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Dear editor,

We submit our manuscript entitled “4-1BB signaling on the biological function of
murine dendritic cells” to The Korean Journal of Laboratory Medicine for publication.

All authors (Kuang Youlin, Zhang Jianwei, Weng Xiaodong, Liu Xiuheng, Zhu HenPchen,
Chen Zhiyuan) have seen the manuscript and approved to submit to your journal.

This paper is an original article. Neither the entire paper nor any part of its content has
been Rubllshed or has been accepted elsewhere. It is not being submitted to any other
journal.

Corresponding authors: Liu Xiuheng, PhD, Department of Urology, Renmin Hospital of
Wuhan University, Jiefang Road 238, Wuhan 430060, China.

Tel.: +86 27 88041911-2235;
fax; +86 27 88042292;
e-mail; Ixh670@163.com

Thank you very much for your consideration.
Kind regards.
Yours sincerely,

Liu Xiuheng


mailto:lxh670@163.com

* KILM-11-085 (Temp. No. 11111)

— Journal Submission to the Korean J Lab Med
e Jul 21-2011

— Rejection by Editorial Decision by Associate
Editor (Prof. KA Lee)

e Jul 22-2011

» Your manuscript has been examined by the
editors.We concern that there is a significant
level of similarity (text and data) to previously
published works, especially YMJ 51:594,2010,
without an appropriate attribution to the source.
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Mouse DCs were generated from bone marrow suspensions harvested from 6- & week old C57BL/6 mice according to the publication  [12]  with slight modifications. Briefly, bone-marrow cells were harvested from femurs and tibias, depleted of red blood cells, and washed
twice in PBS. Cells were resuspendedin  aDCs  medium consisting of RPMI 1640 supplemented with 10% heatinactivated fetal calfserum (FCS) (Gibico, America), 10ng /mL GM-CSF (R&D Systems, Minneapolis, MN, USA), 10ng /mLIL-4 (R&D Systems,
Minneapolis, MN,

USA), and 50 mM 4 INFOrang.co., Ltd

2-mercaptoethanol, 100 IW/ml  penicillin,  and 100 po/iml streptomycin and cultured (37 ? C, 5% CO2)in 6-well plates at 1x10 6 cells/  3ml  /well. On day 3 and 5 of culture, floating cells were gently removed, and

fresh mGM-C SFimIL-4-containing medium was added. Onday 6, non-adherent cells and loosely adherent proliferating DCs aggregates were collected. Mature DCs were

generated by the inclusionof 10 ng  /ml LPS {Sigma) for

another 24h of culture. Then the mature DCs were cultured in 100ug anti-4-18B Ab, hamster lgG isotypecontrol Ab added or none added medium for another 48 h for following experiments. 3

Surface marker analysis of DCs For phenotypic analyses by flow cytometry,

4-1BB Ab-triggered DCs (5= 105 )

were stained for 30 min on ice with FITC- or PE-labeled monoclonal antibodies specific for CD11c, CD80, and CD86 (BD Pharmingen, San Diego, CA), after washed three timesin  phosphate-buffered saline  (PBS), the cells were analyzed by flow cytometry. Isofype-
matched monoclonal antibodies were used as controls. 4. Cytokine production by DCs For cytokine assays, culture supematants were  harvested  and used for enzyme-linked immunosorbent assay (ELISA). A mouse IL-6 Quantikine ELISA Kit (R&D Systems, Minneapolis, MHN,

USA) and a mouse IL-12 Quantikine ELISA Kit (R&D Systems) were used to detect IL-6 and IL-12, respectively, following the manufacturer's instructions. 5. Apoplosis analysis

by flow cytornetry For apoptosis analysis, 4-1BB Ab-triggered DCs (5 = 10 5 ) were collected and 5 INFOrang.co., Ltd

apoptosis was analyzed by flow cytometry,

staining

with FITC-conjugated annexin V and propidium iodide (P1) according to manufacturer instructions, and

subsequent flow cytometry analysis (Apoptosis Kit, BD Pharmingen, Germany). 6. Westemn blot analysis DCs were collected

and lysed. The lysates were separated on 10%

SDS-PAGE. After electrophoresis, the protein blots were transferred to a nitrocellulose membrane  (Amersham, Waukesha, Wisconsin, USA). The membrane was blocked with 5% non-fat milk in TBST for 1 h and incubated  overnight  with rabbit anti-

Bel-2 or rabbit anti-BclxL mAb at 4°C.

After three washes with TBST, the membrane was incubated at 37  °C  for 1 hwith horseradish peroxidase-conjugated goat anti-rabbit IgG secondary antibody diluted with TBST. The detected protein signals were visualized by an enhanced chemilluminescence  reaction

system. Western blot for B-actin was used as an  internal  sample.
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“onzei Med J. 2010 Jul,51(4)554-598
Publizhed online 2010 May 24. http:/idx.doiorg/10.33484m).2010.51.4

® Copyright: Yonsei University College of Medicine 2010

The Change of Immunoactivity of Dendritic Cells Induced by Mouse

4-1BBL Recombinant Adenovirus

Kuang Yuulin,"Weng xiaudung," Liu Xiuneng,m Chen Zhiyuan, Zhu Hengcheng, Chen Hui and Jiang Botao

Department of Urclogy, Renmin Hospital of Wuhan University, Wuhan University, Wuhan, China

g Corresponding author: Dr. Liu Xiuheng, Department of Urology, Renmin Hospital of Wuhan University, Wuhan
University, Jiefang Road 238, Wuhan 430080, China. Tel: 85-27-88041511-2235, Fax: 86-27-88042252, Email

"These authors contributed equally to this work.
Received August 17, 2009; Accepted October 08, 2009,

Thiz iz an Open Access article distributed under the terms of the Creative Commons Attribution Nen-Commercial
License (hitp://creativecommens.org/licensesiby-nc/3.0) which permits unrestricted noncommercial use,
distribution, and reproduction in any medium, provided the original work iz properly cited.

Purpose

The purpose of this study is to construct a recombinant adenovirus vector carrying mouse 4-18BL and observe
itz effects in dendritic cells.

Materials and Methods

Mouse &-1BBL cDNA was taken from the plasmid pcDNA3-m4-1BBL and subcloned into adenovirus shuttle
plazmid pAdTrack-CMV, and then transformed into competent BJ5183 with plasmid pAdEasy-1. After
recombination in £ coli, Ad-4-1BBL was packaged and amplified in HEK 293 cells. The expression of 4-1BBL in
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* Title submitted to Korean J Lab Med

—4-1BB signaling on the biological function of
murine dendritic cells

* Title published in Yonsei Medical
Journal
— The change of immunoactivity of dendritic
cells induced by mouse 4-1BBL recombinant
adenovirus.
* Yonsei Med J. 2010 Jul:51(4):594-8.
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 Authors, (Submitted to Korean J Lab Med on Jul 21, 2011)

~ Kuang Youlin, Zhang Jianwel, ,
Liu Xiuheng, , Chen Zhiyuan

e Department of Urology, Renmin Hospital of Wuhan
University, Wuhan, China

* Authors, (Yonsei Med J. 2010 Jul;:51(4):594-8)

— Kuang Youlin,* * Liu Xiuheng,
Chen Zhiyuan, , Chen Huli, and
Jiang Botao

« Department of Urology, Renmin Hospital of Wuhan
University, Wuhan University, Wuhan, China.
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« XN|E°t =& (Submitted to Korean J Lab Med on Jul 21,

— Background: 4-1BB signal has profound effects
on T cell induced cell Immune response, but its
biological function on dendritic cells (DCs) has
remained largely uncharacterized. Here, we
investigated the function of 4-1BB on murine
DCs with an agonistic mAb to 4-1BB.

o« =nlx| QA =8 (Yonsei Med J. 2010 Jul;:51(4):594-8)
— Purpose: The purpose of this study is to
construct a recombinant adenovirus vector

carrying mouse 4-1BBL and observe its effects
in dendritic cells.




H|=ct =& (Submitted to Korean J Lab Med on Jul 21, 2011)

— Methords: IL-6 and IL-12 production were assessed by enzyme-
linked immunosorbent assay (ELISA) and co-stimulatary moleculs
(CD80 and CD86) on DCs were analyzed by flow cytometry. Bcl-2"and
Bcl-xL expression were detected by western blot.

=It=E] S Al =2 (Yonsei Med J. 2010 Jul;51(4):594-8)

— Materials and Methods: Mouse 4-1BBL cDNA was taken from the
plasmid pcDNA3-m4-1BBL and subcloned into adenovirus shuttle
plasmid pAdTrack-CMV, and then transformed into competent BJ5183
with plasmid pAdEasy-1. After recombination in E. coli, Ad-4-1BBL
was packaged and amplified in HEK 293 cells. The expression of 4-
1BBL in Ad-4-1BBL-transfected mouse prostate cancer cell line RM-1
was detected by reverse transcription polymerase chain reaction (RT-
PCR) and Western blot. After the co-culture of dendritic cells (DCs)
with Ad-4-1BBLtransfected RM-1 cells, interleukin (IL)-6 and IL-12
production were assessed by enzyme-linked immunosorbent assay
(ELISA) and co-stimulatary moleculs (CD80 and CD86) on DCs were
analyzed by flow cytometry.
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Results: We found that 4-1BB was strongly expressed on DCs during
the maturation, and tri?gering 4-1BB increased the secretion of IL-6
and IL-12 and up-regulation of co-stimulatory molecules (CD80,
CD86) from DCs, indicating agonistic mAb to 4-1BB can directly
Improve the activation of DCs. Moreover, triggering 4-1BB induced
higher survival rate of DCs compared to that of hamster IgG
Isotypecontrol, which was owing to the up-regulated expression of
Bcl-2 and Bcl-xL. To further assess the role of 4-1BB on DCs
stimulating T cell proliferation, allogeneic mixed lymphocyte reactions
was analyzed. The agonistic anti-4-1BB mAb induced higher T cell
proliferation

SIotEl A =& (Yonsei Med J. 2010 Jul;51(4):594-8)

Results: The levels of IL-6 (3,960 pg/mL) and IL-12 (249 pg/mL)
production in Ad-m4-1BBL-pulsed DCs were more than those in
nonegoulsed DCs. The differences were statistically significant (p

< 0.05). The expression of co-stimulatary molecules (CD80 and CD86)
was up-regulated in Ad-m4-1BBL-pulsed DCs.
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 X|=oF =& (Submitted to Korean J Lab Med on Jul 21,
2011)

— Conclussions: These results suggest that 4-
1BB on DCs could effect the duration, DC-T
Interaction, and immunogenicity.

o« ZulxE| Al =& (Yonsei Med J. 2010 Jul;51(4):594-8)

— Conclusion: The results indicated the
recombinant mouse 4-1BBL can effectively
activate DCs.
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Hengcheng Z, Hui C,
Botao J. The change
of immunoactivity of
dendritic cells
Induced by mouse 4-
1BBL recombinant
adenovirus.
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Yonsei Med J. 2010 Jul;51(4):594-5.
The change of immunoactivity of dendritic cells induced by mouse 4-1BBL recombinant adenovirus.

Youlin K, Xiaodong W, Xiuheng L, Zhivuan C, Hengeheng £ Hui C, Botao J.
Department of Uralogy, Renmin Hespital of Wuhan University, Wuhan University, Wuhan 420080, China.

Abstract
PURPOSE: The purpose of this study is to construct a recombinant adenovirus vector carrying mouse 4-1BBL and observe its effects in dendritic cells.

MATERIALS AND METHODS: Mouse 4-1BBL cDMA was taken from the plasmid pcDMAZ-m4- 1BBL and subcloned into adenovirus shuttle plasmid
pAdTrack-CMV, and then transformed into competent BJ5183 with plasmid pAdEasy-1. After recombination in E.coli, Ad-4-1BBL was packaged and
amplified in HEK 293 cells. The expression of 4-1BBL in Ad-4-1BBLAransfected mouse prostate cancer cell line RM-1 was detected by reverse
transcription polymerase chain reaction (RT-PCR) and Western blot. After the co-culture of dendritic cells (DCs) with Ad-4-1BBLAransfected RM-1
cells, interleukin (IL)-6 and IL-12 production were assessed by enzyme-linked immunosorbent assay (ELISA) and co-stimulatary molecules (CDS0
and CD86) on DCs were analyzed by flow cytometry.

RESULTS: The levels of IL-6 (3,960 pg/mL) and IL-12 (249 pa/mL) production in Ad-m4-1BBL-pulsed DCs were more than those in none-pulsed DCs.
The differences were statistically significant (p = 0.05). The expression of co-stimulatary molecules (CD80 and CD26) was up-regulated in Ad-m4-
1BBL-pulsed DCs.

CONCLUSION: The results indicated the recombinant mouse 4-1BBL can effectively activate DCs.
PMID: 20499429 [PubhMad - indexed for MEDLINE] PMCID: PMc2220278  Free PMC Article
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Abstract: Purpose: The purpose of this study is to construct a recombinant adenovirus vector carrying mouse 4-1BBL and observe its effects in dendritic cells. Materials and Methods: Mouse 4-1BBL cDNA was taken from the
plasmid pcDNA3-m4-1 BBL and subcloned into adenovirus shuttle plasmid pAdTrack-CMV, and then transformed into competent 8J5183 with plasmid. pAdEasy-1. After recombination in E.coli, Ad-4-1BBL was packaged and amplified
in HEK 293 cells. The expression of 4-1 BBL in Ad-4-1BBL-transfected mouse prostate cancer cell line RM-1 was rleteman by reverse transcription polymerase chain reaction (RT-PCR) and Western blot. After the co-cutture of
dendritic cells (DCs) with Ad-4-1BBL-transfected RM-1 cells, interleukin (IL)-5 and IL-12 production were Y en linked bent assay (ELISA) and co-stimulatary moleculs (CD80 and CD86) on DCs were

analyzed by flow cytometry. Results: The levels of IL-6 (3,960 pg/mL) and IL-12 (249 pg/mL) production in Ad-1 m4—1BBL pulsed DCs were more than those in none-pulsed DCs. The differences were statistically significant (p < 0.05).
The expression of co-stimulatary molecules (CD80 and CD86) was up-regulated in Ad-m4-18BL-pulsed DCs. Conclusion: The results indicated the recombinant mouse 4-1BBL can effectively activate DCs.
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