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Thyroid cancer is the most common type of endocrine malignancy. Although the general
prognosis is good, the treatment of advanced disease is still challenging. Exosomes are
vesicle units containing specific components that transmit information between cells. In
order to explore its role in papillary thyroid cancer (PTC), our study screened exosome
enriched INncRNA SNHG9 by IncRNA chip and explored its biological function. We used
INncRNA chips combined with bioinformatics analysis to screen INcRNA SNHG9 enriched
in exosomes. GO analysis suggested its relationship with autophagy and apoptosis.
Quantitative PCR showed SNHG9 was highly expressed in PTC cells and exosomes and
its correlation with PTC tumor size was analyzed by clinical characteristics. SNHG9 could
inhibit the protective cell autophagy induced by starvation of human normal thyroid
epithelial cell line Nthy-ori-3 and promote its apoptosis through PTC cell exosomes. RNA-
pull down combined with protein spectrum showed that SNHG9O could interact with
YBOX3. Western blot and RNA immunoprecipitation further confirmed their interaction.
Western blot showed that SNHG9 could induce degradation of YBOXS, thus interfering
with the stability of P21 mRNA and inducing cell apoptosis. In conclusion, our study
identified SNHG9 as a PTC cell exosome-enriched IncRNA. SNHG9 could inhibit cell
autophagy and promote apoptosis of Nthy-ori-3 cell through YBOX3/P21 pathway.

Keywords: SNHGY, papillary thyroid cancer, exosome, autophagy, apoptosis, IncRNA

INTRODUCTION

Thyroid cancer is the most common type of endocrine malignancy and according to recent data, ranks
as the fifth most common cancer in women in the USA (1). Papillary thyroid carcinoma (PTC)
comprises 80% of all thyroid cancers (2). Although the prognosis of PTC is usually excellent, with 5- and
10-year survival rates exceeding 95% and 90%, respectively, approximately 20% of PTC patients develop
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recurrent disease (3). These diseases include local cervical
recurrence and distant metastasis, which may be incurable and fatal.

Exosomes refer to a class of vesicles approximately 30-150 nm in
size (due to the limitation of purification methods, some collectively
refer to units smaller than 200 nm as small extracellular vesicles)
that originate from intracellular multivesicles (multivesicular bodies,
MVBs) and are released after fusion with cell membranes (4, 5).
These subcellular vesicle-like structures that are actively secreted by
cells are surrounded by a lipid bilayer membrane. In recent years, a
series of component analyses have found that exosomes carry a large
cargo of proteins, lipids, nucleic acids as well as other components
from mother cells, and a considerable proportion of them exhibit
tissue and cell specificity (6). As increasingly more functions of
exosomes are revealed, new interpretations of long-discussed issues
in the field of oncology are being presented from a new perspective.
For example, Hoshino et al. found that some tumor cell-derived
exosomes can selectively increase uptake by specific distant organs,
causing the tissue microenvironment to be more suitable for the
survival and development of tumor cells and promoting migration
of tumor cells to the liver, lung, brain and other organs (7). In renal
cell carcinoma, sunitinib-resistant tumor cells can deliver specific
long noncoding RNAs (IncRNAs) via exosomes, conferring
resistance to sunitinib on surrounding nonresistant cells (8). This
finding successfully confirmed the important role that exosomes
play in the spread of tumor drug resistance through the cellular
microenvironment. Concomitantly, new targets have emerged in
research related to overcoming tumor drug resistance.

LncRNAs are noncoding RNAs consisting of >200 nucleotides
(9). Increasing studies have reported that IncRNAs play vital roles
in cancer cell proliferation, metastasis and chemoresistance (10).
Moreover, IncRNAs tend to exhibit higher tissue-specific expression
than protein coding genes. Although the expression specificity of
IncRNAs provides opportunities for exploring new biomarkers and
drug targets, the molecular mechanism of IncRNAs remains poorly
understood. Small nucleolar RNA host gene 9 (SNHGY) is located
on chromosome 16p13.3. It has been shown to be involved in
several types of cancer, such as glioblastoma (11), pancreatic cancer
(12) and non-small cell lung cancer (13). However, the function of
SNHGO in papillary thyroid cancer is still unknown.

Through extensive research, exosomes have been confirmed
to be closely related to the occurrence and development of a
variety of malignant tumors. Nonetheless, there are few relevant
studies and evidence in the field of PTC research. Indeed, the
relationship between exosomes and PTC is currently unknown.

In this study, we conducted a systemic analysis of the PTC
exosome-enriched IncRNA SNHG9. Our study revealed SNHG9 to
be a PTC exosome-enriched IncRNA that is able to inhibit autophagy
and promote apoptosis in the thyroid normal epithelial cell line Nthy-
ori-3 by interfering with YBOX3 and inhibiting the P21 protein.

MATERIALS AND METHODS

Tissue Specimens
Papillary thyroid cancer samples and corresponding normal
thyroid tissues at least lcm away from the tumor were

obtained from patients who underwent thyroid cancer surgery
at Fudan University Shanghai Cancer Center (FUSCC). Tissue
specimens were frozen in liquid nitrogen immediately after
surgical resection and stored at -80°C until use. Histological
classification was obtained from paraffin-embedded sections.
This study was performed in accordance with the 1964
Helsinki Declaration and its later amendments or comparable
ethical standards. It was approved by the Human Ethics
Committee/Institutional Review Board of Fudan University
Shanghai Cancer Center.

Cell Lines and Cell Culture

Two papillary thyroid cancer cell lines, TPC-1, K-1 and one
normal human thyroid epithelial cell line Nthy-ori-3 were used
for cell experiments. Nthy-ori 3 cell line was purchased from
Sigma. TPC-1 and K-1 cell lines were purchased from the Cell
Bank of University of Colorado. All cell lines were cultured in
RPMI-1640 medium (GIBCO) supplemented with 10% heat-
inactivated fetal bovine serum (GIBCO) at 37°C in a 5%
CO, chamber.

Total RNA Extraction, Reverse
Transcription and Quantitative Real-Time
PCR Analysis

Total RNA was extracted from tissues and cultured cells using
TRIzol Reagent (Invitrogen) according to the manufacturer’s
instructions. RNA purity and concentration were determined by
the NanoDrop2000 spectrophotometer. A total of 1 ug of RNA
was reverse-transcribed using a PrimeScript RT reagent kit
(Takara, Dalian, China). For quantitative real-time PCR
(qQPCR), cDNA was amplified using SYBR Green Premix Ex
Taq (Takara, Dalian, China) following the manufacturer’s
instructions. Gene expression was normalized against beta
actin mRNA expression in three independent experiments. The
relative mRNA expression level were determined by the
comparative Ct (2"*“)method.

Western Blotting

Cell lysates were obtained from 1x10° cultured cells with RIPA protein
extraction reagent. The protein concentration was determined by
bicinchoninic acid assay (BCA). Equal amounts (30pg) of total
protein lysate were separated by 10% sodium dodecyl sulfate-
polyacrylamide gel electrophoresis (SDS-PAGE) and then transferred
onto PVDF membrane. The membranes were then blocked in 5%
non-fat milk at room temperature for 1 hour. Following this treatment,
the membranes were probed with primary antibodies against human
P62 (1:1000 dilution, Cell Signaling Technology, USA), P21 (1:1000,
Proteintech), YBOX3 (1:1000, Cell Signaling Technology, USA),
Histone 3 (1:1000, Proteintech), GAPDH (1:1000, Abcam, USA),
CD63 (1:1000, Proteintech), CD9 (1:1000, Proteintech), Caspase 9
(1:1000, Proteintech), Cleave caspase 9 (1:1000, Proteintech), Caspase 3
(1:1000, Proteintech), Cleave caspase 3 (1:1000, Proteintech), Caspase
7 (1:1000, Proteintech), Cleave caspase 7 (1:1000, Proteintech), Beclinl
(1:1000, Proteintech), Atg5 (1:1000, Proteintech), LCII (1:1000,
Proteintech), LCIII (1:1000, Proteintech) at 4°C overnight. Following
incubation in a solution of goat anti-rabbit (1:1000, Santa Cruz, USA)
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or anti-mouse IgG (1:5000 for both; Santa Cruz, USA) at room
temperature for lhour, the membranes were washed with TBST and
then detected with enhanced chemiluminescence reagents (Thermo
Fisher Scientific, Inc.). The bands were visualized using 1-step TM
NBT/BCIP reagents (Thermo Fisher Scientific, Rockford, IL, USA) and
detected by the Alpha Imager (Alpha Innotech, San Leandro,
CA, USA).

Exosome Isolation and Exosome Protein
Extraction

The cell medium was centrifuged at 500 g for five minutes and at
2000 g for thirty minutes at 4 °C to remove cellular debris and
large apoptotic bodies. After centrifugation, media was added to
an equal volume of a 2x polyethylene glycol (PEG, MW 6000,
Sigma, 81,260) solution (final concentration, 8%). The samples
were mixed thoroughly by inversion and incubated at 4°C
overnight. Before the tubes were tapped occasionally and
drained for five minutes to remove excess PEG, the samples
were further centrifuged at maximum speed (15,000 rpm) for 1 h
at 4°C. The resulting pellets were further purified using 5% PEG
and then stored in 50-100 ul of particle-free PBS (pH7.4) at
—80°C. The average yield was approximately 300 pg of exosomal
protein from 5 ml of supernatant. Exosome was re-suspended in
150ul RIPA buffer (Beyotime, P0013B) and incubated on ice for
1h. The lysate was centrifuged for 20min at 16000g at 4°C, and
the supernatant was further concentrated by ultracentrifuge filter
(Millipore, 3kDa cutoff). Protein concentration was measured by
BCA assay (Beyotime, P0012).

RNA-Pull Down Assay

The resultant plasmid DNA was linearized with restriction
enzyme Notl. Biotin-labeled SNHGY IncRNAs were in vitro
transcribed with the Biotin RNA Labeling Mix (Roche
Diagnostics, Indianapolis, IN, USA) and T7 RNA polymerase
(Roche, Basel, Switzerland), treated with RNase-free DNase I
(Roche) and purified with the RNeasy Mini Kit (Qiagen, Inc.,
Valencia, CA, USA). Nthy-ori-3 cell extract (2 pug) was mixed
with biotinylated RNA (100 pmol). One hour after incubation at
4°C, washed streptavidin-coupled agarose beads (Invitrogen)
were added to each binding reaction and further incubated at
room temperature for 1 h to isolate the RNA-protein complex.
Beads were washed briefly three times and boiled in SDS buffer,
and the retrieved protein was detected by standard western
blot technique.

RNA Immunoprecipitation (RIP) Assay

RIP assays were performed using an EZ-Magna RIP'" RNA-
Binding Protein Immunoprecipitation Kit (Millipore, Billerica,
MA, USA) according to the manufacturer’s instructions. Cells at
approximately 90% confluence was lysed using complete RIP
lysis buffer containing RNase Inhibitor (Millipore) and protease
inhibitor and then 100 pul of whole cell extract was incubated with
RIP buffer containing magnetic beads conjugated to specific
antibodies. The negative control was normal mouse anti-IgG
antibody (Cell Signaling Technology, USA).

McHerry-gfp-lc3 Autophagy Flow
Detection

Cells cultured in 24-well plates (1x105 cells/well) were
transduced with mCherry-GFP-LC3 adenovirus at 40 MOI
(multiplicity of infection) for 24 h at 37°C in a humidified
atmosphere containing 5% CO2/95% air. Following
transduction, the cells were incubated with fresh culture
medium for 24 h at 37°C. The numbers of GFP and mCherry
dots per cell were counted in three randomly selected fields
under a fluorescence microscope.

TUNEL Staining Assay

The treated cells were rinsed with PBS twice and fixed in 4%
paraformaldehyde. The endogenous peroxidase activity was
blocked by methanol followed by cell permeabilization with a
cocktail of 1 g/L TritonX-100 in 0.1% sodium citrate. After
washing with PBS, all sections were incubated with TUNEL
mixture for 60 min, followed by an incubation with DAPI for
10 min. Finally, the tissue sections were observed with a
confocal microscopy.

Cell Apoptosis Analysis by Flow Cytometry
Treated cells were trypsinized. The resuspended cells were
washed with PBS and stained with annexin V-FITC and
propidium iodide (PI) according to the instructions of
AnnexinV-FITC apoptosis detection kit (BD Biosciences,
USA). Cells were then analyzed by flow cytometry (CytoFLEX;
Beckman Coulter, Brea, CA, USA).

Statistics Analysis

Statistical analyses were performed with SPSS version 19.0 for
Windows. For comparison among the groups, a Student’s ¢ test,
Chi-Square test or a Fisher’s Exact test was performed, and
P<0.05 was defined as statistically significant. The data and error
bars report the means + SEM. Each experiment was repeated at
least three times.

RESULTS

SNHGO9 Is Enriched in and Protected by
PTC Cell Exosomes

To evaluate PTC exosomal-specific IncRNAs, we first isolated
exosomes from two PTC cell lines, TPC-1 and K-1, and one
normal thyroid epithelial cell line, Nthy-ori-3, and detected
expression of the exosome-specific protein markers CD9 and
CD63 (14) by Western blotting (Supplementary Figure 1A). In
addition, exosome morphology was observed by transmission
electron microscopy. The shape of various sizes of exosomes was
round or elliptical, displaying their typical “saucer-like” structure
(Supplementary Figures 1B, D). Combining the characteristics
of protein detection and electron microscopy morphological
identification, we confirmed that the exosome extraction
method adopted in this study could successfully extract
exosomes from PTC cells.
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Next, we used the Arraystar Human LncRNA Array v2.0 gene
chip to compare expression profile data of IncRNAs in Nthy-ori-3,
TPC-1 and K-1 cells and their respective exosomes. A total of 2804
known IncRNAs were identified in PTC cell exosomes. Among
them, the expression levels of 172 and 253 known IncRNAs in
exosomes derived from TPC-1 and K-1 cell lines were significantly
upregulated, respectively, and 369 and 418 were significantly
downregulated, respectively. Compared with Nthy-ori-3, IncRNA

€xosomes

cellular

RPLIAFI33
RPLAIBZLS
09
RPITS%0105
RPATIGHII
szm2ast
UNCOOBS
RP11ZN2I 2
RPLIBDIAT
RP11SIIR2
RP11.54051
RP11.643052
AcCI066702
RP11.30MIS1
RPASEMS2
RPIIPILS
RP51024N42
RPS1024N4 4
RPI1141AI9.N
RPI1141A192
RPI101CH1Y
AcBLATI
RP11SETC202
RP11S67C203
RPI27SF131
RPASIHI2
RPI1SMAIES
RP11LIZCIT2
RPI13MATS

SNHGO
LNC00211
RMON2AS1
AC009220.6
ATPZB21T2
LINC00608

CTCS51A13.1
cTess1A132
NREP-AS1
RP11-150K7.2
RP11371M22.1

RP51024652
RPATBAATE
RPATBAATES
RPILITOZ1
RPI11TOZ22
RPAT05F10.1
RP566L201
RP11.2000104
RP116T32

RP11492410.1
CTC313010.1
RP11436C102
RP11438C19.1
cTc4z602
CTC505083
cTes05082

w
o

»
&

»
°

o

o

°
o

e
°

Relative expression of SNHG9

o]

Relative expression of SNHG9

2
o
z
H
&
s
c
2
#
2
g
g
H
°
2
&
S
o©

w

»

- &

Para-tumor

Relative expression of SNHG9

Tumor

‘The expression of SNHG9 in serum exosomes

University Shanghai Cancer Center; PTC, papillary thyroid cancer.

-4.00
-280
144
-000

289
-4.00

TPC1 supernatant

SNHGY showed specifically high expression in PTC cell lines and
their exosomes (Figure 1A). The expression of SNHG9 levels were
analyzed in three cell lines and their respective exosomes by qPCR.
Figures 1B, C show that in both the cells and secreted exosomes,
expression of SNHG9 was significantly higher in TPC-1 and K-1
cells than in the normal thyroid epithelial cell line Nthy-ori-3.
The prediction results based on sequence specificity showed
rich interactions between SNHGY and other genetic molecules.
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FIGURE 1 | Identification and expression of PTC cell exosome-enriched INcRNA SNHG9. (A) High-throughput screening identification of PTC associated exosome
INncRNAs. SNHG9 is PTC cell exosome-enriched INncRNA in TPC-1 and K-1 cells compared with Nthy-ori-3 cell. (B, C) Validation of SNHG9 overexpression in both
TPC-1 and K-1 cells and their respective exosomes compared with Nthy-ori-3 cell and its exosome by gPCR. (D) Coregulation network of SNHG9 with mRNA/
miRNA. SNHG9 had an interaction with autophagy related molecules. (E) Gene ontology enrichment analysis showed the highest regulation scores in autophagy and
apoptosis. (F) KEGG-pathway-weighted analysis showed SNHG9 mainly targeted apoptosis and autophagy pathways. (G) SNHG9 in the PTC cell supernatant
mainly derived from cell exosomes. QPCR showed significantly lower SNHG9 expression level in supernatant treated with Rnase and Triton compared with
supernatant treated with only Rnase and control group. (H) QPCR confirmed no SNHG9 expression in cell supernatants after exosome extraction. () SNHG9
expression level between tumor and normal tissues in 70 PTC patients from FUSCC. The results were normalized to B-actin mRNA level. (J) Waterfall plot showed
the distribution of SNHG9 expression level in each PTC patients from FUSCC. ***P < 0.001, data were pooled from three independent experiments. FUSCC, Fudan
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These interactions can be summarized into two main regulatory
networks: the SNHG9-mRNA network and the SNHG9-miRNA
network. Regarding the former, we found that autophagy-related
molecules, including DRAM1, BECN1 and the ATG family, were
able to interact with SNHG9 (Figure 1D). Based on GO analysis,
SNHG9 is involved in DNA damage repair, cell cycle regulation
and other processes, among which autophagy and apoptosis
regulation had the highest scores (Figure 1E). Furthermore, we
used KEGG signal pathway weighted analysis and found that
SNHGY mainly targets apoptosis and autophagy pathways
(Figure 1F), further suggesting involvement of SNHG9 in the
regulation of PTC cell autophagy and apoptosis.

To clarify whether the IncRNA SNHG9 present in the cell
culture supernatant was derived from exosomes secreted by PTC
cells, we treated the supernatant with either RNase or RNase plus
Triton 100, which could disrupt the exosomal membrane.
According to qPCR, the abundance of SNHGY in exosomal
samples treated with RNase alone was unchanged compared
with the control group, though its abundance was significantly
lower in the RNase plus Triton 100 group (Figure 1G). This
illustrates the protective effect of exosomes on SNHGY. As
depicted in Figure 1H, we could not detect SNHGY in TPC-1
and K-1 cell supernatants after exosome extraction, which
further confirmed the enrichment of SNHGY in exosomes.

SNHG9 Is Overexpressed in Human PTC
Tissues

We also used qPCR to explore SNHGY expression levels in 70 pairs
of PTC and adjacent thyroid specimens from the FUSCC cohort,
and the results showed SNHG9 to be upregulated in PTC samples
(Figure 1I). The correlation of SNHG9 with the clinicopathological
characteristics of PTC patients is presented in Table 1. High SNHG9

expression was significantly associated with a large tumor size
(P=0.034) but did not correlate with tumor invasion, lymph node
metastasis or other variables. Therefore, SNHG9 is overexpressed in
human PTC tissues and is related to tumor malignancy, suggesting
that SNHG9 plays an oncogenic role in PTC.

SNHG9 Inhibits Nthy-ori-3 Cell Autophagy
Through PTC Exosomes
Next, we investigated the biological roles of SNHG9 in PTC
oncogenesis by overexpressing and knocking down SNHG9
expression via lentivirus transfection. QPCR assays confirmed
that SNHGY was successfully overexpressed (SNHG9-O) or
silenced (SNHG9-KD) in TPC-1, K-1 and Nthy-ori-3 cells
compared with negative controls (Supplementary Figure 2),
and the data in Figure 2 indicate that SNHG9 expression was
also significantly upregulated or downregulated in exosomes
(EXO-SNHG9-O/EXO-SNHG9-KD) of TPC-1 and K-1 cells.

After exogenously overexpressing SNHG9 in Nthy-ori-3 cells,
we used the mRFP/mCherry-GFP-LC3B tandem fluorescent
protein to detect the level of autophagy induced by Hank’s
balanced salt solution (HBSS) starvation. After 2 hours of
HBSS starvation induction, obvious yellow (autophagosomes)
and red (autophagic lysosomes) foci in the control cells were
detected (Figures 2E, F), indicating normal autophagy. In
contrast, the red and yellow fluorescence was diffusely
distributed in the cytoplasm of the cells overexpressing
SNHGY, with no yellow or red foci observed. Moreover, P62
protein expression was significantly increased compared to the
control group (Figure 2G), indicating that overexpression of
SNHG9 inhibits Nthy-ori-3 cell autophagy.

We extracted K-13NHG0 K SNHGOKD 'rp_1SNHGO 54
TPC-13VH KD exosomes and their respective control groups

TABLE 1 | The correlation of SNHG9 with the clinicopathological characteristics of PTC patients in the FUSCC.

Clinical parameters SNHG9 expression P-value
High (%) Low (%)

Age(years) 0.325
<565 13 (65.2) 19 (41.3
>55 11 (44.8) 27 (68.7

Gender 0.534
Male 6 (20.7) 8(17.5)
Female 18 (79.3) 38 (82.5)

Tumor size (cm) 0.034*
<1 20 (37.9) 26 (60.3)
>1 4 (62.1) 20 (39.7)

Location of the primary tumors Solitary lesion 0.579
Upper third 3(12.5) 10 (21.7)
Middle third 13 (54.2) 20 (43.5)
Lower third 4 (16.7) 11 (23.9)
Isthmus 4 (16.7) 5(10.9)

Extrathyroidal extension 0.406
Positive 2 (8.3 6 (13.0)
Negative 22 (91.7) 40 (87.0)

Lymph node metastasis 0.992
Positive 11 (45.8 22 (47.8
Negative 3 (54.2) 24 (52.2

*P < 0.05, Chi-squared test P-value.
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exosomes secretion was inhibited by GW4869. ***P < 0.001, **P < 0.01, data were pooled from three independent experiments. PTC, papillary thyroid cancer; KD,
knock down; O, overexpression. HBSS, Hank’s balanced salt solution.

and co-cultured them with Nthy-ori-3 cells. At 2 hours after
HBSS treatment, yellow and red spots were found in the Nthy-
ori-3 cells added to the control group (HBSS treated) and K-
|SNHG9KD oy 0somes (HBSS+EXQK1-SNHGI-KDy indicating
that normal autophagic flow. Conversely, significantly
decreased autophagosome and autophagic lysosome numbers
among the Nthy-oir-3 cells from the K-1°"%*"C group (HBSS+
EXOX'-SNHG0) yere observed, indicating that autophagic flow

was blocked (Figures 2H, I). In addition, the significantly higher
level of P62 protein in the HBSS+EXQN'-SNHGYO oroyp
suggested that Nthy-ori-3 cell autophagy was inhibited (Figure
2]). We also observed the same phenomenon in the TPC-1 cell
group (Supplementary Figure 3). Therefore, SNHGY inhibits
Nthy-ori-3 cell autophagy through PTC exosomes.

Next, we used a Transwell coculture system of living cells to
confirm that the SNHG9-mediated regulation of Nthy-ori-3 cell
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autophagy is exosome dependent. Nthy-ori-3 cells were spread
onto a 24-well glass bottom dish, and K-1, K-1_SNHG9-QCW48%9_
treated, K-1_SNHG9-QPMSO_treated ;4 K_1-SNHG9-O cells were
spread onto the upper chamber. In the GW4869 (an exosome
inhibitor)-treated group, the number of autophagosomes formed
increased significantly (Figures 2K, L), and the P62 protein level
decreased (Figure 2M), indicating normal Nthy-ori-3 cell
autophagy; the same was observed in the TPC-1 cell group.
These experimental results indicate that the regulation of Nthy-
ori-3 cell autophagy by SNHGY is dependent on exosomes.

SNHG9 Promotes Nthy-ori-3 Cell
Apoptosis Through PTC Exosomes

Flow cytometry was then applied to ascertain the effect of
SNHGY on Nthy-ori-3 cell apoptosis. Figures 3A, B shows

HBSS

HBSS+Control

that compared with the control group, the number of Nthy-
ori-3 apoptotic cells in early and late stages was significantly
increased after overexpressing SNHGY. Therefore, SNHG9
promotes Nthy-ori-3 cell apoptosis.

Next, using the exosomes and Nthy-ori-3 coculture system
mentioned above, flow cytometry results indicated significant
increases in the number of Nthy-ori-3 apoptotic cells in the
SNHGY-enriched exosome group (HBSS+EXQX!-SNHG9-0)
compared to the HBSS+EXON'-SNHG¥O and HBSS-treated
groups (Figures 3C, D). We obtained the same results for the
TPC-1 exosome-treated groups (Supplementary Figure 4).

We also used TUNEL staining to detect the level of Nthy-ori-
3 cell apoptosis in the Transwell coculture system of living cells.
As illustrated in Figures 3E, F, compared with the control group,
the number of apoptotic cells in early and late stages was
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obviously increased after exosome inhibition by GW4869. All
these results suggest that SNHGY promotes Nthy-ori-3 cell
apoptosis in a PTC cell exosome-dependent manner.

SNHG9 Interacts With YBOX3

To further explore the underlying molecular mechanism of
SNHG?Y regulation in PTC, we conducted an RNA pull-down
assay using Nthy-ori-3 cells, in which silver staining showed
significantly stronger bands at 110 kD, 60-40 kD, 34 kD and 20
kD compared with the control (Figure 4A). We further analyzed
these bands by mass spectrometry (Figure 4D), and YBOX3 was

among the top candidates obtained. YBOX3 can bind to mRNAs
containing the sequence 5-UCCAUCA-3’, stabilize the structure
of the mRNA, and regulate the translation of the protein. The
interaction between SNHG9 and YBOX3 identified by RNA pull-
down mass spectrometry was further validated by Western
blotting using an anti-YBOX3 antibody (Figure 4B), and we
confirmed this interaction by RIP-qPCR assays. When compared
to normal IgG, YBOX3 resulted in a significant enrichment of
SNHG9 in Nthy-ori-3 cells (Figure 4C). RT-PCR result showed
the length of SNHG9 determined by RIP experiment was
about 470bp.
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SNHGO9 Interferes With YBOXS3 and Inhibits
P21 Expression Through PTC Exosomes
and Regulates Nthy-ori-3 Cell Autophagy
and Apoptosis
A previous study found that the YBOX3 protein can bind to the
5-UCCAUCA-3" motif of the P21 mRNA under stress
conditions, stabilize the mRNA and promote P21 protein
expression (15), thereby preventing cells from apoptosis and
maintaining cell survival. Therefore, we speculated that SNHG9
may regulate YBOX3 expression and further affect P21 to
modulate apoptosis and autophagy.

We first used transient transfection to overexpress SNHG9 in
Nthy-ori-3 cells and then extracted cytoplasmic and nuclease

proteins. After overexpressing SNHGY, significant reductions in
YBOX3 protein levels in both the cytoplasm and nucleus were
observed (Figure 5A). Furthermore, both P21 mRNA and
protein levels were decreased in the SNHG9 overexpression
group (Figures 5A, B). The results indicate that SNHG9
negatively regulates YBOX3 and P21.

To further confirm that P21 downregulation is related to YBOX3,
we constructed a small interfering RNA for YBOX3 to knock down
its expression. Western blotting and qPCR results showed that P21
protein and mRNA expression levels were significantly decreased
after interfering with YBOX3 expression (Figures 5C-E).

We extracted exosomes of K-1_SNHG9-O and cocultured
them with Nthy-ori-3 cells. Compared with the control group,
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FIGURE 5 | SNHG interferes with YBOX3 and inhibits P21 expression through PTC exosomes and regulates Nthy-ori-3 cell autophagy and apoptosis. (A) SNHG9
overexpression could inhibit YBOX3 and P21 protein expression level in both the cytoplasm and nucleus tested by Western blotting. The intracellular reference was
GAPDH. The internal nuclear reference was H3. (B) P21 mRNA expression was decreased by SNHG9 overexpression in Nthy-ori-3 cell tested by gPCR. (C, D) Both
P21 and YBOX3 protein expression were downregulated in cytoplasm and nucleus of Nthy-ori-3 cell after transfection of small interfering RNA for YBOX3. (E) P21
mRNA expression was decreased in Nthy-ori-3 cell after transfection of small interfering RNA for YBOX3. (F) Both P21 and YBOX3 protein expression were
downregulated in cytoplasm and nucleus of Nthy-ori-3 treated with exosomes of K-1_SNHG9-O. (G) P21 mRNA expression was decreased in Nthy-ori-3 cell treated
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exosomes overexpressing SNHG9 resulted in downregulation of
YBOX3 and P21 protein levels in the cytoplasm and nucleus
(Figure 5F). P21 mRNA levels were also decreased in Nthy-ori-3
cells treated with exosomes overexpressing SNHG9 (Figure 5G).
These data indicate that SNHGY interferes with YBOX3 protein
through exosomes and inhibits P21 expression.

We then detected apoptosis and autophagy-related protein
expression after overexpressing SNHGY and treating Nthy-ori-3
cells with PTC exosomes overexpressing SNHG9. As presented in
Figure 5H, levels of the caspase apoptosis pathway proteins caspase
3, caspase 9, caspase 7, and PARP and their respective cleaved
forms were increased after treatment with SNHG9-overexpressing
plasmids or exosomes, suggesting that the cells entered apoptosis.
In addition, expression of the autophagy pathway proteins Beclin-1
and Atg5 was downregulated, the P62 protein was aggregated, and
LCII/LCI protein levels were decreased (Figure 5I), indicating that
Nthy-ori-3 cell autophagy was inhibited.

DISCUSSION

SNHG9 (small nucleolar RNA host gene 9) is a IncRNA with a
coding gene located on chromosome 17 and a total length of
approximately 416 bp. There are few basic research reports on
SNHGY to date. In this study, we carried out a preliminary
exploration of IncRNAs related to PTC cells and their exosomes.
We used IncRNA chip technology for high-throughput
screening, and we obtained the differential expression profiles
of IncRNAs in the exosomes of TPC-1, K-1 and Nthy-ori-3 cell
lines by bioinformatics analysis; SNHG9 was at the top of the list,
indicating its potential role in PTC tumorigenesis. GO analysis
results show that SNHGY participates in DNA damage repair,
apoptosis signal pathway regulation, cell autophagy and other
cell processes. More importantly, we found that the distribution
of SNHGY exhibited significant exosomal enrichment. This
result suggests that as a carrier of key molecules for cell to cell
information regulation, exosomes are involved in the
pathogenesis of PTC and that SNHG9 may be one of the key
molecules acting through unique molecular mechanisms,
participating in the pathogenesis and progression of PTC.

Autophagy is a cell-selective process accompanied by
different protein degradation rates and sites (16, 17).
Autophagy is tightly regulated under normal conditions,
helping cells to maintain balance in synthesis and degradation
of cellular components (18). However, in the context of tumors,
autophagy can help cells cope with a variety of exogenous
stimuli, such as nutrient deficiency, cell density load, and
hypoxic oxidative stress. Overall, it is an important mechanism
for cells to maintain homeostasis (19, 20).

Apoptosis is a type of programmed cell death during which
DNA fragmentation occurs, the cell begins to shrink (16) and
become rounded, nuclear chromatin condenses, the nucleus
shrinks, a vacuolated cell membrane appears, and apoptotic
bodies (including some organelles, ribosomes, and nuclear
fragments) form. The relationship between autophagy and
apoptosis is complex (21-23). Both processes play critical roles

in controlling cell death and survival (24). They can be
stimulated by the same stresses (24). In response to stress or
damage, autophagy can keep cells viable and metabolically inert,
allowing cellular repair and escape from further damage. The
occurrence of autophagy can inhibit apoptosis, thereby
protecting cells from stress or a lack of energy metabolism due
to premature death (25). Inspired by this, after overexpressing
SNHGY in Nthy-ori-3 cells, we examined apoptosis by flow
cytometry and found that the number of cells overexpressing
SNHGY9 undergoing apoptosis was significantly increased
compared with the control group. Furthermore, we extracted
the respective exosomes from the autophagy group described
above, treated Nthy-ori-3 cells with these exosomes and detected
apoptosis by flow cytometry. According to the results, the level of
apoptosis in the autophagy inhibition group increased to varying
degrees. In a coculture system, we used TUNEL staining to detect
apoptosis and found significantly stronger staining in the
autophagy inhibition group than in the control group. The
above results indicate that PTC cells can transmit SNHG9 to
surrounding normal cells through exosomes, thereby inhibiting
autophagy in normal cells, interfering with their ability to adapt
to stress, hyponutrition or hypoxia, and disrupting the internal
environment and promoting apoptosis.

We applied RNA pulldown and mass spectrometry to identify
target proteins of SNHG9. GO and KEGG analyses and query of
the 20 most distinct proteins in a database revealed the
transcription factor YBOX3. RIP assays confirmed that SNHG9
is indeed able to bind to the YBOX3 protein, and Western
blotting confirmed that SNHG9 negatively regulates YBOX3 in
Nthy-ori-3 cells.

It has been reported that YBOX3 is activated in cells under
stress and that it binds to the 5-UCCAUCA-3’ end of the P21
mRNA to stabilize its structure, promote its translation, and
increase P21 protein expression. P21 is an important member of
the cyclin-dependent kinase inhibitor family, and in the presence
of DNA damage, P21 arrests the cell growth cycle, thereby
protecting cells from apoptosis (26). It has been reported that
P21 can promote degradation of activated caspase 3 and inhibit
activation of the apoptotic pathway, preventing apoptosis and
promoting survival (27). However, some researchers have
emphasized that in the case of ROS induction, translation of
the P21 protein is enhanced and activates the p38 MAPKo
pathway, which increases expression of Beclin-1, promotes
autophagy and maintains the stability of the intracellular
environment (28). Therefore, we confirmed that SNHG9
interferes with YBOX3 protein expression through PTC
exosomes, negatively regulates P21, inhibits autophagy, and
promotes apoptosis under stress conditions.

Our study suggests that SNHGY acts as a PTC exosome-
enriched IncRNA and regulates Nthy-ori-3 cell autophagy and
apoptosis by interfering with the YBOX3 and P21 pathways.
Nevertheless, the observations that SNHGY targets YBOX3 to
regulate autophagy and apoptosis in normal cells were obtained
in vitro, and further verification in animal models is needed.
More follow-up studies are necessary to further clarify how
SNHG9 induces YBOX3 degradation.

Frontiers in Oncology | www.frontiersin.org

May 2021 | Volume 11 | Article 647034


https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Wen et al.

PTC Exosome-Enriched INcRNA SNHG9

DATA AVAILABILITY STATEMENT

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and
accession number(s) can be found below: https://www.ncbi.
nlm.nih.gov/, SUB8325912.

AUTHOR CONTRIBUTIONS

DW and W-IL performed cell line culture, RNA-pull down, RIP
assay, statistical analysis, and wrote the paper. Z-wL performed
FUSCC human tissues collection and helped write the paper.
Y-mC performed qPCR and Western blotting. Q-hJ provided
human PTC tissues and technical support. W-jW designed this
project and supervised this project. All authors contributed to the
article and approved the submitted version.

FUNDING

This work was supported by the National Natural Science
Foundation of China (81772854, 81572622 to Q-hJ, 82002381
to W-IL) and Natural Science Foundation of Shanghai
(19ZR1410900 to W-jW).

REFERENCES

1. Lim H, Devesa SS, Sosa JA, Check D, Kitahara CM. Trends in Thyroid Cancer
Incidence and Mortality in the United States, 1974-2013. JAMA (2017) 317
(13):1338-48. doi: 10.1001/jama.2017.2719

2. Lubitz CC, Sosa JA. The Changing Landscape of Papillary Thyroid Cancer:
Epidemiology, Management, and the Implications for Patients. Cancer (2016)
122(24):3754-9. doi: 10.1002/cncr.30201

3. Margolick J, Chen W, Wiseman SM. Systematic Review and Meta- Analysis of
Unplanned Reoperations, Emergency Department Visits and Hospital
Readmission After Thyroidectomy. Thyroid (2018) 28(5):624-38.
doi: 10.1089/thy.2017.0543

4. ELA S, Mager [, Breakefield XO, Wood M]J. Extracellular Vesicles: Biology and
Emerging Therapeutic Opportunities. Nat Rev Drug Discovery (2013) 12
(5):347-57. doi: 10.1038/nrd3978

5. Vlassov AV, Magdaleno S, Setterquist R, Conrad R. Exosomes: Current
Knowledge of Their Composition, Biological Functions, and Diagnostic and
Therapeutic Potentials. Biochim Biophys Acta (2012) 1820(7):940-8.
doi: 10.1016/j.bbagen.2012.03.017

6. Zappulli V, Friis KP, Fitzpatrick Z, Maguire CA, Breakefield XO. Extracellular
Vesicles and Intercellular Communication Within the Nervous System. J Clin
Invest (2016) 126(4):1198-207. doi: 10.1172/JCI81134

7. Hoshino A, Costa-Silva B, Shen TL, Rodrigues G, Hashimoto A, Tesic Mark
M, et al. Tumour Exosome Integrins Determine Organotropic Metastasis.
Nature (2015) 527(7578):329-35. doi: 10.1038/naturel5756

8. Qu L, Ding J, Chen C, Wu ZJ, Liu B, Gao Y, et al. Exosome-Transmitted
Lncarsr Promotes Sunitinib Resistance in Renal Cancer by Acting as a
Competing Endogenous Rna. Cancer Cell (2016) 29(5):653-68.
doi: 10.1016/j.ccell.2016.03.004

9. Mathieu EL, Belhocine M, Dao LT, Puthier D, Spicuglia S. Functions of

IncRNA in Development and Diseases. Med Sci (Paris) (2014) 30(8-9):790-6.

doi: 10.1051/medsci/20143008018

Liu S, Wang Z, Chen D, Zhang B, Tian RR, Wu J, et al. Annotation and Cluster

Analysis of Spatiotemporal- and Sex-Related IncRNA Expression in Rhesus

Macaque Brain. Genome Res (2017) 27(9):1608-20. doi: 10.1101/

gr.217463.116

10.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online
at: https://www.frontiersin.org/articles/10.3389/fonc.2021.
647034/full#supplementary-material

Supplementary Figure 1 | Validation of cell exosomes extraction. (A) Cell
exosome marker CD9 and CD63 showed successful cell exosome extraction by
Western blotting. (B) The shape of exosomes was observed by transmission
electron microscopy.

Supplementary Figure 2 | (A, C) Overexpression efficiency of SNHG9 in TPC-1,
K-1 and Nthy-ori-3 cell lines confirmed by gPCR. (D, F) Knockdown efficiency of
SNHG9 in TPC-1 and K-1 cell lines confirmed by gPCR.

Supplementary Figure 3 | SNHG9 could inhibit Nthy-ori-3 cell autophagy
through TPC-1 exosomes. (A, C) TPC-1NHEO-O/TpC _1SNHGO-KD gy 550mes could
inhibit/promote Nthy-ori-3 cells autophagy detected by mRFP/mCherry-GFP-LC3B
autophagy flow. Yellow spots indicate autophagosomes and red spots indicate
autophagic lysosomes. (B) P62 was significantly increased in TPC-1SNHG9-0
exosome treated Nthy-ori-3 and was downregulated in TPC-1SNHG8KD exosome
treated Nthy-ori-3 cells by Western blotting. (D) The impact of TPC-1SNHE-O/TpC.
1SNHGS-KD oy 0s0mes on Nthy-ori-3 cell autophagy was decreased after TPC-1 cell
exosomes secretion was inhibited by GW4869. (E) P62 protein change after TPC-1
cell exosomes secretion was inhibited by GW4869.

Supplementary Figure 4 | SNHG9 could promote Nthy-ori-3 cell apoptosis
through TPC-1 exosomes. (A, B) TPC-1SNHE-OTpC_1SNHEO-KD gy 650mes could
promote/inhibit Nthy-ori-3 cells apoptosis detected by flow cytometry.

11. Zhang H, Qin D, Jiang Z, Zhang J. SNHG9/Mir-199a-5p/Wnt2 Axis Regulates
Cell Growth and Aerobic Glycolysis in Glioblastoma. ] Neuropathol Exp
Neurol (2019) 78(10):939-48. doi: 10.1093/jnen/nlz078

Zhang B, Li C, Sun Z. Long non-Coding RNA Linc00346, LINC00578,
Linc00673, LINC00671, LINC00261, and SNHG9 are Novel Prognostic
Markers for Pancreatic Cancer. Am J Transl Res (2018) 10(8):2648-58.
Wang R, Chen C, Kang W, Meng G. SNHG9 was Upregulated in NSCLC and
Associated With DDP-resistance and Poor Prognosis of NSCLC Patients. Am
J Transl Res (2020) 12(8):4456-66.

Abache T, Le Naour F, Planchon S, Harper F, Boucheix C, Rubinstein E. The
Transferrin Receptor and the Tetraspanin Web Molecules CD9, CD81, and
CDYP-1 are Differentially Sorted Into Exosomes After TPA Treatment of
K562 Cells. J Cell Biochem (2007) 102(3):650-64. doi: 10.1002/jcb.21318
Coles LS, Diamond P, Occhiodoro F, Vadas MA, Shannon MF. Cold Shock
Domain Proteins Repress Transcription From the GM-CSF Promoter. Nucleic
Acids Res (1996) 24(12):2311-7. doi: 10.1093/nar/24.12.2311

Ouyang L, Shi Z, Zhao S, Wang FT, Zhou TT, Liu B, et al. Programmed Cell
Death Pathways in Cancer: A Review of Apoptosis, Autophagy and Programmed
Necrosis. Cell Prolif (2012) 45(6):487-98. doi: 10.1111/j.1365-2184.2012.00845.x
Kondo Y, Kanzawa T, Sawaya R, Kondo S. The Role of Autophagy in Cancer
Development and Response to Therapy. Nat Rev Cancer (2005) 5(9):726-34.
doi: 10.1038/nrc1692

Levine B, Klionsky DJ. Development by Self-Digestion: Molecular
Mechanisms and Biological Functions of Autophagy. Dev Cell (2004) 6
(4):463-77. doi: 10.1016/s1534-5807(04)00099-1

Klionsky DJ. Autophagy: From Phenomenology to Molecular Understanding
in Less Than a Decade. Nat Rev Mol Cell Biol (2007) 8(11):931-7.
doi: 10.1038/nrm2245

Klionsky DJ, Emr SD. Autophagy as a Regulated Pathway of Cellular Degradation.
Science (2000) 290(5497):1717-21. doi: 10.1126/science.290.5497.1717

Cagnol S, Chambard JC. ERK and Cell Death: Mechanisms of ERK-induced
Cell Death-Apoptosis, Autophagy and Senescence. FEBS ] (2010) 277(1):2—
21. doi: 10.1111/j.1742-4658.2009.07366.x

Eisenberg-Lerner A, Bialik S, Simon HU, Kimchi A. Life and Death Partners:
Apoptosis, Autophagy and the Cross-Talk Between Them. Cell Death Differ
(2009) 16(7):966-75. doi: 10.1038/cdd.2009.33

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

Frontiers in Oncology | www.frontiersin.org

May 2021 | Volume 11 | Article 647034


https://www.ncbi.nlm.nih.gov/
https://www.ncbi.nlm.nih.gov/
https://www.frontiersin.org/articles/10.3389/fonc.2021.647034/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2021.647034/full#supplementary-material
https://doi.org/10.1001/jama.2017.2719
https://doi.org/10.1002/cncr.30201
https://doi.org/10.1089/thy.2017.0543
https://doi.org/10.1038/nrd3978
https://doi.org/10.1016/j.bbagen.2012.03.017
https://doi.org/10.1172/JCI81134
https://doi.org/10.1038/nature15756
https://doi.org/10.1016/j.ccell.2016.03.004
https://doi.org/10.1051/medsci/20143008018
https://doi.org/10.1101/gr.217463.116
https://doi.org/10.1101/gr.217463.116
https://doi.org/10.1093/jnen/nlz078
https://doi.org/10.1002/jcb.21318
https://doi.org/10.1093/nar/24.12.2311
https://doi.org/10.1111/j.1365-2184.2012.00845.x
https://doi.org/10.1038/nrc1692
https://doi.org/10.1016/s1534-5807(04)00099-1
https://doi.org/10.1038/nrm2245
https://doi.org/10.1126/science.290.5497.1717
https://doi.org/10.1111/j.1742-4658.2009.07366.x
https://doi.org/10.1038/cdd.2009.33
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Wen et al.

PTC Exosome-Enriched INcRNA SNHG9

23.

24,

25.

26.

27.

Gonzalez-Polo RA, Boya P, Pauleau AL, Jalil A, Larochette N, Souquere S,
et al. The Apoptosis/Autophagy Paradox: Autophagic Vacuolization Before
Apoptotic Death. J Cell Sci (2005) 118(Pt 14):3091-102. doi: 10.1242/jcs.02447
Fan YJ, Zong WX. The Cellular Decision Between Apoptosis and Autophagy.
Chin ] Cancer (2013) 32(3):121-9. doi: 10.5732/cjc.012.10106

Boya P, Gonzalez-Polo RA, Casares N, Perfettini JL, Dessen P, Larochette N,
et al. Inhibition of Macroautophagy Triggers Apoptosis. Mol Cell Biol (2005)
25(3):1025-40. doi: 10.1128/MCB.25.3.1025-1040.2005

Gorospe M, Cirielli C, Wang X, Seth P, Capogrossi MC, Holbrook NJ. p21
(Waf1/Cipl) Protects Against p53-mediated Apoptosis of Human Melanoma
Cells. Oncogene (1997) 14(8):929-35. doi: 10.1038/sj.0onc.1200897

Suzuki A, Tsutomi Y, Miura M, Akahane K. Caspase 3 Inactivation to
Suppress Fas-mediated Apoptosis: Identification of Binding Domain With
p21 and ILP and Inactivation Machinery by P21. Oncogene (1999) 18
(5):1239-44. doi: 10.1038/sj.0onc.1202409

28. Zhang X, Wang X, Wu T, Li B, Liu T, Wang R, et al. Isoliensinine Induces
Apoptosis in Triple-Negative Human Breast Cancer Cells Through ROS
Generation and P38 MAPK/JNK Activation. Sci Rep (2015) 5:12579.
doi: 10.1038/srep12579

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Wen, Liu, Lu, Cao, Ji and Wei. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Oncology | www.frontiersin.org

May 2021 | Volume 11 | Article 647034


https://doi.org/10.1242/jcs.02447
https://doi.org/10.5732/cjc.012.10106
https://doi.org/10.1128/MCB.25.3.1025-1040.2005
https://doi.org/10.1038/sj.onc.1200897
https://doi.org/10.1038/sj.onc.1202409
https://doi.org/10.1038/srep12579
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	SNHG9, a Papillary Thyroid Cancer Cell Exosome-Enriched lncRNA, Inhibits Cell Autophagy and Promotes Cell Apoptosis of Normal Thyroid Epithelial Cell Nthy-ori-3 Through YBOX3/P21 Pathway
	Introduction
	Materials and Methods
	Tissue Specimens
	Cell Lines and Cell Culture
	Total RNA Extraction, Reverse Transcription and Quantitative Real-Time PCR Analysis
	Western Blotting
	Exosome Isolation and Exosome Protein Extraction
	RNA-Pull Down Assay
	RNA Immunoprecipitation (RIP) Assay
	McHerry-gfp-lc3 Autophagy Flow Detection
	TUNEL Staining Assay
	Cell Apoptosis Analysis by Flow Cytometry
	Statistics Analysis

	Results
	SNHG9 Is Enriched in and Protected by PTC Cell Exosomes
	SNHG9 Is Overexpressed in Human PTC Tissues
	SNHG9 Inhibits Nthy-ori-3 Cell Autophagy Through PTC Exosomes
	SNHG9 Promotes Nthy-ori-3 Cell Apoptosis Through PTC Exosomes
	SNHG9 Interacts With YBOX3
	SNHG9 Interferes With YBOX3 and Inhibits P21 Expression Through PTC Exosomes and Regulates Nthy-ori-3 Cell Autophagy and Apoptosis

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages false
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages false
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


