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To the editor:

We have read the article titled “The association of
CD40 polymorphism (rs1883832C/T) and soluble
CD40 with the risk of systemic lupus erythematosus
among Egyptian patients” published by Mousa et al.
[1], and we have great interest in clarifying the meth-
odological information mentioned by the authors and
that, consequently, have an impact on the interpretation
of the results reported in the study.

The authors performed the genotyping of the
rs1883832 (-1C/T) CD40 SNP in the study population
by the PCR-RFLP technique using the Ncol enzyme for
the restriction assay. Ncol is an enzyme that recognizes
the CCATGG sequence; it cuts between the two cyto-
sines. In line with the above, the presence of the minor
allele T of the rs1883832 CD40 SNP changes the se-
quence to CTATGG, preventing the enzyme from
performing the cut.

According to the information presented in the manu-
script by Mousa et al., the criteria for genotyping the
rs1883832 CD40 SNP seem to be incorrect. In the
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electrophoretic restriction patterns, the cut of the ampli-
fied DNA fragment was in the presence of the minor
allele T. As a result of the above, it seems that the
genotypic and allelic frequencies reported by the authors
are incorrect since the presence of the minor allele is
overrepresented. Furthermore, the interpretation regard-
ing the soluble CD40 levels in association with the ge-
notypes of the CD40 SNP would also be affected.

We [2] and other authors [3—6] have performed the
genotyping of the -1C/T CD40 SNP following the PCR-
RFLP method using the Ncol enzyme and consistently
reported the C allele as the one recognized for the re-
striction assay. It is worth mentioning that some of the
studies mentioned above have confirmed their results by
sequencing. Besides, we have confirmed this using the
sequence of the CD40 gene (NG_007279.1) as the ref-
erence and a restriction analysis tool [7] (Fig. 1).

Taking the above into account, we consider it neces-
sary for the authors to carry out a thorough review or a
subsequent validation of their results.
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a)

Homo sapiens CD40 molecule (CD40), RefSeqGene (LRG_40) on

chromosome 20

NCBI Reference Sequence: NG_007279.1
FASTA  Graphics

b) Ncol
5'... CCA
3'... GGT

TGG ... 3"
ACC ... 5

Go to:

LOCUs NG_007279 11492 bp DNA linear
DEFINITION Homo sapiens CD40 molecule (CD40), RefSeqgGene (LRG_40) on
chromosome 20.

NG 007279 REGION: 4988..16479

NG_007279.1

RefSeq; RefSegGene.

Homo sapiens (human)

ACCESSION
VERSION
KEYWORDS
SOURCE

4861 gcgtccctaa actcccgggg gaattagact tgtgggaatg ttctggggaa actcctgcege

PRI 16-SEP-2018

1 2 3 45 6 7 8

505 bp

<— 373 bp

4921 ggtgaattgc tgggggctcc gccceccega taggtggace gegattggtc tttgaagacc
4981 ccgcccecttt cctgggeggg geccaaggcetg gggcagggga gtcagcagag gcctcgctcg
5041 ggcgcccagt ggtcctgecg cctggtctca cctcgetatggttegtetge ctetgcagtg
5101 cgtcctctgg ggctgecttge tgaccgectgt gagttgtttt tgccccgacc agacgggagt
5161 tgggagtggg gaatgagaag gaaagggaag gaagacttcg gggaagaggc cttcctgget
5221 gatttttgtg ggggcaggag ggtgggtggg agctgggcaa ggtgcccccg ctecctggetg
5281 aatggggtgg gctgcctctc tcttectcececg ggctggggtc ccgggagegg cctacagggg
5341 ccgctcaggg aaggcactgg ctgcccaagc gtgcctagac ggcctggacg ggtttaggga
5401 gcctcagagg ctggccacac agagactggt agggggttca gagggeggga agtgaggcgg

< 132 bp

5461 accaagggaa ggggcgggtc tggcccgttt cctgtcccct tcttattgtg gacagatgec

Fig. 1 CD40 gene reference sequence and CD4(0 -1 C/T SNP restriction
pattern with Ncol enzyme. a Segment of the CD40 gene sequence show-
ing the 505-bp fragment of DNA that is amplified for the -1C/T SNP
identification delimited by the primers (highlighted in green); the recog-
nition sequence of the Ncol enzyme (marked in bold black) and the -1C/T
SNP position (marked in bold red) are also shown. b Representative
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