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Restiction endonudeases digestion pattern of recombinant plasnid

1 ADNA/ HindlIH- EcoRI ; 2 pGEM-T digested with s/ ;
3 pGEM-TPO digested with EcoR1 and BamH1 ; 4 PCR product of the TPO ¢cDNA
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59494
U59495
059493
L36052

ATGGAGCTGACTGAATTGCTCCTCGTGGTCATGCTTCTCCCAACTGCAAGGCTAACGCTGTCCAGCCCG
ATGGAGCTGACTGAATTGCTCCTCGTGGTCATGCTTCTCCCAACTGCAAGGCTAACGCTGTCCAGCCCG
ATGGAGCTGACTGAATTGCTCCTCGTGGTCATGCTTCTCCCAACTGCAAGGCTAACGCTGTCCAGCCCG
ATGGAGCTGACTGAATTGCTCCTCGTGGTCATGCTTCTCCTAACTGCAAGGCTAACGCTGTCCAGCCCG

C-TPO ATGGAGCTGACTGAATTGCTCCTCGTGGTCATGCTTCTCCTAACTGCAAGGCTAACGCTGTCCAGCCCG

U59494
059495
159493
L36052
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GCTCCTCCTGCTTGTGACCTCCGAGTCCTCAGTAAACTGCTTCGTGACTCCCA TGTCCTTCACAGCAAA
GCTCCTCCTGCTTGTGACCTCCGAGTCCTCAGTAAACTGCT TCGTGACTCCCATGTCCTTCACAGCAAA
GCTCCTCCTGCTTGTGACCTCCGAGTCCTCAGTAAACTGCTTCGTGACTCCCATGTCCTTCACAGCAAA
GCTCCTCCTGCTTGTGACCTCCGAGTCCTCAGTAAACTGCT TCGTGACTCCCATGTCCTTCACAGCAGA

C-TPO GCTCCTCCTGCTTGTGACCTCCGAGTCCTCAGTAAACTGCTTCGTGACTCCCATGTCCTTCACAGCAGA

159494
059495
U59493
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CTGAGCCAGTGCCCAGAGGTTCACCCTTTGCCTACACCTGTCCTGCTGCCTGCTGTGGACTTTAGCTTG
CTGAGCCAGTGCCCAGAGGTTCACCCTTTGCCTACACCTGTCCTGCTGCCTGCTGTGGACTTTAGCTTG
CTGAGCCAGTGCCCAGAGGTTCACCCT TTGCCTACACCTGTCCTGCTGCCTGCTGTGGACTTTAGCTTG
CTGAGCCAGTGCCCAGAGGTTCACCCTTTGCCTACACCTGTCCTGCTGCCTGCTGTGGACTTTAGCTTG

C-TPO CTGAGCCAGTGCCCAGAGGTTCACCCT TTGCCTACACCTGTCCTGCTGCCTGCTGTGGACTTTAGCTTG

U59494
U59495
U59493
L36052
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GGAGAATGGAAAACCCAGATGGAGGAGACCAAGGCACAGGACATTCTGGGAGCAGTGACCCTTCTGCTG
GGAGAATGGAAAACCCAGATGGAGGAGACCAAGGCACAGGACATTCTGGGAGCAGTGACCCTTCTGCTG
GGAGAATGGAAAACCCAGATGGAGGAGACCAAGGCACAGGACATTCTGGGAGCAGTGACCCTTCTGCTG
GGAGAATGGAAAACCCAGATGGAGGAGACCAAGGCACAGGACATTCTGGGAGCAGTGACCCTTCTGCTG

C-TP0O GGAGAATGGAAAACCCAGATGGAGGAGACCAAGGCACAGGACATTCTGGGAGCAGTGACCCTTCTGCTG

U59494
59495
059493

C-TPO
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U59495
059493
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C-TPO
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GAGGGAGTGATGGCAGCACGGGGACAACTGGGACCCACTTGCCTCTCATCCCTCCTGGGGCAGCTTTCT
GAGGGAGTGATGGCAGCACGGGGACAACTGGGACCCACTTGCCTCTCATCCCTCCTGGG GCAGCTTTCT
GAGGGAGTGATGGCAGCACGGGGACAACTGGGACCCACTTGCCTCTCATCCCTCCTGGGGCAGCTTTCT
GAGGGAGTGATGGCAGCACGGGGACAACTGGGACCCACTTGCCTCTCATCCCTCCTGGGGCAGCTTTCT
GAGGGAGTGATGGCAGCACGGGGAC AACTGGGACCCACTTGCCTCTCATCCCTCCTGGGGCAGCTTTCT
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GAACAGGTCCGTCTCCTUCTTGGGGCCCTGCAGAGCCTCCTTGGAACCCAGCTTCCTCCACAGGGCAGG
GAACAGGTCCGTCTCCTCCTTGGGGCCCTGCAGAGCCTCCTTG GAACCCAGCTTCCTCCACAGGGCAGG
GAACAGGTCCGTCTCCTCCTTGGGGCCCTGCAGAGCCTCCTTGGA ACCCAGCTTCCTCCACAGGGC AGG
GGACAGGTCCGTCTCCTCCTTGGGGCCCTGCAGAGCCTCCTTGGAACCCAGCTTCCTCCACAGGGCAGG
GGACAGGTCCGTCTCCTCCTTGGGGCCCTGCAGAGCCTCCTTGGA ACCCAGCTTCCTCCACAGGGCAGG
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ACCACAGCTCACAAGGATCCCAATGCCATCTTCCTGAGCTTCCAACACCTGCTCCGAGGAAAGGTGCGT
ACCACAGCTCACAAGGATCCCAATGCCATCTTCCTGAGCTTCCAACACCTGCTCCGAGGAAA---G---
ACCACAGCTCACAAGGATCCCAATGCCATCTTCCTGAGCTTCCAACACCTGCTCCGAGGAAAGGTGCGT
ACCACAGCTCACAAGGATCCCAATGCCATCTTCCTGAGCTTCCAACACCTGCTCCGAGGAAAGGTGCGT
ACCACAGCTCACAAGGATCCCAATGCCATCTTCCTGAGCTTCCAACACCTGCTCCGAGGAAAGGTGCGT
Fevk vk v ok T s vk e de ok ok ok Fe sk s vk ok ok sk ok e TR e ok ok dk ok e ok ok sk ok e sk ok e ok ke ke ok sk ke ok ke ke ke e ok ok ok e sk e o ke vk dle ke sk ke *

TTCCTGATGCTTGTAGGAGGGTCCACCCTCTGCGTCAGGCGGGCCCCACCCACCACAGCTGTCCCCAGC

AGAACCTCTCTAGTCC TCACACTGAACGAGCTCCCAAACAGGACACTTCTTGATTGTT GGAGACAAACT

-------------------------------------------- ACTTCTTGATTGTTGGAGACAAACT

AGAACCTCTCTAGTCCTCACACTGAACGAGCTCCCAAACAGGA CACTTCTTGATTGTTGGAGACAAACT

-------------------------------------------- TCCTGATGCTTGTA GGAGGGTCCAC

-------------------------------------------- TCCTGATGCT TGTA GGAGGGTCCAC
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TCACTGCCTC JAACAACTGGCTCTGGGCTTCTGAAGTGGCAGCAGGGATTCA
TCACTGCCTC JAACAACTGGCTCTGGGCTTCTGAAGTGGCAGCAGGGATTCA
TCACTGCCTC JAACAACTGGCTCTGGGCTTCTGAAGTGGCAGCAGGGATTCA
CCTCTGCGTC GCCCCACCCACCACAGCTGTCCCC AGCAGAACCTCTCTAGT
CCTCTGCGTC GCCCCACCCACCACAGCTGTCCCC AGCAGAACCTCTCTAGT
o ockkdkkdekdkkd k * * %k k% *
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Homology analysis of TPO multiple sequences alignment U59494, U59495, U59493 and 136052 in GenBank
Accession C-TPO indicate the partial mcleotide sequences of TPO from Chinese embryonic liver cells
* indicate the same base pairs in sequences of five groups

— indicate no base pais sequenced in this group

U indicate possible cleavage site by protein enzyme in deduced amino acid sequence.
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Cloning and Sequence Analysis of
Chinese Thrombopoietin Gene Fragment

XU Lin , XUJiangyin, DAI Rong, TANG Hua-xin, WANG Xun-—zhang

Abstract: Thrombopoietin (TPO) is a recently identified hematopoietic growth factor that stimulates
both megakaryopoiesis and thrombopoiesis though its interaction with a specific cell surface receptor
encoded by the ¢-mpl pwto-oncogene. Afier decades of study, the regulation of this process is still not
well undersiood, in particular those resulting from cancer chemo- or irradiation therapy. We isolated a
¢DNA fragment from mRNA of Chinese embryonic liver cells by means of reverse transcriptase poly-
merase chain reaction (RT-PCR) then cloned and shown it to be TPO by DNA sequencing. The ¢cDNA
sequence were compared to those of human TPO dNA in the GenBank using the multiple sequence
alignment program The results revealed that the N-teminal sequences were considered more conserva-
tive than those in C-terminal. The alignment of the Chinese and previously described human TPO ¢D-
NA indicates that the degree of homology is between 82% to 99% identical. One codon change was
found at 175 (Arg-Gln) in position bp 523 to 525 (CGG—CAA) of Chinese TPO ¢DNA relatively to
136052 sequence. And a sequence differs from U59495 in same position (which is CAG), but it can
be translate into the sane amino acid with Chinese TPO.
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