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The inhibitory effects of tetradrine on rabbit corneal haze formation
after Epi-LASIK

Zhao Wuxiao,Du Zhiyu,Liu Weifeng, Liu Dejie. Department of Visual Science and Optometry Center, People’ s
Hospital of Guangxi Zhuang Autonomous Region ,Nanning 530021, China

Abstract Objective Epipolis laser in situ keratomileusis ( Epi-LASIK) shows many advantages in the treatment of
myopia. But,how to prevent the haze after Epi-LASIK is still under investigation. This study was to investigate the inhibitory effect
of tetradrine on rabbit corneal haze formation and the expression of transforming growth factor beta 2( TGF-B, ) in the cornea after
Epi-LASIK. Methods Twenty-seven New Zealand white rabbits received bilateral — 10.00 diopters Epi-LASIK and were
randomly divided into self-control group, negative control(NC) group, tetrandrine ( Tet) group and fluoromethalone group. Haze
grade was evaluated under the slim-lamp light at 0. 5 months,1 month and 2 months postoperatively. Six corneas were harvested at
each time point in each group. TGF-B, protein in cornea was detected by immunohistochemistry ,and TGF-B,mRNA expression in
cornea was determined by reverse transcription-polymerase chain reaction (RT-PCR).  Results Corneal haze grades at 0.5
months and 1 month after Epi-LASIK were significant different among the groups( P <0. 05). Compared with the NC group, haze
grades in Tet and fluoromethalone group were apparently lower (P <0.01). No significant difference in haze grades was found
among the three groups at 2 months after surgery (F =3.033,P >0.05). RT-PCR procedure showed that the levels of TGF-B,
mRNA in cornea in Tet and fluoromethalone groups were apparently lower than NC group( P <0. 01) ,but there was no significant
difference between Tet and fluoromethalone group( P >0. 05). Immunohistochemistry outcomes showed that the levels of TGF-B,
in Tet and fluoromethalone groups were both much lower than NC group at various time points postoperatively ( P < 0.01) , but
there was no significant difference between Tet and fluoromethalone group( P >0. 05). The expression of TGF-B, began to ascend
at 0. 5 months and peaked at 1 month and then descended at 2 months postoperatively. ~Conclusion Tet inhibits rabbit corneal

haze formation after Epi-LASIK by downregulating the expression of TGF-B, in cornea.
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(epipolis laser in situ keratomileusis, Epi-LASIK ) £ 4=
Sk HESy T BOE R R BT F AR M — KRS A . KRR
B8R, Epi-LASIK FARHI/E M bR e % | b
BARESREREEES" T  FRE AR K
S 1R N IR TR Mt (haze ) 5277 5 R 5 £ RS H050 B B 0 TH R
IREIK S8 LASIK H'* %% £ ik . H5#5 T#
F& AL F B BE 48 R (laser in situ keratomileusis, LASIK)
M, ZARRX AR RART haze B, EHEEEE
WA JE haze BITE AL, B AT I PR £ 208 A0 I % &
SR haze BYFE B, (B {8 A d A2 b 51k 09 A IR JE B A
FREEFEBEESREMEARES . AMREE
LI B T & (tetradrine, Tet) 15 g B B2 58K 199
HEFHRLGYA T H 4% Epi-LASIK R 5 haze JE ®#Y
YEFHALEL , R 3% 25 76 BR R A im PR . FH 4R L SC 30 4R 8 .
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1.1 #8

1.1.1 ZH3hY BREFEZREAAR27T H(EK
BERRFLE Y bR ) KT 2.0 ~2.5 kg, B
ABR, HEBRBR BT Y5 5%, WHR 4T Epi-LASIK F AR,
1.1.2 FEMHHIRAH  KM-5000D 7 30 i€ 5 X %
MART(LIAEGTRTEITFETRETFRAA);
W F#OEI(EE VISX A8 ); B0l (1EE
eppendorf 24 1) 3 PCR {3 8 9K 50 58 5 1 38 25 ( 32
[ BIO-RAD 22 &] ) ; A1 45 U1 A WL (#E E Leica 2t &) ) .
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R ) B HRE(HAS KK &30 ;X
& J (fluoromethalone,, FML) ii% IR ¥ ( 35 & Allergan 24
A ) ;0. 1% Tet 4 IR ¥ K F B o X7 SR W (J k) 25 Tet M
BEZWLNAEYAERNA ). & RNA fhiEH & (&
El QiaGen /) #]) ,RT-PCR 3| & ( H A Takara A1]) ,
RHL R K E T B, (TCF-B,) ZraMehilh Huysd
b BT & (R ELEAR),

1.2 7y

1.2.1 4% Epi-LASIK #BIp T SLRAARRT2diE
RUEHRBESR, BH3IR, FRAYAARTERFER
WS RS, HEROBT I VRS 0. 1 mL/kg ILPY TE
YRR EE B ), A5 VR B T IR OR R R . 6 KM-
5000D fk & B 70 ) fE b B2 %, i - 60 mmHg
(1 mmHg =0. 133 kPa) , {76 F W HI X H# 6. 00 mm
W IE S BB - 10. 00 DS Y ¥ 4y F¥OC VI HI 5 , PBS o
VEEE TR R IF B A b R | S AR R R A AR A R
B TR =SSR ESIRS 2 5. REH
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£R 1 13 0. 19 FML 35 HR 5 11 FH P Xof B o 378 R 9 ) 16
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1.2.3 75K haze 2B ME EMAEXNBEIT T WEF
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G RBRKT T 5 K B Al HE R M, AS 522 e W 25 T R S 3
U f IR v, 50 B e R R AT RS 3 N 2 9
BRI, P WA AN 3 R AR EEIR
MR E AT BRSO R 4 R

1.2.4 ikt R A EE%E SV (reverse transcription and
polymerase chain reaction, RT-PCR) % {ll] TGF-B, mRNA
£k FREFBERLFHY ., FAT R RIZEHE RE
B A B %543 HUH — 2 5% A RNeasy® Fibrous Tissue
Mini Kit $2 5 B 1 6 RNA, 524020008 B 11 F 260 nm
#1280 nm ALl B RNA B & & Figl B, A i 728 v IR
LUK 4 E RNA BRSO, BT wl &4 RNA 355
RT-PCR #24EP 58, S8t %% Rl <DNA, R 51T PCR ¥4,
SRS Y BGR JORBE W 1, LUH i -3-BE R IR A
fif ( glyseraldehyde-3-phosphate dehydrogen-ase, GAPDH )
TER WS B, 2% SR lEBEBE I FL Uk , GelDoc % B 1R
RG240 TGF-B, mRNA B3Rk
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Table 1  Primer sequence and renaturation temperature
for PCR and target segment length

Temperature Fragment

Primer Sequence () length(bp)
TGF-B, F 5’-CGAGGAGTACTACGCCAAGG-3’ 48.0 373

R 3’-GCTGTCGTTTCAGCAGCACTTIT-S’
GAPDH F 5’-CGTGAACCACGAGAAGTATG-3’ 48.0 389

R 3’ -GTTCTTCCACCACTTCGT-S’

1.2.5 FGpdgibss: RO —-¥ABEANEIA
BT B K BB B SR 3% H,0,40 #2110 min
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