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Aok HEryd
A Cholesterol Standard Solution Freezer -20°C 42
B Patient #1 Serum Sample Freezer -20°C ds=Ea
C Patient #2 Serum Sample Freezer -20°C 4=
D Patient #3 Serum Sample Freezer -20°C ds2
E Normal DNA Sample Refrigerator RSy
F FH Control Refrigerator AR
G Patient #1 DNA Sample Refrigerator YL
H Patient #2 DNA Sample Refrigerator Y2
| Patient #3 DNA Sample Refrigerator dEE 2
J DNA Standard Markers Refrigerator RS-ty
K Cholesterol Oxidase Enzyme Freezer -20°C dsL28
L Potassium iodide concentrate Refrigerator dYE
M Color enhancer, concentrate Refrigerator A2
N Color developer, concentrate Refrigerator Y=
Che A2 H20A 2t ct

e UltraSpec-Agarose™

» Electrophoresis Buffer (50X)

» SYBR® Safe Stain

»  Microcentrifuge tubes (1.5mL)

»  Microcentrifuge tubes (0.5mL)
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Figure 3: Cholesterol Assay

ez ol =g S 2HE2 DL —’._EIHE.”—I Ch &= HIEE =8¢ DL =

40

LDL +=&AH[of et RHA =Q#OIE ZHX[L OEH w2 LDL% §% o= MAY
FefLICE O] = Eolof Chsi oy HEH el eHAts

4> o op
mun

ot
Ot
-
10
N

Ir

H

|
jir)
I
M
re
rE
o 0
S o
=
el
ofn
A
tal
ot
=t

FHE= LDL +=&H0f| =4 ZtX| CHE SAHO|= Qs e &+ USHC B2 =9

°
rr
=

o

2 H HZ0|Ch M (Restriction Fragment Length Polymorphism, RFLP) 24 7|2
. Ol 7I&0ME DNATH £ Hotmaz2 Astzn, £7 DNA F90| =
2[CHOIX| (hybridized) ELIC RFLP= EBHE &2 WMt At 7hA Ztol|l siE
T4 OjEO[ BIO|2 YogL[Lh RFLP 240M= =2 E E =
35

DNA @ YO0| PCR(Polymerase Chain Reaction)2 Al

T 4> ot

o

o>

r

[

ry 052 Hu ofm rx

19 | &
l—o‘\'l‘uﬁ
= OF iy
o O qin

R
19
m
2l

*x O] Mol ME2 uU|HQ FH2 =W ALEE|00F 510 #2|= EDVOTEK, Inc. Off RASLIE,



PCR
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Figure 4: Polymerase Chain Reaction.
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« Denaturation: 2%t
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Figure 5:
PCR DNA banding patterns
obtained from normal, het-
erozygous and homozygous
patients.
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-20°Co| ES 2ESHA| ot 2| DiijE 4 ASLICE 22E7|0M M 22 Eo(FA)
o7tz 2 #Es BoEd F¥F AZAZUCE Of EE2 Eolet HHUM DNYHX = AS
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o
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1.0.5 ml FE 5740 "DNA mkr" (FE ))& HE7|St1 FE0| 45 ul 2] DNA EF OHHE E&LCH
2.05ml FE 5740 "neg"2 HZ|ZLICt 2t FEO| 452 F4 DNA ¥E (FE = Ut

3. 0.5 ml ®E 57H0f "pos"EZtEE EQLICEL Zt FEO| 45 pl 2 FH Control ME (RE P2

d&LCH (5 OA52 {d).
4. 2ZtZto| M| ZHAF DNA MZ2 2|8l "DNA1", "DNA2" & "DNA3"ZHHO] 22 05 ml §E 5744
ZH|gLICH ZF 520 45u1 o X} DNA MEZS E&ULCH (7 052 <IdH). DNA Standard

OtAHE 2rgE BdE2Z7IFE0 4500 % Li+0f FOF StLEA L & LT
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2E 12 98l M F Yo SR Al
« DNA OtA

- Control, +Control

« P1DNA
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« P3 DNA
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M

HAHE MotE A (Cholesterol oxidase), 2HAFE X (patient serum), S| AH|

dSULO0IM AL SiSAI LT

o

ﬂJH“

2. 05ml R 5 740 “std"2t2 ®7|E

7|80
=]
gLt 4 RE& & 180 SREEUCLL

3. 2tz "Serum1", "Serum2" % "Serum3"E EtHIE 05 ml FE CHA 7HMS &

FEO BtAt 28 ME 45 ESLHN 4 REE & 180 SFELCL

4. S AHE 248 XS FH[ELICL O 8X2 BEIF S/FELICH & Of 8A2
AHE 2T 30 2 O|LHOfl =H|SHM .
a. iSE SHAHE Mopmd FAFEK) 50 mlE RS 100 ml HZHO| E&LICE
b. @3} ZE(potassium iodide) EH(FEE L) 10 ml S FItetL|CE
c. Z&3H|(enhancer solution) 2L (HEE M) 10 ml & F7tgtL|Ct.
d. 72Xl (developer solution) EAX(FE N) 10 ml & F7+gL|CH
e. 384 20 ml & FItgtL Lt
f & =gtstn H|70| "Assay Solution"O|2f11 HEA|ZHL|CE
g 92 QL dF 00| ofF2 ZoilAM EEetL|Ct
5. 2EEEAE MESLCH Al welojLt MRS RES FH[ELCH
6. Z4 AEMA 1.5 ml fdE27| FEE 9744 L ELCL
BE IS Qo sl=0| ZHorop & A
- HHEZZ|IRE
» Assay solution
BE NS {d bl F YO| IFSt= Al
«  Ustd” SH|AHE AHCEDORA
o TRt 1,2, 3 €Y ME
* O] B2AMO| AL WXl 2Xo=zdt AFRE|0{0F 3t H2|= EDVOTEK, Inc. Of A&

LICE ZF /&2 OiCk 130 ul o S2AHE #F %A=

L|ct.



OE|: OI7I2AM HMI|IFSE

Distilled

water

uffer

Agarose

= S2r230

3 MO Bl4BLCt

2. Op7t2A 22 MHYZS 1X HEHZF E7l 250 mL S22tA30| Y& L CHTable A & X).

3. O7t2A 2SS EoliA|7]7] flol U2 RYLICE 12 S ™A AKX LHSHH 7t
ot ChS ZAAHEA E2tA3E HLUHAM ZE20 AELICH O7I2ATE 2bM5| o2 [7tK|
152 A0 2 71E 3 ASSLCHEAU2 St 20| SotEL|Ch.

4, BEtA3E [ShAM S50 @2 Z St HERl =, OF7I2AE 60°CHHK| HZFAIZL|CE,

5. Of7t2A7h HZte|= 0 M FJHARER 0|9 EEES 17 TO=Z 9tLL|Ch NAESH X
ol comb= 7|9 @&LCH

6. 602 Al OF7F2A0| M=l SYBR® Safe ¥2E2 Y1 ASL|CHTable A EX). =9
SYBR® SafeE OIZ7IZA A0 HItst7| Hoff BLEA] 2Q = MMHHA 3NS5 =X]
SHOISEN 2.

7. HZEl OI7I2A EHZ A JfAREZ 0|0 2O ZYL|CH 2835 20{X|= O 20204 &
QELCH B2 ZOESE O 21 =5YoRLCH

8. 1T 41 combe Z2|T UL welldf] &42 YU3|X| UEE E3| comb MAH Al FolgtL|Ct

TKk Individual 0.8% UltraSpec-Agarose™ Gel with SYBR® Safe Stain
ot touy | BFE0E03 + iter » hbot = Vo |G
7x7cm | 0.6mL  294mL 024g | 30mL | 30pL
10x7cem*| 09mL  441mL 036g | 45mL | 45pL
14x7cm | 1.2mL  588mL 048g | 60mL & 60pL
* O] EMQ| AtES mEXQl 2XM ozt AFRE|0{0F 3t HE|= EDVOTEK, Inc. Of 4&L|Ct



POUR
1X Diluted
Buffer.

9. 2HHS| Z71A gt
10. Table 3: Gel Loading®& X, 2t ME2 9| wellof O0|22 H[BOZ ~35 yL¥ 2 gL|Ct
1. 8HE 810 + - 52 & d4¥=X el
12. TASSEA0 HESHH deS AIRRLCHL (MY A[ZH2 Table C HX).
13. T7|EsS2 O = XM RO Bl E0[E LTt
TABLE 1: Gel Loading
Lane Sample
1 DNA standard markers (DNA mkr)
2 Normal Control DNA sample (Neg)
3 FH control (Pos)
4 Patient #1 DNA sample (DNA 1)
5 Patient #2 DNA sample (DNA 2)
6 Patient #3 DNA sample (DNA 3)
Table T Time and Voltage Guidelines
B 1x Electrophoresis Buffer (Chamber Buffer) C (0.8% Agarose Gel)
" Electrophoresis AModel
£DVOTEK Total Volume o co..?'m'"f;;, i EDGE™ M12 & M36
Model # Required Buffer Water
Volts Min/Max (minutes) Min/Max (minutes)
EDGE™ 150 mL 3mL 147 mL
150 10/20 20/35
M12 400 mL 8 mL 392 mL 125 N/A 30/45
M36 1000 mL 20 mL 980 mL 100 15/25 40/60

* O] 2M2 AFE2 18X Ql
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15.

16.
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BEI|: S 2 HEQ S 2HE oMol
1. MEHO=ZRE “std”, “Serum 17, “Serum 2", “Serum 3", “assay solution” FEE & L|Ct
2. 15mL JFEO| 2t 2tXp ¥E 20pM 2 mElcz FULICEL 24 REO 7| ELC]
3. "std"2 HAIE REOM ZIAHE BEAS THIEYUCL SH2HE #FE 8Y2 57t
5.0 ug/pLE M&ELCt
4. Of2ff EO| EA|E CHZ 0, 20, 40, 60, 80 X 100 ug= =H|3H7| Qs LR B#x 29| L
£ Alutsta 7|52
5. MBS 8HE 15mL REO &7|1 2 {FEO| ®I|gL|Ch
6. Zt FEO| Stxteo| M 7Hel EH ME 20 uLet 1.0 mLe| assay 8US EESLICH
7. BE MEEE U X HME)ES 37°C 2 F=Z0M 158 SO HIYYL|CH ALESHR| B2
assay A2 10CHA 0 2E5HM 2
8 HMES & Ol A 7H L Ct
9. AEEE e 2HEEA0 %e= REl REL FUlecz MEZS FUUCL Z4 REH S/ 2
mE F7I5t2 28 E= HxgHe HBMo o2t WE FHE AL
Cholesterol ArTonm | insample peaxs) | Concantration
Standards Samples (y-axis) "TPS) (mg/100 mL)
0pL 0 500
20 500
40 500
60 500
80 500
100 500
Serum 1 (20 pL)
Serum 2 (20 pL)
Serum 3 (20 pL)
10. AHE QI assay&d2 FHIO| @10 AWEZO|IH 500nm2| IHEO|A blankgt X 2(gL(Ct.
11. 2 ME0 84L& st 7|54t

2x™o20t AFRE|0{Of 3tH ME|= EDVOTEK, Inc. Of
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12. HO|AM & 4 (Total Cholesterol in sample)= x 422, & 3 (Absorbance)

mjo

CtE aft b & StLIE AR LICE:

a. 1= EX|E ALESHY xef y #42 d2f=of ®EA|ZLCH HO[HO 7+ & = EM
JELCE HHel et 2 OjX|e] 23E(y) w2 7Pz Zp 24Xt MES & =Y 2H
(x) 2= ALt Ch 2k 8720 7|SgL(CL
b. AlA7ILE AFHE AMESHY x@F y 2 MY 3 E FdgLICl g2 U4S 72
Zt Sixp ME9o| & S AHE®X w2 ALtLCt S =Oo| YL

13. 2F eHXte] oMo S AHE =& AMSIH mg/ 100 mE 7|SRL|CH (2 SAES
A2y Fol= 20 uIgS 7I9LCh. OAl: 2HeF 20 ul MEO| 50 ugll S AHES
otCtH, FHAHE sE= O3t 2540
50 pg / 20 pl = 2.5 ug / pl
2.5 ug / ul = X pg / 100 pl

X = (2.5 pg / pl) (100 pl)

250 pg

et sE& Lt 28Uk

CcC
-

250 ug / 100 pl

=
[

*x O] M2 ME2 usHQ

250 mg / 100 ml

EMoZ Ot A2 E|0OF 5t #2|= EDVOTEK, Inc. O

(0] ==
oN=]

L|ct.



FH Off CHaH

7t
= Eorevie? ofo)rt 2= E2

2. RFLP 240|2h FAHRIZIR? RFLP & {EH ALESI0 RUMY FES ZAIF & ULtR?

Ok

3. LDL 1 HDL o] Xjo|™E AT
o ¥gZ D|X|LtR?

i=Me. S22 S0| LDL O[L} HDL of EXist=s A2 HZ0f

4. DHZYLHE XE Hots A0l off FQeie? DI AHE X7t FO0K= 7tstt
o
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MODULE I: AGAROSE GEL ELECTROPHORESIS

Lane
1
2
3
4
5
6

The idealized schematic shows the relative
positions of the bands, but the results are not
depicted to scale.

Sample

DNA standard markers (DNA mkr)
Normal Control DNA sample (Neg)
FH control (Pos)

Patient #1 DNA sample (DNA 1)
Patient #2 DNA sample (DNA 2)
Patient #3 DNA sample (DNA 3)

MODULE II: CHOLESTEROL ASSAY OF PATIENTS' SERUM SAMPLES

Genetic Analysis of Patients’ DNA Samples

Result

Normal
Heterozygous for FH mutation

Normal
Heterozygous for FH mutation
Homozygous for FH mutation

The pipeting accuracy, enzyme lot, and the spectrophotometer will affect cholesterol determinations. Typical results are

presented below. Your results may vary.

e il I
ards Samples (y-axis) (pg) (mg/100 mL)

0.00 0 500

0.280 20 500

0.760 40 500

0.980 60 500

1.250 80 500

1.500 100 500

Serum 1 (20 pL) 0.570 352 176

Serum 2 (20 pL) 1.10 70.0 350

Serum 3 (20 pL) 1.60 103 515
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