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Abstract

Introduction: Public health programs aimed at identifying and monitoring individuals at risk of specific nutrient
deficiencies may benefit from advances in biospecimen sampling techniques that allow for easier in-the-field collections.
Such advances may be particularly important for those of childbearing potential, in order to identify individuals at risk
of low folate status due to sub-optimal nutriture. Folate is a critical nutrient of interest among women of childbearing
potential because suboptimal levels are a primary contributor to neural tube defects. Whatman Paper Dried Blood
Spots (WDBS) are a convenient method for assessing folate; however, a major drawback of WDBS has been the
inability to separate serum from erythrocyte folate in these samples.

Aim of study: The purpose of this study was to test the feasibility of using newer linear flow chromatography DBS
cards to measure serum and erythrocyte folate.

Method: A convenience sample (n=27) was recruited to assess folate values collected by venous blood draw,
Whatman paper, and linear flow chromatography cards. These sampling techniques allowed for assessment of
erythrocyte and serum folate values collected via different methods. Folate levels in the samples were assessed using
standard Lactobacillus casei microbiological assays.

Results: Erythrocyte folate values from the two blood spot methodologies (Whatman paper and linear flow
chromatography DBS) indicate a strong linear relationship, with 92% of variance accounted for in a linear regression
analysis. Similarly, venous blood samples and linear flow chromatography DBS values accounted for 88% of the
variance.

Conclusion: Linear flow chromatography dried blood spot cards are useful for assessment of erythrocyte and
serum folate. Values had a strong, positive, linear relationship to serum and erythrocyte folate values from other
validated methodologies, including Whatman dried blood spots and venous whole blood samples.

previous DBS methodology is that it did not allow the examination of
folate in serum. However, new DBS card technology includes linear
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Arrayit card dried blood spots; Whatman paper dried blood spots;
Venous blood flow chromatography which allows analysis of both RBC and serum in
the same DBS. In order to explore the use of this new technology for
folate analysis, we are comparing linear chromatography to traditional

methods as described in detail in the methods section.

Introduction

Inadequate folate status is the primary contributor of spina bifida,
anencephaly, and other Neural Tube Defects (NTDs) [1-3]. Globally,
annual prevalence of NTDs exceeds 300,000 and neonatal deaths ex-
ceed 40,000 [4]. In developing countries, 17-70% of neonatal deaths
from birth defect are attributable to NTDs [5]. In the U.S, NTD preva-
lence is 5.4 per 10,000 pregnancies [6]. Poor folate status in women of
childbearing potential is also associated with several other pregnancy-
related problems, including abruptio placentae; preeclampsia, sponta-
neous abortion, stillbirth, preterm delivery, and low birth weight [7-15].
Recent studies have identified connections between higher folate levels
during pregnancy and reduced risk of autism spectrum disorders and
better cognitive functioning scores when children are 9 and 10 [16,17].

Materials and Methods

A convenience sample of 27 participants were recruited for
this study. Participants were recruited by use of flyers on an urban
academic medical campus in Tulsa, OK. The only criteria being age
of participants between 18 to 75 years (mean=37.52; SD=15.44).
The majority of participants (81.5%, n=22) were female. There were
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One common methodology for assessing folate status is use of (@18) ! e

Dried Blood Spots (DBS). DBS can be collected by non-medically Received December 17, 2019; Accepted February 03, 2020; Published February

trained personnel in non-medical environments. Moreover, the
low blood volume requirement and ease of procurement improve
participation in research [18]. Finally, and critically to public health
research and intervention work, the use of dried blood spots reduces
exposure to biohazards [19]. Dried blood spots may be particularly
useful when the research of interest focuses on a small critical group
of biomarkers or nutrients, like folate status. One major weakness of
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no inclusion/exclusion criteria for the study. All participants were
consented by laboratory staff. This study compares the folate values
of DBS RBC using linear chromatography cards, DBS RBC using
traditional Whatman paper, and whole blood RBC collected with
Vacutainer EDTA tubes. Additionally, serum folate values from linear
chromatography card DBS were compared to folate values in serum
collected using standard blood tubes. Comparisons were made between
two blood sampling techniques (finger stick and venous blood draw) to
be used across three methodologies:Whatman paper dried blood spots;
Arrayit dried blood spots, and venous whole blood. Figure 1 shows the
flow of participants in this study from enrollment to analysis.

Whatman paper Dried Blood Spots (WDBS)

Finger sticks were used to drop blood onto Whatman 903
Proteinsaver Cards (GE Healthcare). This dried blood spot methodology
has been previously validated for measurements of erythrocyte folate
[20,21]. A serious limitation of WDBS is that they cannot be used to
assess serum folate or other serum factors that require separation from
red blood cells and/or leukocytes [22]. Multiple 3 mm punches from
each WDBS were stored at -80°C until analysis. One 3 mm punch from
each WDBS was used for folate and hemoglobin analyses. Each 3 mm
punch was assumed to contain 2.4 uL of whole blood.

Arrayit Dried Blood Spots (ADBS)

Finger sticks were used to drop blood onto Arrayit blood
cards (Arrayit Corporation, Sunnyvale, CA), which use linear flow
chromatography to separate whole blood serum from erythrocytes
and leukocytes. After serum separation, four 3-mm punches from the
serum area on each card were used for serum analysis and one 3-mm
punch from the center of the RBC area on each card was used for RBC
folate and hemoglobin analyses. Punches were stored at -80°C until
analysis. According to the manufacturer, each 3-mm punch should

contain a liquid volume of 1.4 uL, which was the value used for folate
concentration calculations.

Venous whole blood and serum samples

Venous blood is the gold standard for assessing erythrocyte and
serum folate values. Blood was obtained by venipuncture and collected
into BD Vacutainer tubes (Becton Dickinson). For Venous Whole
Blood (VWB) assessments, blood was collected into BD Vacutainer
K2 EDTA tubes and diluted 1/11 in AATX buffer (5g ascorbic
acid/L containing 0.1% by volume Triton X-100) to generate lysates
as previously described [20]. The lysates were immediately frozen in
order to keep the folate in a reduced state and then stored at -80°C until
hemoglobin and folate analysis [23]. For serum assessments, blood was
collected into BD Vacutainer serum tubes and centrifuged at 1,300 g
for 10 minutes at room temperature. The serum fractions were stored
at -80°C until folate analysis.

Folate analysis

Regardlessofsamplingtechnique, Lactobacilluscaseimicrobiological
assays of folic acid derivatives were used to assess erythrocyte or serum
folate status, as appropriate. Folate assays were performed using ID-
Vit® Folic Acid Assay kits according to the manufacturer’s instructions.
Serum was extracted from the ADBS samples by adding 200 uL of ID-
Vit® Folic Acid Assay sample preparation buffer to the four punches
from each card. Blood components from the WDBS and ADBS RBC
punches were extracted by adding 75 uL AATX buffer to each punch.
The punches were then shaken at 300 rpm in the presence of extraction
buffer for 1.5 hours at room temperature. Eluates from the whole blood
lysates, WDBS punches, and ADBS RBC punches were also evaluated
for hemoglobin concentrations using a standard hemoglobin assay
kit from Sigma-Aldrich (St. Louis, MO). Pooled serum was included
in each plate to serve as identical controls across all the assays. The

Figure 1: Consort flow diagram.
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microbiological plates were incubated at 37°C for 48 h and then
turbidity read at 620 nm using a Bio-Rad microplate reader. ADBS
RBC folate results were given as Hemoglobin-Folate (HF) values using
the following formula for calculation: RBC Hemoglobin folate (pmol/
g)=RBC folate (pmol/L)/hemoglobin (g/L). For WDBS and whole
blood RBC folate we used the following formula to correct the serum
folate level and hematocrit (HCT):RBC folate (pmol/L)=(WDBS or
whole blood lysate folate)-serum folate x (1-HCT))/HCT where HCT
was assumed to be 0.4 as previously described [23].

Statistical methods

Regression analyses were conducted on samples from the same
participant to assess the linear relationship between erythrocyte folate
values from the two blood spot methodologies and vacutainer blood
samples and linear flow chromatography DBS serum folate. All subjects
gave their informed consent for inclusion before they participated in
the study. The procedures followed were in accordance with the ethical
standards of the institution on human experimentation and approval
was obtained from the Institutional review board regarding human
subjects.

Results

Arrayit Dried Blood Spots (ADBS) vs. Whatman Dried Blood
Spots (WDBS)

In order to test the utility of using serum separator cards for
erythrocyte folate measurements, we first compared erythrocyte folate
levels in blood samples collected using Arrayit Dried Blood Spots
(ADBS) to those collected using standard WDBS. Twenty-five subjects
gave both DBS samples: they were 84.0% female (n=21), and the mean
age of participants was 36.84 (SD=15.54, range=22-65). Erythrocyte
folate values from the two methodologies indicate a strong linear
relationship with regression accounting for most variance (R*=0.920
(Figure 2). A linear regression analysis suggests that WDBS=1.0726 x
ADBS.

Arrayit Dried Blood Spots (ADBS) vs. Venous Whole Blood
(VWB)

We assessed erythrocyte folate values of 15 participant samples
collected using ADBS and VWB; they were 80.0% female (n=12),
and the mean age of participants was 39.20 (SD=5.69, range=22-68).
Erythrocyte folate values from the two methodologies indicate a strong
linear relationship, with the two variables accounting for most of the
variance in a linear regression model (R?=0.83) (Figure 3). We also
assessed serum folate values of 26 participant samples collected using
ADBS and VWB; they were 80.8% female (n=21), and the mean age of
participants was 36.84 (SD=15.54, range=22-65). Serum folate values
from the two methodologies indicated a strong linear relationship,
with the two variables accounting for most of the variance in a linear
regression model (R?=0.88) (Figure 4). Linear regression analyses
of the two comparisons suggests, that for erythrocyte folate values,
VWB=0.9922 x ADBS and for serum folate values, VWB=2.3321 x
ADBS.

Discussion

Arrayit linear flow chromatography dried blood spot cards are
useful for assessment of erythrocyte and serum folate. Serum and
erythrocyte folate values from other validated methodologies showed
a strong linear relationship.

Validation of linear flow chromatography dried blood spot cards

Note: 'Arrayit Dried Blood Spots; 2Whatman Dried Blood Spots
Figure 2: Erythrocyte folate values ADBS' and WDBS2.

Note: 'Arrayit Dried Blood Spots; 2Venous Whole Blood Sample.
Figure 3: Erythrocyte folate values ADBS' and VWBS?2.

Note: 'Arrayit Dried Blood Spots; 2Venous Whole Blood Sample.
Figure 4: Serum folate values ADBS' and VWBS?2.

for assessment of folate levels in erythrocytes and serum is important
because DBS can be collected by non-medically trained personnel in
non-medical environments. Moreover, cooperation rates for dried
blood spots remain high, even among older populations [18]. Expanded
methodologies for assessing folate may allow better testing in hard
to reach areas or populations in order to address the global burden
of Neural Tube Defects (NTDs), particularly those in developing
countries, where a great burden of neonatal death is attributable to
NTDs [23].
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Conclusion

This work is critically important because universal supplementation
may contribute to the burden of autism spectrum disorders by
increasing the proportion of women with folate levels that are too
high. In order for women of childbearing potential to fall into the
appropriate range for folate status, we must improve access to serum
and erythrocyte folate testing. Serum or plasma separation cards such
as the Arrayit linear flow chromatography dried blood spots tested
in our assays should offer ease of procurement, low blood volume
requirement, and reduced exposure to biohazards with linearly related
erythrocyte and serum folate values.

Acknowledgement

Research reported in this publication was supported by an Institutional
Development Award (IDeA) from the National Institute of General Medical Sciences
of the National Institutes of Health under grant number [P20GM109097].

References

1. Osterhues A, Ali NS, Michels KB (2013) The role of folic acid fortification in
neural tube defects: A review. Crit Rev Food Sci Nutr 53: 1180-1190.

2. Blom HJ, Shaw GM, Den-Heijer M, Finnell RH (2006) Neural tube defects and
folate: Case far from closed. Nat Rev Neurosci 7: 724-731.

3. Pitkin RM (2007) Folate and neural tube defects. Am J Clin Nutr 85: 285-288.

4. Christianson A, Howson CP, Modell B (2006) March of Dimes: Global report on
birth defects, the hidden toll of dying and disabled children.

5. Blencowe H, Cousens S, Modell B, Lawn J (2010) Folic acid to reduce neonatal
mortality from neural tube disorders. Int J Epidemiol 39: 110-121.

6. Boulet SL, Yang Q, Mai C, Kirby RS, Collins JS, et al. (2008) Trends in the
postfortification prevalence of spina bifida and anencephaly in the United
States. Birth Defects Research Part A: Clin and Mol Teratol 82: 527-532.

7. World Health Organization, Serum and red blood cell folate concentrations for
assessing folate status in populations., V.a.M.N.I. System, Editor. 2012, World
Health Organization, Geneva.

8. Scholl TO, Johnson WG (2000) Folic acid: Influence on the outcome of

pregnancy. Am J Clin Nutr 71: 1295-1303.

9. Smits LJ, Essed GG (2001) Short interpregnancy intervals and unfavourable
pregnancy outcome: Role of folate depletion. Lancet 358: 2074-2077.

1.

2

o

2

=

22.

23.

. Scholl TO, Hediger ML, Schall JI, Khoo CS, Fischer RL (1996) Dietary and

serum folate: their influence on the outcome of pregnancy. Am J Clin Nutr 63:
520-525.

Neggers YH, Goldenberg RL, Tamura T, Cliver SP, Hoffman HJ (1996)The
relationship between maternal dietary intake and infant birthweight. Acta
Obstet Gynecol Scand Sup 165: 71-75.

. Siega-Riz AM, Savitz DA, Zeisel SH, Thorp JM, Herring A (2004) Second

trimester folate status and preterm birth. Am J Obstet Gynecol 191: 1851-1857.

. Malinow MR, Rajkovic A, Duell PB, Hess DL, Upson BM (1998) The relationship

between maternal and neonatal umbilical cord plasma homocyst (e) ine
suggests a potential role for maternal homocyst (e) ine in fetal metabolism. Am
J Obstet Gynecol 178: 228-233.

. Tchernia G, Blot |, Rey A, Kaltwasser JP, Zittoun J, et al. (1982) Maternal folate

status, birthweight and gestational age. Dev Pharmacol Ther 58-65.

. Bodnar LM, Himes KP, Venkataramanan R, Chen JY, Evans RW, et al. (2010)

Maternal serum folate species in early pregnancy and risk of preterm birth. Am
J Clin Nutr 92: 864-871.

. Surén P, Roth C, Bresnahan M, Haugen M, Hornig M, et al. (2013) Association

between maternal use of folic acid supplements and risk of autism spectrum
disorders in children. JAMA 309: 570-577.

.Veena SR, Krishnaveni GV, Srinivasan K, Wills AK, Muthayya S, et al. (2010)

Higher maternal plasma folate but not vitamin B-12 concentrations during
pregnancy are associated with better cognitive function scores in 9-to 10-year-
old children in South India. J Nutr 140: 1014-1022.

. Williams SR, McDade TW (2009) The use of dried blood spot sampling in the

national social life, health, and aging project. J Gerontol B Psychol Sci Soc Sci
64: 131-136.

.Sharma A, Jaiswal S, Shukla M, Lal J (2014) Dried blood spots: Concepts,

present status, and future perspectives in bioanalysis. Drug Test Anal 6:
399-414.

. O’Broin SD, Gunter EW (1999) Screening of folate status with use of dried

blood spots on filter paper. Am J Clin Nutr 70: 359-367.

. Zimmerman RK, Slater ME, Langer EK, Ross JA, Spector LG (2013) Long-term

stability of folate in dried blood spots stored in several conditions. J Pediatr
163: 596-597.

McDade TW (2014) Development and validation of assay protocols for use with
dried blood spot samples. Am J of Hum Biol 26: 1-9.

https: //www.cdc.gov/nchs/data/nhanes/nhanes_09_10/folate_f_met.pdf

Vitam Miner, an open access journal
ISSN: 2376-1318

Volume 9 - Issue 1+ 1000188


https://doi.org/10.1080/10408398.2011.575966
https://doi.org/10.1080/10408398.2011.575966
https://doi.org/10.1038/nrn1986
https://doi.org/10.1038/nrn1986
https://doi.org/10.1093/ajcn/85.1.285S
https://doi.org/10.1093/ije/dyq028
https://doi.org/10.1093/ije/dyq028
https://doi.org/10.1002/bdra.20468
https://doi.org/10.1002/bdra.20468
https://doi.org/10.1002/bdra.20468
https://doi.org/10.1093/ajcn/71.5.1295s
https://doi.org/10.1093/ajcn/71.5.1295s
https://doi.org/10.1016/S0140-6736(01)07105-7
https://doi.org/10.1016/S0140-6736(01)07105-7
https://doi.org/10.1093/ajcn/63.4.520
https://doi.org/10.1093/ajcn/63.4.520
https://doi.org/10.1093/ajcn/63.4.520
https://europepmc.org/article/med/9219461
https://europepmc.org/article/med/9219461
https://europepmc.org/article/med/9219461
https://doi.org/10.1016/j.ajog.2004.07.076
https://doi.org/10.1016/j.ajog.2004.07.076
https://doi.org/10.1016/s0002-9378(98)80005-7
https://doi.org/10.1016/s0002-9378(98)80005-7
https://doi.org/10.1016/s0002-9378(98)80005-7
https://doi.org/10.1016/s0002-9378(98)80005-7
https://doi.org/10.3945/ajcn.2010.29675
https://doi.org/10.3945/ajcn.2010.29675
https://doi.org/10.3945/ajcn.2010.29675
https://doi.org/10.1001/jama.2012.155925
https://doi.org/10.1001/jama.2012.155925
https://doi.org/10.1001/jama.2012.155925
https://doi.org/10.3945/jn.109.118075
https://doi.org/10.3945/jn.109.118075
https://doi.org/10.3945/jn.109.118075
https://doi.org/10.3945/jn.109.118075
https://doi.org/10.1093/geronb/gbn022
https://doi.org/10.1093/geronb/gbn022
https://doi.org/10.1093/geronb/gbn022
https://doi.org/10.1002/dta.1646
https://doi.org/10.1002/dta.1646
https://doi.org/10.1002/dta.1646
https://doi.org/10.1093/ajcn/70.3.359
https://doi.org/10.1093/ajcn/70.3.359
https://doi.org/10.1016/j.jpeds.2013.03.043
https://doi.org/10.1016/j.jpeds.2013.03.043
https://doi.org/10.1016/j.jpeds.2013.03.043
https://doi.org/10.1002/ajhb.22463
https://doi.org/10.1002/ajhb.22463
https://www.cdc.gov/nchs/data/nhanes/nhanes_09_10/folate_f_met.pdf

	Title
	Corresponding author
	Abstract
	Keywords
	Introduction
	Materials and Methods 
	Whatman paper Dried Blood Spots (WDBS) 
	Arrayit Dried Blood Spots (ADBS) 
	Venous whole blood and serum samples 
	Folate analysis 
	Statistical methods  

	Results  
	Arrayit Dried Blood Spots (ADBS) vs. Whatman Dried Blood Spots (WDBS)
	Arrayit Dried Blood Spots (ADBS) vs. Venous Whole Blood (VWB)

	Discussion
	Conclusion
	Acknowledgement
	Figure 1
	Figure 2
	Figure 3
	Figure 4
	References

