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PLOO1: SREE(EHFEXS RSP MIRR ) = B AR 218 1 1 R I

¥OR ' BEE A ORI MEK Y EWA ENA DER
'R BNEE KPR EREERB T
PHRUIE 81 BB AE MR L
S 52 5 DU B K R AR S B o R
4 1M bl K B S R B T =

BRY: KRR N 41 (RMEC)

o oMiller 4AfEILIESR, BUMMBEN EFE
(iBRB) , MEHELRE KM T iBRB @B R
FHik: GBI EANREF RMEC, R
Reichenbach %515 3F Miiller 40/1. ¥ RMEC
(P5~6) 5 Miiller 40/l (P3~5) #FHMTF Transwell
ANERBHIFM, BB IBRB 4K, BEILEEFRY
—fEJE, BN (TEER) >100 Q om®, #17T
T—HER. FLRRIATEERIZFE 480 5,
KAH 50% LA EHFREBHEFER, ML TIREK
Y, PrOAERIEESE 48 h i — B LK. EFBP A
CoCl, B RAF T, MMLEAPMA CoCl,
FLWRE N 125 M, BIIA 200 uL B4 M, B
P R A B LR B L I (OGD) - Ml 52 7F 1K
OGD FMIIEH X AL &M T, RMEC FFRARNIL
KEIRAALE 6. 12, 24, 48h if RMEC # 2 K841 i
BB MEEERE, 500 pl (1 mg/ml) K
TRITC-BEABMERE, EWMEHKE 5 M
100 pl, BWFAERE. WEARLENAEAR
BUKPHEBERE P R, RUTAKUE: P
=[AVtx1/ Axv/[L]. BT RMEC & P f1 5
RMEC Ji& P, RA AR 1/P. = 1/P, + 1/P:3k13 RMEC
BEN P, LRERU P RUERTR, PIh=(bE

4 P E/MT A P, H)x100. @& TEER. HEFE
BEA 20-1 2BEARRLFNELRKS T
Z0-1 Rik. &% EFEM OGD A EAF T A 3LHE
FRA M RMEC 4 P.%RAEM (MFK). HPEH
1 OGD %414 F, 6h 1 12h SFHATUHEHEER (P
>0.01), OGD At 24h F1 48h, EIEFHBBEHT
HEREHT RMEC 4 (P<0.01) , TR
48h, FIEFHABBH B U EH EE T RMEC 4 (P
<0.01) . 24h FI-&4H, EFXE. (KM OGD &
)5 & 412 [ TEER {H&H B B % 7 .48h 41, OGD
((63.3¢17.6)Q an®) <{EHELH ( (81.249.5)Q cm®)
<A ( (127.5£25.3) Q an®) (P<0.01) . ZO-1
GER BN RERLEETY EER VLR M E
EHEMEBHR, BEAHEKSAZELHEE
o
& KB OGD 7] LA ik RMEC ¥ ZifE
Y30, iBRB K E B Miiller 4185 % RMEC &
AL, BT AZES R SRR 2 4 RMEC S 28
EVERIMAREE /N, Bl Miiller 407 (B 5 35 1t B,
A RE I — N TR T RMEC % 2l FE 1% n,
X EAEFIERS AR 2 L . TEER fE RO FRIE R
MRS R 2R, 1 Z0-1 UKD, Wk
RARECEFEBEREARKZIILM.,

F HEX OGD L EANE B [B) R FF A RMEC 4 Pe% B 4L 1F

SR () ‘ FEEFRA RMEC 4
3] OGD S5 OGD
6 120.5+7.9 124.7£15.2 1354488 1314420.1
12 1184+23.6 137.6+31.4 129.6+12.3 154.3+10.5
24 163.2£29.5 206.4+20.7 141.6+23.7 186.1413.3
48 290.7+30.1 371.4+40.5 254.1+27.6 267.9435.8




PL002: HERBERERGFFEFEEABAEREELZNERERSH
BIREE WAS
AR IRRHBTILRT 5 SRR B

Hi: 2WREABEBEA (LKP) RITHRE
MAEEAREEENGRER. FiE: BE1998 F
1 AZE2005 &5 AEH SRR B RERE
ERZFRIBTHEHEEEABRX EE44 5

(844 HER), HFITLKP 4772066 (206 HHR),
RiE1T BIARRE, LWBEAFRKRE. HREKR
AR 7 20 B OB R IR T - B E RIS R
B/ B BE S R R A FITLKP WITARGEEARR
REBE KRB MER. &R (D) BEERE
R, LKP RERERFRE & FHEFARREIE
Ay LB BT (P =0.000) , LKP RJG&E K ENZE

T (P=0.0001) ; (2) BRIJEM A LITLKP
RERERFRAEBFRFOKAFLLE T HhE
BB (p=0.035) , HMBEHBLKP REEKEN
FHIIER (P=0.047) ; QOARFNAHEREBE/
EHHI R BT KRBT REERERH
(P=0.006) ; (4) RETRTFEM/N KPEERBIAT
LKP REEEZEKH (P=0.004) . &i: KREK.
B B8 . AR AT B R R NI RIVG ST Rl
BRI/ RS R B AR R EFLKP BT R
BERERKEREE.

PL 003: BTREBEISMEIHNERRA LRRERTIHER EWAFHERR
UTA TN T A &

WL K2 BB 3 —BE B AR R oL |

PUJiA AREEBRIRRL 2 B AE MR B TR

BIREE: Gh3

E-mail: xlren@zju.edu.cn

HEY: RS TR aTR E K YA
BN LAR ARG SE R, HARFFRER A TR
1 J5 R /KR P I AR, et R AR —
FhETRE FKEREBKEF A LRRE. 77
B ALRR GRS E T AR SR T E R
2-RERBBREAZE 2 -ZHREZEBREEK
4 MPO)EA R A TREBR A LR AT R, H
X—STERE R FAREE (XPS). Hfibf. BEHTH
KA AEZFEBITREDEE . hFEHE
BRI, T L/ MRURD W0 R0 P SEIR A I L A
wIkAE . G5 RIEHFRETEMTELAT
SRR AT R R AR AL B AT R
TH B B 16 e O B g A N T R ik B AT R R K

JE R EBHK AR BRI R R 1 L B
B3 HZ. JIFERBESEA T RRIARERRRE . B
BIER. GO REFEERRAME, 0/MRANS
FAS B 00K 45 SR 3% B Bt A 4 P 5% VK IR THD i
WA L /MSORT E SR B ORGP - 598 RAISE T
A4 HEAT RRE R ARS8 R 4 BT 3% 18 PO 9 A 6 1 2 T
1THY . 1R S /K B AT R T RE > /MR B M40
FOEEHT, T ORI KRS 1 B 5 R T R S R BRI
TRk XFHRTRERK G REHKRFT A TR
ERAELHKEYHEME.

X AT&WRE BHE REBN HKRE
Bt AR



PL 004: Dynamic Morphology of Corneal Neovascularization Induced By

Alkali-Burn Is related with Inflammation

Aihua Jiang, Zuguo Liu*

Zhongshan Ophthalmic Center, Zhongshan Ocular Surface Center, Sun Yat-sem University,

Email: zuguol@yahoo.com

Introduction and purpose: Corneal
neovascularization (CNV) is a serious problem
requiring further studies. Previous research focus on
the quantity of CNV. Area of CNV as the only
standard for evaluating CNV cannot reflect the
complicated process of angiogenesis. In the field of
tumor angiogenesis, quality of new blood vessel,
including permeability, maturation and morphology
has become the new hot point. Cornea is the best
tissue to observe the morphology of new blood vessel.
Here we observe the dynamic morphology of
inflammatory CNV induced by alkali-burn and
evaluate the effect of inflammation on the dynamic
morphology of CNV. Methods: CNV was induced by
alkali-burn for 30 sec or 15 sec, treated with NS or
0.1% dexamethasone. CNV morphology, area,
inflammatory index were observed and scored on the
1%, 2™ 3 5™ and 7" day after cauterization. CNV
morphology was recorded by the simple Chinese Ink
perfusion method. Endothelial cells and inflammatory
cells invasion in the cornea were counted by cell count
on paraffin-embeded corneal sections. IL-1b and
VEGF expression on cornea were quantified by
ELISA. Results: Inflammatory CNV growth induced

by alkali-burn has regular dynamic morphological
changes and was related with severity of inflammation.
On the first day, inflammatory cell invasion was high,
with only loops could be observed. On the second day,
inflammatory index, IL-1b and VEGF expression on
cornea reached peak, when morphologically, sprouts
grew from the loops and continued to grow into trunks
with open ending. Then new sprouts grew from the
end of trunks. On the fifth day, inflammatory index
and VEGF expression reaches another peak when
sprouts from the end of trunks grew into thick
branches. When inflammatory index and VEGF
expression decreased on the 7™ day, branches
connected with each other and formed loops again.
0.1% dexamethasone effectively inhibited inflamm-
atory index, inflammatory cell invasion, IL-1b
expression and VEGF expression. At the same time
block the CNV develop from loops to trunks.
Conclusion: Dynamic morphological changes of
CNV can be divided into four stages: loop, trunk,
branche and reloop. The onset of each stage is related
with inflammation, which is reflected by inflam-
matory index, inflammatory cell invasion, as well as
the expression of IL-1 b and VEGF on cornea.
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Mo, EEEAER, dibEEIARER. BRdEPR
H %2 Azl 4k, Western blot 5% % e Mt _F i
MM R EREA-ARES 3 (CK3), HMEMAMZ
PR (PCNA), HXHF P63 HIRIA: MM
¥ 4h, 6h, 8h 7 FMEERNEEEM M, 540 G EE
; H MTT Z#LARE KL, HHEMREHE
mE); HATHMIR RS HT; H Transwell 537K
RSB T EEARE R RS, KR
R BB T HFPEE 30 BRI Mi 7 A B 4E
MZUEN. S8 ANABEZ EEPRESI LK
&R 60 X, HMMREURE, & CK3, PCNA,

5 RETHRE P63 Rik, 5 REHRITLRE;

40 fR 40 ffL i 4h, 6h, 8h REEEZR 53531 24 40.7%, 62.5%,
81.8%; P1, P15, P20, P40 Q40 534t fa) 5
%4 31.5h, 24.4h, 26.4h, 25.8h; FEEMTERE
B4Rk ZAEk, RISHEE: ARESBAER
HTFAIUER 2-3 BAR LR, WEEANERN 80
RAMEHMBEEK. G BEXRMAABEEE
MR EE AR EEARE, AR
KRR MAR T AR MERME T 4

PL 006: Pax6 Over-expression Suppresses Cell Proliferation and Retards the Cell

Cycle in Corneal Epithelial Cells
Jie Ouyang* and M. Elizabeth Fini
Bascom Palmer Eye Institute and Graduate Program in Physiology and Biophysics, University of Miami Miller School of
Medicine

E-mail: jouyang @newssun.med .miami.edu

Purpose: To determine the effect of expression
level of Pax6 transcription factor in controlling
proliferation, cell cycle progression and apoptosis in
corneal epithelial cells.Methods: The full-length
mouse Pax6 (mPax) or truncated mPax6A286
transgene was inserted into a tetracycline-based
(Tet-on) inducible gene expression vector. A rabbit
corneal epithelial cell line SIRC was used to establish
stable transformants carrying the inducible mPax6 or
mPax6A286. Induction of Pax6 protein or truncated
Pax6A286 protein by doxycycline (DOX) was
examined by western blot and immunocytochemistry.
Cell proliferation index, cell growth curve and cell
cycle assay were compared in induced and
non-induced mPax6 or mPax6 A286 transformed
SIRC cells. Terminal deoxynucleotidyl Transferase
Biotin-dUTP Nick End I.abeling (TUNEL) assay was
performed to detect apoptotic cells. Recombinant

adenovirus carrying mPax6 or mPax6 A286 transgene
was used to transiently transducg primary rabbit
corneal epitheliumn cells and the cell cycle progression
was studied.Results: DOX inducible system was fully
functioning and the level of Pax6 was tightly
regulated by DOX. mPax6 over-expression gstarded
cell proliferation by prolonging GO/G1 phase. The
mPax6A286 had no effects on cell proliferation.
Over-expression of Pax6 induced caspase-3
independent apoptosis. Recomuinant mPax6 adeno-
virus transduced primary cultured rabui! corneal
epithelium cells also resulted in prolonging GO/G1
The feature of cell
retardation in Pax6 over-expressing cells is consistent

phase.Conclusions: cycle
with the notion that Pax6 plays a pivotal role in the
maintenance of corneal epithelial cell homeostasis in
adult and corneal re-epithelialization during wound
healing.
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FEHEF FW kil FD4g
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HIREE: ZH

Email:

HE: =% LR (arsenic trioxide, ATO) Y47
S L YL A0 P I A R B IR IR A8 R T B
&, HyUEDhRe A RZRGKEN. HilZcH
IR FIALE R . SRR IR RVA T . A
KRB WS ATO St A S0 A AR Bk 4% i 2 0 %08
(choroidal melanoma, CM) #fiffil & OCM-1 4 ffuf &
HIIMHEIVER, BT ATO 2545 A\ AR 8 40 ALk,
EENAEIRFHE KR L S MR HA LR B
BRI HEA . J7¥E: OCM-1 41l 5 AR EE
ATO (0.75 pmol/L. 1.50 pmol/L. 3.00 umol/L. 6.00
pmol/L. 9.00 yumol/L. 12.00 pmol/L. 24.00umol/L)
$EH —ENEJE, KRAEME (MTT) HEEE
HHAERRE: RABRKAE FCM) BAME
MR AERTEAFE TR LL ;@ ST s B M 2
FRRIFERZ, 052 40 o Py 4 e kot S
BOTEE ;18 A OISR £ AR ) 40 o 2 s 4 i
FIEEALZRAL . E58R: 0.75 umol/L ] ATO %} OCM-1

B 1 BEHaE
TWEE ATO 1EH
24 h J5 ) OCM-1
20 3t DU B R AR
FEHE, A
A RKEKPA
FHTH, 41
2 e £ 5 B 2R A
PR, R R
X 5000

libin43_99 @ Yahoo.com

AP AERKBFIHEER, K4 6 LKA OCM-1
HHRAOEKZBAFREERINE; 2K
ATO WREERIIEINFD ATO A& F A 8] i R ] 22 o 184
. B BRI AR (P<0.05). 24 h P ATO
X OCM-1 4 Jfd i) - Bl 2 (ICs0) 4 16.8 pmol/L.
FHIF] ATO ¥REE T, OCM-1 41 HIRFEE & T 41
AT, HMMRFERFE T ATO W %4 in
MFtE. FEH B T OCM-1 41 4 BRERFER
FHTRIRESSE (B 1. 2). ATO EHEHARANA
JoEH ki SR AL P 3 A (P<0.05) ;[ B 40
SRR AL B TR, H 5 RER ATO RS
X (P<0.01).

g ATO o] LUl OCM-1 4K, Hx
BN A BRI 40 A 2 B H R S AL B A
fE LR LA AT T e, ERRER G R ER, B
A FHABRATEFRAT,

B2 #5ag
TME ATO 1EH
24h J5H OCM-1
20 o PR 5L 3
TR (5L,
2 R T AR R
EBWHK, PR
B/hgeR %
W, AR
EHR (Z#)
X 5000
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HAMMAEHTIGE. FiE: KA Western EIIZEM
B A RIE KT g BRI bk 4 B PR £ 38 40 L 1 2 TR
SREOBRHEMEFIKRE, FHERFCANK
BARBAT ML R FHFREFEABT Western
ENbE AT, FAERE IR R e R MR R R
PSRRI AAMEFFE A RBKEE B R E R
BT REHEREREAR-1; KK TFREZRTER
EHAM-2; RAEREBREARE-3. 9 RMAERE

AEEIHEIT-1. 2 BRE. SRREHALBETRER
S REABRRNYA TR, BAKEAE
. G0 FHEEFROANRKERBRCRAMRATR
B RENBEREREOR, FAREAAERE
SLEUEbiN

KA MBS, S, BERMAR: &
REREARE: A4&REABMHF

PL 009: %ER LASIK # epi-LASIK RigfRIRHERHG5E ST LA

RE Hiz*

WmE AT

5B K2 M R IR B B Rt B B AR A

Email: churenyuan@hotmail.com

HE: 8 LASIK f epi-LASIK FFHAR RS
fBEMENRGEESRKRENEREERE. Fik: /2
R ZA%R40 R, 2 RIEE AR, MHLEE R
1T LASIK, T1%—fR4T epi-LASIK. FFFRIE
PIHIF AR -5.0Ds, NH¥XEHZ 6mm.. WERTE
¥r: 1. Rfi« AJF 3d. 7d. lm. 3m. 6m KXH
Cochet-Bonnet U & W2 (G0 B /b3 . 2. IE
HABLLEASE 1ds 3d. 7d. 1m. 3m. 6m BUA
T AuCL %22, MBABEMELE. ER: AuCl
R iR, epi-LASIK ARG 1 K, REEAKETIHE
REEMHEH K, HEKmENAT L, FEYHIX S
SR 2 BRI 2R ) e b 2 B R HH R AE AR,
HESahgama, IHXRUMEKEER
FREAE; RE3 K, VHEKBENERESE,
EITEK, 4MELEET, BREETHE, B
BERARHEY, #EHFEUTHIXRALRPRE
HE; KRG 1A, VHIXKPREEMESETK, #
SHEREERER BAERNEETHESRENL #
B BRI BRRE R, BETRE: K51 A, ¥4

XAPREBEMEESL, LETHEETK; RE
3 B, VIHIRERMSAEERERRRE: K5 6
A, VIBIX ML ESEEES . LASIK ARG 1K,
MAIEWA (BREIS BRMESMEET (8D #
Z¥HK, EEEME:; RE3RM1A, VK
Fiatmakind BAEMSE, mma, RKALERK
Tak LRz, VMR PR EWEHE. KE1H,
MZNNR A FAEMERE, VIHIXAP R EETHE
FEER /D>, K53 B, VIHIRMHSENEK SR E
HHMGHEHE, K56 A, VIHIXK#MERESER
IEH. ARMESER: RE 3 AR epi-LASIK
40 () F R A 5 SR AURK,  epi-LASIK A ARJE 3 AR A
R BERE, LASIK HE/D 6 A. &#: 5 LASIK
AHE, epi-LASIK X MR HMGHEITE, #HE
HAFER, A TRAOREEHENRE, kS,
{H epi-LASIK R G ML EMIKEBMIERIIKEE
.

REA: AR M2, M B2 TFROLRA
AEBEAR, WO TEE LR TEEAR

PL 010: EEESWHEIIMNEFTFHARRE LR DNA HiRHGNEE

R I OB
FEERKEMRE —ERER ' hEER KRS R
HREE: REW

Email: fswuzhihong@sina.com

BE: FiITRIETEFHONRRE LR 40

DNA HG ZHLH . ik KARS RN 0.0 Y



M) K 2.5. 5.0, 7.5, 10.0 mJ/em® (5E% 1~4
4 MRIME IS A SR IE LR g, RAMY: &
B ¥ (Comet assay CA)73#1 A stk 4k b 52 41 s DNA
SRR DT RN AR IR A B 40 252 10.0m)/em?®
BHOGBHERESBEER. RARSMEN
0.0 B4 & 2.5, 5.0, 10.0 mJ/em?(SE%: 1~3 4)
FI R S E2 FRA A SR AA b Bz i g, R o X 40 A
MBI AR SR HBASLE 1~4
“H DNA HENRNEEE EFES (E 1), 54k
BERAZXITFE X (F=17259 p<0.01);

10.0mJ/cm® 4N %% SN SR 1A - 41 /f8 DNA
PRERE, HYEEREN 60 248 (EF2) ; %
MRS F RN SR 1A b B 41 B FE A G, 3, %

AL H G, B4 MR E 5 L& SNL RS oh
A 51. 5% 52.9%-+ 52.5%- 50.0%; 2h } 43.7%-
45.8%- 50.0%- 51.1%; 4h 4 38.7%+43.1%. £1.1%,
50.8%; 8h 41 29.80%. 39.8%. 48.5%. 50.4%; 24h
A 56.6%. 48.0%. 30.0%. 26.3%. &#: WiEE
B MR RERA U] R SR 14 b Bz 4H DNA €
BHREE S RINEREBRIRR, Hiemy) R
St fa iR 1A L R4l DNA B 38R R 7
M E P E BRI KIMRE S A RRE
MR A G BIBRAE, Gy BAPHH R 5 % 4
2 BB .

RERE: Wk LR %404, DNA %
f5: DNABK: SEHE

10. OmJ/ em2

B 1 852 0.0. 2.5, 5.0. 7.5 Fl 10.0mJ/cm? 48 4P 2R FR i B B 3 Ak 15

5
4.5

B A1 86 (TH)

I L5 r
o = oW

—o—TM™

0 15 30 45 60 75 90 120

& SRt (min)

B2 10.0 mlem?* SHMEE S9N LEC DNA #0618 5h 1) 22451k, i 26



PLO11: ANMEEFR-4 BEEEARFHBFREHENAE. FEMBENE

ki BXR
FRBMERAE FEHESFER LR MERRA

Hi: A THARAMEEHRE4 (WNT-4) §
ANENRERNGTIER, WEFF-EEHRMARE
WEBE. Hgk: ¥ hNT-4 B IR R#EA TR
pPSSHGCMYV (1) EcoR1 1 BamH I {7 )R [8), #Jg
A MR AR B B R TR . P B B B IR
pFG140 08 BF A= R IRR 8, 3K pAAV/Ad &
EAREAMAERER RSN, =RABERRST
TLIEEFE L 80%REA 1 143 4R, 3 rAAV.
2 TR B BE B ORIk . BE AT 5 R i E AR
HEWE. SR RYHWBETEARSIERK
PSSHGCMV/ hNT-4. FH RBRi% 8 Sk 5 BF A BY IR

REAEMELRIBOENRE, mET R
BARBRRENE . AEEREREOEE LIRS
rAAV, FRBERAR RN BB ERE, 7L
GZREEAREEAFR T L RILE, REBTHR
ERENEARE. G WHE T AMEESR
#-4 BN EHRMERERE rAAV/ hNT-4, HF LR
ERVEIT LR e T EA8.

XKiF: \MHEEFRE-4 (bNT-4) EEH; A
WEEFRE-4 EHRAENEHRTE (tAAV/hNT-4); &
PR e

PL 012: GFP EARMHEFEHRENME. £, RENE

K GFP FEX R MR _ERix

K BER
hEEFERHEBRIRAIF AL E D AMER R E IR P B B iR

HE: 5 THR GFP EE B A EIRER K E
Fi, Wi%R GFP ZE KR MR Rk, MEHr=4E
SHARFE B K. ek N PCR HiR, BURKE
pGFP-N2 G #iR, ¥ 14 hNT-4 gwisE R . ¥ 8
REEHBREHAT pGEM-T Easy ki, HitE3&
hNT-4 FE R 7ERE . K GFP H FI3E BRI 844 Fhl
pSSHGCMV ] EcoR I - BamH I £ S5 2 /], W& E
£H AR A Bt S 35 844 Ok . FH R % 35 4 B Bk pFG 140
REFERBRRE, BFRAR pAAV/Ad KEHE
EARRFER R EAA TR, = ORI
UL 80%REA T 143 AR, A3 rAAV. SR
MEEOEAgL., BARRAENEEHRER
. BUSD KK 14 K, 3% /% E L 288 40mg/kg
Bk T RRRER R, FEATEZ 2mm HEL, A
10ul B S5 K R BB A N vE ST Spl B R
FI%HE pSSHGCMV/GFP. 7EH ZEBEH)T 380
g, KB 2H. THITEFELIR 2K, 3K, 4

K. 5K, 6 R TR, EHETHBMFITHFAR
ARES, WATUEKBIFFERGRE, 553 37MERUL.
HEEMME, RHARIBER, ¥ SD KALMAE
IR BEXTEA L, B 12 MRBEREKE, 1A,
TERICEHETRE. &R NIHE T EARE
JRKL pSSHGCMV/ GFP, F R 8 Sohi A S BF AR
PR SR EA RN ERNRE, mha LR
B RIRRR B ATT S . R R B B O B R
8 rAAV, [FHRARTHENEEHRERE,
FRERSBIMKREEHTR AT ER U, G
TEERENEARE. REABHEURER: &
RKILFE GFP E 4R 1 RE % 8 pSSCMV-GFP &3
o, ZERKYLS 24h JLFEABIE RN, 48h R
B35, Wia %L 1858, 72h R 3EOLEEE, £ 120h
(5d) BPRAEMEF BRE. YREBEN, &
M RERARRKR. Bhik. £HRTFEHE
pSSHGCMV HFAtEST A+, MM IRL& sk



BRI, WP RO BN LR, &
R RIAE GFP EH R AEFEW & pSSCMV-GFP & 4t
Wrh, FERRYLSS 120h (5d) BY3ESeieR, MM
RV LS HARGE, VA E 5RO B
5. MMBETIRREEMENRLER: £RRIAE
GFP E4H IRAEBE% 3 pSSCMV-GFP B A Y, 7
YL 120h (5d) B, o ML EEE F R4 E

PR, MMM MMZE A . F: &
Thikl%& T EAMREBER T rAAV/GFP, AN HIRE
BRIVRYT SE50 BE5E T bt

X@i. BEHBRSHRE (rAAV); GFP
HIRFEBERE (TAAV/GFP); BN 24, WEMIE,
L FEL/ K BR



REO001: The expression of TNF-a, VEGF, BFGF, TGFB2 and IFN-y in retinal

pigment epithelial cells under different concentration of fetal bovine serum with

insulin-transferrin-sodium selenite media supplement

Lina Hao,' Volker Enzmann, ! Louisa Maria Franco, ' Nalini S Bora and Henry J Kaplan"
Kentucky Lions Eye Institute, University of Louisville
Email: nsbora0l @gwise.louisville.edu , Hank.Kaplan @louisville.edu

PURPOSE : To observe if there are the
expression of growth factors for tumor necrosis
factor(TNF-a),  vascular  endothelial ~ growth
factor(VEGF), B fibroblast growth factor (BFGF),
transforming growth factor B2 (TGFB2) and
interferon-y (IFN-y) in RPE cells under different
concentration of fetal bovine serum with ITS
supplement and to explore the idea cell culture
medium that supports the normal growth of retinal
pigment epithelial cells. METHODS: Primary retinal
pigment epithelial (RPE) cells from forty C57 BL/6
mice eyes were cultured in standard Dulbecco’S
modified Eagle’¢ medium (DMEM) containing 10%,
4%, 2% fetal bovine serum (FBS) and 1%
insulin-transferrin-sodium selenite media supplement
(ITS) respectively. Immunohisto- chemical staining
was used to verify the growth of RPE cells. The

expression of TNF-a, VEGF, BFGF, TGFB2 and IFN-y
were determined by cells and supernatant from
passage-3 to -4 primary RPE cell cultures with
RT-PCR and ELISA method. RESULTS: The primary
cultures of RPE cells were successfully established.
TNF-0, VEGF, BFGF, TGFp2 (but no IFN-y) were
present in RPE cells and supernatants. With the
increased concentration of FBS, the expression of
which showed a progressive increasing (P<0.001).
CONCLUSIONS: TNF-a, VEGF, BFGF and TGFB2
were expressed in RPE cells and supernatants. The
production of which can be reduced greatly with the
medium containing 2% FBS and 1% ITS in DMEM.
Therefore, the medium containing 2% FBS and 1%
ITS in DMEM is the idea cell culture medium that
supports the normal growth of retinal pigment
epithelial cells.

RE(002: In vitro primary culture of human retinal pigment epithelium

Xu Guoxing, Hu jianzhang,Xie maoshong,Guo jian Yang Juan, Sun Tangsheng,
The first affiliated hospipal of Fujian Medical University,
Fujian institute of Ophthalmology

Object: To establish the primary culture of
human retinal pigment epithelium(hRPE) cells and
study the effects of lysophosphatidic acid(LPA) on
cultured hRPE cells proliferation and DNA synthesis
in vitro. Methods:Adult human RPE cells were
harvested as intact sheets from volunteers’ eyes, using
the enzyme dispase.The primary cultured RPE cells
was observed by scanning and transmission electron
microscopy and passaged in vitro.Human RPE Cells
were fed with Dulbecco’s Modified Eagle’s medium
supplemented with 10% serum MEM aminoacids and
gentamicin.Proliferative resposes to LPA,transforming
growth factor B,(TGF-pB,),and LPA plus TGF-B, were
assessed either by counting stained cells or use of a
hemacytometer. DNA synthesis was assessed by
extracting the DNA and measuring DNA quantity
with a spectrophotometer. Results: The just digested
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hRPE cells occurred as round,and contained large
amount of pigm- ents,but those pigments in the RPE
cells were getting decreased along with the cell
division.The third passage of cultured RPE cells
maintained lots of mitochondria and microvilli.
lysophosphatidic acid (LPA10uM) significantly
enhanced RPE cell proliferation in both the presence
and absence of 1% fetal bovine serum.Proliferative
effects of LPA were inhibited by TGF-B;
(2ng/ml).LPA (10uM) also significantly increased
DNA synthesis in RPE cells.The increase in DNA
synthesis was  twice  the increase  in
proliferation,suggesting that LPA also increased the
amount of DNA/cell. Conclusion:LPA can stimulate
the proliferation of hRPE in vitro.The third passage
can maintain the same biological activities of cells as
the primary passage. The proliferative effects of LPA



suggest that this serum lipid could play a role in wound healing and the exaggerated proliferation
stimulating RPE cell proliferation during normal which contributes to proliferative vitreoretinopathy.

RE003: RNAi X AR EE Y VEGF RiXRIHPH

BEW IMENE XER SEE ETH
HEHEMKER BRI R ERRA L O TRBBTR

Email:chunmeicai @163.com

HiY: H5 %3] RNA ( shRNA) M SHRNA il VEGF RiA/KF. S8 B3804 i 4 i fa &
FH(RNA interference,RNAiI) AR Xt BEFH 2% K45 FF S-100 S B fHM: . I TR BT
AU SEEIERTER. AR EMIERER  FERANKAS RN 3.3kb A 1.6kb, A FRLALDH
ANILE R EAEKETF (VEGF) FI5 R RNA 44  HIREUMZik . VEGF RiA/KF4 1 HE S T4 2.
MBIV EEE E . (RPE) 410 VEGF Ki&kik. 20 3. 4 4 (*P<0.001, AP<0.001, AP<0.001).
ik AEHB B BB A RPE4IM, HAH 2 Z8H Q45 1 4 wLABHEH M RPE 4ifi+
MApfAEAR S-100 HTHREAMLMEE. WiHEX  VEGF BIFRX. 3. 44 (V1 F1V2) ¥ VEGF Rik
A VEGF )% &3 RNA (shRNAs, V1,V2), V3 WEIHH 659% F 524%.4H5 5H 1 L ERHE
JBAESTRED A S M shRNA, HRERGEN #HER (AP=0.147). ZF4H B -actin RIEEEL
pSilencer 4.1-CMV. HWF%E. RBMKARA  FEHER. i $XT A VEGF HfeR1 shRNA
EcoRI fl Saml #TEEVIS €. KB AH, F 1 A] LABH & &K A\ RPE Z0/fd VEGF %14, 4 RNA
4. 7€ RPE 4P in 1000 M CoCL, & 10%FBS  FHUIETH MRS, JUIL R MKE Bk 4 i
] DMEM B FR 5355 30 /i B2 4. ZEHEM B T HA.

&4 10%FBS ] DMEM 5353 fh 5535 30 /N, 46 28: %R RNA (shRNA) &N EA
3.4, 54 AR V1. V2, V3 ERM 24 MtE KETF (VEGE), MMBER EEHM (RPE),
ZE47 1000 M CoCl, ) 10%FBS ] DMEM 3% & 4L& (CoCly)

FpiE3E 30 /D, B Western blot 75 =R I 840 44

RE004: #RETHMEMHRIEFSSUREBEER SR

BRiEiE FAIEE) FHE BRER HEE
B=FERAFTERPHER
WRAEE: BIES

E-mail: zqyin@mail.tmmu.com.cn

HE: FITAFBBEABRMMNERS MBI OpsinFRik (P<0.05); T BRFK FAL M BIR & 41
W T AR R SR, FHamEedE  RILESFHOopsinRESMFEALAKITEER (P>
PN . . FIA Transwell R4, HWEMM  0.05); FETHMEEMLENARIZREIARKH
BT SRR BEARUMBESHAMRItEST  RrEtaR. S Hirad KRB & e
R, WEARNBARUMBRSMRIAME e WEF PR, AT LR m LR T 41 M [ Ye i 52
THREEREFS MU, LRSAMMETH  HREGEE, TRBARUMBERSHRAR
HL10% M4 Mg FSHA. FERMUNBESS #FURIRTRSZNBARKEESBENXA
HiI e33R DA B AR K R U RV A BRI E B 5 HXER; TARRENEHNBESHIN BT
FIRB AR, MTAREMMOERARETSE  TRBRAEEESE, NARIIGERAKTER T &
R RAO M R A . R SNEESN MRBRT AR AR,
WBET g0 AL 5 R LR, B KR BRR S 4l XK MR TAHE: TranswellREE; L5
ML AT LA S UM E LA KR R SUR 3R 2RISR, BAREY
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REQ05: ZE 440 (o AR 28 23 43 b 490 XoF 400 ) s 40 P S84 M 3 55
G BIER)
=R KPR
EIEE: BIEH

E-mail: zqyin@mail.tmmu.com.cn

Hi: WTEAR M R BE 2 2R 43 wih ) 0o R W9
MMTR . RN . FEk: X 17d Long
Evans_k 5HR 20 P01 40 L3t AT 0 B8 S AR 57 .
B ISR I BT 40 L 7 TranswellRZE T, 5HLM
BEAS A BRRCS K BRI IR ZH R SL 1 37, iRt
FHWNBEAESNZH: A VN 40
., B4: MMETHE (LB S5EFAKBUN
JEHL (FE) HLiEsE, C4: MMETHAM (-
B S HRCS KRMMNBEHLR (TE) +
JEREFR, TRE, FRELIEHE Ju vk U M T 41

mHE, ARHBEERETARMNES. T8, 2L
o S5 FREFET RS A0 R T 40 v K T95%,
KHEBELEZER (P>0.05), HEHERBE RS
r 3902t A D6 R 35 5 1 300 I T 4 R L B 434k
KEamashiig. 5. 2rE0 M g sor s
PR SR BT 4 R R SR L R S
WA — 5ok, THERZZARALSAR
Ko 40 fa A0 B A B 4 PR AN B e T # ) 1548 Bh IE R
AU TR MBS E T EIp M.

R VBT 4 Transwell; 3EH53%,

REC0S: MR ERTEXRABETARAT, KELAME ST

WrARiE PAIE®) BROE B x)Ee
BEFERFTERAER
WiREE: BIES)

E-mail: zqyin @mail.tmmu.com.cn

wi— Bl (Royal College
BB MEMPEE R A
of Surgeon’s rat, RCS rat) AR Mfﬁ‘gﬁg
75 1745 P9 00 PR T 40 L B K v 9{90
¥ 1% RCS R4 RREIAR (15 K. 30. gﬁ
F), SR A, B. C34, HAREMMR. <
VeI, PHI. BB, RNLLE# lang-Evns B
A S FE R N A AR IE R TR, B3 RO (6 R,
4y BIATHR P9vESS Brdu, ARICHEEEMIAEML, 2 KJA,
BERER, BB R, HE RO MM R
SNEA, FHRAEREWAR ($T Brdw/ii GFAP
FIHL Brdu/HL Chx10) 7 5% 5 43 438 5A () 41 fd/mu
Ner 47 0 04 54 18 57 19 40 /40 R 62 40 P 58 67 B 43
tEm. G58: A 4 RCS KM LS 40 i = &1

fZHt Brdw/Hi Chx10 F1#i Brdu/3i GFAP Fix % [
PE, B, C 4 RCS BV B 6K 52 40 B 2 38 1
Brdu/$t Chx 10 13 Brdu/Hi GRFAP XUbR 4 4 38 4% .
IEH X BRE A, 3R Y 8% 2 #6471 Brdw/# Chx 10
ML Brdw/Hi GFAP Ris#) H B, &if: 1. WM
FER2EAE B0 N YR T 40 % 75 & muller 40 R
S P BRIV BOL R R M AL, muller
o CEEERR R BIEAE,  HATI Ak A R T
s, 2. ARREETHAGER—HESRE,
ATEE R E e T A, BT S B T N 0 A 4
TR MG VLM D, SESU & BN S TR R

SEaiE. MM E TR NIEMETHR: mu
ller 40, ¥4rik

RE007: eIt MEBERGHESEHHIFR

Mib%E  BIIEE) FHD

PR X

BB RFEFARERBEE R
HREE: HIES

E-mail: zqyin@mail.tmmu.com.cn

H: @B 5 BT R B A e & R
Wz bRt R E AL, BT AR TE £ W

AR MESRS EEBRAAE ERBEK S
i, A i RBAEL. HE REBIE, 75X



FEIOL B T REARNEUMNBBEEA G
MAERHZ ER- R ERBEESBHEAEREEUMN
RTERRE. FiEEN. SREUMENES
AURFEREEUNBEIRXR. R K£
R K B AR T A L 0 R A 18 PP R AT
SERFERR BHEYEEIURMBRLE TS
BE, BERTRRE SRR 2 M2 T
MBS . miiller 412 24 PAREZETBHEPIE
ZIa, BRMEZIXRAM . TR AR
5EMFERNEKR. BEYHE EREEERE WM

BT RE EHMA ERRNEFTHRNERES.
[ S 4 23 58 BRI B A 70 78 £ R A T LU S
MEEHFERZED 5 AH. i HMLERE
KEANTEMFEE NN EEER E WM T 6
KERH. RETEEHEEMBAEENNBEI RS
EEHARRIGE T, 518 MM LUK A B
. RPE BMBHYBLAREN RGN, B
EBRERVER.

R WMEE LAV, MRS,
RPE-#HZ FREREBE A, Sisdit,

REQ08: RCS X RRIAIE%& T2 nh 47 oy B 41 22 15 40 B B 4 T8 3 e 2o 4t

B4y BAIE®S Shan Chen, T (%, & Kix
B=FERFARRBIE
HifEE: BFIEH
E-mail: zqyin @mail.tmmu.com.cn

H B : HF RCS K B M R AR ot 2 o 400
B ph 2235 4 fd (retinal ganglion cells, RGCs) i, 4k 3
LA, H: MHERARREMBRNIE
HAMMRZA AR RCS K RAT NG MR
(F-ERGKIE, Xt RGCs HEATHLMBEY]H IR it 4
AIER. R HEUPBREHMER, RCS X
B F-ERG a &M b BIRIE T H 4 5 A/E & ¥ T %,
7~8 FFE2EKIRAE; RCS KK RGCs shiEsfr
(action potential, AP)KIKRIME KB K EBEHR

t, ZHEH 7~8 B 26.7%, 9~12 BN 63.2%
1 RGCs RNREE KL AP, #5#: % RCS K FUE
FE G AR I R AN W IR B (A T e W o, B
KU E] RGCs IR BThEE, BiE T RS R M iR
RIS, TRR M RGCs R EIE ¥ 1 R B ke
71, AT ERERRETHS.

RERiF: RCS AR WM, A0 D Ao 2
THIM; ARy

RE009: RCS XRRTABILIEP & £ MIRE E4sETy

Bl PAIE®) S8 FAFE 9xkee
B=FERFHMERMER
HiRMEE: BIES

E-mail: zqyin@mail.tmmu.com.cn

HE: HITRCSA RAUM BRI 12 2 453
MMmlmﬂmmmﬁﬁ HE®KRLE, 944
HAWIEE, 5T monr B YRR E AL HIA

IR BIRatE R, ik EREMMBEREET
RCSAR, HIEBRREARKENBRS A LR
M. 4. 6/8. sSAMRAKXTARKIR, REENE
ERTE R, RIELHE, %iﬁ?mﬁ? B
%: . RETIscan % Zi(Roland Consult, &), ELSA ¥
6 5738 (Sony), HUMKEE K 10346147 A ER N
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MEF, R H120cd/m, FiE3%E 560 Hz,
JBOKERIBRIE [l £ 100, JEHH S~ 300 Hz. 43012
AMEAILRKmMERG, BMEFICRIE A7 s, #
BALKRERIN A EAERENL4 TFTER
mfERG, FHHHRFEMABEMER LR RN
W, AEEILRE ARG TRERM, K
R IRE3 do R BT HG A B RGO, AR R,
B LR Z7 mmi# KRB F 7T = 48 3 3h
WLR G, KAREMATAERK, RnFEGE



HERIEN. CRRRNIAS R, BETh
MR MRS, NS EIVERI S 2 BARRIAR S 5B
TR FABRIRAMET. B RREE AR
EMESRENSEFHOES, HEEY20 cm, &K
Fidgk. GR: BRE3-4AMMNETHERCS KR
N1 P13 AR S0 RO (8 -5 7000 I A K R
MLLE2SR, REKFAMBETER, ESR%E
B R EBEREIhAEIK . KRR S 6B 410 I I A HERCS
KBNS P14 B9 AR R0 18 5 T 0 W R A 1
KEMHEERBE, BRIEK, BERE,
A FIERIREL RS R HEAT 4097, H54-6 PRI & I 5
B & . BERSA. 12/, MMEEHRCSKMmERG

RE010: RCS XRATLZ R TEPMMEHESTHMTSEHR
KRE BLEH

AREF T O BB, U IR AR F B .
& |\ BREHENMEEHRE, BHRCS
K B mfERGIE{HE B & B, MIAAReH A H B S
B, RRBEBRCHARKZST, ZFHRCSK
BRI B Ih e e 2. B HERCS A BmfERGHE
BOCHMMRI BRI B RREEEH K, HUME
A E XIS AR E ERREER B, AU
AEIIGEERE .. BEY, SRR MR
SINEE. 3. DL AR P I A5 AP A Y i e A FE T
RECAR A BERE DA R R VL R XSS I 2R AR AE, b
SBUR KVRIT REE, WUMEBESRETER.
XBiF: RCS KK, BN EEE

|

VAL

BoFERFAERMER
WiREE: FES

E-mail: zqyin@mail.tmmu.com.cn

B AL A4 5 RCS KRR K BITiE
AN (5] & FX A0 P9 e £ 55 4 B (retinal  ganglion
cells, RGCs)i# 47 43 2+ B Lb 8 3 %F RGCs 4 B
SMIRTHAT T LR, MIPHEIHRERED
P H RGCs A LA i Bl
A5 3 F 12 A RCS KB AXRAKXNR, SR
K3 R, HMEUMME, TUMETaA, PR
4, {#F LEICA DM TRET R 448 K v ¥kt 4T
SPEEAr . HBTHMESRAM, TARE %4
MaE>12um, M E>9um =FiruE, 2 HMR
RV RCS KX RA X RAREE LR
oo BIFEHBERWSHESE 3. 5. 7. 9. 11
JERE RCS K RAIXT B4 K K1 4 B re
A%, HXF RCS K R R 4H K L9 40 AR A A Bk el
PHAT TSR . &R: o« TRIERIS B A Y
TR HREE L, RCS KRMNESE 4 AR ERN
SRR E DT, 57 R RE Y
W 8. RCS KR ASUEX, NER 7 BRI
FEEERTESNAREE. EHHEEKIHR RCS
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KRR R BT AR H RGCs 1A P AR~ F A R
W RGREERIEA, TERERRBILFES RCS
U RGCs Fh 2 4 b ik A2 BF 20 BA & (18 i
B, SREMEEEMNESES. 7. 9. 11 ARHE
EET B4, RCS KR A SRS BAT LR,
MAESE 5 R E 108 RS B R A kAR B B B 3
AT IE#. &1#: RCS KRl o WA R4 8 # v I
H £ 1 25 5 40 0 A B BIRL U R X B4 T 40 P
FERAN IR 4 L B, HAEEAS 7 BRENX
AR . ZERLPIE (B R A R, T
A L HSE ST LNSREEY S, B
2 BB R TR SR, BRI
RAHE, RE—ERENTARAE X, #
B MK RN RN REREERORA, B
4> RGCs Al fEABR R BT E R ThAE, HibyT Em A
LR A E R R T HLL

X48¥]: RCS KR, MM, T, M
RS, MR RN,

A, PEE



REO11:

RAE AR HE R0 KRR MNERSZETEREAPERTR

F#E F— XE NER
FEZFEXFEAMREER
E-mail: wangyi @yahoo.com.cn

Hig: BdEARESLRHAREEARS
Befgid RGCs EiGA K ? Hithith R
RGC HRE MR B ERNHUIERYE, UL
PR EAE R IR EEIRAKE, A RRIET
M RGHRRAIT L. Fik: 1. 23 HRE
BAEA. BAEABR DMEM 5K E VR4 s
FW &% DMEM %t RGCs #4713, W# RGCs 7
RSN EIERE], MBS 1. 3. 5d HRE RGCs
¥, BKGRKERMMENE, HITHRLR. 2.
SRTMMESEKGERZ. 1 &, 2 B, HRE
etk R A EE K R RS AT, PR EATR
WSR2 ENGE 1. 2. 3 AFER RGC
¥, 3. FEAN o, By RBEA, HAFHAH=
R AR BN RGC BT B AR SR, WIERESR 2. 4.
6. 8d AL RGCs . BRKREKE, #ITHN
iR 1. RARAAMMRAERE 12~14d, B
HE =4 B EEKP<0.05). 2. ¥EFF 1. 3. 5d, &
LTI RMK RGCs BHWE L T3 HR4A
(P<0.01), RARAASHYHERYREFRALL
A RE RGCs B EP<0.01), PAHERH
MiEFBARLERLEEER. 3. BF L 3d, &
T RGCs BRKRBKEHRTHAEELEK
(P<0.01). 3% 5d, #FLHH RGCs BKIEKE

x4 LR E R B3 (P<0.05), PI4H M40k
FBAREBRERAEE, EREEAHERAE
W40 M B SR LL A 22 R B2 (P<0.01). 4. 1
F1d R, ZERAMMEEESNBATHEER,
B9% 3d Ml 5d B, BEEOHAAMRETEER T
FR4H (P<0.01), DMEM ¥7E K EWR 4 fu s R4l 5
AN ERAREE . FHHEENRERBEEL
BEER. 5. UMLEKHE 1. 2. 3 A, EE
eSS RAERAAFER RGC HUvEi A3
K4 B FERE (P<0.05). 6. FHHAE S, o XB-H&
HEAAERER RGCs BKREKEHEEK
T34 (P<0.05), B-L. v @EEAHSHEA
tb#, LEFEREP>0.05). FHFEIR, o @mEE
HARGCBRKREKEWEEK T B-H MEERD
244 (P<0.05). 7. 4. 6d K, a. B-H S#EEAY
RGC HFiEHEXRALE, H EEERP<0.05).
a mEEAEAS B-H BEEAHNLE, 2. 4d
N, TEEMER; 6. 8d i, FEEMHER
(P<0.05). &#: 1. |EEAXNMHEHHE RGCs
FEMAEK AR EEEEREBEM, HhLla @ik
BEAMEHBIHE. 2. REETRERSRE
PR3 RGC 723E M = B A ME YR

RE012: ABEBAYRMIFE-70 . FEBMAHHREFR
REARRBPEETHL

{0

BHIE®) WX, EHE, $HiEE

B=FERFFAERAER
WIREE: BHIES

E-mail: zqyin@mail.tmmu.com.cn

HE: WE-70 . FEEMAPHREBRAT
REE AR B RIE Y.  TEE: EUfE
BRI 3 — 4 A ANBERREILMAR, 3R A-70
EERR KA. WIREB P, AR IR ET
1777, CLEB A MTT Eille SRR
R4 1. 2. 5d,-70 FEARFF 30d, HIRERTE 30d &
SHERZE (P WL, M S IR AR &5
W, 58 NERA (FERD MMEBTETE R 94

15

+2%,-70 BEARFE 30d PLMFEIEME A 69.63% KR
{717 30d B AJEM M BIETE N 61.67%. THARTF
WARGARERE (1. 2. 5d) MMBEEES A
85+1%, 78+5%, 51.65+2%. M T TERlE &R
B PHMGIEBRAE 1d Fut R £ A9 A R AL 0 B
EHERLTEEREX. PHREBREST 2. 64d.
70 BEARFT 30d FIRRIRIRAE 30 d F A R30I B
MR T A, ZREEEHEN. & T#



