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Rapid amplification of the ends of cDNA fragment from an unknown KL gene
LIU Beizhong , et al

(Department of Clinical Biochemistrv, Chongqing Medical University)
[ Abstract]  Objective : To do the full — length cloning of the cDNA fragment of an unknown KL gene in leukemia K562 cell for study
of its structure and function. Methods : The ends of the cDNA fragment of the unknown KL gene were amplified using three strategies
of RACE. Results:5 — end of the ¢cDNA fragment of the unknown KL gene was extended 156 base pairs by LabonWeb instance
RACE online and 3" — end was extended 350 base pairs by traditional 3° — RACE. Conclusion : 1t suggests that the full length of the
cDNA of the unknown KL gene in leukemia K562 cell is approximately composed of one kilo — base by RACE. It is helpful to full -
length cloning of the unknown gene,also to its structure and function study.
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EERETEERTHES P EEEER F H A P k2 B A8 PR L 9 Eiji Tatsumi #5042 5
S B ZREYEIhEE, 7EF mRNA 2R 87830 B RPMI- 164003 WL 10% K934 /4 L0 ) # 35
#3% PCR #AR(DDRT - PCR)MFFL S S8 B IR 7+
KS62 MMAGE S Ll Bl R BF e T — 1.2 EZRA
ANGIEE Y DNA BB $858 GenBank %3E . 1.2.1 5 ~Full RACEkit B H H 4 TaKaRa 7.
RSN BF154397, H K i H R Eit a2 N 1.2.2 3 —race W34 3t 3 & (Eco— T 5 4455715
KL 3K, &Rl R L2/ DNA R B A stk ), Williamstone Inc. A Primers! For the World Wide Web
Y 1 rapid amplification of ¢cDNA end, RACE) AR, B ETAY TRAF 8.
R & K S0, DU R KL E ok 133 5 TreccHISIH 363 R (Fo - CHRAR R 5]

N y . X . A E

CDNA HI— b, T SR B S o 70T JRARRLES

N 1.2.4 FRMER S BRI RS Rt S5aRE .
LTI, i s g
1.3 HEeiRA
- . 1.3.1 Taq DNA polymerase W H El4T & k4T .
1 #R5HE ,
Promega & i E .
1.3.2 TaKaRa Ex Taq FAYLEKEARL A (B AM
1.1 K562 fm Ak
¥T).
B 21970 ), B HIF L 1.3.3 M- MLV Reverse transcriptase Promega-
N T N S P 1.3.4 AMV Reverse transcriptase  TakaRa.
ELTH:.BERaXHF A4 8 (39670881 5 30171150), T & # 1.3.5 Terminal Deoxynucleotidyl Transferase(TdT) Pro—
HERAE LA (02-1809), mega 5 TakaRa,
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1.3.6 Ribonuclease H{(RNase H) TakaRa.
1.3.7 dGTP,dNTP %0 B iIN€ X Sangong 5 Promega.
1.4 Z8Hxb-s
1.4.1 ™ L instant RACE it M I LabOnWeb instant
RACE, f# i LGRS B E K .
1.4.2 EHEAPGEY 1 cDNA K0 RACE HBg X3 —
RACE, A3k R PCR 7=, 1 # #£ Frohman 18 9 22
B EEREL L PCR TR S . RIS
—# L adapter— ZR AT 31 545514 1 XY 18 10 ©
BRI BLAE b B/ AR B9 58 — %2 PCR 4L =¥ (FEE L
Baifl) MR R KRR 100, US54 2(F#E
I 3K 4) 5 — adapter — 2% dT 51 4T 20 M EFHM
A 43X PCR 1.

%t 5"~ RACE, 1638 i3 K ¥ ¥ # B 47 cDNAS R b
A% dG EAE E IEE KRB TS EH#1T 5 - RACE-
—Fh LA Oligo( dT) |y M #% 5 mRNA, #RJ5 L) adapter — [F] % C

AR SERENEIY L REIY 2 T EER PCR Y
. B—RUDESENSIY L TSR RERL
adapter - [A] B C 5| ¥ 54540514 2 #3647 PCR 718,
BT HRBHBE(TIT) ¥ DNA BEEH 3 - OH K&
ERI% INTP BEL TS B T DNA 3, fE#& X UL RNase
H45 55140 % RNA - DNA Z5 35 k59 RNA £, LK k1G
TR HY SSeDNA 3 — OH R L RIER G WEUR , RIG B
AL LR AT 5T - RACE.
1.4.3 ¥ 5 ~-RACE # HBA TakaRa 2RI £/ 5 —
Full RACE kit Y8 XA #1T 5"~ RACE.

2.1 @i M _E instant RACE, 4 % iR 3 8) 12 k
WE(L P BaAABW S KimiE T 156bp
(PRIZLET) 3B 3 656bp,

InstantRACE results:
Your sequence was extended in the 5" end by 156 bp.

The final length of the Instant RACE result of your sequence is 656 bp.
>LabOnWeb
CCCTAAGCCTAACACCTGGATGTACATCCAATGACATGCCTTTAACAAAGCCATGTCACT
ATGATACGATGGAACACAGCAAACATATCCCCACGGTCCTTAGTTTAGTGAAGGAACTCA
GATTCTTTCCTTTCAGAAACATAAATGGATTTTAGC TTTCTTTTTCTITITIGCTTCCAC
ATAGATACAGGGAAAGAGCTTTATCTTTACAGAGCTTGGTTGGATTCTAGGGCCTTAGGC
AAGTATTTTACCTTCTCTAACACAGTTCCCTCATCTATGAAATGTGGTTAATAACAACCT
CTCAAGATTGTCTGCCATGAGATAACTACTGCAAATTACCTTGCACAGGTCCTGATCAAT
AGCAGGCATTAAACAATTCAGTTTCCTTAATCATATCAATACATTAAAGTTAAGAAGGCA
ATGCAAAAGAATGGAAAGAACACTGAACTTGAAGTCAAAAGACTTGGGTTCAAATTCCAG
CTGTTACTTACTCTCTTAAGCAACTATTACTTATTAACCTCCCTACCTCTGAGAATTACA
AAATGGGTATAGTAATTCCTCTATCCCAGGATTATAAGAATTAAATCATATAGATAAGTG
CTTTAAAGTGTGAAGTTCCATAAAAAAATCACTCATCGACCAGTTGCGCACCGTTG

2.2 1545 3 - RACE £ #:{ PCR, 1838 — K% K562 4HHI#Y cDNA SCEHHI IR &K TSR H—
500 £ bp B 1 &N (LA 1), @ity —xTREE  EFEE RIS cDNA A B 942 b 2E 2 3%
(WLIE 2), RBZY =9 4 F H X PCR F=4. BeK DNA PN EZREE, PP R BS AIE FA
AR, EEEEE/NBRAIREER, KM
KL #H 8 c-DNA H Bt £ Northern blot 43+ ¥, HE T
HEKECH kb~ 1. 2kb 4, R FH RACE K B%
X H AT 2K FERE R BN 2 A R

388 3F % SC P ) O 2 B P 18 3R 5 1 9 1E 1T PCR

31 it

#EE KL 27 DDRT - PCR AR ES
BT B ML K562 i #9i% b se i R R BLH,

BT HAESWMIEN K562 418 2h FRE T M, &
HE R 5 40 M4 A G, RTRER — PS5 R A
HIHREREH . Z AT LR TE TN BE I cDNA F B
BRI TTRE , AW FT A ST EIR L T 550t
BB EENEH SR NEARTEN
DNA F BB N, @il &5 EEe, A

IR HH R EERIG AT EA DNA F3I, hid 5
cDNA & 1<, M/ FE B AR . P Y 38 cD-
NA K % # (rapid amplification of ¢DNA end
RACE){# At iigit, iz FHIL R eg, 3 A58 mR-
NA WAR%E ) —BUF S BF AT 38 3% cDNA F B
5" K% (5" - RACE) 5 3’ K¥%4(3" - RACE),
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B1 3 -RACERXHE I
M:DNA marker
1 : result of the semi — nest PCR

2:result of the second PCR

B2 3 -RACERXIEE2
M:DNA marker

1:result of the semi — nest PCR

2:result of the primary PCR

M _E LabOnWeb HJ instant RACE 2 & th 3% #
RACE R ®%, H AT E M &R AR E . AR A
BIFRAERE DNA MEK)FH, k#ir TRE
LabOnWeb H] instant RACE, % 5K 8§ i 4 i %
SAS B 1%k KR TR M AL BE BB R (K4 1h~3h) i
FHMAER 55 3 RmBEER, H#EBrix
RAFEEY DNA F B S miER T 156bp, M 37
S ARRIEK

WG R RS Y5 R A,
M EASMER, BALF LH AR T
B MAESTE, 8 1 T 32 R 05 P LA B e R
HERRvERR S TR M R 5 R, K
instant RACE W15 % i@t £ 4 i) 5° — RACE 3§
TakaRa B ¥ 5" — RACE B9 3t — EIFE L, BN

mRNA K184 K 1 cDNA H 1 2 52 bk B HE, A 8
TF Y3 cDNA B BXBY 5" A3 551, 7 # IRl Bt 5%
FATHE%H 5 — RACE 5 H A& TakaRa A HIH) 5" -
Full RACE SRR #HATHRF KL 2 E 5 K450 PREY
#6, Hrp,5 - Full RACE i T EmilH &I
EARAENERSNER . ZRMFEZEET
5458 5° — RACE 78 B4 o BUE DNA #) 3° — OH
Fein EFR G g mRAER T g, DL 5" - B uig
MRS | AT RE R M 5 R, 4 RNase H K i 2%
&P RNA /5, LA T, RNA RS i R
& A SScDNA B — R s 4540, R 72
BRI cDNA K B i i+ B Xt = m) 4 s 19,
PHATHE PCR, LAEK 5" KA1 X 5,

SN 3 - RACE 25, iR s PCR W4%
Sk, LI B PCR #6473 - RACE, 3518 1 500 &
A bp KEWY G519, 456 AT RITEB YT
T, MEE—IXK PCR ¥ )5 ™Y, 24k X5
Y, B TE %8 10 B AR S EHEUSE —K
PCR #] TE ¥ cDNA Stk , ZEM R0 &4 T GR X
B HE—R PCR 25 10T )i#4T PCR ¥ 3%, 3%
MR EZLEFIK PCRY BHFFEZR Age —K
PCR ¥ 35 52 (A 1), RIS K PCR ¥ 1%
BT R LA — K PCR ¥ 38 0 587 ARG TS
B, H— XTI R EAKAE PCR £ 4115
BUR #4758 — K PCR FIK ™48tk K PCR,
45 B TR M R, PCR W — 1K PCR 9 = 4545
AR Y I S T — AW (LA 2), DL ERAR
Mg R H] 7K PCR BRI, T PCR ™4
41 500 £ bp, FUBR 5 IE AR H cDNA BRI EEH 4
(141bp) K5 | Wi 8 53 (15bp) , 3 — RACE K%
FEEK T 350bp.

AL 3 FORRI A9 RACE % R B X R 40 oD-
NA FBG#ATT 3’5 S REHIPGEY 1,3 Moy ik B
HANFE, EARRIIE, B, KA KL ZEFE M DNA K
BHIEK R K24 1kb(500 bp + 350 bp + 156 bp) X/
HISEEE cDNA H Bt HAX/M5 Northern blot 43 #r4%
BB RH mRNA &5 F & 1. 0kb~ 1. 2kb(H
PEERMNEZE ARD)MM. KH DNA FEB#
REFPUEY R X E AN — RS MR ST,
HEANEFHRHA KL ZEEH DNA LK RESE
R, —EMRZFERMEE ( T#% 287 )

o (431

R T Tt o
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1 BE AN [E] B 1] e B L P9 R D RE B R AL i HR B TR
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SENRE R SRR AL 2 AS EDD MBI EE R,
i NEDD 7£ = BEMR I e B 4 FF 50808 , 31 8 JAAT 5
NCAHEABRENZR., D iR N EIIEER A
7E = B IUAE 1 2 30 EDD 9%, 8 E A4 & 3F
NEDD H#i#F . a8 sh kB ks 45 % #&4h
KGR H S kR RE R (L BE SR B A 45 5, i
VATERRE S0 2 ik il % 48 75 VA =5 BE IILAE. AS 995 75 AN
& ThEE A% EDD A1 NEDD R YISL AT $E/8) .,
BIRZ LR 51T (B — L 7 ik 1 [a] @3
i S RERR TR, A — R o fa] B 40 47, RE BT I 3 A 5
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