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Transfection of rabbit conjunctival epithelial cells with adeno-associated virus mediated enhanced green

fluorescent protein
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[ABSTRACT] Objective: To transfect rabbit conjunctival epithelial cells in witro with recombinant adeno-associated virus 2-
mediated enhanced green fluorescent protein (rAAV2-EGFP). so as to lay a foundation for studying the proliferation and
differentiation of conjunctival epithelial stem cells. Methods: Rabbit conjunctival epithelial cells were cultured in vitro. The
second passage of rabbit conjunctival epithelial cells were transfected with rAAV2-EGFP in various multiplicity of infection
(MOI=10"',10°,10%). The expression of green fluorescent protein was examined 1,3,5,and 7 days after transfection and the
transfection rate was calculated. MTT assay was used to study the influence of rAAV2-EGFP on the growth of cells. Results:
With the increase of MOI value and the prolongation of transfection, the expression of EGFP was gradually increased and
reached its peak on 7-8 days after transfection. MTT assay showed that there was no significant difference between the MOI
group and the control group. Conclusion: rAAV2-EGFP can efficiently transfect rabbit conjunctival epithelial cells and have no
influence on the proliferation of the cells.
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1.1 EZMEARKA  CO: B M (Thermo 2
")) 3 E BB (Olympus A 5D ;B BEAH 2008
U (ZEISS) 5 WO R 90 B i Bt (ZEISS) 5 Bio-
Kit 4 A Zh b1, rAAV2-EGFP 5 & Joki g [ A
JCIEPHFE R FH ARG R A F LN 1 X107 vector
genome/L;F12 5 3£ 3 Dispase [[ . R M i (Gibco
ANED IR (BN U H AW EAARAFD
— P . BT PR Pan-cytokeratin (2% 7% 1 + 75 2%
A s TP EPU/N R 1gG-FITC; 1E 4 1 2 1fn 7 (il
P A s W L R 3L pU s IR ER (MTT,
Sigma A A ; ZH E W (DMSO, Sigma 2 7)) .

1.2 REBEEZmMCHKRIPERPLEE B
KA G, WEHEAS PR R 2~3 kg, W T [H 55 K2F o0
Yoot B IR I 4140, A Dispase [[ 161k
0 B AT B Al 1 45 B L B A0 o R A0 e B S
M TRIRMAET 37°C %0 5% CO, 1 5
FRPRIR A 2 d il 1R, B 5~7 d, FRA
SEARL AR TR N 0. 25 % IR AR B AL 2 G,
440 M % ] Pan-cytokeratin PATEEHIIR K E |
1.3 rAAV2-EGFP # # 2 i Lk e HUE 2
FRANML #2107 /ml (940 M %% BE 4280 T 6 fLbl, A&
10 Y0 i 48 IV 1 BE 32 M 4k 22 15 37 24 h e 40 B O BE
LN IR 25 R4, B2 FLIF B, i i )
F12 8537 50 Ve A i 2 Wk, #8452 80 (multiplicity
of infection,MOD 24 10" ,10° 10° 153 I #F rAAV2-
EGFP JR 8RB, 20 5 A I TE F12 8 35 5606 B
AT R 500 gl B LA 9 EE T A O 4H
Yy A5 3 L BT 37°C AR 5% CO, 1B
FEFHR IR 1 h G IR A 10 %016 4 1
AR SRR AR S R 3%, A — e 4, 2 B LR O ik
AR B AR AT S T (MOTI=0) E R XTI,

1.4 REBEER@MEY S/ EGFP ki2 Q5
H (50 0 A 0L %5 200 i T 25 R AR s 40 L 4
MG 1 2 A0, g )a % 1.3.5.7 HAEM
OO B EE 490 nm B &G WS 45 BE R 41 A
11 EGFP M 3RAIGE L. LI Y EGFP G #Otk
T S 5 S ) 21 B Sy BH P 4 M L e A Bl PL
AL EFTE 4 200 /> 40 Jf H BH 2 20 B 9 S B, 35

A L AE A5 B TA] A5 A BE 20 - 38 R BRI e
F, M EGFP RERKLE ., HBEOCIEREZOLR
T A

1.5 MTT ##nl rAAV2-EGFP # % 3t 4 5 b
K m ¥ e ek Lo, 25 B AN LA K E
90 Yo il G 1 S A5 B b M A B, 4% B L 3 < 10" A 4 i
FEFT 96 fLAR.HMAMMKEIE 1 d 5. 4% MOl=
101,107 . 10° 43 S A rAAV2-EGFP (% 4k J5 1% [A)
LA R B IR, ik 5 A AT 1L, 7
gt 5 dJa BALINA MTT 8 20 ], 4k2E55 5% 4
h G2 k55958, 5 il R e 4L A 150 pl DM-
SO, % 10 min, TEEAR X E 570 nm & FLIGE
fH(D{H).
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Ko A7 dELMME FARS A, 4N
Bigg 2~a LK R, 2544 MO AL 40 g %
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B,
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Fig 1 Rabbit conjunctival epithelial cells three
days after transfection with rAAV2-EGFP
A Morphology of cells; B: Pan-cytokeratin immunofluorescent stai-

ning in the cells. Original magnification: X 300(A), X 600(B)
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EGFP #ik, EGFP ik HM 4 M AE 490 nm I
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MOT 8K, 5% P33 sy, BE R B ] B9 2E 4, 48 i

H EGFP (933558 3 58, 335 EGFP 1Y FH M 41 i
BN, Y R 7 ~8 H ORIk Ik B w0 IR AERE L &
MOT HEFE PRI 2R A G 2 X (P<<0. 01,5
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Fig 2 Rabbit conjunctival epithelial cells five days after transfection

with rAAV2-EGFP as photographed by laser confocal microscope

A EGFP positive cells show green fluorescence in the cytoplasm; B:Growth of conjunctival epithelial cells of the same visual field; C:The com-

bination of A and B. Original magnification: X 600
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Tab 1

Transfection efficiencies of rabbit conjunctival epithelial cells by various MOI of rAAV2-EGFP

(n=3,7%s5.%)

MOI Day 1 Day 3 Day 5 Day 7

10* 0.00+0. 00 5.00+£0.41" "% 10.57+0.71" " 29.7240.65" "

10° 3.124+0.65" " 23.0840.57"* 41.5040.85" * 62.2540.98" *

108 10.88+0. 63" * 32.7240.43* % 73.0040.87 * 83.50£0.96"~
Control 0.00=40. 00 0.00+0. 00 0.002£0.00 0.002£0. 00

** P<C0. 01 wvs control group

2.3 MTT &4 rAAV2-EGFP st 4 1 k& @
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EGFP /R BRI SME IR A5 M6 b 2 i i il . AR SE e rh
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Huangjingzi i iEa Fructus Viticis Negundo Negundo Chastetree Fruit

Huangkaikou ®wHO Herba Lysimachiae Klattianae Whorlleaf Loosestrife Herb

Huanglian Wi Rhizoma Coptidis Golden Thread

Huanglu =i Ramulus et Folium Cotini Coggygiae Common Smoketree Twig and Leaf

Huangmaoercao WEHER Herba Hedyotidis Chrysotrichae Goldhair Hedyotis Herb

Huangaqi i 13 Radix Astragali Root

Huanggin &3 Radix Scutellariae Baical Skullcap Root

Huangshukui oHRE Radix Abelmoschi Manihot Sunset Abelmoschus Root

Huangsuomei =i Radix Rubi Obcordati Obcordate Raspberry Root

Huangteng 1] Caulis Fibraureae Common Fibraurea Stem

Huangyangmu L L Ramulus Buxi Sinicae Chinese Box Twig

Huangyaozi | 15k Rhizoma Dioscoreae Bulbiferae Airpotato Yam Rhizome
Flos et Folium Wikstroemiae

Huangyuanhua ERE Ch laphni: Lowdaphne Stringbush Flower and Leaf

Huanliancao TR Herba Delphinii Anthriscifolii Chervil Larkspur Herb

Huaruishi EES Ophicalcitum Ophicslcite

Huashi BB Ttalcum Talc

Hubeibeimu Mitma Bulbus Fritillarine Hupehensis Hupeh Fritillary Bulb

Huci fr ot Herba Damnacanthi Indian Damnacanthus Herb

Huercao REE Herba Saxifragae Saxifraga

Huhuanglian SHWIE Rhizoma Picrorhizae Figwortflower Picrorhiza Rhizome

Huihao LEE S S ica Wormseed

Hujiao AN Fructus Piperis Pepper

Hujisheng WMEE Herba Visci Coloed Mistletoe Herb

Hulu ;e Pericarpium Lagenariae Bottle Gourd Peel

Huluba #HEE Semen Trigonellae Common Fenugreek Seed

Hulucha HEE Herba Tadehagi Triguetri Triquetrous Tadehagi Herb

Huomaren WE{Z Fructus Cannabis Hemp Fruit

Huotanmu Wi Herba Polygoni Chinensis Chinese Knotweed Herb

Huoxiang == Herba Agasraches Wrinkled Gianthyssop Herb

Huoyangle SNERED Caulis Euphorbiae Antiguori Ancients Euphorbia Stem

Hupo bl dis] Succinum Amber

Hutaoren A= Semen Juglandis English Walnut Seed

Hutuiziye ik Folium Elaeagni Thomy Elaeagnus Leaf

Huzhang =it Rhizoma Polvgoni Cuspidati Giant Knotweed Rhizome

Huzhangcao RESE Radix Anemones Rivularis Brooklet Anemone Root




