DOI: 10.4081/aiua.2024.12464

ORIGINAL PAPER - SUPPLEMENTARY MATERIAL

CFTR Exon 10 deleterious mutations in patients
with congenital bilateral absence of vas deferens
in a cohort of Pakistani patients

Khush Bakhat !, Irsa Mateen 2, Hina Saif 3, Kanwal Anwar !, Sadaf Sarfraz !, Sheza Javaid !,
Khaleeq-ur-Rehman #, Adnan Arshad !, Muhammad Mustafa !

1 KAM School of Life Science, Forman Christian College, (A Chartered University), Lahore, Pakistan;

2 School of Biochemistry, Minhaj University Lahore, Lahore, Pakistan;

3 Department of Emerging Allied Health Technologies, University of Lahore, Pakistan;,

*Department of Urology, Fatima Memorial Hospital College of Medicine & Dentistry, Lahore, Pakistan.

Table S1.
Sequences of primers used for the PCR amplification, amplicon size along
with its position on human genome.

Sr. # Primer Sequence Amplified genomic region Product size
01 EX10-CFTR-FWD 5"AGTGTAATGGATCATGGGC-3' chr7:117548511 - 393bp
EX10-CFTR-REV 5'-CTTCCAGCACTACAAACTAG-3' 117548903
02 PR-CFTR-FWD PR- 5'-TGGACCTAMGAGAGGCC-3' chr7:117479636 - 469bp
CFTR-REV 5"-ACCTCTGCATGGTCTCTC-3' 117480104
Table S2.
Identified mutations in CFTR-Exon10.
Sr# Patient’s ID Mutation position on genome Nucleotide change Amino acid change Mutation type
01 HWP3 Chr7: 117,548,798 T-C VA456A Missense
02 HWP4 Chr7: 117,548,798 T-C VA456A Missense
03 HWPG Chr7: 117,548,822 AG K464E Missense
04 HWP12 Chr7: 117,548,798 T-C VA56A Missense
05 HWP13 Chr7: 117,548,742 T-G 64376 Silent
06 HWP14 Chr7: 117,548,798 T-C VA56A & Missense
Chr7: 117,548,724 T-C $4318 Silent
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Figure S1.

Agarose gel electrophoresis of DNA products: (a) Extracted genomic DNA from selected patients resolved using 1% agarose.
(b) Validation of 469bp PCR products amplified from promoter region of CFTR (PR-CFTR).

(c) Validation of 393bp PCR products amplified from Exon 10 of CFTR (EX10-CFTR).

e"j}ﬁ"ff & £

‘,f b
FESELEEE -

10k

FEELLEELEE

c

S00b-

Figure S2.
Sequence alignment using BioEdit of all the processed samples. Red arrows indicate position of V456A mutation.
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Figure S3.
Sequence alignment using BioEdit of all the selected samples. Red arrows indicate position of V456A mutation.
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Figure S4.

Structure of the CFTR protein (PDB ID-601V) is displayed. a) The orthoscopic view of CFTR protein.

b) The functional site in Exon 10 is shown in cyan c) The selected region of Exon 10 and identified mutations (V456A, K464E,

and G437G) are represented as sticks. d) Mutation V456A e) Mutation K464E f) Mutation G437G. Each mutation is labeled with
the corresponding amino acid change and highlights the spatial arrangement of critical regions in the protein using PyMol software.
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Figure S5.
ConSurf analysis.

lrmm:.txﬂu

ilu.n ewo el

191

LLERfas v B

151

aweDvrsns

£01

vgA Q=090

251

raBfizsefuv

301

YR FuEsar

351

#0a < (s vae

401
NEEGFGELFE

451

e avalle

201

351

11
X5 3+ -
&l
1 x s EXHEE

111
rEvEERs 1R

161

e x gl xis sl

211
tucLIwfrrg

261

e w 1]

31l

rrc r r N

JEl

411

dEL

a1l

21

Qe P+ 8o
71
[1= < JERTIR
121
pvvci@uflc@
171
GelxBszcon

221
AllrtlLﬂHL

271
A% [ a
321
svirefa
mn
oo rilfxofdr
421
EEofe e r
am
EuEEcrszf

adl

SE1 a7l
CIISEND s 50N [IWE o6 %% WEsCEE sy

31
l:t..l.:!: QI

231

v L Sy FAc]

281

MeruEewiflo

331
:ﬁn“l:

181
efjrzymrree

431
sicicrel

481

xrxEScE:fr

231

881
s 133 ¢ 31 ]

41
»slose0:8

9l

Qv =0 -

141
A:Fcrmnil

191

ricBracafllr

Z51
o x ¥ KB

Z91

BEcxcErxan

341

BrcxvElinav

151

Bvvuinvallr

441

43l

541
vexel: [0

391

verciawEER

Archivio Italiano di Urologia e Andrologia 2024; 96(3):12464

4




CFTR exon 10 mutations and congenital bilateral absence of vas deferens

&6ll

82l

_:unl exNBcEBE sifsrrfrr

851 T

Tl

cofEarcralE riFerianrf] lunm

701

Blurinsfrx

201 Bll

PR cPozvsr ReiflcrfPB: sef:lezocx

451 B&l

R¥E 0880 G- :DeEEr

301

#3531

TT1

221

A

wll
EEEDv:0+0r s[Elr¥Erfrv cvBorririame

¥l

cfuflsvioal It rifiriEal] off[EEEEE:

Tha consarvation scale:

d  EREEEE |

Variabile Average Comsrrved

X - Insufficient data -

the calculation

winrlsEEFE CE

631
sefoffloror

E81

B4l
ssxrucffollr

&91

oG v o] (X R <l

E3l

T4l
pseoceElfL®

T9L

IHRETTAL] Iu:?‘l?ﬂﬂ

B4l

scrfooll=EE BOvESYF¥E

BBl

nu:.vn

¥01

arEfjEcBerr

91

a7l
AR Al vl viicnreiolforc s Tasnd

941

rrrvx 1 Bff]§

931

rrBrzfcfic

for this asite was

parformed on lass than 10% of the seguances.

Archivio Italiano di Urologia e Andrologia 2024; 96(3):12464

5




