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An experimental study on the effects of wild type p16 gene on the proliferation and metabolism of human ke

loid fibroblasts HAN }un-tao, CHEN Bi , LIU Shu-juan, TANG Chao-wu Department of Bums, Xijing 

Hospital, The Fourth Military Medical University, Xian 710032 Shaanxi Province. P. Fl. China 

[Abstract] Objective To in ves ti ga te th e e ffec ts of wild type pl6 gene on th e prolife ration a nd me tab-

oli sm of human ke lo id fibroblas ts. Methods Eu ka ryoti c ex press ion vec tor pc DNA3 - p 16 was cons tru cted 

a nd imported into KFb by gene transfect ion medi ated by liposom e . And th e pos iti ve clon es were sc reene d by 

G418 . Th e tra ns fec ted and untra ns fec ted KFbs we re s tai ned by Immun ocy toc he mi cal me thod. Th e ex press ion 

of pl6 pro te in was obse rved. The changes of the prolife ra ti on a nd DNA sy nthes is of KFb be fore and afte r 

trans fec tion we re obse rved and compa red by drafting ce ll growth c urve a nd by 
3 

H-TdR inc orpo ration me thod. 

Results T he recombina nt vec tor pc DNA3-pl6 was s uccessfull y cons truc ted and ide ntifi ed by e nzy me di-

ges ti on. Th e posi ti ve c lones were id e ntifi e d by C41 8 se lec tion for 10 da ys from tra nsfected KFb a nd with pl6 

prote in ex press ion. Th e g rowth ra te of tra nsfec ted KFb s lowed dow n obviou sly and its DNA sy nth esis de 

creased s ignifi ca ntl y ( P < 0 . 05 ) whe n compared with th ose of normal KFb. Conclusion pl6 ge ne mi ght 

inhibit th e g rowth a nd DNA sy nth es is of KFb . 
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Fig I Id entifi ca ti on result s afl er pcDNA3-rl 6 engymati c digestion 
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1"l. ~IH JJ@ :ff $ a 

3. r'6 ~EIEI<J*~ : ~~5::~m J~1-t $ ~13~~*JW.. 
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III 2 a. iE 1~· K Fb 1'1' *!AI, p 16 1fi 13 ;,& :i2:; ABC x 200 b. 't1 W. 
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Fig 2 a. No p 16 prolein ex press ion in normal kFb ABC x 200 
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ABC x 400 c. There was evicln l piG protein ex press ion in kFb afler 
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Fig 3 Comparison of the grouth curve before anJ after kF'b transfec-

li on 
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-Till JlX; , ~ >'~ ~ -T ~ till; EI"J 31 El JJJJ: F 4:VJ Fl JI p 16 31 El o 
1iJf J1: * I~] , p 16 EI"J :jt]J H§!i tTL til~ -'=i ~IH JJII! Jj!fj W~ EI"J i!i'\1 t£ !&,: -I;JJ 
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~ [3 .4 ] 0 

••~-~~~~~••:ctw~~~ili ~:'ff-# 

t~ 71L Yr 1~ flJt s"J Jl'l' * , ilfli W __t * r~ :h i'li'/ -if J£ M tiX ·t;tc , /G 
~~ 1t , PI IV- i1iJ J]!f] jjijJE -m· ~~~iiiJit~, #!W :±l )Jf(~ 
tffl!R j i1 jjij , 1f!-WJ # W :fr fk tl: ~ ~'EJ 'fW , 1m z -¥ * -I;JJ I~ !15 

• £ * iWi , • £ 711 00 ~'~T !W :11 J]'( M m ITL jjij , 1ZSJ Jl:UUrH$ 
7;:~1A!i1~~ [ s.

6
J o §I $~ ilfii W 1f:lfi fl&tffi .i:~§ =It-¥* 

-I;JJ I~ Jo/JJ.ill E&: ill , fiU if~ ~J.J !lo/J tt M Jl'& 7't ffi. JfJI: M ·t1 if:t fi 
~ , 1Etfi ~:!£±:g* ~~ -~ J£ [6 7

] 0 1iH n * f!J'I, 1± 1* >'~ ±f:T ~ 
9k 1Lf- 'F , K Fb EI"J % ~ -'=j iE 'lit JvUH1Hrri JJ§ ;f§ 1121- , :i!g :h ~!1!
~M s"J iftJZ% , 1§. /G fiJJ s"J ~$~~-if !fXilii£ , Ji±'lf/71l:i1 
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~ 1JL :f'r :if: EI_'Z i!Jit iti!J :if: :fl~ 3iiJ o .tlt )'~ , K Fb EI"J ~III Jffg i'if/ ~_l ffi. 
~)Jf(-i:l'JlX;~~~rr'litJlX;~m ~JJ§ ffi.~ ~tt•mJlX;~ 

~tHUlJffiJ.(:I"J 2 -3{'f:f RJ o IZSJ.tit .\m{UJ~ ffl~ KFb 6'-J:I:~.Q][ffi. 

J~ J]'( il' JjJt , it-JjJt :R if:! fi M 1~ ~ 1~ s"J *. -lJJ! o 
ili ~* , ¥ 12Sl ffl fiB J1X;:hA~$#~~~-~ 

fflfi -¥~ z -o * W 1Z ~ , ~ ~§ 7t~ RT~:ff 

p16cDNA Jt ~ ~ Jt t~ ~ ~ ~_ltf:ifi: pcDNA3-pl6, 11!! !15 

;flj Ji=J R§' JJD: {:ifi: 1r ~ B"J !t~ ~ ~ * x•J KFb ill 1'T ~ ~ o El3 
T. m ~J(; {:ifi: pcDNA3-p l 6 1=1=~ EI"J neo ¥ IZSJ Jt ~ /~ :fr 
G4 1 8 t;t ·t1 , ~J: 1± ~ ~ Jl§'i 'PJ;flj ffl G4 I 8 yi?f :12\;llEI tl: ~ 111L 
:ii!iuX>l!f~~J§ B"J ~ I ,31-t KFb ill1l' ~!i9:~DIJJ§1t~ 
~e , IiE~ ;~=t :fr p 16 31 a *~ dm JJ§~ -K 1tl1 ~~?J; , 

ri: p16 ¥1ZSJ !tit ~ Fns"J ~III JJII! ~ * t~.Q][ ~i1J f!J'I~ :Jtll 

ftJlj ; 3
H-TdR s"J t~A~~F!~~* -~iiE~ ~!f~~ p1 6 ¥1ZSJ 

!15 , KFb B"J DNA -i:l' JlX; ii ~~ ~ ~~ 11£ o IV- J: ~~ * * f!Jj , 

>'HJJl\ ·t1 p 16 ¥ IZSJ ::<>] k Fb B''J ~ -if i'if/ ~_l ffi. DNA 1-t i~f:(@,. 
:frf!J'I~~ ~ ~~m o ~~Jf5~ I~ ~ , ~~~

P 16 ¥ lEI x•J K Fb B"J )l!~ n[fi] til til~ fF ill - :!V B"J ~ -~')' , IV- M 
7J ?Ali 1~ Jt 1~ (~"J 1f:l tr ~ 1~ ffilr ,~, ~ o 
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