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Mutatation Detection by Sager
Sequencing

1- Physician Test Request
2- Primer Design
3-BLAST

4- SNP Check

5- Primer Ordering

6- Sanger Seguencing
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Kwon Familial Mutation
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Primer pair PNPT1:c.517G>A

Sequence (5'>3) Length Tm GC% Self complementarity
Forward primer CCAACAGGTCCATTCCAAGG 20 58.45 55.00 300
Reverse primer AGCATTTCGTTTAATGACAGCC 22 57.90 40.91 500

Products on target templates

=NC 000002 12 Homo sapiens chromosome 2, GRCh38.p14 Primary Assembly

product length = 330
Features associated with this product:
polyribonucleotide nucleotidyltransferase 1, mitochondria...

polyribonucleotide nucleotidyltransferase 1, mitochondria...

Forward primer 1 CCAACAGGTCCATTCCRARAGE 20
Template 55680711 . eeaaeaaaeaans 55680730
Reverse primer 1 LAGCATTTCGTTTAATGACAGCCS 22
Template 00681060 .s.iiiiiiiiiiicaaaaaas 55681039

GRCh37/hgl9>chr2:55507846+555808185 350bp CCRACAGGTCCATTCCAAGG AGCATTITCGTTTRATGACAGCC
CCARCAGGTCCATTCCARAGGaatatctgataatgagagggctacggaagc

ttaaaaaaggagaaaaatcagggccgaaattaaaatticattgetttaaa
aaaatttttaatctgataattttaatctctacttttatacttackdgccat

taattgctaggacatcaggctcatttacaccatctactgetaacagatta
cacagaacctggtaaaagggaaaaaatttgattiggaagggttatcattt
aggttaacatcctgacctaaaatacaagagcactatatggctaaaagcag
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{ Comment [91]: PNPT1:c.517G>A
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SNP Check

Start snpcheck (1).pdf X

SNPCheck Results
Overview
Matchin Matchin .
Name Primer 1 Mismatch?r‘;g Primer 2 Mfsmatch%‘;g Chr. Agrp liied Result SNPs
bases bases eglon
P00409_and_P00410 | CCAACAGGTCCATTCCAA | 20/0 AGCATTTCGTTTAATGAC | 2200 2 | 350bp SNPs found in
GG AGCC 55907846.. |1 location
55908195
Reference Genome Build: 37.1 Source Database/s:ESP 6500 Max. Amplicon Size: 5000
1kg 1.3
dbSNP 141
Check completed: Thu, Feb 19 08:53:07 UTC SNPCheck version: 4.0.1 PDF Generated: Thu, Feb 19 08:57:48 UTC




SNP Check

P00409_and_P00410
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File Edit Analysis Options View Window Help

Seguencing Result
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[ Find in Translation

™ Include reverse complement

* Match exactly
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All Videos Images News More Settings Tools

About 1,460,000 results (0.28 seconds)

Search Frame - Primer1

primer1.soton.ac.uk/primer1.html

Primer1: primer design web service for tetra-primer ARMS-PCR. (Article submitted for publication) Shu
Ye, Sahar Dhillon, Xiayi Ke, Andrew R.Collins and lan ...

You've visited this page many times. Last visit: 7/15/18

People also search for X
tetra primer arms per - batchprimer3
beacon designer primer design software

arms pcr animation cligoanalyzer

Primer1: Primer design Web service for Tetra-Primer ARMS-PCR ...
https://eprints.soton.ac.uk/346184/ ~

by A Collins - 2012 - Cited by 40 - Related articles

Mov 30, 2012 - Abstract. Tetra-primer ARMS-PCR is used extensively as a low cost, single PCR assay
requiring no post-PCR manipulation. The design of ...

(PDF) Primer1: Primer design web service for tetra-primer ARMS-PCR
https://www.researchgate.net/.../274191801_Primer1_Primer_design_web_service_for... =
Feb 14,2018 - The Primer1 software was developed originally for use in the context of restriction
fragment length polymarphism analysis using gel ...

ol Primer1: Primer Design Web Service for Tetra ... - Semantic Scholar




Source sequence (pp to 1.000 bases)

Position of 8NP from start of sequence
AT7

Allele 1

G

Allele 2

cC

Optimum primer size

28

Maximum primer size

30

Minimum primer size

26

Optimum (inner) product size
200

Maxsmum (inner) product size
300

Mintmum (inner) product size
100

Maximum relative size difference of two inner products

15
Minimum relative size difference of two inner products
1.1
Optimum primer Tm
fnd =y

PRIMERTI1: primer design for tetra-primer ARMS-PCR




PRIMERI1: primer design for tetra-primer ARMS-PCR

Source sequence (up to 1.000 bases)

TGTCTCTGEC

TCTCAGAATG TCTCTGETGCC

c

ATCTCCATCT CTQACCCCCA CCCCAGGGTC TACCEGGECCA CCGLACACCA
TGTTGCCAGT

CTCTAGATCC CTGAGACCCT TTAACCTGTG AGGACATCCA GGGTCACAGE
TGAGGTTCTT

GEEAGCCTOEG CGTCTERCCC AACCACACAC CTGGGEGAATT GCTGGCCTGA
CTTCTGACCC

CTEACTCCTC ATACCCTTCC TCCAGAGCAT GACATTTGAC CACCAACTGA

Poazition of SNP from start of sequence

501

Allele 1

C

Allele 2

t

Optitmum primer size

28

Maximum primer size

30

Minimum primer size

26

Optimum (inner) product size
200

Maximum (inner) product size
300

Minimum (inner) product size
100

Maximum relative size difference of two inner products
15

Minimum relative size difference of two inner products
11

Optimum primer Tm

fnd =

t 1]




*xx%:&***Hx&%***Hx&****x%&***HxOUTPUT l%***x>—c&****xH&****x&%***xH&%**

Forward inner primer (C allele): Melting temperature
473 TCTCTGECTCTCAGAATGTCTCTGTGACC 581 78

Reverse inner primer (T allele):
526 TGGEOTGGGEETCAGAGATGGAGCTA 5@l 74

Forward outer primer (3" - 3"):
268 CTCTTTTCTGTCCTTGTCCCTGCATCCC 285 72

Reverse outer primer (5' - 3"):
693 ATGAGGAGTCAGGGGTCAGAAGTCAGGL 666 72

Product size for C allele: 222
Product size for T allele: 25%
Product size of two outer primers: 426

FREEREEEEEER R RRREE LR ERR R LR TPT I FF R R IR R LR ER R TR ERER

Forward inner primer (C allele): Melting temperature
473 TCTCTGGECTCTCAGAATGTCTCTGTGACC 581 78

Reverse inner primer (T allele):
526 TGGGGTGGGGOTCAGAGATGHRAGCTA 581 74

Forward outer primer (5" - 3"):
267 GQCTCTTTTCTGTCCTTGTCCCTGCATCC 294 72

Reverse outer primer (3' - 3"):
693 ATGAGGAGTCAGGGGTCAGAAGTCAGGT 666 72

Product size for C allele: 222
Product size for T allele: 260
Product size of two outer primers: 427

EEEEE AR EEEE R E RS ERE A FRROTPYT B FFH B R AT R H R ER AR EREE RS

Forward inner primer (C allele): Melting temperature
473 TCTCTGGCTCTCAGAATGTCTCTGTGACC 581 7a

Reverse inner primer (T allele):
526 TGOGGTGGGGOTCAGAGATGGRAGCTA 581 74

Forward outer primer (5" - 3"):
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Paternity Test

1- DNA extraction

2- PCR

3- Fragment Analysis
4- Reports

DNA Paternity Testing

28+ B
A

‘Dad' 1

‘Dad' 2
—
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‘Dad'3




Paternity Result

] 156F K — 2| Report B H & Help
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MLPA

1d — Denaturation; 2 — Hybridization

PCR primer sequence

PCR primer sequence v
= Hybridization sequence 7\
T — S Stuffer seguence
Target DNA
3 — Ligation
T = R

a4 — Amplification

5 — Fragment separation and Data analysis
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MLPA for SMA

Conkrol-Fa0 G032 01 2 fsa =
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Heparinized bood
sample

Anafioe and kKaryotype
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Culture lymphocytes in
mizotic medium and
incubate at 37°C In 5% C04

Examine slides under

Karyotype procedure

Mitogic inhvbitor to Shock the obtained cells
abtain chromosomes in with hypatonic D075 M |
metaphase stape K1 for chromosome

dispersion
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Drop sides/Banding Acetic s<id and
staining slides methanaol fiative
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Fluorescence in Situ Hybridization

Denature
i " to separate DNA strands and
uorescently allow probe access to target DNA.
Labeled Probe

tiNA N ?{ ﬁ/\/ . ; ‘(;); N «
What is FISH?

Fluorescence In Situ Hybridization
Detects and localizes specific DNA sequences using
fluorascently labeled complemeantary DNA probes >< \

)7 ’ Hybridize
\ (ﬂ\(f]a together to bind
Analyze - . (% TV (\Vj‘\p '*\- prob%:\:)Atarget

probe signals using a
"
fluorescent microscope. CEAleszary




Fluorescence in Situ
Hybridization




FISH Result
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Result: Negative for ERBB2 (HER2/NEU) gene amplification

RFELRSZ —

ersez W,

RF3F9355 =

404 kb

B 17p11.1-q11.1
170

(S

Background:

Amplification or over-expression of the EEBEE2 (HEF2NEU) gene cocurs i approximately 15-30%% of breast cencers. It i3
strongly associated with mcreased disease recurrence and a poor prognosis. Over-expression is zlso known to occur m ovarian,
stomach, and aggressive forms of uterme cancer, such as uterme serous endometrial carcmoma. ERBB2, located on the long
arm of human chromosoms 17 (17g12), 1= a member of the epidermal growth factor receptor ['EGFR_E.rbB} family which is
composed of four plasma membrane-bound receptor tyrosine kinases. Signalng through the ErbB family of receptors promotes
cell proliferation and opposes apoptosis. ERBEBE2 iz the tarpet of the monoclonal antibody trastuznmab (marketed as







