleall ol WPl 8 geaally duiaall cilagiy )
Glibad) ¢ bl de sanad J il KU ssisal g i) ) aas Y 4 (12-4) Joaall il
bl sadl gaca g i Sl A 2 lig Sl deganse pe gl Qo (ase
& Lads (1999¢5415 Riley) e ela Al il s Gilgs 8l 2oy anall
At o) axily A on 3N (2015 ¢ goalDevi ) duhy S ae G8E Ll
Ll aplall Jaall o laeliyy gl gl (aye 3 80 ) L ad Js il I
desane O Lo gsina (338 Y 2sas Y (12-4) Joaad) (e A0S ddle (jeaall dually
ol dallae Aol oda b pylasd) Ao sane pe o) Gl (yey libadll ¢ Ll
elll de genal ALK Adle (peaal) Aual gl dsay Lo o ) (2010,Shlipak)
& FWH aemg A agad 3al3l eda yhaid) Ao gena g e di) Glaje e Gilladll
el BB dlle gaaall s A o Sa Liadly (s s ills Cpng ) igais

(19925 ,5ls Shyamala) sl (jla s (o pen clilaal) oLl 4l azads (52
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Std.
Std.
Parameters | Groups N Mean Error T Sig.
Deviation
Mean
Patients 50.00 4.29 1.11 0.16
CHOLESTROL -3.35 | 0.01**
Control 50.00 5.35 1.82 0.26
Patients 50.00 1.36 0.51 0.07 NS
HDL 0.05 0.95
Control 50.00 1.36 0.84 0.12
Patients 50.00 2.63 0.95 0.13
LDL -2.65 | 0.009**
Control 50.00 3.15 1.02 0.14
Patients 50.00 1.50 0.75 0.11
TRI -1.83 | 0.06"°
Control 50.00 1.83 1.01 0.14

P<0.01 xc Je gyina Gp**
P>0.05 xe Grma (38 Y N.S
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Std.
Std.
Groups N Mean Error T Sig.
Deviation
Mean
Patients | 50.00 8.15 4.39 0.62 NS
WBC -1.18 0.23
Control 50.00 9.01 2.72 0.39
Patients [ 50.00 5.34 1.49 0.21
RBC 2.02 0.02*
Control 50.00 4.79 0.84 0.12
Patients [ 50.00 11.69 2.10 0.30 -
HB 1.26 0.21
Control 50.00 11.19 1.83 0.26
Patients [ 50.00 313.14 76.93 10.88 -
PLT -0.55 0.55
Control 50.00 320.12 45.25 6.40
HoT Patients | 50.00 41.02 7.89 1.12 0.88 0.37N°
control 50.00 39.21 10.91 2.31 0.88 0.37NS

P>0.05 sic (gsine (i 2n Y N.S
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Dr

Order No.

10013877

Almusaib_160926

The mass of each oligonucleotide, indicated by the MALDI-TOF
mass spectrum, may differ from the theoretical value by 0.2~0.6%

noor Exon 2 F

g 558

GAA GTT GTC ATT TTA TAA ACC TTT

MALDI-TOF QC

Optical Density 3.0 OD Purification BIO-RP 7344.0
Total nmole 12.9 nmole Modification )
)
Scale 0.025 umoles GC content 25.0 % ]
5
Length 24mer Molecular Weight 7331.7 g/mole &
Tm 51.3 € Volume for 128.8 ul
100 pmoles/ul S0 e06a 7a00 #o00  3000 10600
Mass/Charge
TET CIT TTC TTE: CCT"AGT ATG T
MALDI-TOF QC
Optical Density 3.0 OD Purification BIO-RP 6642.0
Total nmole 15.5 nmole Modification )
5
Scale 0.025 umoles GC content 36.4 % @
5
Length 22mer Molecular Weight 6648.2 g/mole i
Tm 58%2 € Volume for 15477 ful
100 pmoles/ul BT T T T T
Mass/Charge
T MALDI-TOF QC
Optical Density 3.0 OD Purification BIO-RP 6412.0
Total nmole 14.4 nmole ., Modification z
. z
Scale 0.025 umoles GC content 42.9 % ]
. M
Length 21lmer Molecular Weight 6414.1 g/mole A
Tm 55.4 C Volume for 143.7 ul.. v
100 pmoles/ul Al o6 oo cooo 7oss moss 9000
. 3 Mass/Charge

s-multiplex 7|52 42 cycling®] TH5 0 2| S
G e

Exicycler™96 (verd)

© &2 UUE9 HYE (Ctvariation € 0.3 cycle)
© B2 ramp rate® ABJA|2 T (Max. 50/sec)
© Reference dye?} HREI0| 5-multiplex PCR 7ts
© 9log 0|49] &2 dynamic range

AccuOligo® is manufactured in clean-room under strict 1SO 9001 to confirm DNase/RNase and DNA free environment

1/36
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Bioneer Iigo Synthesis Report

Dr Almusaib_160926
The mass of each oligonucleotide, indicated by the MALDI-TOF
Order No.:10013877 mass spectrum, may differ from the theoretical value by 0.2~0.6%
noor Exon 20 (E
ATA TGA CGT GTC TGC TCC AC DT EOF 08
Optical Density 2.0 OD Purification BIO-RP 6064.0
Total nmole 10.7 nmole Modification s
>
Scale 0.025 umoles GC content 50.0 % Kl
Length 20mer Molecular Weight 6067.9 g/mole i
Tm 5645 '€ Volume for 307.3 ail
100 pmoles/ul T T R T T R T
Mass/Charge
GGG AAT CCA AAT TAC ACA GC MATDTi08 06
Optical Density 2.0 OD Purification BIO-RP 6118.0
Total nmole 9.9 nmole Modification s
Scale 0.025 umoles GC content 45.0 % é
Length 20mer Molecular Weight 6118.9 g/mole £
Tm B3.7 € Volume for 98.8 ul
100 pmoles/ul F T T T T R T T T T
Mass/Charge
noor Exon 11 F
CCA AGG TGT ATG AAG TAT GT VALBEI0R ot
Optical Density 2.0 OD Purification BIO-RP 6200.0
Total nmole 9.8 nmole Modification s
>
Scale 0.025 umoles GC content 40.0 % ]
Length 20mexr Molecular Weight 6195.9 g/mole £
Tm 51:»3: € Volume for 97.8 ul
100 pmoles/ul P R T T R T S T T
Mass/Charge

s-multiplex 752t H}2 cycling®] 7p50F £ Q}%QI‘Real-‘ ‘

Exicycler™ 96 (ver.4)

© &2 0I2=0} AT (Ctvariation € 0.3 cycle)
© W2 ramp rate2 A HAIZH ¢ (Max. 5C/sec)
© Reference dye7t R10{ 5-multiplex PCR 7Hs:
© 9log 0|42 &2 dynamic range

AccuOligo®is manufactured in clean-room under strict 1SO 9001 to confirm DNase/RNase and DNA free environment
3/36
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Bioneer Oligo Synthesis Report

Dr. Almusaib_160926

) The mass of each oligonucleotide, indicated by the MALDI-TOF
Order No.:10013877 mass spectrum, may differ from the theoretical value by 0.2~0.6%

noor Exon i1l R ~_

GAT CAG CAT TCA GAT CTA CC

MALDI-TOF QC

Optical Density 2.0 OD Purification BIO-RP 6065.0
Total nmole 10.3 nmole Modification s
Scale 0.025 umoles GC content 45.0 % g
Length 20mer Molecular Weight 6060.9 g/mole E
Tm 52.0. ¢ Volume for 103.1 ul
100 pmoles/ul Tobe s G maos  weoe 3900

Mass/Charge

noor Exons10

CTC ATT TGT ATC TGA AGT GG
MALDI-TOF QC

Optical Density 2.0 OD Purification BIO-RP 6132.0
Total nmole 10.5 nmole Modification s
Scale 0.025 umoles GC content 40.0 % “E-
Length 20mer Molecular Weight 6137.9 g/mole g
Tm 50.3 € Volume for 104.8 ul
100 pmoles/ul E T T T R T R TT T

Mass/Charge

GAG AGA TGA AGA GCA GCA TC S DTIOF OO

Optical Density 2.0 OD Purification BIO-RP 6234.0
Total nmole 9.4 nmole Modification z
Scale 0.025 umoles GC content 50.0 % g
Length 20mer Molecular Weight 6224.0 g/mole 2
Tm 54.8 C Volume for 94.2 ul
100 pmoles/ul T T ]

Mass/Charge

5-multiplex 7|53} 2 cycling®] 7Hs 9k 2|31 4159 Réal

Exicycler™ 96 (ver.4)

© =2 QAT ASHE (Ct variation € 0.3 cycle)
© W2 ramp rate® ABA|ZE 5 (Max. 5C/sec)
© Reference dye7t BR10{ 5-multiplex PCR 7ts:
© 9log 0|42] 42 dynamic range

AccuOligo®is manufactured in clean-room under strict 1SO 90071 to confirm DNase/RNase and DNA free environment
4/36
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Bioneer Oligo Synthesis Report

Dr Almusaib_160926
) The mass of each oligonucleotide, indicated by the MALDI-TOF
Order No.:10013877 mass spectrum, may differ from the theoretical value by 0.2~0.6%

noor Exon4{ 10 F

CTG TTT GCT CAC AGA AGG AG MALDT-TOR G0
Optical Density 2.0 OD Purification BIO-RP 6159.0
Total nmole 10.3 nmole Modification s
Scale 0.025 umoles GC content 50.0 % é
Length 20mer Molecular Weight 6156.9 g/mole B
Tm 55.4 C Volume for 10330l

100 pmoles/ul oo mes  Get  mes  ess a0
Mass/Charge

noor Exonl A\

GAT TCA GGT ACC TCT GTC MALDI-TOF QC
Optical Density 2.0 OD Purification BIO-RP 5469.0
Total nmole 12.0 nmole Modification )

>
Scale 0.025 umoles GC content 50.0 % El
Length 18mer Molecular Weight 5465.5 g/mole g
Tm 50.0 C Volume for 11925 iul
100 pmoles/ul Ty T000 T w050
Mass/Charge

noor Exon 11 F

AGT GAA TGT GAT TGA TGG TAC MALDI-TOF QC
Optical Density 3.0 OD Purification BIO-RP 6545.0
Total nmole 13.9 nmole Modification s
Scale 0.025 umoles GC content 38.1 % §
Length 21lmer Molecular Weight 6540.1 g/mole g
Tm 52.7 C Volume for 138.9 ul

100 pmoles/ul B T T B T T T TR T
Mass/Chaxge

5-multiplex 2}'53} #H2 cycling®] 7p58k 2131 415.9] Re

Exicycler™ 96 (ver.4)

© £ QIZHzo} At (Ct variation € 0.3 cycle)
© WE ramp rate® AI#AIZH £h (Max. 5C/sec)
© Reference dye?t HR10] 5-multiplex PCR 7ts:
© 9log 0|42| &2 dynamic range

AccuOligo® is manufactured in clean-room under strict ISO 9001 to confirm DNase/RNase and DNA free environment
5/36
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The mass of each oligonucleotide, indicated by the MALDI-TOF
Order No.:10013877 mass spectrum, may differ from the theoretical value by 0.2~0.6%

noor Exon 11 R \

CAT GCT GCA GCC AAG ACC TCT
MALDI-TOF QC

Optical Density 3.0 OD Purification BIO-RP 6345.0
Total nmole 15.7 nmole Modification s
Scale 0.025 umoles GC content 57.1 % E
Length 21lmer Molecular Weight 6351.0 g/mole E
Tm 62.0 C Volume for 1570 ulk
100 pmoles/ul O R T T T T T TTT

Mass/Charge

noor Exon.:

AAG ATG TAT GTG CTT TAA ATG SR

Optical Density 3.0 OD Purification BIO-RP 6502.0
Total nmole 14.0 nmole Modification )
Scale 0.025 umoles GC content 28.6 % g-
Length 21lmer Molecular Weight 6499.1 g/mole g
Tm 49,21 'C Volume for 139.8 ul
100 pmoles/ul B N T R T R T

Mass/Charge

noor Ex 14 (R

CTC CTC TGC AAG AAC ATA AAC

MALDI-TOF QC

Optical Density 3.0 OD Purification BIO-RP 6339.0
Total nmole 14.9 nmole Modification z
Scale 0.025 umoles GC content 42.9 % g
Length 21lmer Molecular Weight 6343.1 g/mole ,‘,2
Tm 536 i€ Volume for 148.5 ul
100 pmoles/ul @ Eebe eee  7eos  seos 309

Mass/Charge

5-multiplex 71553} 12 cyclingd] 7159t 3 4J%9] Real-Time P

Exicycler™ 96 (ver.4)

] © &2 0I1Z=9} 2T (Ctvariation < 0.3 cycle)

j © B2 ramp rate2 ABA|ZH £H (Max. 5T/sec)

3 © Reference dye?t WL 8{0f 5-multiplex PCR 7ts
‘ © 9log 0|42 &2 dynamic range

AccuOligo®is manufactured in clean-room under strict ISO 9001 to confirm DNase/RNase and DNA free environment
6/36
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gSYNC™ DNA Extraction Kit Quick Protocol

For research use only
Catalogue Number
GS004, GS100, GS300

Instruction Manual Download

When using this product for the first time, or if you are unfamiliar with the procedure, please scan the
QR code and download the complete instruction manual.

Lol e ol -'
IMPORTANT BEFORE USE! Instruction Manual Download

1. Add absolute ethanol (see the bottle label for volume) to Wash Buffer then mix by shaking for a few seconds. Check the box
on the bottle. Be sure and close the bottle tightly after each use to avoid ethanol evaporation.

2. Add ddH,0 pH7.0-8.5 (see the bottle label for volume) to Proteinase K then vortex to ensure it is completely dissolved. Check
the box on the bottle. Once it is dissolved completely, centrifuge for a few seconds to spin down the mixture. For extended
perlods, the ddH,O and Proteinase K mixture should be stored at 4°C. Use only fresh ddH,O as ambient CO, can quickly cause
acidification.

3. Prepare Phosphate Buffered Saline (PBS, pH7.2) for blood, serum, plasma, cultured cells and FFPE tissue samples.
4. Prepare Xylene for FFPE tissue samples.

5. Yield and quality of DNA will be higher when fresh samples or samples which have been flash frozen and stored at -20°C or
-70°C are used. DNA in FFPE or tissue which has been repeatedly frozen and thawed may be degraded.

6. Optionally prepare RNase A (50 mg/ml) for RNA-free DNA when performing sensitive downstream reactions. However,
residual RNA will not affect PCR.

Tissue, FFPE, Insect and Sperm Protocol Procedure

1A. Tissue Sample Dissociation

Transfer up to 25 mg of fresh animal tissue (0.5 cm mouse tail x 2 or 0.5 cm rat tail x 1) to a 1.5 ml
microcentrifuge tube. If the tissue has a higher number of cells (e.g. spleen or liver), reduce the starting material
to 10 mg. Add 200 pl of GST Buffer and 20 pi of Proteinase K then vortex thoroughly. Incubate at 60°C
overnight or until the sample lysate becomes clear. During incubation, transfer the required volume of Elution
Buffer (200 pl/sample) to a 1.5 ml microcentrifuge tube and heat to 60°C (for Step 5 DNA Elution).

1B. FFPE Sample Preparation

Cut up to 25 mg sections of FFPE and transfer to a 1.5 ml microcentrifuge tube. Using a sterile blade
is recommended. Add 1 ml of xylene then mix by shaking vigorously. Incubate at room temperature for
approximately 10 minutes (shake occasionally during incubation). Centrifuge at 14-16,000 x g for 3 minutes
then remove the supernatant. Add 1 ml of absolute ethanol to wash the sample pellet and mix by inverting.
Centrifuge at 14-16,000 x g for 3 minutes then remove the supernatant. Open the tube and incubate at 37°C
for 15 minutes to evaporate ethanol residue. Add 200 pl of GST Buffer and 20 pl of Proteinase K then vortex
thoroughly. Incubate at 60°C overnight or until the sample lysate becomes clear. During incubation, transfer the
required volume of Elution Buffer (200 ul/sample) to a 1.5 ml microcentrifuge tube and heat to 60°C (for Step
5 DNA Elution).

1C. Insect Sample Preparation

Transfer up to 50 mg of insect tissue to a mortar. Add liquid nitrogen to the mortar and grind the tissue thoroughly
using a pestle. Refill the mortar occasionally with liquid nitrogen to keep the sample frozen. Transfer the tissue
powder to a 1.5 ml microcentrifuge tube. Add 200 ul of GST Buffer and 20 ul of Proteinase K then vortex
thoroughly. Incubate at 60°C for 1-3 hours or until the sample lysate becomes clear. During incubation, invert the
tube occasionally and transfer the required volume of Elution Buffer (200 pl/sample) to a 1.5 ml microcentrifuge
tube and heat to 60°C (for Step 5 DNA Elution).

1D. Sperm Sample Preparation

Add RNase-free water to DTT powder (see the bottle label for volume) then vortex to dissolve. Spin down
the solution. The solution should be stored at -20°C. Transfer 900 ul of Sperm Lysis Buffer into a 1.5 ml
microcentrifuge tube. Add 80 pl of DTT solution and 20 pl of Proteinase K immediately before use. Mix well by
vortex.

NOTE: Sperm Lysis Buffer and DTT can be purchased directly from Geneaid.

Add 100 pl of sperm and 100 pl of fresh prepared Sperm Lysis Buffer (containing DTT and proteinase K) into a
new 1.5 ml microcentrifuge tube, mix by vortex then incubate at 60°C for 1 hour to dissolve the sample. During
incubation, invert the tube occasionally and transfer the required volume of Elution Buffer (200 pl/sample) to a
1.5 ml microcentrifuge tube and heat to 60°C (for Step 5 DNA Elution).
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2. Cell Lysis Geneaid

If insoluble material remains following incubation, centrifuge for 2 minutes at 14-16,000 x g then carefully transfer
the supernatant to a new 1.5 ml microcentrifuge tube. Add 200 pl of GSB Buffer and shake vigorously for 10
seconds.

NOTE: It is essential that the sample and GSB Buffer are mixed thoroughly to yield a homogeneous solution.
Optional RNA Removal Step

For RNA-free gDNA, following GSB Buffer addition, add 5 pl of RNase A (50 mg/ml) and mix by shaking vigorously. Incubate at
room temperature for 5 minutes to ensure efficient RNA degradation.

3. DNA Binding

Add 200 ul of absolute ethanol to the sample lysate and mix IMMEDIATELY by shaking vigorously for 10
seconds. If precipitate appears, break it up as much as possible with a pipette. Place a GS Column in a 2 ml
Collection Tube. Transfer all of the mixture (including any insoluble precipitate) to the GS Column. Centrifuge
at 14-16,000 x g for 1 minute. Following centrifugation, if the mixture did not flow through the GS Column
membrane, increase the centrifuge time until it passes completely. Discard the 2 ml Collection Tube containing
the flow-through then transfer the GS Column to a new 2 ml Collection Tube.

NOTE: It is important that the lysate and ethanol are mixed thoroughly to yield a homogeneous solution.

4. Wash

Add 400 pl of W1 Buffer to the GS Column. Centrifuge at 14-16,000 x g for 30 seconds then discard the
flow-through. Place the GS Column back in the 2 ml Collection Tube. Add 600 pl of Wash Buffer (make sure
absolute ethanol was added) to the GS Column. Centrifuge at 14-16,000 x g for 30 seconds then discard the
flow-through. Place the GS Column back in the 2 ml Collection Tube. Centrifuge again for 3 minutes at 14-16,000
x g to dry the column matrix.

5. DNA Elution

Transfer the dried GS Column to a clean 1.5 ml microcentrifuge tube. Add 100 pl of pre-heated Elution Buffer,
TE Bufferor water into the CENTER of the column matrix. Let stand for at least 3 minutes to allow Elution Buffer,
TE Buffer or water to be completely absorbed. Centrifuge at 14-16,000 x g for 30 seconds to elute purified DNA.

Hair Protocol Procedure

1. Cell Lysis

Cut off a 0.5-1 cm piece from at least 10 hair bulbs, including follicle cells and transfer to a 1.5 mi
microcentrifuge tube. Add 200 pl of GST Buffer and 20 pl of Proteinase K (making sure the hair is completely
submerged) and mix by shaking. Incubate at 60°C for 30 minutes to lyse the sample. During incubation, shake the
tube every 5 minutes and transfer the required volume of Elution Buffer (200 pl/sample) to a 1.5 ml microcentrifuge
tube and heat to 60°C (for Step 4 DNA Elution). Add 200 pl of GSB Buffer and mix vigorously. Incubate at 60°C
for 20 minutes. During incubation, shake the tube every 5 minutes.

Optional RNA Removal Step

For RNA-free gDNA, following GSB Buffer addition and 60°C incubation, add 5 pl of RNase A (50 mg/ml) and mix by shaking
vigorously. Incubate at room temperature for 5 minutes to ensure efficient RNA degradation.

Following incubation, centrifuge for 5 minutes at 3,000 x g then transfer the supernatant to a new 1.5 ml
microcentrifuge tube.

2. DNA Binding
Add-200 pl of absolute ethanol to the sample lysate and mix IMMEDIATELY by shaking vigorously for 10 |
seconds. If precipitate appears, break it up as much as possible with a pipette. Place a GS Columnina2 ml |
Collection Tube. Transfer all of the mixture (including any insoluble precipitate) to the GS Column. Centrifuge
at 14-16,000 x g for 1 minute. Following centrifugation, if the mixture did not flow through the GS Column
membrane, increase the centrifuge time until it passes completely. Discard the 2 ml Collection Tube containing
the flow-through then transfer the GS Column to a new 2 ml Collection Tube.

NOTE: It is important that the lysate and ethanol are mixed thoroughly to yield a homogeneous solution.
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Kit Components Geneaid
Component GS004 GS100 GS300
GST Buffer 3ml 30 ml 75 ml
GSB Buffer 4 ml 40 ml 75 ml
W1 Buffer 2ml 45 ml 130 ml
Wash Buffer’ 1ml 25 ml 50 ml
(Add Ethanol) (4 ml) (100 ml) (200 ml)
Proteinase K’ 1 mg 11 mg x 2 65 mg
(Add ddH,0) (0.10 ml) (1.10 ml) (6.50 ml)
Elution Buffer 1ml 30 ml 75 ml
GS Columns 4 100 300
2 ml Collection Tubes 8 200 600

1. Add absolute ethanol (see the bottle label for volume) to Wash Buffer then mix by shaking for a few seconds. Check the box
on the bottle. Be sure and close the bottle tightly after each use to avoid ethanol evaporation. |

2. Add ddH,O pH7.0-8.5 (see the bottle label for volume) to Proteinase K then vortex to ensure Proteinase K is completely
dissolved. Check the box on the bottle. Once it is dissolved completely, centrifuge for a few seconds to spin down the mixture.
For extended periods, the ddH,O and Proteinase K mixture should be stored at 4°C. Use only fresh ddH,0 as ambient CO, can
quickly cause acidification.

The gSYNC™ DNA Extraction Kit Functional Test Data

Figure 1. Genomic DNA from 50, 100 and 200 pl whole blood samples was extracted using the
gSYNC™ DNA Extraction Kit. 10 pl from 100 pl eluates of purified genomic DNA was analyzed by
electrophoresis on a 0.8% agarose gel.

1-3 = 50 pl whole blood sample

4-6 = 100 pl whole blood sample

7-9 = 200 pl whole blood sample

M = Geneaid 1 Kb DNA Ladder

Volume Yield 260/280

| Sopl | 1.54ug 185
100 pl 2.70 ug 1.87
200 pl 5.56 ug 1.90

M123456 789

Troubleshooting
Improper sample homogenization.

Yield and quality of DNA will be higher when fresh samples or samples which have been flash frozen and stored at -20°C or -70°C
are used. DNAin FFPE or tissue which has been repeatedly frozen and thawed may be degraded. Fresh blood is recommended.
However, frozen or blood treated with anticoagulants can also be used. Increased storage length decreases DNA yield. If using
nucleated blood (e.g. bird or fish) use up to 10 pl then adjust volume to 200 ul with PBS. Hair samples should completely
submerged in GST Buffer and Proteinase K.

Incomplete buffer preparation.

Add absolute ethanol (see the bottle label for volume) to Wash Buffer then mix by shaking for a few seconds. Check the box on
the bottle. Be sure and close the bottle tightly after each use to avoid ethanol evaporation. Add ddH,0 pH7.0-8.5 (see the bottle |
label for volume) to Proteinase K then vortex to ensure Proteinase K is completely dissolved. Check the box on the bottle. Once

it is dissolved completely, centrifuge for a few seconds to spin down the mixture. For extended periods, the ddH,O and
Proteinase K mixture should be stored at 4°C. Use only fresh ddH,O as ambient CO, can quickly cause acidification.

Incorrect DNA elution step.

Ensure that Elution Buffer, TE or water is added into the CENTER of the GS Column matrix and is completely absorbed. Use
pre-heated Elution Buffer, TE, or water (60~70°C). If using water for elution, ensure the water pH is between 7.0 and 8.5. ddH,0
should be fresh as ambient CO, can quickly cause acidification. Elute twice to increase the DNA recovery.

Residual ethanol contamination.

Following the Wash step, dry the GS Column with additional centrifugation at 14-16,000 x g for 5 minutes to ensure the GS
Column mebrane is completely dry.

Clogged column.

Use the recommended amount of starting material or separate into multiple tubes. Add additional Proteinase K and extend the
incubation time in the Lysis step. Following the Lysis step, centrifuge for 2 minutes at 14-16,000 x g to remove sample debris.
Transfer the supernatant to a new microcentrifuge tube and proceed with the DNA Binding step. If precipitate formed at the DNA

Binding step reduce the sample material. Following ethanol addition, break up any precipitate as much as possible prior to
loading GS Column.
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3. Wash Geneaid

Add 400 pl of W1 Buffer to the GS Column. Centrifuge at 14-16,000 x g for 30 seconds then discard the
flow-through. Place the GS Column back in the 2 ml Collection Tube. Add 600 pl of Wash Buffer (make sure
absolute ethanol was added) to the GS Column. Centrifuge at 14-16,000 x g for 30 seconds then discard the
flow-through. Place the GS Column back in the 2 ml Collection Tube. Centrifuge again for 3 minutes at 14-16,000
x g to dry the column matrix.

4. Elution

Transfer the dried GS Column to a clean 1.5 ml microcentrifuge tube. Add 100 pl of pre-heated Elution Buffer,
TE Bufferor water into the CENTER of the column matrix. Let stand for at least 3 minutes to allow Elution Buffer,
TE Buffer or water to be completely absorbed. Centrifuge at 14-16,000 x g for 30 seconds to elute purified DNA.

Blood, Cultured Cell, Amniotic Fluid Protocol Procedure

1A. Blood Sample Preparation

Transfer up to 200 pl of whole blood, serum, plasma, buffy coat or body fluids to a 1.5 ml microcentrifuge
tube. Adjust the volume to 200 pl with PBS. Add 20 pl of Proteinase K then mix by pipetting. Incubate at 60°C
for 5 minutes.

1B. Cultured Cell Sample Preparation

Trypsinze adherent cells prior to harvesting. Transfer cells (up to 1 x 107) to a 1.5 ml microcentrifuge tube then
centrifuge for 5 minutes at 300 x g. Discard the supernatant then resuspend cells in 200 pl of PBS by pipette.
Add 20 pl of Proteinase K then mix by pipetting. Incubate at 60°C for 5 minutes.

1C. Amniotic Fluid Sample Preparation

Transfer up to 15 ml of amniotic fluid to a 15 ml centrifuge tube. Centrifuge for 3 minutes at 14-16,000 x g then
discard the supernatant. Add 200 pl of GST Buffer to resuspend the pellet and transfer the mixture to a 1.5 ml
microcentrifuge tube. Add 10 pl of Proteinase K and shake vigorously. Incubate at 60°C for 30 minutes. During
incubation, invert the tube every 5 minutes.

2. Cell Lysis

Add 200 il of GSB Buifer then mix by shakiny vigoiously. *or biood and ceii sampies, incubaie at'60°C for 5
minutes, inverting the tube every 2 minutes. For amniotic fluid samples, incubate at 60°C for at least 20 minutes,
inverting the tube every 5 minutes. During incubation, transfer required volume of Elution Buffer (200ul/sample)
to a 1.5 ml microcentrifuge tube and heat to 60°C (for Step 5 DNA Elution).

Optional RNA Removal Step

For RNA-free gDNA, following GSB Buffer addition and 60°C incubation, add 5 pl of RNase A (50 mg/ml) and mix by shaking
vigorously. Incubate at room temperature for 5 minutes to ensure efficient RNA degradation.

3. DNA Binding

Add 200 pl of absolute ethanol to the sample lysate and mix IMMEDIATELY by shaking vigorously for 10
seconds. If precipitate appears, break it up as much as possible with a pipette. Place a GS Column in a 2 ml
Collection Tube. Transfer all of the mixture (including any insoluble precipitate) to the GS Column. Centrifuge
at 14-16,000 x g for 1 minute. Following centrifugation, if the mixture did not flow through the GS Column
membrane, increase the centrifuge time until it passes completely. Discard the 2 ml Collection Tube containing
the flow-through then transfer the GS Column to a new 2 ml Collection Tube.

NOTE: It is important that the lysate and ethanol are mixed thoroughly to yield a homogeneous solution.

4. Wash

Add 400 pl of W1 Buffer to the GS Column. Centrifuge at 14-16,000 x g for 30 seconds then discard the
flow-through. Place the GS Column back in the 2 ml Collection Tube. Add 600 ul of Wash Buffer (make sure
absolute ethanol was added) to the GS Column. Centrifuge at 14-16,000 x g for 30 seconds then discard the
flow-through. Place the GS Column back in the 2 ml Collection Tube. Centrifuge again for 3 minutes at 14-16,000
x g to dry the column matrix.

5. Elution

Transfer the dried GS Column to a clean 1.5 ml microcentrifuge tube. Add 100 pl of pre-heated Elution Buffer,
TE Bufferor water into the CENTER of the column matrix. Let stand for at least 3 minutes to allow Elution Buffer,

TE Buffer or water to be completely absorbed. Centrifuge at 14-16,000 x g for 30 seconds to elute purified DNA.
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Abstract

This study aimed to measure some blood informant and chemical of biology and
marker, of Breast cancer disease in Diyala Governorate . The study include 100
specimens which divided to 50 women whom infected with breast cancer disease .
Their ages are ( 40-70) years , and 50 women Not infected with hereditary blood
diseases . Their ages ( 40-70) years Which was considered a control
group collected samples through period from September 2016 to May 2017 .

The studies result showed when making a comparative with ages of women whom
infected with breast cancer disease with a control group , There is no significant
difference of statistical significance at p>0,05 , But there is significant difference
with statistical significance at very high in p>0,001 . When the ages of women with
the disease were compared between them .

The genetic condition, the results showed no significant difference at a potential level
p>0,05 .When complete the comparative between a group of women whom infected
with breast cancer disease with a control group according to sub-
district of Diyala Governorate . But the results showed that Bagquba sub-
district More infections from where the rate of infection of disease . So there is
significant difference with statistical significance at very high in at
a possibility level p>001 , when compare between Diyala Sub-districts for women
group whom infected with breast cancer .

About Hormone of thyroid , the result showed there is High in Hormone T3, T4 as
fellow

nmol/L111.59 +31.90= T4 , nm1/L 2.75 = 0.75=T3 The rate of these hormones for
control group nmo1/L78.19 + 11.29=T4 , nmol/L 1.97+ 0.70= T3 . About Hormone
TSH the results shows that low in significant of this Hormone .

The rate of women whom infected with breast cancer uU/mL1.40£1.17 and for
control group 3.47+1.38 The result show for this study there are very high
Statistically significant in a possibility level p<0.001 .

For a kidney indicators and function the result of study shows there is simple high in
rate of glucose , Uric acid and Keratin , the rate of group of women are whom
infected with breast cancer disease continually.

Glucose= mmo1/L 11.66+4.63 Uric = mmol/L.1 +9.40+10.91 Keratin =
umol/L44.91+ 28..57
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The control group the rate of Glucose= mmol/L 6.16£1.93  Uric = mmol/L
3.91+0.60 Keratin = umo1/L55.13+ 28.57 . There is a high significant difference
with statistical significance in p>0.001 to level of Glucose and significant difference
in <0.01 Uric so significant difference in p=0.02.

For Lipidprofile indicators this study includes each of Cholesterol, high-density
lipids, low-density lipids and triglycerides , the rate of information for women whom
infected with breast cancer disease as fellow:

Cholesterol = mmol/L 4.29+1.11 high-density lipids = mmol/L 1.36+£0.51

low-density lipids = mmol/L 2.63£0.95 triplicate lipids = mmol/L 1.84+1.01 .
showed

their is low in Cholesterol in level p<0.01 , low-density lipids in likely level p=0.009
. Their is no significant difference foe each lipids high ,low and triplicate lipids .

For the blood's indicators there is no significant deference Statistically significant
when making comparative between the women whom infected with breast cancer
disease with a control group for each of Red blood cells, hemochlobin, platelets, and
capillaries , and rate of erythrocyte accretion in p>0.05 except erythrocyte . We find
that there is little high of this indicator for women whom infected with breast cancer
disease comparative with control group in possibility level p=0.02 as fellow:

Leukocyte = X10"9/L 8.15+4.39 Erythrocytes=  X10°9/L  5.34+1.49
hemochlobin=11.69+2.10g/dL , capillaries = X10"9/L 4313.1£76.93 . The rate of
accretion Erythrocytes = 41.02% £7.89 , but the rate account of the indicator of
control group as fellow :

Leukocytes = X1079/L9.01+2.72 Erythrocytes = X1079/L.4.79+0.84 hemochlobin=
g/dl 11.19+£1.83 , capillaries = X10"9/L 320.12+45.25 . The rate of accretion of
Erythrocytes = 39.21% +10.91 .

For molecular genetic study performance Chromosome DNA was isolated from the
blood of women whom infected with breast cancer disease and with the women
whom no effected with this disease as control group , using the extraction tools
Genomic DNA mini kit blood protocol . Using 10 Exxon to discover the mutation
drops , which include these Exxon the results (2.20.1103.5) gene
BRCAL and all (2.4.1.35) gene BRCA2 , the result shows that the more common
mutations in Diyala Governorate are from exxon 20,11 from gene BRCA1 and exxon
2.4 from gene BRCA2 . So we make Nucleotide sequence for gene BRCA for women
effected with disease with other perfect , we find that their are mutation drops from
type of delete in Gene BRCA for effected women with breast cancer disease .
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