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Por este medio, nos permitimos informarle que el Comité de Investigacién, asi como el
Comité de Etica en Investigacién del Instituto Nacional de Ciencias Médicas y Nutricién Salvador

Zubiran, han revisado y aprobado el Protocolo de Investigacién Clinica, titulado

“ANALISIS DEL PERFIL CUANTITATIVO Y FUNCIONAL DE GRANULOCITOS DE BAJA
DENSIDAD (LDG) Y NETS DE NEUTROFILOS CONVENCIONALES EN PACIENTES CON
ENFERMEDAD DE STILL~”
version julio 2017

REF. 2307

Asi mismo se revisé y aprobé la siguiente documentacién:
> CARTA DE CONSENTIMIENTO INFORMADO, VERSION 1. JUNIO DE 2017

La vigencia de la aprobacién termina el dia 25 de julio de 2018. Si la duracién del
estudio es mayor tendra que solicitar la re-aprobacién anual del mismo, informando sobre los avances y

resultados parciales de su investigacién e incluyendo todos los datos sobresalientes y conclusiones.

Sin mas por el momento quedamos de usted.

ATENTAMENTE,
Dr. CARLOS GUILAR SALINAS DRr. ARTURO GALINDO FRAGA
PRESIDENTE PRESIDENTE
COMITE DE INVESTIGACION COMITE DE ETICA EN INVESTIGACION
Avenida Cﬂﬁécl/)r(} G/er a:G do Gamba Ayala, Director de Investigacion.
Quiroga ’gR
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DR. LUIS GUILLERMO LLORENTE PETERS

INVESTIGADOR PRINCIPAL

DEPTO. DE INMUNOLOGIA Y REUMATOLOGEA

INSTITUTO NACIONAL DE CIENCIAS MEDICAS Y NUTRICION SALVADOR ZUBIRAN
AV. VASCO DE QUIROGA No. 15

COL. BELISARIO DOMINGUEZ SECCION XVI

CIUDAD DE MEXICO, C.P. 14080

PRESENTE

En respuesta a su oficio del pasado 15 de mayo, en relacion al Protocolo de Investigacion
Clinica, titulado:

“ANALISIS DEL PERFIL CUANTITATIVO Y FUNCIONAL DE GRANULOCITOS DE BAJA
DENSIDAD (LDG) Y NETS DE NEUTROFILOS CONVENCIONALES EN PACIENTES CON
ENFERMEDAD DE STILL”

REF. 2307

Le informamos que se toma conocimiento de que Usted sera el investigador principal del
protocolo de referencia, asi mismo se autoriza la re-aprobacién anual con vigencia hasta el 16 de
mayo de 2020.

Sin mas por el momento, reciba un cordial saludo.

ATENTAMENTE,

C Loyt

DR. CARLOS ALBERTQ AGUILAR SALINAS URO GALINDO FRAGA
PRESIDENTE PRESIDENTE
COMITE DE I ACION COMITE DE ZTICA EN INVESTIGACION

INS. NACIONAL DE CIENCIAS
MEDICAS Y NUTRICION
“SALVADOR ZUBIRAN"
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CIUDAD DE MEXICO, A 19 DE SEPTIEMBRE DE 2022
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DRA. DIANA GOMEZ MARTIN

INVESTIGADORA PRINCIPAL

DEPTO. DE INMUNOLOGIA Y REUMATOLOGIA

INSTITUTO NACIONAL DE CIENCIAS MEDICAS Y NUTRICION SALVADOR ZUBIRAN
AV. VASCO DE QUIROGA No. 15

COL. BELISARIO DOMINGUEZ SECCION XVI

CIUDAD DE MEXICO, C.P. 14080

PRESENTE

En respuesta a su oficio del pasado 13 de septiembre, correspondiente al Protocolo de

Investigacion Clinica, titulado:

“Andlisis del perfil cuantitativo y funcional de granulocitos de baja densidad (LDG) y NETs de
neutréfilos convencionales en pacientes con enfermedad de Still”
REF. 2307

Le informamos que se toma conocimiento del informe Técnico de/Seg"uimiento asi como la
TERMINACION de dicho estudio. 7~

Sin mas por el momento, quedamos de usted.

Atentamente,

INS. NACIUNAL I
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“SALVADOR Z
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ABSTRACT

Objective. To analyse the porential
contribution of low-density granulo-
eytes (LDGs) and NETosis, as well as
the differential protein cargo of neu-
trophil extracellular traps (NETs), as
physiopathogenic mechanisms of adult-
onset Still’s disease (AOSD).

Methods. We recruited 30 patients with
AOSD according to the Yamaguchi di-
agnostic criteria. LDGs were addressed
by multiparametric flow cytometry
as those CDI14-, CD15*, CDI0* cells
in the peripheral blood mononuclear
cells fraction. NETs were quantified by
ELISA, immunofluorescence and fluo-
rescence spectrometry. The expression
of LL-37 and high mobility group box
1 (HMGB-1) in NETs was measured by
immunofluorescence and confocal mi-
croscopy. Additionally. normal density
neutrophils from healthy controls were
stimulated with serum from patients
with AOSD and NET induction was as-
sessed by immunofluorescence.
Results. Patients with active disease
as well as those with arthritis, cuta-
neous manifestations and fever had a
higher amount of NETs and LDGs. Se-
rum NETs from AOSD patients corre-
lated with the number of swollen joints
(r=041, p=0.032), absolute number
of monocyies (r=0.529, p=0.005). The
spontaneous NETs from patients with
cutaneous manifestations and fever had
higher cargo of HMGB-1 compared
with patients in remission.
Conclusion. LDGs and NETs are in-
creased in patients with active AOSD
and correlate with particular clinical
features. Patients with cutaneous le-
sions and fever presenr a higher cargo
of HMGBI] in their spontaneous NETs.

Introduction

Adult-onset Still’s disease (AOSD) is
a rare multigenic systemic autoinflam-
matory disorder that is considered the

adult form of systemic juvenile idio-
pathic arthritis (JIA) (1). The main clin-
ical manifestations of AOSD are fever,
arthritis, lymphadenopathy, haepato-
splenomegaly and rash (2) and during
episodes of active disease acute phase
reactants, such as erythrocyte sedimen-
tation rate (ESR), C-reactive protein
(CRP) and ferritin are elevated in the
majority of patients (3). Frequently. this
pattern of recurrent and remitting signs
and symptoms implicate a challenge in
the accurate approach of patients with
episodic fever of unknown origin (4).
The immunopathology of AOSD is
characterised by an enhanced production
of tumour necrosis factor-o. (TNF-a),
interleukin 6 (IL-6) and IL-18 (5, 6),
which promote activation of macrophag-
es and a preferential Thl phenotype, as
well as a higher production of interferon
v (IFN-y) and IL-17 (5, 6). Additionally,
increased levels of IL-18 and IL-1f, the
final products of the nucleotide-binding
oligomerisation (NOD) like receptor P3
(NLRP3) inflammasome pathway, are
associated with increased disease activ-
ity and severity (7).

The relevance of neutrophils in the
pathophysiology of AOSD is highlight-
ed because neutrophilic leukocytosis is
found in over 70% of patients during ep-
isodes of disease activity; also the neu-
trophil/lymphocyte ratio is associated to
the diagnosis (OR 2.336, p<0.001) and
correlates with the systemic score, CRP
and ferritin levels (1. 2). In 2004, Brink-
mann, et al. described a new form of
death cell called NETosis. in which neu-
trophils extrude chromatin webs deco-
rated with proteins from the cytoplas-
mic granules after stimuli with phorbol
myristate acetate (PMA) and CXCLS8
(8). These webs are named neutrophil
extracellular traps (NETS). are abundant
in tissue with inflammation (8) and have
been reported to be relevant in the patho-
physiology of many autoimmune dis-



