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100
Provide a sample of buccal cells from a subject, the buccal cells adhered to J-~102
the tip of a substrate
I Contact a buccal membrane of the subject with the substrate :\_/—\104
Agitate the fip of the substrate in a first lysis solution capable of lysing |~ 106

buccal cells adhered to the substrate for no more than about 45 seconds

Agitate the tip of the substrate in the lysis solution for no more than
about 30 seconds

i_ Immerse the tip of the substrate in the first lysis solution and swirling 1__
| the substrate while the tip of the substrate remains immersed in the |
[ lysis solution |

I Maintain the temperature of the lysis solution at between about 18 °C
and about 25 °C during agitation

—108

— 110

—112

Remove the substrate from the first lysis solution

L~114

l

Incubate the first lysis solution at a temperature of 4543 °C for 45+15
minutes

| ~116

:

Isolate genomic DNA from the lysis solution

L—~118

-

I Detect the presence of an allele associated with a disease or disorder in the rf‘120

isolated genomic DNA
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r

Agitate the tip of the substrate in a second lysis solution capable of lysing 192
buccal cells adhered to the substrate r

' Agitate the tip of the substrate in the lysis solution for no more than |w"'\1 24

about 45 seconds |

|

I

|

|

I

! |
| | Immerse the tip of the substrate in the second lysis solution and Lr~—126
I | swirling the substrate while the tip of the substrate remains immersed | |
: | in the lysis solution 1 l
I

I

I

I

| Maintain the te mperature of the lysis solution at between about 18 °C LJ,\1 28

: and about 25 °C during agitation l I
L__ZZZIZZZ---”C I _____________ !
e 130

Incubate the second lysis solution at a temperature of 4543 °G for 45415 V‘132
minutes i

o ————— e e e
I |solate genomic DNA from the second ly31s solutcon ]

| Detect the presence of an allele associated with a disease or disorder in the rf*1\>5
isolated genomic DNA ]
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ACD Fw primer:
(SEQIDNC: 1)
L.TCC ACC ACCACT CAGCTGTA

ACD Re primer:
(SEQIDNC: 2)
5-CCATCTCAGGCC TCAGCTT
(60 bp)

AV Fw primer:
(SEQID NO:3)
SLTGC AGC CCT ACC ACT CTC AA

AV Re primer:
(SEQIDNO:4)
5-AGG CCT CGT TGC TAG G
{150 bp)

Real Fw primer:
(SEQIDNC: 5)
"“TAG TCT CTT ATT CTAATA GA

Real Re primer:
(SEQID NO:6)
5.GCT GCA GAC TCT GTG TTIT AA
(860 bp)

ACD Fw2 primer:
(SEQIDNO:T)
5"CCATCCCTCCTTCTGTCTTCT G

ACD Re2 primer:
(SEQIDNO:B)
5~CGG GCCCCTCCATCTC
(140 bp)

ACD Fw3 primer:
(SEQIDNG:9)
5-CAG AGA AGG GAG GGT GTG GTT

ACD Re3 primer:
(SEQ ID NO: 10)
5-GGG CGAAGATGG TGAAGC T
{190 bp)

ACD Fwd primer:
(SEQID NO:11)
-TCC TCG TCC TCT CCA CCT GTA

ACD Red primer:
(SEQ ID NO: 12)
5LAGC TGG CAA GGA GGC CC
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Figure 2

ACD Fw5 primer:
(SEQID NO: 13)
SLTTT GGG CTT TCC CAC ATG C

ACD Reb primer:
(SEQID NO: 14)
5-GGC AGA CGGAGGTCATCT CA

ACD Fw6 primer:
(SEQID NO: 15)
5.GTA GTACCG TGC TCT CTG

ACD Re6 primer:
SEQID NO: 16)
-AGT TCC CCA TAA GAATCC CCC

ACD Fw7 primer:
(SEQIDNO: 17)
5.GGEC TGG ACC CCC AGA GG

ACD Re7 primer:
(SEQID NO: 18)
“ACC CCT CGG GGA AGT AAG G

ACD Fw8 primer;
(SEQID NO: 19)
“AAC CTT TAC GAGACC CTG GGA

ACD Re8 primer:
(SEQID NO: 20)
~GAC TCC CATCCATCATGC CC

ACD Fw8 primer:
(SEQID NO: 21)
LAGT CGT TGG ATC CAC CAC CA

ACD Re9 primer:
(SEQID NO: 22)

5-GAC GTC ATT TCC TAC TGT TTC AGG

ACD Fw10 primer:
(SEQID NO: 23)
5.-CCC CCC AGA AAC AGC CTG

ACD Re10 primer:
(SEQID NO: 24)

TTC TAA GGG GTT AAGGAGAAAGCT T
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Normal probe 1:
(SEQID NC: 25)
VIC-CAC GGA CCG CAC GGA-NFQ
(15 bp)

Mutant probe 1:
{SEQID NO: 26)
FAM-CAC GGA CCA CAC GGA-NFQ

Normal probe 2:
(SEQID NO: 27)
VIC-ACA CGG ACC GCA CG-NFQ

Mutant probe 2:
{SEQID NO: 28)
FAM-ACA CGG ACC ACA CG-NFQ
(14 bp)

Norral probe 3:
(SEQID NO: 28)
VIC-TAC ACG GAC CGC A-NFQ

Mutant probe 3:
(SEQID NO: 30)
FAM-TAC ACG GAC CAC A-NFQ
(13 bp)

Normal probe 4:
{SEQID NO: 31)

VIC-CTG TAC ACG GAC CGC ACG-NFQ

Mutant probe 4;
(SEQID NO: 32)

FAM-CTG TAC ACG GAC CAC ACG-NFQ

(18 bp)
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Normal probe 5:
(SEQID NO: 33)
VIC-CTG TAC ACG GAC CGC ACG GAG-NFQ

Mutant probe 5:
~ (SEQIDNO: 34)
FAM-CTG TAC ACG GAC CAC ACG GAG-NFQ
(21 bp)

Normal probe 6:
(SEQ ID NO: 35)
VIC-GCT GTA CAC GGA CCG CAC GGA GAA-NFQ

Mutant probe 6:
(SEQID NO: 36)
FAM-GCT GTA CAC GGA CCA CAC GGA GAA-NFQ

Normal probe 7:
(SEQID NGC: 37)
VIC-ACC GCA CGG AGA AGC-NFQ

‘Mutant probe 7:
(SEQID NOC: 38)
FAM-ACC ACA CGG AGA AGC-NFQ

Normal probe 8:
(SEQID NO: 39)
VIC-ACC GCA CGG AGA AGC TGA GGC-NFQ

Mutant probe 8:
(SEQID NQ: 40)
FAM-ACC ACA CGG AGA AGC TGA GGC-NFQ

Normal probe 8:
(SEQID NO: 41)
VIC-ACC GCA CGG AGA AGC TGA GGC CTG-NFQ

Mutant probe 8:
(SEQID NO: 42)
FAM-ACC ACA CGG AGA AGC TGA GGC CTG:NFQ

Figure 3
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#TGFBI R124N|  VIC-CAC GGA CCG CAC GGA- MGB NFQ

#TGFBI R124H | FAM-CAC GGA CCA CAC GGA- MGB NFQ
#TGFBI R124C  FAM-CAC GGA CTG CAC GGA- MGB NFQ
#TGFBIR124L  FAM-CAC GGA CCT CAC GGA- MGB NFQ

#TGFBI RS55NI VIC-CAC CAA GAG AAC GGA-MGB NFQ
#TGFBI R555W  FAM-CAC CAA GAG AAT GG-MGB NFQ
#TGFBI R555Q-1 FAM-AC CAA GAG AAC AGA G-MGB NFQ

SEQUENCE DETRUTION PRIMER

#TGFBI 124 F TCC ACC ACC ACT CAG CTG TA
#TGFBI 124 R CCATCT CAG GCCTCAGCT T

#TGFBI 555 F ACA CAG TCT TTG CTC CCA CAA A
#TGFBI 555 R ACT TAA GTT GGT CTT TAC CCA AGA GTC T

Figure 4
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