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APPENDIX

Sequenogram of nucleotide sequence by automate DNA sequencing

Nucleotide sequence was analyzed by an Applied Biosystems 377 sequencer

(Perkin-Elmer, Norwalk, CT, USA).

Model 377 16+P2 SP6 Signal G:79 A:128 T:161 C:154 Page 1 of 2
E\W Version 3.3 DT {BD Set Any-Primer} Tue, Jan 28, 1947 9:1d4am
SemiAdaptive P2 SP6 16/08/00 dRhod Matrix Mon, Jan 27, 1947 14:00pm
% Version 3.3.1b2 Lane 16 Points 1055 10 8000 Pk 1 Loc: 898 Spacing: 9.64{9.64)

TGEAT CCACG COT TGGGAGC TCTCCATATG GT CGAC CTGEAGGCG GC CGCGAAT TCACTAGT GA TTATAA AAGTAA AGAGACGT TNAGAGGAAT TTTTATTAAG G GAAAAGAATATAC T GGTAACAC
10 2 3a 50 60 70 20 100 110 170

ittt i R

TTGCTGCTGAACATGCTATTTGCTTTAGAATAC CAACT TAAGGG GAAC TCATATGTCCT TGGGAC TGAATAT CCAAA AACA TACGAGCTGAATTCCTGGCGTGTTACATTACTTCACTTY
130 140 156 160 170 180 190 200 1@ 229 230 240

(GCTATCAATGACCATTAGCTAGCAAGCCATTCTCAACT GTATC GCCAACAGC CTTCTGGGCATAGAATC TTCGATACATGGT GTCAACTTCTGTGAGATAGTA TGT TCCAG GC GC CAA GATGH
250 768 270 280 290 300 310 320 130 340 ise 360 37¢

CTGCAATCCTTGCTT GTCACAAAGTCT TTAGC CCCGTAT TGATGCTCCATTA GET TCAT GA TAAC TGCAAACTTCTCT GGGGGGAACTCGT GTCTTGTCTTCAACT TTCCTGCAACATTCA
3180 390 400 410 420 430 440 450 460 479 480 490
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Calculation of HMG-CoA synthase activity

The radioactivity of acid-stable [1-'“C} HMG-CoA was measured after heating
at 90°C for 2 h, adding liquid scintillation fluid and counting decay events in a liquid
scintillation counter. The radioactivity was shown in dpm

HMG-CoA synthase substrate stock (255 pl) containing, 250 ul of acetyl-CoA
and 5 pl of [1-'*C] acetyl CoA (54.9 mCi/mmole). The 10 pl of stock HMG-CoA
synthase substrate (50 nmole of acetyl-CoA plus "*C-acetyl-CoA) was added into
enzyme assay mixture (100 pl) as described in method 5.9, 40 pul of the assay mixture
was determined the total radioactivity. Another 40 pl of remaining assay mixture was
heated to remove the remaining '*C-acetyl-CoA. The remaining radioactivity was
from '*C-HMG-CoA formed. The radioactivity of '*C-acetyl-CoA was 3,256 dpm/40
pl. The assay mixture (100 pl) contained 50 nmole of acetyl-CoA plus l4C-acetyl-CoA
had a specific radioactivity value of 8,140 dpm (3,256 x100/40). If the acetyl-CoA is
completely converted to HMG-CoA, the '“C-HMG-CoA radioactivity value should be
8,140 dpm. Therefore, 1 dpm of "“C-HMG-CoA equaled 50 x1/8,140 or 6.14 x107
nmole. For example,
The radioactivity in the 40 pl reaction of sample is as follows

[1-"C] HMG-CoA =700 dpm and blank = 100 dpm

Total [1-"*C] HMG-CoA = 600 dpm

1 dpm = HMG-CoA 6.14x10 nmoles
Incubation time 2.5 min in the total of 100 ul reaction
The activity of HMG-CoA synthase = 3.7 nmoles/min.
If the reaction contains 120 ug of protein, the specific activity

= 30.83 nmoles/min/mg protein



TIUB codes
A = adenine
C = cytosine

G = guanosine

S =G or C (Strong-3H bonds)
W= A or T (Weak-2H bonds)

Y =Cor T (pYrimidine)

T = thymidine B=C,G,orT
U = uracil D=AGorT
K=GorT (Keto) H=A,C,orT
M = A or C (aMino) V=A,CorG
R = A or G (puRine) N = aNy base

Amino acids Classifications

Physicochemical properties

Amino acids

Hydrophobic aliphatic R groups
Hydrophobic aromatic R groups
Polar charged R groups

Polar uncharged R groups

GAVLIMCP
FYW
Rii K#‘ H Dt“ E"‘

STNQ

* = Sulphur R group, ** = Acidic R groups, and *** = Basidic R groups

147



Abbrevations and molecular weights for Amino acids
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Amino acid Three-letter One-letter Molecular
abbrevation symbol weight (Da)

Alanine Ala A 89
Arginine Arg R 174
Asparagine Asn N 132
Aspatic acid Asp D 133
Asparagine or Aspatic acid Asx B -

Cysteine Cys C 121
Glutamine Gin Q 146
Glutamic acid Glu E 147
Glutamine or Glutamic acid Glx 4 -

Glycine Gly G 75

Histidine His H 155
Isoleucine Iso I 131
Leucine Leu L 131
Lysine Lys K 146
Methionine Met M 149
Phenylalanine Phe F 165
Proline Pro P 115
Serine Ser S 105
Threonine Thr T 119
Tryptophan Try w 204
Tyrosine Tyr Y 181
Valine Val v 117
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