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(WE] BE 8RS 5 G0 W R 255 40 M0 (RGCs) 5 15 3% 49 40 9 J5 T 48 il ( RSCs) 43 1k 1) 5%
Wi, FriE BEEK SPF ZUBTT 222 22 d G B ARG 2R O IR BEIR 2 60 R B AH 4L, 55 5R AL RSCs., it
HUSPF G AE BV 2 KA 6 1, B MU Bl 22 1 2140, 85 55 5 AR RGCs . SR A 828 11 (Nestin) $T 14 42
PG Y 1 TR B AEAZ T PR WE (BrdU) Ui X 41 I AR 23 1 \RSCs 8 K 73 Ak Al i B 98 5 56 A6 i K% i =X 40 i AR
O3 M 5 R AP BE 57 1 T RSCs, SR S92 9 Y 4 12: L) Brn3b Hiifk & Thyl. | Hif % F RGCs; 4% RGCs Hil RSCs
G3 ARAE Transwell [t 1 23555 A @ LSRR R o 40 51 R I 92 0 9¢ )6 5 & PCR {5 F1 Western blot 1 6 il
0.20.40.60 .80 mmHg( 1 mmHg=0. 133 kPa) J& /7 &1 F % RSCs K 434k FF 15 48 it (1Y) Nestin £ Thyl. 1 mRNA
ME PRSI, &R RIMEIRIR RSCs K¢ 52 AR B W) Nestin HT 4R Je €4 B4 5 BrdU 3t X 40 M A 53 47 45
SR, BrdU B 20 i 5 43 25 RSCs 4l il Ay (92. 26+3. 28) % 5 G i 9 S0 K U 45 21 7R , RSCs 431k 2 it v, 35 43
YA Bro3b HT AR IE B, #0434 M GS Hrik 22k PP o U0 =X 20 i AR XU 43 #7 45 2R 7R , Brn3b F1 GS FH 4 2
N2 53 530 9 (13. 00£3. 06) % H1 (31. 60£3. 67) % . HFe I Y 4R BIR , RS IE IR 10 St RGCs Brn3b $p4k K
Thyl. I BTk ge (4 FH M . REE ) 4548 F RSCs K 4L Ui 45 20 fig ¥ Nestin Thyl. 1 mRNA #0744 3835 & [
B2 B AT B2 5 X (mRNA: F=127. 600 .137. 400, ¥ P<0.01;%E [ : F = 82. 480 .158. 700, ¥ P<0.001) , I
15 0 mmHg # H ,20 .40 .60 .80 mmHg 45 T, Nestin mRNA K %5 [ H %F 36 35 A, Thy 1. 1 mRNA K 2 (14
X FIB N, 22 7 A G it E B L (3 P<0.05) . 40 mmHg i, Nestin mRNA I [ AH X 3 35 i A ik,
Thyl. | mRNA FIE X REERS . SHiE 7EEWEN, RIS RCCs HL15 3719 RSCs 7L Ak
R JBEE o 28 RE A0, R 3 2 ] RSCs 194304k .
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[ Abstract] Objective To investigate the effect of pressure on the differentiation of rabbit retinal stem cells
(RSCs) co-cultured with retinal ganglion cells (RGCs). Methods SPF grade New Zealand rabbits on the day 22
of gestation were selected, and embryos were removed to obtain retinal ciliary margin pigment epithelial tissue and
culture primary RSCs. Six SPF grade newborn New Zealand rabbits were selected, and retinal neuroepithelial layer
tissues were isolated to culture primary RGCs. Rabbit RSCs cultured in vitro were identified by immunofluorescence
staining of nestin antibody , bromodeoxyuridine ( BrdU) cell proliferation assay kit, RSCs spontaneously differentiated
cells immunofluorescence detection and flow cytometry. RGCs were identified through immunofluorescence staining of
Brn3b antibody and Thyl. 1 antibody. A co-culture system of RGCs and RSCs cultured in the upper and lower layers
of a transwelll plate respectively was constructed. The mRNA and protein expression levels of nestin and Thyl. 1 in
RSCs and differentiated cells under pressures of 0,20,40,60,80 mmHg (1 mmHg=0. 133 kPa) were detected by
real-time fluorescence quantitative PCR and Western blot. The feeding and use of laboratory animals were in
accordance with the Regulations on the Administration of Laboratory Animals promulgated by the State Science and
Technology Commission. The study protocol was approved by the Ethics Committee of Yunnan University Affiliated
Hospital ( No. KPRC-IACUC17008).  Results RSCs cultured in vitro were nestin-positive. The percentage of
BrdU-positive isolated RSCs was (92.26 £ 3.28)%. Some cells differentiated from RSCs were Brn3b-positive,
accounting for (13.00+3.06) % ,and some were GS-positive ,accounting for (31. 60+3. 67) %. RGCs cultured in vitro
were Brn3b- and Thyl. 1-positive. There were statistically significant differences in the relative mRNA and protein
expressions of nestin and Thyl.1 between RSCs and differentiated cells under different pressures ( mRNA:
F=127.600,137.400; both at P<0.01; protein: F = 82.480, 158.700; both at P<0.001). The relative mRNA and
protein expressions of nestin were significantly reduced in RSCs,and relative mRNA and protein expressions of Thyl. 1
were significantly increased in differentiated cells at 20,40,60 and 80 mmHg in comparison with 0 mmHg (all at
P<0.05). When the pressure was 40 mmHg,the relative mRNA and protein expressions of nestin were lowest in RSCs,
and the relative mRNA and protein expressions of Thyl. 1 in differentiated cells were highest. =~ Conclusions Within a
certain range, pressure can promote the differentiation of RSCs co-cultured with RGCs into ganglion-like cells, and
excessive pressure can inhibit the differentiation of RSCs.
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SCo BRAEIA N, JCAF W 2L 3l ) 40 19 JBE 458 05 1 TG 7 2B A
1BIZRE ST o UTRMIEIE KB, B4 i 5L 3l ) IR o A7 7E R
Ak B9 P I T 40 M2 ( retinal stem  cells, RSCs )
Ahmad 25" P56 AR E17 Ok BURY 0 I B o 3 B i

RSCs, H o7 1 22 1 28 20 M A e Ak (1) m) DL
A FEFRIE M AN IR Z AR S W) BE R H (Nestin) K AL
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— R Z&ME R BN A A, 18 S 2 A0 P R R A 2
JE . BRI, RSCs 15 ) - S o0 A WL+ 43 52 2%, &
L7 2 SN Rl B 85 D3RRI A A R L PR ) I [ 4
AP BEAE WSS A B, SD K B RGCs 10 26 11 1 97 4
BT R B RSCs [ M 1o 5 ot 22 3 K 240 it 19 20 1k, I
HLAE— 2 H 7736 [ A A e B2 B 2 ] 561 s g 8 Tk e i
s T — 48 R X RGCs kB 3R 1Y
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T ,RSCs 5 RGCs FL 17 & B REE L f RSCs ik
AL

1 #MH5EFE

1.1

1.1.1 SZIshY)  peH SPF 9007 20 5 6 22 K
222 d 4 6~8 K[ EEHIEERL R AL s W) vhoc $2 it
VFANIE S : SYXK (5 ) K2015-0002 ] . 5256 3l ) ) 7] 57
A AT & 1 B2 BOR & 5% 2 A 1 52 56 3 )
W) o ARRTIEL = K W8 B B 52 56 3 9 18 31
72 o3 AL AL E (41305 : KPRC-IACUC17008)
1.1.2 F 20 & MR 4 I (fetal bovine
serum,FBS) . DMEM/F12 (& B27 N2 JT £ .4 & #t
Ji) 0. 25% [ F g (S [ Gibeo 24 F]) 5 1
J2 A= K [H F (epithelial growth factor, EGF) B {4 1% £ 4
A i 4= K [ T (basic fibroblast growth factor, bFGF) ( 35
Sigma 2y F] ) 5 A YOG & ( L = KAEY
ARA PR ) 5 5 48 IR 18 BE ( bromodeoxyuridine,
BrdU ) 4 g 38 A= A5 0 320 590 &0 (R gL 56 A ) ) 5k g
AR ) RNA 42 0S50 & RT-qPCR 358 & ( H A
TaKaRa 7\ #] ) ; Transwell 1537 L ( 3€ [# Corning /A ] ) ;
/NER 3L Nestin HT 4K (s¢-23927) . /N fL 3t Brn3b #7 {&
(sc-514474) /NPT Thyl. 1 Uik (sc-19614) /) $it
GS Hil (sc-74430) /N 4T GAPDH 44 (sc-47724)
(£ [# Santa Cruz 2\ A ) ;iFluor 488 Fric e /N — 3¢
(16735, 3 [H AAT Bioquest 2y @] ); EHi /b B = #iL
(ab6789, 4L [E Abcam 2wl ) o fiff il WA BE (S9) 5
B (Mica, 8 [ Leica 2 #) ; # .0 #L ( LC-LX-
HLR250D, i J) R AX & BB A IR A 7] 5 i & 3 (7L
SR R BE YT B e S T A A R W] ) 5 €O, By 3746 L PCR
AL (Step One Plus) ( 3£ [E Thermo Fisher /A 7])

1.2 J5ik

1.2.1 4 RSCs fil RGCs 355 M % E

1.2.1.1 4 RSCs 9853  BUZEW 22 d B2 Kk H
B, HRG R KOE A 2 AL BE, IO IR iR 6~ 8 H o, TEfif
S AROBE T IR A R AR 5 (5 R B R 2L, B D
SRR, A BT 3 % 0. 1% JBR 2R 1l 37 C i Ak
10 min, Z 1 7E 16, A 0. 01 ¢/L DNA i, [ &£ 3252 Ik
FI 70 B 200 2, 850242 21 em, 1 500 v/min B0
5 min, 5 ¥, & EGF 1 bFGF f) DMEM/F12 ¥5 3%
BT R UITE , 13 200 pm G B, AP F 25 om® 410K 3R
i, 8T 37 C KRBT 5% CO, HE AT IR, 2R
3RAPEARM, B 5~T R WAL EH 3~4 10,
PEAT G 2R 5L 5 .

1.2.1.2 SR a0k o =040 il R % 7 % RSCs
(1) Nestin & 2206 4t 8 % 3¢ >R Nestin 47 &
(1:200) 4500 35 7% 19 RSCs , ¢ F 92 5 S350 & v Wl
HEAT S 9 6 g 0, %8 5 , Nestin 5 43 (0,98 5, 40 I A% 14
K HI DAPT g0, 5236 405 (2) BrdU 370 20240 g AR 23 A
Z: 88 BrdU 20 3% 2 A6 000 58 7] & 4 350 B 43, 72 SR
RSCs B3 F- A R i im A BrdU & HkE Jy 50 wmol/L,
WEE 24 ho XF 4 M 2E AT [ E & 1 DNA A P 40 3
J& A FITC-BrdU H 4K 5 pl (0. 125 wg) #E474R1E,
4 CHMTEEEIEE 30 min, R I U =X 40 A 40K I
(3)RSCs [ %& 73 Ak 40 it 95 5 6 K i K gt =X 40 i AR
ST R IEH R IR 9 % RSCs i A 22 3R M 20 IR £ 9 1Y)
Bt 4 SRR B 1% B27 Al 1% N2 )
DMEM/F12 f3 A 55 F 5k, 55 3 R 1 . 434k 10 d,
BRI T A2k 240 L 5 e H 8 iR & U6 W 5 i AT R A
K F Brn3b HL{AK (1:200) F1 GS Hr A& (1 :200) £ I 43
AT A5 41 i, 2 6 S BBE T SR . 43 AR T 41 €8 Je 4
G HUN 431k Al L AT S s mE Ot g, R TR
A A, 53 B K I Brn3b BH 4 40 L S GS FH 4 40
LA 53 Ak 40 i Bl S e A

1.2.1.3 4% RGCs My 7 AR5 55 Je S 9 Je ik %
EOBUEAE 1T~2 d BT 2 K E R 6 H SHE R E
WRFE . TCR A5/ P R BRI VE 3 k. TERMBET
SrEM UMM S E RN EYE 3R, BT
0.5 o/L A ,37 CIH AL 30 min, A& (AT
%0 10% FBS ) DMEM 2 EJH 4k, 40 wm 8K 08,
B4R 21 em, 1 500 t/min IR0 5 min, 7 13,
A DMEM 5¢ &85 55 0 B 400 %5 2 5, 3 Fh 2 20
MusE T . BT 37 C.5% CO, MR 7~
10 do ZEBCANME, % F Brn3b $04& (1:200) & Thyl. 1
UK (1:200) A7 90T 4 5 38 , Brn3b FHPE R I
AR AZ N BRSSOt , Thy 1. 1 AP 3R B 40 i 4%
e AR BT P B e 5 o

1.2.2 RSCs 5 RGCs fEA[R E ) FkkE5:  RSCs 5
RGCs B T Transwell 555101 | F )2 1 i S 55 7 0K R F
1THEFE /0 1x10° 4~ RGC F 4 Mm g, 5%10°
A~ RSCs &2 PRI, FHY V1K %4 500 ml A 3
ERIK B4 ER 5 B AR FEh K . B RE SR LA
23 A IR0 SORHE B LR IS % B A i s
W2 SAEALR T I ATZA A I & s g o &7
IEAE 37 C.CO, HFEF T LUAF & J7 (0,20,40,60
80 mmHg) (1 mmHg=0. 133 kPa) Zb 40 g 48 h,
1.2.3  SEmpad e 5t PCR LA IS [R5 07 5256 A
RSCs At i3 4 Y Nestin #1 Thyl. 1 B33k R
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Trizol $2 UK 42 B % 21 4f Jifg & RNA 4% 308 % S i 57 &
VLK 0.5 pg & RNA i 5% 55 DNA, 2 I 454
42 CIKi 60 min, 70 CHIH 10 min, K K75 H) cDNA
B 5 5e i 28t i PCR 51t 79 1. g19 it
W, 51w B e TAMARA AR, PCR &
BLZ&AF 95 CHUZYE 2 min; 95 CHEME 15 5,58 CIiB Kk
155,72 C #Ef4 40 s, A F 3 £ 1FFF 42 ik, PCR 1E
CFX96 Touch™ real-time PCR #& & 4 v 52 i, DA
GAPDH NS Kl & JL P A AR X ik i, LI &
3, ARG

x1 519F75
Figure 1 Primer sequences
- P B

Bk 195 (5-37) K Ji (bp)
Nestin 117 : AAGATGGAGAAACGGTGACG 208

J2 8] : TCCTGGTTCTCCTTTTGTGG
Thyl. 1 1E 18] : CATGAGAACACCACGAGCGT 156

JZ 8] : GTACCTGCTGGTGAAGTTGGT
GAPDH 1E 18 : TGGTGAAGGTCGGAGTGAAC 135

Jz 1] : TGCCGTGGGTGGAATCATAC

TT : Nestin : 275 [ ; Thy : Jfi JJit v W€ ; GAPDH . T iy 1 - 3-8 1R JId &L Bt
Note : Thy : thymine ; GAPDH : glyceraldehyde-3-phosphate dehydrogenase

1.2.4 Western blot %l A [5] [ 7 T 52 58 £ RSCs
Lo A i3 40 i Nestin 2 Thyl. 1 g5 WA EH
i1 4 2 e ik 78 O LA A AL A M AT BRI S IS L R
BCA A E il i fr R E i, JERM 1
BRIREE ZE vh S EE A8 2 5 pe/ple L 40 pg B
H/fL &, ] 10% SDS-PAGE % i ik , % & 1 %
% PVDF fii, =iREMA] 2 h, —$i 1:500 #ike,4 CIE
HiK . WZ GAPDH $ipfk 1:1 000 # B, HRP 45id
=L 1:2 000 F B, iR FWER 2 h, WHUEBG  #
HEBEREDIF BT, R Image) A 70 H1 %& 5%
WORBEAA , H B8 A A X 8 30k & = H A8 B K
{H/GAPDH JREE(E, SEHE 3 IR,

St b e Nestin

B S 5 Y (0 02 R, AR P9 R AR 3 4 2 R 7R Nestin Bk, 248 (49600, M AZ I 22 DAPT 4t (FITC %200, £7 R =200 pm)

s DAPT: ok 3 28 S 0

1.3 Sit2orik

* ] GraphPad Prism 7.0 G it #® 4 (£ H
GraphPad Software 24 7 ) JE47 44 4B 1 Ve 44 K
P 25 Kolmogorov-Smirnov #5 I iFE 5% 22 1E & 404, DA ws
For o AT 64T 4% H 5 H mRNA R FAH
X 22 e SR H R T B DR R O 22 00 A, PR L AR
FH LSD-t K356 . P<0.05 2= Agil#E L.

2 #R

2.1 A RSCs BB 5% e

2.1.1 Nestin f oG Y AU E 47 B % RSCs &
AR TSN A KR 25, 40 M BR N DR 9 40 41 i 34 12 7R RSCs
Fe S PEAR W) Nestin HPE (& 1) .

2.1.2 4 RSCs B A= g0 MO % Ui =U 40 i AR 43 B 45
R, BrdU BHPE 40 5 43 25 19 RSCs 48 Jif 9 (92. 26 +
3.28)% (& 2)

GFP GFP* GFP GFP'
15017.41% 92.60% 99.7Q% 0.27%
_ 300
z —~
% 101 <00
2 2
v 50] F
i\ﬂ 25100
= I3
0 - — . - 0 e .
10° 10 10> 100 10* 10° 10" 100 10° 10*

Hicha @ RO ©

B2 BrdURXABARSFLNLIH S RSCs A MME  BrdU
FF: 40 %y (92.26+3.28) % AR SRR R P IIA BrdU B¢
TRZPARIMA BrdU - FITC: SR FURSCEE s BrdU « JRBE U T DR 1 e

Figure 2 Proliferation of cultured rabbit RSCs detected by BrdU
cell proliferation assay kit The percentage of BrdU-positive RSCs was
(92.26+3.28)%  A:Rabbit RSCs cultured with BrdU B Rabbit
RSCs cultured without BrdU  FITC: fluorescein isothiocyanate; BrdU ;

bromodeoxyuridine

2.1.3 RSCs [ %7040 15 20 i S 95 5 ek i e it 5X
AMAR DT RBEVIEAE IS5 R %, RSCs S 1L 41 i

DAPI Ale

200 pm
—

Bl 1 Nestin FiA @ RALELEESR RSCs A # W HMBE T AT WAk 8 9 % RSCs RARMMBRIL 5, B P TH IR 3 1 (%200, 45 R =200 pum)

Nestin ; §i

Figure 1 Immunofluorescence staining of nestin antibody to identify rabbit RSCs A The isolated rabbit RSCs aggregated into cell spheres and

suspended in the medium (x200,bar=200 pwm) B:Most cells in the cell spheres were nestin-positive and presented green. The nuclei stained with DAPT

showed blue (FITC x200,bar=200 pm) DAPI:diamidine phenylindole
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o BB 434 i Bro3b HTAAR G FH M, #4041 e GS ik
FIR M, RS E . T =40 B AR XU o B 45 R
SR, Brn3b P40 2 (13.00+3.06) % , GS A1
A N (31.60+3.67) % (& 3) .

DAPI Brn3b

8 100 pm 100 pm
R — — @

DAPI GS
A 100 pm 100 pm

- - 0

10°

334.70% 1.43% 11.75% 0.15%
10°4
10'4
T3
S 10°4
=
1074
10'4 5"!,) g
15.00% 0'497.70% 0.36%
10° 10" 10* 10° 10* 10° 10° 10° 10" 10* 10° 10" 10° 10°
FL2-H FIL.2-H @
FL3-GS/F12-Brn3b XA (/N TgG+ILE TeG)

B3 RSCsHENUARBERAVURRXABARSNT AH
SRENIE Brn3b K 3k B, B 46 38 (FITC x 200, f7 R =
100 pm) B844I GS Huik 3 ik B, 54 526 (FITC %200,
PRI =100 pm)  C: 33X 40 M AR X6 4387 2%, Brn3b B 40 0 3 h
(13.00+3.06) %, GS FHTEANML# Dy (31. 60+3. 67) % DAPI: — kA&
T K 5]
Figure 3 Immunofluorescence staining and flow cytometry of
spontaneously differentiated rabbit RSCs A :Some cells were Brn3b-
positive and showed green fluorescence ( FITC X200, bar =200 pm)

B:Some cells were GS-positive and presented green fluorescence (FITC X
200, bar =200 pum)
the proportion of Brn3b-positive cells was (13.00+3.06) %, and the

C: Two-color flow cytometry analysis showed that

proportion of GS-positive cells was (31.60+3. 67) % in the differentiated
cells DAPI:diamidine phenylindole

2.2 RGCs [R5 M %

JEAR A B e RGCs 7] WL 2 A 8RRl . K
gy B 3% M 40 L Brm-3b K Thyl. 1 i & 44 (4 BH 1
(E4),
2.3 ORI[AHE Jy 44 RSCs Je 43 Ak JIr 15 2 e Nestin Al
Thyl. I mRNA X} 33k & [ 4K

AR E J1 & 18 F % RSCs K 43 4k BT 15 40 Jfg 1Y
Nestin Fl Thyl. 1 mRNA X} 3 3k & 8K 822 7 3
HGi %8 X (F=127.600,P=0.005; F = 137. 400,
P<0.001), H v 5 0 mmHg 4 #H F, 20, 40, 60,
80 mmHg 4% f& T Nestin mRNA A X} 3% i5 & % 11K,
Thyl. 1 mRNA X} RE ST, ZRWAGRITFEX

(¥ P<0.05), 40 mmHg B}, Nestin mRNA A1 %} £ 5 &
A, Thyl. 1 mRNA X R IR B (3R 2) .

62 AT Brn3b

100 pm

c

-
2

100 pm 100 pm

—

B 4 RGCs fHEsERE T (FITC X200, 4K =100 pm) 1R A
B4 RGCs 1] W2 AR SR G , KB 43 35 57 0 4l M Brn3b i A ( 40
HE A A B A 55 ) A Thy L. 1504 (48 1 A% B 200 M o o ol B2 48
FO6) Y P TE  Thy - iy I 1 i

Figure 4 Culture and identification of RGCs ( FITC x 200, bar =
200 wm) Multiple dendritic protrusions could be seen in rabbit RGCs
cultured in wvitro, and most cells were Brn3b-positive showing green
fluorescence in the nucleus, and the Thyl. 1-positive showing green

fluorescence in the nucleus and cytoplasm  Thy:thymine

%2 FREEHEMH RSCs BRSBTS 4K Nestin 70
Thyl. 1 mRNA # 3% R & 2 L& (xxs)
Table 2 Comparison of relative expressions of nestin and
Thyl. 1 mRNA in RSCs and differentiated cells among

different pressures (xzs)

Nestin mRNA Thyl. 1 mRNA
By (mmHe)  BER L msam Mk B
0 3 1.003+0. 055 1. 003+0. 085
20 3 0.490+0. 035" 3.833+0. 280"
40 3 0.257+0. 015" 5.330+0. 455
60 3 0.550+0. 026" 2.277+0.211°
80 3 0. 650+0. 066" 1.360+0. 135
F Ay 127. 600 137. 400
P i 0. 005 <0.001

5 0 mmHg AL, P<0. 05 (B[R K J7 2243 7, LSD- £ %)  RSCs:
AP T 240 5 Nestin : L35 (15 Thy : Jg BRI BE | mmHg=0. 133 kPa

Note ; Compared with 0 mmHg,"P<0.05 ( One-way ANOVA,LSD-¢ test)
RSCs:retinal stem cells;Thy:thymine 1 mmHg=0. 133 kPa

2.4 K[A Iy 1F RSCs S 7 AL BT 74 41 . Nestin FI
Thyl. 1 25 FIAR XS 335 i L AL

Bt & 3 715, Nestin £ [ 46 1K 25417 I 55 , 40 mmHg
58, Thy . 1 8 30K 250 1Y 9, 40 mmHg I 5 5
(B 5) . AN S &8 F % RSCs & 4 4k B 15 48 il
Nestin Fl Thyl. | Z [ AH X ik BRI Z 596
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itk 75 L (F=82.480.158.700, ) P<0.001) ,H
50 mmHg f 11,20 .40 .60 .80 mmHg 45{4 F Nestin &
FIAHXT A8 3 FEAIR, Thyl. 1 2R I ARXT R B & T m, 2
S Gt E R L (H P<0.05), 40 mmHg B}, Nestin
A XS 3k & F AR, Thyl. 123 F A X 3 5K & o
(%3),

0 20 40 60 80 mmHg

D S e —— i

B S AREENHKMH RSCs RS LFTF 8 A Nestin #1 Thyl. 1 5
RIFFEIKE  BEE S Th S, Nestin 25 [ 323K 451 855 , 40 mmHg ) i
. Thyl. | 2 (9 3k 445 B3R, 40 mmHg B 38 Nestin: 588 1
Thy : g Jif w5 05 ; GAPDH . H i % -3-# B2 i 2 #F 1 mmHg=0. 133 kPa
Figure 5 Expression of nestin and Thyl.1 proteins in RSCs and
differentiated cells under different pressures detected by Western
blot As the pressure increased, the nestin protein bands were
weakened ,and the Thyl.1 protein bands were strengthened. When the
pressure was 40 mmHg, the nestin protein band was the weakest, and the
Thy: thymine; GAPDH .
glyceraldehyde-3-phosphate dehydrogenase 1 mmHg=0.133 kPa

Thyl. 1 protein band was the strongest

#3 AEIENH RSCs Ry ET{G 4 Nestin 1 Thyl. 1
EAMRXMRABILE (xts)

Table 3 Comparison of relative expression of nestin and
Thyl. 1 proteins in RSCs and differentiated cells among

different pressures (xzs)

A Nestin Thyl. 1

By (mmHg)  HAR mxﬁai?@ m?ﬁig
0 3 1. 020+0. 085 0.420+0. 050
20 3 0.580+0. 030" 0.807+0. 038"
40 3 0.293+0. 052° 1.303+0. 087"
60 3 0.450+0. 035" 0. 828+0. 074"
80 3 0. 653+0. 099" 0.672+0. 111"
F 1 82. 480 158. 700

P i <0.001 <0.001

1 : 5 0 mmHg # 1L, * P<0. 05 (B[R K J5 22 43 #1 , LSD-1 k3% ) RSCs:
AP [T 40 D 5 Nestin : L2 11 ; Thy : Jilg JR ¥ 0E 1 mmHg=0. 133 kPa

Note ; Compared with 0 mmHg, *P<0. 05 ( One-way ANOVA ,LSD-¢ test)
RSCs;retinal stem cells; Thy:thymine 1 mmHg=0.133 kPa
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