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Sep-Pak purification. Furthermore, examination of chromatograms of Fellman et al. would indicate, 
that there are some difficulties in separating B]_- and B2 ~peaks from the sample matrix and from each 
other.
The methods here described shows excellent separation using either simultaneous or separate determi­
nation of B]_ and E>2 > Separate determination of B]_ and B2 is recommended where maximum sensitivity is



-P
* H» a cw

s
:

en
h-

*
C

L
T

J
s

T
J

s
c

rd
e

n
e

n
O

o
S

*
3

T
J

P
C

L
H

2
ü

s
O

P
H

W
rt

!
rt

H
-

rt
Lc

î
CD

CD
h-

*
c

c
o

H
 •

p
P

rr
r~

*
P

p
rt

H
»

rr
O

P
H

 •
h-

*
en

rr
,-Q

rt
P

rt
P

N
H

»
M

r-
*

<
B

g
CD

P
P

en
H

*
O

C
p

cr
rt

rt
0

0
O

p
C

H
O

C
T

P
CD

O
P

h
-4
o

CD
T

J
T

J
3

rt
0Q

rr
3

O
3

H
*

P
cr

P
H

«
M

3
p

C
L

C
L

P
rt

O
ï-t

>
£

1
e

n
h-

*
h-

4
H

*
P

P
p

r*
*

rt
L

n
3

r-
*

y'
-N

P
o

T
J

P
S

H
-

rr
P

H
-

C
P

CD
CD

O
1

P
o-

P
T

J
o

P
2

ta
LO

O
cr

g
hH

p
rt

P
*

rt
rt

en
rt

r
t

rt
r<

en
p

O
rt

rt
t

:
cr

cr
o

o
p

rt
p

>
P

P
C

L
cr

H
-

CD
C

L
rr

CD
P

T
J

h
-4

H
-

en
O

o
H

*
T

J
C

L
P

vO
o

p
 

•
r*

en
C

L
en

CD
CD

H
-

CD
P

B
C

rt
en

P
H

-*
H

ht
»

en
r-

1
rr

c
C

L
C

L
B

rt
e

n
H

*
«•

c
c

C
L

H
»

P
T

J
en

CD
V

-/
0)

rt
r

r
en

H
-

T
J

P
p

h
-*

P
q

P
P

3
T

J
en

P
en

en
C

L
CD

4
j

rt
cr

p
P

r-
*

rr
en

p
T

J
n

rt
rt

D
>

0
0

r
H

O
jL

£
P

rt
P

C
L

O
C

L
P

£
P

3
rt

p
T

J
P

P
P

O
r-

*
O

o
V#

CD
P

P
3

P
rt

rt
CD

en
LO

en
T

J
P

rt
rr

x
4

H
*

O
0

0
g

P
£

i 3
L

n
rt

en
T

J
C

L
rr

h
h

P
ri

P
O

P
r-

*
rt

P
p

C
L

rt
rt

a
>•

CD
C

L
CD

r-
*

h
4*

O
rt

P
3

P
en

o
O

P
2

O
c

CD
h-

*
C

L
n

P
CD

P
O

rt
h

4«
3

p
cr

P
r-

4
rt

T
J

H
rr

a
rt

O
P

P
ht

H
-

en
P

p
O

O
H

r-
*

H
-

rt
c

0
0

X
*

rr
H

rt
M

cr
P

x
-

P
C

L
en

r
t

P
cr

O
h

tj
P

v
j

rn
53

ru
o

s*
o

*•
p

T
J

3
rr

rt
r-

*
O

r-
*

«—
i.

T
J

H
*

P
O

LO
P
o

o
g

c
l

P
C

L
S

CD
en

O
>-

*•
P

P
H

!
O

P
P

P
en

O
O

h
-1
o

o
p

H
*

en
C

L
c

r
>—

*
P

ri
K

H
!

en
H

-
rt

S
O

rt
rt

h~
*

p
e

n
rt

P
c

rt
p

rt
CD

3
P

P
P

rt
hr

j
T

J
P

O
en

O
O

O
rt

rr
o

CD
T

J
rt

H
-

P
en

rt
H

»
rc

T
J

rt
en

g
T

J
H

*
CTO

g
C

H
P

CD
CD

ti
P

r-
*

rr
P

C
L

P
C

L
P

O
ce

P
H

*
P

en
rt

o
rt

N
J

P
•

V*
C

L
CD

CD
<

P
rt

P
T

J
h

-4
rt

rt
P

en
h

-4
rt

—
».

en
CD

r-
h

LO
CTQ

P
*#

S
P

en
r

t
T

J
rt

H
-

L
n

CD
rt

!
e

n
rt

C
3

en
rt

O
P

H
*

•
rt

rt
en

O
c

r
P

H
-

P
rr

en
£

H
*

rt
O

O
en

£
r

t
r-

*
o

P
O

■
P

rt
i

H
*

O
CD

X
en

h-
*

T
J

fD
r

t
CD

P
H

-
3

2
en

P
a*

h-
»

C
L

p
P

h
h

O
P

C
L

0
0

rt
rt

CD
r<

O
e

n
v

-'
P

en
a

r*
«

rt
r

-*
rt

P
en

P
CD

r-
*

en
C

L
P

P
p

S
C

L
T

J
TJ

cr
P

O
rt

P
cr

o
cr

rt
CD

S
P

C
L

rt
p

3
B

C
o

O
rt

O
O

3
T

J
P

en
CD

T
h

r-*
CD

en
3

rt
H-

M
P

en
o

rt
H-

rt
O

CJ
h~

*
(D

C
L

T
J

O
P

3
O

O
en

r
4*

P
P

O
B

O
h~*

r
y

P
O

n
P

s
r-

*
rt

CD
P

x4
X

CL
C

rt
H-

rt
c

p
T

J
CL

s
H*

rt
CD

CD
O

P
*#

O
rt

.
y

M
X

B
rt

P
a4 o

rr
 

l-t
i

a'
 M

*
a

 
P3

if
I-
1 
O 

CD 
C 

a 
cw 

co

(0
S

rt 
a

. 
- 

>f
 

if
a*
 a

 
o

• 
n

0
 m

* a
1 

<: a
-O
 o
.S

a a
. 

tf

g 
m

TJ
 

O

CT
* 

O
 r

t 
fD 

P
3 

B
a 

a

c a o Ml

M
i 

3
a 

rt
O 

O
P
 C

• 
a

H* 3 CW
If a a •O O

S o
a

 
eu a

>
 M

4
a

.a P a rt a
en

 
h

*
rt

a
•

T-
4

a
a

 
&

.
p

*3
>*

o
O

en
cr

»
en

rt
 

p
a

 
a

 
m

-
Ln

 
p

P
a

"O
P

p
P

O
o

P
P

 
P

O
M

i 
a

rt
a

• 
M

i
O

 
en

en
rt

g
en

P
O
o

P
P

P
S

a
n

cr
S

a
If

^
 

p
cr

cr
r-

4
P

H»
o

en
C

L
 

p
P

a
1 

m
 

a
} 

1
P

o
.

>
 

O
TJ

p
p

53
T-

4
P

>
H

*
P

 
p

a
 

if
 
cr1

ro
ht

I-
1 

3
g 

p
CL

O
P

rr
rt

rt
 

CL
CL

n-
 

a
 

a
p

 
t-*

P
.i—

1
P

 
ht

g
Th

rt
rt

P
h4

-
CL

P
3

 
a*

 
rt

C
L 
o

h
t!

M
J

rt
 

p
3

o
P

H
*

en
p

rt
a

 
a

C
L 
o

3
c

O
 

1-̂
P

4 
rt

h4
«

cr
rt

o
h4

-
Zj

3 
rt

 
ta

H
-

P
h-

4
rt

 
a

P
 

H
*

rt
H

*
P

rj
P

g
rt

O
 

H
-

H
-
3 
o

P
 

T
h

H»
h-

4
a4

P
 

O
cr

r-
4

P
P

h-
4

C/
J
o

v
î

U
 
a

rt
!

o
00

 
O

00
V

J
a 
a

o 
p

P
00

O
P

CL
m

 
a

!z
l 

a
i 

<
rt
cr

m
t—

4 
en

LO
p

O
O

TJ
p

H
*

<
 

E*
en

'
o 
o 
a

ho
p

O
>

•
O

TJ
p

rt
O

P
h-

4
en

a 
0

rt
if

N
J

CL
o

if
 

o
' 

H
*

cr
rt

CL
h-

4
rj

a
 
a

O
3 

o
o

a ̂
a 

>
 
3

p
P

P
P

cJ
P

r{
o 
3 
a

r-
4

H
*

X
-

a
M

l
h-

4
en

00
eu

 
g

rt
O

S
 

^
P

M
1 

H
-

3
p

p
CW
 

cn
eu

 
rt

P
rt

P
H

-
X

i
ĉ
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Fig• 2: 
Chromatograms for the separate determination of ribo- 
flavine and thiamine.

Standard 
; 

SampIe 
: 

Injection volume:

Column 
: 

Mobile phase 
: 

Flow rate 
: 

Detector 
;

10 /ig/50 ml each of Bp and B
2

 

Pork luncheon meat
100 jjI for B

2 determination 
25 jul for Bp determination

nBondapak C18
60/40 phosphate buffer/methanol 
1 ml/min
Filter flourescence detector 
365 nm exitation, 455 nm emmission 
GAIN 64
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Table_l: Results for the determination of thiamine and riboflavine content 
in canned pork luncheon meat.

Thiamine pg/g

Series

AOAC
HPLC

Separate
• Simultaneous

Mean
S.D.

N
Mean

S.D.
N

Mean
S.D.

N

I
(1

can)
3.30

0.10
4

3.20
0.13

8
II

(1
can)

2.46
0.11

2
2.45

0.05
6

III
(2

cans)
2.04

0.08
12

IV
(9

cans)
2.04

0.08
4

2.02
0.10

14
1.94

0.07
18

Riboflavine pg/g

AOAC
HPLC

Separate
Simultaneous

Series
Mean 

S.D. 
N

Mean 
S.D. 

N
Mean 

S.D. 
N

I 
(1 can)

1.87 
0.11 

2
1.80 

0.04 
3

II 
(1 can)

1.77 
0.06 

6
III (2 cans)

2.39 
0.05 

2
2.44 

0.06 
12

IV 
(9 cans)

2.14 
0.08 

6
1.97 

0.06 
12

2.09 
0.11 

18

■X§ble 2; Recovery of 10 pg each of thiamine and riboflavine added to sam­
ples before autoclaving.

HPLC

Separate
Simultaneous

Pg B^ recovered
9.94

9.82
S.D.

0.39
0.36

N
10

11
2 recovery

. 99.4
98.2

Pg Bg recovered
9.43

10.20
S.D.

0.85
0.58

N
4

11
% recovery

94.3
102.0
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