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DESCRIPTION OF THE EBV PCR
USED

DNAwas extracted from 200mL of whole
blood with a QIAamp DNA blood mini kit.
Epstein Barr DNA was amplified with
an in-house real-time polymerase chain
reaction (PCR) method targeting the
EBNA-1 gene. The sequences of the for-
ward primer, the reverse primer, and
the probe were 59-GAC TGT GTG CAG CTT
TGA CGAT-39, 59-CAG CCC CTTCCA CCATAG
GT-39, and 59 CCT CCC TGG TTT ML -39,
respectively. The probe was labeled at
the 59 end with 6-carboxyfluorescein
(FAM) and at the 39 end with Minor
Groove Binder (MGB) (Applera, Courta-
boeuf, France). The threshold value of
the PCR test was 500 copies/mL.

METHODS

This systematic review was carried out
in accordance with Centre for Reviews
and Dissemination guidelines for sys-
tematic reviews.1

DATA SOURCE

We carried out a thorough search of
Medline and Isi Web of Knowledge
databases, from their inception to
January 2010, for all clinical reports
(case reports, case series, cohort
studies, trials) of children presenting
multicentric Castleman disease. The
search strategywasbasedon theuse of
medical subject heading (MeSH) terms
and free text words, including the
following: “child,” “infant,” “children,”

“preschool child,” “adolescent,” “Cas-
tleman disease,” and “giant lymph
node hyperplasia.” The electronic search
was enhanced by hand-searching of
the reference lists of all the articles
identified, and all appropriate articles
identified in this manner were sub-
sequently obtained. The electronic
search was validated by comparing
the list obtained with the reference
lists of previous reviews on Castleman
disease (mono- or multicentric form,
adults, children, or both together)2–5

to identify any systematic defects that
might be present. No language re-
striction was used. One reviewer
(SL) screened the titles and abstracts
from the electronic searches against
the inclusion and exclusion criteria
and considered for inclusion reports of
children with multicentric Castleman
disease. If insufficient information
was available to make a decision, the
full article was read and, in some
cases, discussed with a second re-
viewer (SP) until a consensus was
reached.

STUDY ELIGIBILITY

We included all reports meeting the
following criteria: children with multi-
centric Castleman disease. Children
wereconsidered tobeunder18 yearsof
age, and multicentric Castleman dis-
ease was defined on the basis of typical
histological findings (hyaline vascular
type, plasma cell type, or mixed type) in
patients presenting disease at more

than1site (includingnodal involvement
and hepatosplenomegaly), with con-
stitutional symptoms and/or immune
and hematologic abnormalities.5 Du-
plicate reports were excluded, and the
analysis was restricted to pediatric
patients. No limitations relating to study
design were applied.

DATA EXTRACTION

One reviewer (SL) abstracted the data
from each study to obtain information
about the yearof publication, the type of
study, the number of patients reported,
their geographic origin if known, their
age, gender, disease presentation and
course, treatment, histologic findings,
testing for viral infection if any, and any
other relevant information relating to
the patient. The reviewer (SL) extracted
the data and completed a standardized
electronic spreadsheet. All uncertainties
were discussed with a second reviewer
(SP) until a consensus was reached.
Where necessary, the authors were
contacted toobtainadditionaldataor to
clarify the information presented.

ANALYSIS

We described the studies included, the
characteristics of the children present-
ingmulticentric Castleman disease, and
the histological and viral character-
istics of the various cases reported.
Statistical analyses were carried out
with Stata/SE 10 software (StataCorp,
College Station, TX).
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SUPPLEMENTAL FIGURE 2
Phylogenetic tree constructed by the neighbor-joining method in PAUP (v4.0b10), based on a 624-bp fragment of the K1 ORF for the 77 available human herpes
virus 8 (HHV-8) sequences, including the sequence generated in this work (in bold type). The DAMBE program (version 4.2.13) was used to align the HHV-8
sequences. The final alignment was input into the Model test program (version 3.6) to select the best model, according to the Akaike information criterion for
phylogenetic analyses. The selectedmodel was the Kimura 3-parametermodel. Bootstrap valueswere calculated for 1000 replicates and the numbers at some
nodesof the tree(bootstrapvalues) indicate frequenciesofoccurrence for100 trees.A throughEcorrespond to the5HHV-8subtypesandB1 toagroupwithin the
sub-Saharan African B subtype, described by the following references in the main text of this article: Lacoste et al 2000,8 White et al 2008,9 and Kajumbula et al
2006.10
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SUPPLEMENTAL FIGURE 3
Flowchart for the systematic literature review
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